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PREFACE

It all started with an observation. Edward Jenner, an English physician, observed
that milkmaids who contracted cowpox were rarely victims of smallpox epidemic,
a disease that inflicted a heavy toll on humankind with an estimate of 500 million
victims worldwide. In 1796, Jenner inoculated the extracted fluid from blisters on the
hand of a milkmaid who was infected with cowpox into the arm an 8 year old peasant
boy. After the boy recovered from a mild illness caused by this inoculation, Jenner
exposed him to smallpox and to his delight the boy did not develop the disease.
He published his work in 1798 in three publications titled “Vaccination Against
smallpox”, where the term vaccination is derived from the Latin word “vacca”
meaning cow. Jenner was recognized to be the father of modern immunology, and
his work marked the commencement of a new dawn in medicine that led to the 1979
declaration by the World Health Organization (WHO) of the global eradication of
smallpox. By the beginning of the 20th century, vaccines for typhoid fever, rabies,
polio, plaque and diphtherias were in use, and nowadays we are equipped with
effective vaccines against more than 20 infectious diseases such as meningitis, rubella,
whooping cough, rabies, and hepatitis B among others.

It is indisputable that the immune system plays a role in the natural history of
cancer. This theory is supported in animal models by the fact that tumors develop
earlier and more frequently in nude mice than in mice with normal immune sys-
tems. In humans, the principal evidence comes from many facts including that many
‘immunocompromized’ cancer patients have higher incidences of a number of tumor
types, including those of the lung, colon, kidney and pancreas, as well as malignant



viii Preface

melanoma; immune response modifiers have been shown to be effective in treating
tumors and in some anecdotes; tumors are known to regress spontaneously; and
increased patient survival correlates with the presence of T cells (or tumor infiltrat-
ing lymphocytes, TIL) in a variety of tumors such as melanoma, neuroblastoma, and
breast, bladder, colon, prostate, ovary, and rectal cancers. This indicates that tumors
are amenable for immune recognition, and hence, are able to present antigens that are
recognized by the immune cells. These antigens are called tumor antigens. There-
fore, it is concluded that tumors develop due to the failure of the immune system to
recognize and reject cancer, this is called “Tumor immune escape”; we now under-
stand some of the factors that lead to tumor immune escape which will be discussed
along with the principle of tumor antigens in the chapters of this book.

Advances in both immunology and molecular biology in the past decade have
led to the identification and characterization of these tumor antigens. That in turn
led to the revival of immunotherapy as the fourth modality of treatment of cancer.
This treatment can be highly specific and an effective therapy based on the ability to
develop tumor-specific antigen directed vaccines. The concept of Immunotherapy
for cancer is over one hundred years old. The first reported “Cancer Vaccine” trial
was by W.B. Coley in 1894. Coley’s toxin’s, as it was called, was not so much a
vaccine as a non-specific immuno-stimulant. He used thirteen different preparations
of bacterial extracts, between 1892 and 1936, to treat patients with a variety of
malignancies with surprising success. He and others, including investigators at Mayo
Clinic, reported over 50% durable responses in patient populations where 10-15%
survival was historically expected. About the same time, in the early 1900’s, Paul
Ehrlich proposed the concept of “Immune Surveillance”. Ehrlich suggested that
tumors present unique antigens that could be recognized by the immune system,
leading to continuous identification and removal of transformed cells. It was another
fifty years before his theory could be proven. In the 1950’s, when inbred mouse
strains became available, Ehrlich’s theory was tested and proved the immunogenicity
of tumors. The tumor antigens were subsequently identified.

The new era of biotechnology is helping us rapidly progress in our efforts to
identify tumor antigens, compare their immunogenecity, and then design effective
delivery system to present the most powerful antigens to the immune system. With
the completion of the human genome project, new technologies such as microarray
analysis and proteomics have been added to our repertoire and have proved useful
in identifying antigens that produce the best immune response; a pivotal requisite
to the success of a cancer vaccine. Such a success is also dependent on how the
antigen is delivered to the patient, the vehicle used along with the choice of adjuvant
and cytokines. This wealthy “vaccine basket” provides researchers with tremendous
choices when planning clinical trials and emphasizes the need to compare different
strategies of vaccine design and delivery according to its efficacy in combating cancer
in clinical trials.

In lieu of the tremendous amount of knowledge in areas of tumor immunology and
cancer vaccines, we recognized the need to provide researchers and clinicians alike
with a comprehensive up-to-date book on tumor immunology and cancer vaccines.
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The first section of the book includes in depth analysis of basic tumor immunology,
both cellular and humoral. This section explains mechanisms of antigen presentation,
as well as the molecular reasons why tumors evade the immune system. The second
section includes six chapters encompassing different vaccine strategies with emphasis
on their preclinical development and current clinical data. How to enhance the
immune response to cancer vaccines is the question tackled by the third section of
this book. It documents preclinical and clinical developments in cytokine therapy,
peptide vaccines and adoptive cellular immunotherapy. Finally, the last section of the
book emphasizes the different issues regarding clinical trials design and application
in addition to the latest advances in immune monitoring.

Tumor Immunology and Cancer Vaccines is the fruit of tremendous cooperation
between our knowledgeable and devoted authors and the commitment and foresight
of our publisher. We worked hard to make this book an effective resource, which
we hope will translate to discoveries in the field of tumor immunology and more
effective treatments of patients with cancer.



I. BASIC TUMOR IMMUNOLOGY



1. ANTIGEN PROCESSING AND
PRESENTATION

LAURENCE C. EISENLOHR AND JAY L. ROTHSTEIN

Thomas Jefferson University

In the ongoing search for effective and reliable immune-based approaches to cancer therapy,
much of the work is focused on T lymphocytes as effectors. CD8+ T lymphocytes (TCD8+)
are of particular interest as they combine specificity and lethality at a level that no current
chemotherapeutic or radiation regimen can match. One can only marvel at the effectiveness
with which these cells are able to clear an acute respiratory tract infection, leaving the involved
tissues intact—the precise goal of cancer therapy. CD4+ T lymphocytes (TCD4+), relatively
specific, but generally less cytotoxic than TCD8+, can also mediate potent anti-tumor effects in
certain settings. While a great deal has been learned about how TCD4+ and TCD8+ responses
are induced and sustained, further exploration will be necessary if the full potential of these
populations is to be harnessed. One aspect worthy of closer inspection is that of antigen
processing and presentation—the various intracellular steps that prepare antigen for T cell
recognition. It is intuitive that greater understanding and controlled manipulation of these
events, which usher in the adaptive response, could have profound influence on the final
character of the anti-tumor immunity that is engendered.

1. INTRODUCTION

This chapter will review fundamental aspects of antigen processing and presentation
with special emphasis on how they pertain to tumor-specific immunity. Three points
must be made at the outset. First, there is no intent to evaluate the relative efficacy of
various therapeutic strategies that have been based on principles of antigen processing
and presentation. Only a handful of possible permutations have been tested at this
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point and, in any event, outcomes will certainly be different depending upon the
experimental model or clinical situation. Second, there is minimal segregation of
findings in animal models (usually mouse) and humans. Most of the fundamental cell
biology is similar even though decades of experimentation and practical application
have made it clear that success in mouse models does not ensure success in patients.
Finally, the topic of tumor antigen processing and presentation is now sufficiently
large that a comprehensive review in a single chapter is not possible. While an attempt
has been made to cover a large amount of conceptual territory, space does not allow
for all of the relevant work to be mentioned here.

2. THE BASIS FOR T CELL RECOGNITION: FRAGMENTS OF ANTIGEN
DISPLAYED AT THE CELL SURFACE BY SPECIALIZED “PRESENTING”
MOLECULES

2.1. Peptide Binding

While B cells and their antibody products recognize antigens in their native forms,
T cells respond to pieces of antigens held at the cell surface by various “present-
ing molecules” and generated by a variety of intracellular, and even extracellular
processes known collectively as antigen processing. Class I molecules are made up
of a heavy chain encoded within the major histocompatibility complex (MHC)
and a noncovalently associated light chain, β2-microglobulin. Class I heterodimers
bind peptides that are generally 8–11 amino acids in length and present them to
TCD8+ whose most appreciated response is killing of the peptide-presenting cell.
Class II molecules, comprised of α and β chains, both encoded within the MHC,
generally bind peptides 11–17 amino acids in length, and present them to TCD4+
which respond by elaborating factors that guide and potentiate both B cell and
TCD8+ responses.1 The variation in lengths of peptide bound by class I and class II
molecules is due to distinct structural differences in the peptide-binding grooves (1).
The binding grooves of class I molecules are closed at both ends, with the conse-
quence that a peptide must be a specific length in order to be bound. In contrast,
class II binding grooves are open at both ends so that quite large peptides have the
capability of binding. Despite this, relatively short peptides are usually isolated from
class II molecules, presumably due to the exposure of any extended portions to
intracellular and extracellular proteases. As might be surmised from several differ-
ent crystal structures (2), peptides that directly interact with the binding groove of
both class I and class II molecules are resistant to proteolysis, as are the presenting
molecules themselves (3–7). Many readers may know that a key feature of class I and
II molecules is their tremendous polymorphism, with hundreds of versions of each
encoded by many different loci within the MHC existent in the human population.
Greatest variation is in the residues that line the peptide-binding grooves, leading
to distinct peptide-binding specificities and, thus, differences among individuals in
the parts of any antigen that are responded to. This variation is a powerful strategy
for a population to counteract the rapid replication and mutation rates that many

1CD4 molecules bind to conserved regions of class II molecules and CD8 molecules bind to conserved regions of class I
molecules, in both cases participating in activation.
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microbes are capable of, but constitutes a major impediment for tissue transplantation
and immune-based cancer therapy since both applications may require individually-
tailored therapies. The basis for binding specificity is a series of pockets in the floor
of any peptide-binding groove into which side chains of the peptide extend. Some
of these pockets provide anchoring points that are quite stringent in terms of the
side chains that are acceptable, while others are much more permissive. Thus, only
specific segments within a protein, with appropriate amino acids properly spaced
apart, are able to bind any particular MHC molecule. Those side chains that do
not participate in binding to the groove are available for interaction with the T cell
receptor. As mentioned at the outset, recognition of peptides by T cell receptors can
be highly specific and sensitive. Single amino acid changes in a peptide, including
residues that do not directly contact the T cell receptor and even simple phospho-
rylation of a peptide, can profoundly influence T cell recognition (8–10). In terms
of sensitivity, relatively few copies of a particular peptide are required for full T cell
activation—on the order of tens to hundreds (11–13). This can be derived from an
amount of antigen that cannot be detected using standard biochemical methods (14).
Both specificity and sensitivity are highly variable among different T cell clones (15),
being determined by both intrinsic factors, such as receptor sequence and density,
and extrinsic factors such as the balance of stimulatory and suppressive cytokines.
These factors will obviously vary dependent upon the tissue(s) where the antigen is
expressed.

From the standpoint of peptide presentation, targets of T cell-mediated tumor
immunotherapy can be divided into three broad categories: foreign, mutated self, and
nonmutated self epitopes. Examples of the first category (foreign) are epitopes from
the growing number of viruses that establish persistent infections and induce trans-
formation, such as the papillomaviruses and herpesviruses. Within the second group
are the proteins altered by point mutations, deletions or chromosomal translocation,
which are incidentally or coincidentally connected with transformation. All of these
can result in new peptide sequences that have the ability to bind to an MHC class
I or class II molecule and potentially elicit a response. An emphasis must be placed
on the words can and potentially. Such mutations do not guarantee the generation of
a neo-epitope that can bind to an MHC molecule and binding does not guarantee
T cell stimulation. At least with respect to peptide binding, some level of prediction
is possible. Algorithms, based upon known epitopes, have been developed for many
mouse and human MHC molecules, such that one can query an open reading frame
for the presence of segments with a high likelihood of binding (16, 17). Nonmutated
peptides could be of potential interest if they are: 1) derived from antigens, such as
carcinoembryonic antigen, that are expressed at low levels or not at all in the adult,
but highly expressed in the cancerous cell, 2) expressed by a differentiated (special-
ized) cell type, such as the melanocyte, that is expendable, 3) expressed by a fraction
of a particular cell type, expendable or not, such immunoglobulins, the product of
B cell lymphomas, that can provide unique T cell epitopes from the hypervariable
regions (18, 19), or 4) altered by cellular processes that have gone awry as a result of
transformation. An example of this would be phosphorylation due to aberrant kinase
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activity, as recently suggested by the formation of antigens within papillary thyroid
carcinomas (20).

2.2. Epitope Identification

Several different approaches can be used for the identification of class I- and class
II-restricted epitopes in proteins of the three classes—foreign, nonmutated self and
mutated self. The course taken is dictated by what is available. In the best circum-
stance, the target protein has been identified, a T cell clone or line specific for
that protein is in hand, and the presenting molecule has been identified through
antibody blocking or transfection experiments. In the past, mapping under these
circumstances involved progressive fragmenting of the protein, either genetically or
biochemically, or identification of relevant regions with known sequence variants,
until synthetic peptides could be used for precise mapping of the key residues. This
is the general approach that was taken to identify mouse epitopes within the trans-
forming (T) antigen of SV-40 (21, 22). Alternatively, with fairly small antigens,
overlapping synthetic peptides covering the entire open reading frame have been
used, as in the cases of the E6 and E7 oncogenic proteins of papillomavirus (23).
With the identification of many peptide-binding motifs, more often than not, one
now fragments the protein “electronically” by utilizing the algorithms mentioned
above, and then testing a set of synthetic peptides that score the highest according
to the algorithm for the ability to stimulate the T cell line/clone. The approach is
still fairly imprecise and the immunodominant epitopes within a protein may not be
those that score highest by any algorithm.

Often a protein is merely suspected of being a viable target for immunotherapy and
a tumor-specific T cell population may or may not be in hand. In this case, the protein
can be analyzed for MHC-binding segments (in humans, this is usually the preva-
lent HLA-A2 molecule), and then high-scoring synthetic peptides are tested for the
ability to stimulate a tumor-specific T cell response or to activate tumor-associated
T cells (24). In yet another scenario which is quite common, a tumor-specific T cell
line or clone has been generated but the target protein is unknown, in which case
algorithms are of no value. When Boon and colleagues were confronted with this
situation over a decade ago with the P815 murine tumor cell line, their approach
for identifying the tumor antigen and, ultimately, the epitope, involved systematic
transfer of DNA from the immunogenic tumor cells to non-immunogenic tumor
cells, and eventual identification of the open reading frame coding for a protein
that activated the tumor-specific T cells (25, 26). Fortunately, progress has replaced
this labor-intensive approach with a more straightforward, though still technically
challenging, method. The current approach, several years old by now, entails deter-
gent lysis of large numbers of the tumor cells, optional purification of the class
I or class II molecule which is known to present the epitope, and separation of
eluted peptides by HPLC (27–29). These pools are then tested for the ability to
stimulate the T cell line/clone. Reactive pools are analyzed by electrospray ion-
ization tandem mass spectrometry which allows for the isolation and sequencing
of individual peptides. Synthetic versions of each peptide within a reactive fraction
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can then be tested with the T cell line/clone and databases can be searched to identify
the parent protein. In the event that no candidate is identified with bioinformatics,
a degenerate oligonucleotide pool can be used to fish out the gene that encodes the
protein. Far fewer class II-restricted tumor associated epitopes have been identified
for two reasons, the first being that less effort has been expended for reasons discussed
below. The second is that in cases where the protein that contains the epitope is not
known (most cases), it is technically more challenging to identify these epitopes (30).
This can be attributed to the open ended groove of class II molecules, such that a
class II epitope does not constitute a discrete peptide species, as is usually the case
with class I, but a set of “nested” peptides, all containing the same core epitope
sequence. Thus, the “signal” will be distributed in many fractions following HPLC
purification, causing significant dilution. The challenge is greater when the tumor
cell does not express class II, which may often be the case (30), and must stimulate
TCD4+ cells via a cross-presentation mechanism that is discussed below.

It is important to keep in mind when taking any of these approaches, particu-
larly when attempting to identify class I-restricted epitopes, that not all epitopes are
derived from the conventional open reading frame. Alternative splicing, unconven-
tional translation initiation, and translational frameshifting can all generate unpre-
dicted peptide sequences that might contain T cell epitopes (31). The extent to
which such epitopes contribute to the overall T cell response remains to be seen
but several anti-tumor responses to such epitopes have already been documented
(32–35).

Identification of the epitope facilitates a number of therapeutic approaches, as
discussed below. A step some have taken to enhance epitope-based strategies is
the “redesign” of the natural sequence through amino acid substitutions (36–38).
Changes can enhance anchoring into the binding groove, a factor that can contribute
to immunodominance (39), and/or improve contact with the T cell receptor. The
key is that the alterations must preserve reactivity on the part of at least some par-
ticipating T cell clones with the wild-type sequence.

2.3. Other Presenting Molecules

In addition to the “classical” class I and class II molecules, there are other presenting
molecules that are less well understood, termed non-classical class I molecules or class
Ib genes. In humans these include CD1, the neonatal Fc receptor for IgG, HLA-
G, HLA-E, the MHC class-I chain-related gene A, and Hfe (40). Thus far, there
is limited information on the presentation of tumor antigens by these molecules.
NK/T cells express a highly restricted set of T cell receptors and respond to lipids
and glycolipids presented by CD1d molecules (41). They have caught the attention
of many due to the strong influence they can have on tumor-specific immune
responses (42). However, identifying the naturally-presented molecules is extremely
challenging and it will likely be several years before the basis for their participation
in anti-tumor responses is understood. Interestingly, the involvement of some of
these non-classical MHC molecules may be detrimental to the anti-tumor response.
HLA-G, for example, is expressed by trophoblastic cells of the developing embryo
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and is thought to inhibit maternal immune responses to the semi-allogeneic-fetus
(40). Over expression of HLA-G has been noted in breast cancers where it may
interfere with immune responses to the tumor (43). Similar concerns have been
raised for melanoma where expression of HLA-G prevents tumor killing by natural
killer (NK) cells (44).

2.4. The Generation of Antigenic Fragments: A Brief Overview
of Antigen Processing

The two major subcellular sites of proteolysis within the cell are the cytosol and the
endolysosomal compartment. In general, MHC class I molecules bind peptides that
derive from cytosolic proteolysis while MHC class II molecules acquire peptides
that have been generated by endosomal and lysosomal proteases. This division of
labor is dictated by properties of the MHC molecules themselves and the proteins
with which they transiently associate. Essentially, all antigen processing pathways
represent a dovetailing of fundamental “housekeeping” processes, such as proteol-
ysis and protein trafficking, with specialized processes, such as peptide loading and
β2-microglobulin/class I association. Modulation or elimination of the specialized
processes is a viable means of immune evasion, as discussed at length below, but sub-
stantial alteration of the more fundamental aspects of antigen processing may not be
compatible with cell viability. A second general point concerning antigen processing
is that the systems are always in action. In uninfected and nontransformed cells, pep-
tides derived from self proteins are constantly produced and presented, although at a
lower level than would be the case for many infections where products of the innate
immune response cause upregulation of the class I and class II systems at several
points.

2.5. Activation of Naı̈ve T Cells: “Professional” Antigen Presentation
and T Cell Help

The activation of the very small numbers of naı̈ve class I- and class II-restricted T
cells that are specific for any particular epitope requires presentation by so-called
“professional” antigen-presenting cells, essentially, those that can supplement the
primary MHC/peptide signals with a strong second activation signal (termed co-
stimulation) in the form of surface CD80 (B7.1) and CD86 (B7.2) molecules, ligands
for CD28 molecules on the surface of T cells. Naı̈ve T cells that receive the pri-
mary signal without co-stimulation (secondary signal) are inclined to enter a state
of unresponsiveness (anergy) or die, a mechanism for the induction of peripheral T
cell tolerance (45). The major, if not exclusive, professional APC for activation of
naı̈ve T cells is the dendritic cell (DC). These bone marrow-derived cells are highly
mobile, carrying antigens they have acquired in the tissues, via a process termed
cross-presentation, to the regional lymph nodes, where the opportunity for T cell
activation is maximal (46–48). The bases for cross-presentation is not fully under-
stood, but likely involves the uptake of dead or dying cells, debris from dead cells,
and/or the transfer of antigenic peptides via heat shock proteins which, like MHC
class I and class II, bind proteins in their linear, processed, forms (49, 50). In order for
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DCs to carry out this function, it must itself undergo activation (commonly termed
“maturation”) in which it is converted to a cell with reduced antigen uptake, opti-
mized antigen processing and presentation functions through changes that include
upregulation of MHC and co-stimulatory molecules, and lymphoid homing capa-
bility (51, 52). DC activation is triggered by the receipt of signals such as TNF-
alpha and type I interferons that are produced in the tissues as a result of innate
responses to molecules indicating the presence of “danger” and/or “stranger” sig-
nals (53, 54). Examples of such cues are double-stranded RNA (a hallmark of many
viral infections), formylated peptides, and terminal mannose groups on glycopro-
teins (both hallmarks of bacterial infection). A persisting question is whether dan-
ger/stranger cues from cancer cells are sufficiently robust to activate the DC. While
there may be some elements of this due, for example, to necrosis or inappropriate
cytokine/chemokine production, most cancers in their advanced stages simply do
not evoke the intense innate immune responses that acute viral or bacterial infections
do. Thus, there is a strong possibility that, despite the presence of unique epitopes
within a particular tumor cell, a lack of sufficient co-stimulation will result in the
unresponsiveness or death of tumor-specific T cells. Therefore, vaccines for cancer,
like vaccines for any infectious organism, must be formulated in a way that facili-
tates presentation on activated APC. An open question in T cell activation that may
be particularly relevant for tumor-specific immunity, is whether the spectrum of
epitopes presented by the professional APC via vaccination or cross-presentation is
similar to the spectrum of epitopes presented by the tumor cell itself. Indeed, there
is good reason to suspect that this will not always be the case.

It must be kept in mind, however, that other cell types, including tumor cells,
can take on a professional APC phenotype in an inflammatory environment. The
processing capabilities of, and the peptide display by such cells may be distinct from
DCs. Of note, professional APCs, be they DCs or tumor cells, may themselves serve
as targets for the cytolytic T cells that they have activated, providing a potential
negative feedback mechanism that might limit the scope of the response (55).

An important function of TCD4+ is the potentiation of both B cell and TCD8+
responses. Recent studies have shown that TCD4+ participation during a primary
response is critical for the development of durable TCD8+ memory (56–58). A key
molecular interaction in the generation of “help” for TCD8+, is the binding of
CD40 and CD40 ligand (CD40L). Abundant evidence shows that one mechanism
for signal delivery is indirect, in which activated TCD4+ expressing CD40L “back
signal” or “license” the CD40-expressing APC which then presents peptide and
the co-stimulatory signal to CD40L-expressing TCD8+ (59–61). This provides one
means of overcoming the need for the APC, the rare antigen-specific TCD4+, and
the rare antigen-specific TCD8+ to be simultaneously conjugated to one another.
More recently, it has been shown that activated TCD8+ can express CD40, allowing
for direct CD40:CD40L signaling between antigen-specific TCD4+ and TCD8+ after
each has seen antigen (62). This is the same mechanism for delivery of help to
antigen-specific B cells. It seems likely that the ratio of direct and indirect help to
TCD8+ will vary depending upon the antigens and nature of the challenge.
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Many current tumor vaccines have been designed with the concepts of cross-
presentation and CD40 ligation in mind. One strategy that has been tested in many
experimental and clinical systems involves pulsing of autologous in vitro-expanded
and activated DCs with synthetic peptide epitopes from tumor-specific, tumor-
associated antigens (63, 64) or the antigens themselves (18, 19). Uptake of peptide
by DCs can be enhanced by targeting to the gp96 heat shock protein receptor (65–69)
and of whole protein by targeting to the DC Fc receptor in the case of lymphoma-
produced antibody or synthetic antigen-antibody complexes (70, 71), the mannose
receptor via mannosylation of the protein (72), or by conjugating the protein to a
membrane-crossing protein such as HIV TAT (73). Alternatively DCs have been
transfected with DNA or RNA (74–76), or transduced with viral vectors, encoding
the tumor antigen (77–80). It can be argued that the most appropriate targets for an
cancer in an individual may not have been identified and/or that the most effective
anti-tumor response will be directed at many different tumor specific/associated
targets. Thus, in a number of experimental and clinical settings, DCs have been
pulsed with whole tumor cell lysate (81–83) or with apoptotic tumor cells (76, 82,
84–86), allowing for the presentation of many different proteins expressed by the
tumor cell. Alternatively, cross-presentation, would not be necessary if the tumor
cell itself can naturally serve as a professional antigen-presenting cell. One might
assume this to be the case with B cell lymphomas and myeloid leukemias but both
appear to be weak antigen presenting cells (87–90). In the absence of natural APC
capacity, many groups have converted the tumor cell to a professional APC by
transfection/transduction with the genes encoding co-stimulatory molecules (91–
94), or fusion of tumor cells with DCs (86, 95–98).

Rather than bypassing cross-presentation, one can seek to maximize the process.
One such approach involves transfection or infection of in vitro-expanded tumor cells
to allow for expression of DC-attracting cytokines such as GM CSF prior to rein-
troduction (92, 99, 100). An interesting variation of this, is the transfection of tumor
cells (murine melanoma) with a modified GM CSF gene that results in expression
of the cytokine at the cell surface, with the intent of maximizing direct interaction
between the tumor cell and the professional, GM CSF-receptor-expressing APC
(101). For accessible tumors, such as melanoma, GM CSF-expressing viruses can
be directly injected into the tumor in situ (102, 103). Another strategy involves
immunization with the tumor antigen, Flt-3 ligand (a DC growth factor), and
CpG-containing DNA, which activates DC via the Toll-like receptor 7 (104, 105).
One intriguing method involves the decoration of in vitro-expanded (leukemia and
lymphoma) tumor cells with alpha-galactose, and returning these modified cells
to the patient, taking advantage of the naturally-existing anti-alpha-galactose anti-
bodies that will mediate opsonization by professional APCs (106). Lastly, is the
use of a heterobifunctional monoclonal antibody intended to connect the tumor
cell with the APC (107). In the example cited, one binding site of the anti-
body is specific for the HER-2/Neu protooncogene product, and the other, for
Fc-gamma receptor 1, expressed on the surface of myeloid cells. The effect is
intended to be two-fold: antibody-dependent cellular cytotoxicity (ADCC) against
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the tumor cells and uptake by professional APC for class I- and class II-restricted
presentation.

Strategies have also been attempted to facilitate the delivery of costimulatory signals
to TCD4+. Administration of anti-CD40 during immunization (80), or transduction
of peptide-pulsed DCs with the CD40L gene (108) have been reported to enhance
tumor-specific immunity.

3. MHC CLASS I-RESTRICTED PROCESSING AND PRESENTATION

3.1. Fundamentals2

MHC class I molecules are standard type I glycoproteins which are translocated into
the endoplasmic reticulum (ER) during their translation. Prior to acquiring pep-
tides of the correct length and sequence, class I molecules are retained within the
ER by chaperonins that, in essence, view empty class I molecules as incompletely
folded. In cells where peptide supply is chronically limited, surface class I levels are
generally reduced. In terms of proteolytic capacity, the ER appears to be limited to
trimming of peptides at the amino terminus (123–125). Thus, the cytosol with its
rich proteolytic activity, bears the prime responsibility for generating class I-binding
peptides, particularly the correct C-termini. The most notable cytosolic protease is
the proteasome, a huge catalytic protein complex made up of a central barrel that is
sealed at both ends by complex cap structures. Substrates are degraded to peptides
3–22 amino acids in length (126) within the barrel by three different proteases whose
destructive capacity is insulated from the cytosol by the caps that regulate which
proteins enter the inner chamber (127, 128). The best known means of qualifying
a protein for degradation via the proteasome is through ubiquitinylation. In this
case, the 76 amino acid-long ubiquitin polypeptide chain is attached to available
lysine residues of the targeted protein via an isopeptide bond (129–132). Ubiquitin
molecules can themselves be ubiquitinated at their own lysine residues. Once the
target protein is decorated with at least four ubiquitin moieties, the proteasome
cap engages the substrate which is guided to the interior where the active sites
of the three distinct proteases reside3. Ubiquitin molecules are removed for reuse
during this process. While ubiquitinylation appears to be the most common means of
targeting a protein for destruction, it is not the sole means. For example, ornithine
decarboxylase is targeted for destruction via association with a molecule termed
antizyme (133) and the cyclin-dependent kinase inhibitor P21Cip1 can apparently
direct its own degradation via association with a subunit of the proteasome barrel
(134)4. With respect to antigen processing, even a relatively large epitope-bearing
polypeptide with no lysine residues can nonetheless be efficiently processed (135)
although the targeting mechanism is presently unknown.

2Many additional reviews on the topic of MHC class I-restricted antigen processing and presentation are available
(109–122).
3Until recently, ubiquitinylation was considered to have the single effect of targeting proteins for degradation. It is now
clear that unbranched ubiquitinylation can have powerful regulatory effects upon proteins, such as alteration in activation
state or subcellular location.
4How such association results in degradation is presently unknown.



12 I. Basic Tumor Immunology

Several pieces of evidence implicate the proteasome in class I-restricted antigen
processing. First, various inhibitors of the proteasome block the production of many
different epitopes. Indeed, such inhibitors reduce the expression of many class I allo-
morphs at the cell surface, presumably due to limited peptide supply and the retention
of class I in the ER. Second, there are actually two different “flavors” of proteasomal
catalytic subunits: constituitive and interferon-inducible. Proteasomes comprised of these
inducible subunits (so called “immunoproteasomes”) are upregulated by the same
innate cues that activate APCs and appear to skew generation of peptides towards
those that are likely to bind to class I molecules (136). Thus, most peptides bound
by human class I molecules feature a basic or hydrophobic residue at the C-terminus
and immunoproteasomes demonstrate enhanced production of peptides with such
C-termini. In addition to the substitution of catalytic subunits, interferon gamma
also induces substitution of the constituitive 19S cap with the PA28 cap, which has
been implicated in enhanced production of class I-restricted epitopes (137, 138).
One such epitope derived from a melanoma-associated protein is presentable only
when proteasomes possess the PA28 cap (139). As with cross-presentation, there is a
concern about epitopes that are presented at different phases of the response. During
the induction of anti-tumor immunity, immunoproteasomes may dominate while,
during the effector phase, in the absence of frank danger/stranger signals, constitu-
itive proteasomes may be the major producers of epitopes within tumor cells. Some
overlap in epitope production by constitutive and immunoproteasomes will be crit-
ical if performing therapeutic vaccination against a cancer that does not generate
frank danger signals. Experimental evidence demonstrates such an overlap, but the
PA28-dependent melanoma epitopes, and others like it, may not be appropriate
targets for TCD8+-mediated immunotherapy.

While proteasomes appear to be the main engine for cytosolic proteolysis and
class I-restricted antigen processing, there is mounting evidence for the participation
of other cytosolic proteases such as leucine aminopeptidase (140), thimet oligopep-
tidase (141), purine-sensitive aminopeptidase (142), bleomycin hydrolase (142) and
tripeptidyl peptidase II (143–145). The activity of these proteases suggests that they
act upon products of the proteasome that require additional trimming to meet class
I binding requirements. The question of whether these or other proteases can act
in parallel with (replace) the proteasome is open. Indeed, there are some epitopes
whose presentation is enhanced by the addition of proteasome inhibitors. Such obser-
vations are compatible with the notion of competition, in the case of some epitopes,
between epitope-generating proteases and an epitope-destroying proteasome. How-
ever, the picture is complicated by the fact that none of the current proteasome
inhibitors completely shuts down the proteasome. Thus, it has been suggested that
they are better termed proteasome “modifiers”, rather than inhibitors (146–148).
Therefore, an equally plausible model is that modified proteasomes are more efficient
at producing certain epitopes. Tripeptidyl peptidase II (TPPII) has been suspected
of being able to substitute for the proteasome because it is markedly upregulated
when cell lines are treated chronically with proteasome inhibitor (149). A recent
publication supports this notion (145), but much more work is needed before a
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full appreciation for the level of reciprocity can be attained. One suspects that reci-
procity, if existent, will be limited. Compared to the proteasome, TPP II is rela-
tively simple from a structural standpoint, and its capabilities are probably far more
limited.

The efficiency with which epitopes are produced from various proteins varies
widely (12, 150) and reasons for this have been of interest to investigators for many
years. Over a decade ago, it was proposed by Townsend and colleagues that the
turnover rate of a protein determines the efficiency with which a given epitope is
produced (151). For the most part, this idea has been upheld by several (151–156), but
not all (157) groups, who have shown that modifications of an antigen that decrease
its half-life, increase the efficiency with which a contained epitope is presented. This
model has been refined by Yewdell and colleagues and articulated as the “DRiP”
(for “defective ribosomal products”) hypothesis which proposes that epitopes are
mainly derived from nascent proteins that are not produced correctly due to errors
during transcription, splicing, translation and/or folding (158) and consequently
targeted for rapid destruction—a notion that has recently received experimental
support from the same (159) and another (160) group. Thus, one might think of
engineering an antigen so that every copy will fail quality control and be targeted
for rapid degradation. If the epitope has been defined, and maximizing epitope
expression is the goal, then simply expressing the epitope alone from a “minigene”
construct, thereby sidestepping issues of processing efficiency altogether, and even
attaching a signal sequence to the C-terminus (sidestepping TAP transport issues) are
options that many have investigated for cancer immunotherapy (161–168). However,
it is important to consider the possibility that maximal epitope production may not
induce an optimal T cell response. In fact, it has been demonstrated that stimulation
of T cells with low levels of epitope preferentially expands T cells with high avidity
MHC/peptide receptors that provide a strong protective effect while stimulation
with high levels of epitope produces a T cell population with a lower average avidity
that is not protective (169)5. In addition, priming mice with a minigene construct
can result in the expansion of T cells, a large portion of which have no detectable
effector function (13, 171). Finally, “drippiness” does not appear to be the only
parameter that influences the efficiency of processing. Primary sequence can be a
very important parameter (172–174), due at least in part to the obvious effect that
it has on cleavage efficiencies of proteases.

Once generated, peptides must be transported into the lumen of the endoplasmic
reticulum in order to have a chance of binding to by nascent class I molecules. This
is not the function of the translocon, the pore through which glycoproteins such as
MHC class I molecules are conveyed during their syntheses. Rather, there is a separate
transporter termed TAP (transporter of antigenic peptides) whose sole job appears to
be transfer of potential class I ligands into the lumen of the ER. TAP has both length
and sequence requirements that are necessarily broader than those of class I, since TAP

5In these experiments stimulation of T cells was performed in vitro. Recent experiments involving the priming of mice
with dendritic cells pulsed with varying amounts of synthetic peptide suggest that avidity selection in vivo may be more
restricted (170).
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must supply peptides to a wide variety of different class I molecules. Experiments
with isolated microsomes suggest that efficiency of transport is highest for peptides
that are 8–16 amino acids in length (110, 175), comfortably encompassing class I
length requirements. In addition, evidence suggests that TAP performs a filtering
function in selecting for transport those peptides with C-termini that match class
I-binding preferences—hydrophobic for mouse, hydrophobic and basic for human.
Presently, there is no definitive evidence for a physical connection between the
proteasome and TAP. Therefore, it is not known how products of the proteasome
and other proteases are conveyed to TAP, though it is commonly speculated that some
of the many cytosolic chaperonins may play a role here. Connections are clearer on
the other side of the ER membrane as TAP is physically attached to nascent class I
molecules via a specialized chaperonin termed tapasin that allows class I molecules
to have an immediate opportunity to sample the spectrum of peptides produced in
the cytosol (120, 176).

One of the attractive aspects of the class I processing pathway in terms of cancer
immunotherapy is its potential to present epitopes from any type of protein produced
by the cell, whether it be cytosolic, nuclear, mitochondrial, expressed at the plasma
membrane or secreted. It is easy enough to see how cytosolic proteins, nuclear pro-
teins, and even mitochondrial proteins derived from the host genome can enter the
pathway via delivery to the proteasome since they all reside at one time or another
within the cytosol. Processing of secreted and cell surface proteins that never have a
natural cytosolic phase is less intuitive. Not long ago, two complementary possibilities
were considered: 1) A small fraction of the mRNA is inappropriately translated on
free ribosomes rather than translocon-associated ribosomes, resulting in delivery of
some protein to the cytosol where, not being in the appropriate environment to fold
properly, it is targeted for rapid turnover and delivery to the class I processing path-
way. 2) Proteases resident within the ER degrade proteins that fail quality control,
with some fraction loaded onto class I molecules prior to complete digestion. While
there is evidence that both of these mechanisms may contribute to the generation of
epitopes from glycoproteins (177), a recently-deduced pathway appears to explain
most cases of presentation for this category of antigen. Following a quality control
failure, such proteins are directed to the cytosol, via the translocon and delivered
to the proteasome for TAP-dependent presentation (178, 179). These considera-
tions point to potential strategies for enhancing tumor-specific immune responses.
Accordingly, in priming of a response to such an antigen, one might consider genet-
ically modifying the protein so that it is delivered directly to the cytosol, through
removal of the signal sequence that targets the protein for translocation into the
ER. However, the pathway from the ER to cytosol appears to be quite efficient and,
indeed, for reasons that are unclear, the processing of antigen is qualitatively different
when the antigen originates from the ER vs. the cytosol (180). Thus, in modifying
an antigen, one may alter the processing, generating a peptide profile that does not
match that of the actual tumor cell. As with the proteasome/immunoproteasome
question, the extent to which this should be a problem remains to be seen.
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One final area must be discussed before turning to the role of this pathway in anti-
tumor immunity—the presentation of exogenous (extracellular) antigen. Because the
processing pathway for most antigens begins in the cytosol of the cell with digestion
by the proteasome or other proteases, nascent antigen (synthesized within the pre-
senting cell) is considered to be the prime source of processing substrate. However,
cross-presentation, discussed above as critically important in most, if not all cases of
TCD8+ priming, involves the uptake of antigen by DCs. How does antigen then gain
access to the the cytosol? Two potentially complementary mechanisms have been
proposed. First, professional APCs appear to have somewhat “porous” endocytic
vesicles, allowing delivery of internalized material to the cytosol (116, 181–183).
Perhaps mediators of cross-priming, heat shock proteins being likely candidates, are
transferred to the cytosol following uptake with high efficiency. Second, there is
evidence for TAP-independent acquisition of peptides by mature class I molecules
within the endosome (184). Many details of both alternative pathways remain to be
elucidated, and their relative contribution to cross-presentation is also unclear.

3.2. “Escape” of Tumors from Class I-Restricted Recognition

A great deal of effort from many laboratories has focused upon the expression level
of molecules that play a part in class I restricted antigen processing and presentation
with the idea that reduced expression in cancer implies active evasion of immune
recognition. As pointed out in recent reviews (185, 186), care must be taken in mak-
ing this conclusion since the evidence is indirect. One would need to demonstrate
the generation of an active immune response (something from which to escape)—as
opposed to the onset of tolerance - during the earliest stages of tumorigenesis, nearly
impossible in the clinical setting. As mentioned above, the processing and presenta-
tion system is a dovetailing of fundamental and accessory cellular functions. In this
light, it is not surprising that major disturbances in fundamental functions such as
proteasome activity, ubiquitinylation, and protein trafficking have not been noted. In
contrast, defects in essentially all of the accessory functions have been noted. Several
categories can be delineated: 1) Mutation of the antigen. The most straightforward
means of evading recognition is mutation of the tumor antigen-encoding gene in
such a way that the antigen is no longer expressed, as documented in the melanoma
system (187) or so that the epitope is no longer presented. This could be achieved
by mutation of anchor residues, resulting in loss of binding, or mutation of T cell
receptor contact residues. Consequences of the latter type of mutation can be com-
plex. The simplest outcome is complete loss of recognition by every participating
T cell, although there is the possibility for activation of an entirely new fraction of
the CD8+ T cell population that recognizes the mutated peptide. However, another
consequence of altering the peptide ligand, is partial or complete antagonism in
which case the T cell can be driven to an altered state of activation or even anergy.
One might argue that, among the set of participating T cell receptors, a change could
lead to all four permutations (loss of recognition, partial antagonism, antagonism,
and continued agonism) and that those T cells continuing to receive an agonizing
signal would remain effective. However, the possibility must be considered that the
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antagonized population produces factors that inhibit activity of agonized cells. Space
does not permit continued discussion of this topic, but interested readers are directed
to detailed reviews (188–191). An additional antigen-based evasion strategy is muta-
tion of a residue flanking the epitope so that the epitope can no longer be presented,
as in the case of a p53 variant (192). While it appears that the class I-restricted
processing machinery can extract epitopes from most contexts (193), proximal and
distal sequence can clearly affect the efficiency of this extraction and can, in some
cases, ablate it (135, 172–174). In the case of the p53 variant, evidence suggested
that the extraepitopic mutation prevented generation of the proper C-terminus of
the epitope by the proteasome (192), but another potential mechanism is the intro-
duction or enhancement of a proteolytic cleavage site within the epitope, so that it is
destroyed, rather than generated (174); 2) Alteration of class I. Many groups have noted
reduced class I expression in several types of tumors including human head and neck
squamous cell carcinoma (194), colorectal carcinoma (195), melanoma (196), and
breast cancer (197). Recent observations of this reduction have been observed with
freshly obtained tissue where class I expression has been compared with adjacent
normal tissue. This is more credible than assessing class I levels in tumor cells that
have been in culture for extended periods of time. Reduction in class I can be specific
for a particular allomorph, leaving open the possibility of continued recognition via
other class I molecules, or can affect all six loci in which case there is likely to be
a defect in regulation that includes other components of the processing pathway, as
discussed further below; 3) Alteration of β2 microglobulin. Due to stringent structural
constraints, loss of β2 microglobulin will effectively eliminate expression of all class
I molecules. Mutations of β2 microglobulin in several different tumor types have
been noted. (195, 198–200), although one comprehensive study concludes that it
is not commonly found in tumor cells with total loss of class I (201); 4) Alteration
of the Proteasome. Subtle changes in proteasome function can also provide a means
for diminished epitope production. In the case of an HLA-A2-restricted epitope
within tyrosinase-related protein 2 (TRP2), expression is possible only when the
PA28 cap structure is expressed (139). Loss of PA28 could therefore provide a means
for immune evasion, although it must be noted that production of another TRP2
epitope is diminished by interferon treatment, suggesting that it is more efficiently
produced by the constitutive proteasome. 5) Alteration of TAP. Soon after the role of
TAP was defined, several groups investigated the possibility that in some tumor cells
TAP is downregulated as a possible means of immune evasion. Indeed, many different
tumor cell lines and primary isolates have reduced TAP expression (202–212) which
may correlate with malignancy (208, 209, 212). Of course, with sufficient reduction
in TAP expression, many class I molecules will be downregulated due to lack of
ligand and consequent retention in the endoplasmic reticulum. Unresponsiveness of
TAP to interferon γ has been observed in a renal carcinoma line (213), but most
cases of TAP downregulation are reversible with interferon treatment, indicating that
the defect is at the regulatory level. In several cases, upregulation of TAP through
gene transfer has been observed to enhance immunogenicity. However, increased
TAP expression may not be altogether desirable. TAP is a member of the APC
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(ATP-binding cassette) family of transporters which also includes the multi-drug
resistance (MDR) transporter. The MDR protein, located at the plasma membrane,
is often upregulated on cancer cells in response to chemotherapy, thereby thwarting
the impact of these agents. Evidently, despite its location, TAP has some degree of
MDR-like activity, as its increased expression has been correlated with resistance to
chemotherapy (214, 215)6. Thus, local or systemic treatment with interferon may
enhance the immunogenicity of the cancer but may also increase its drug resistance;
5) Alteration of Tapasin. Given the role of tapasin in mediating the exchange of peptide
between TAP and class I, defects in this protein could also be a means of universally
limiting peptide presentation. Thus, it is not surprising that reduced tapasin expres-
sion has been observed in several different tumor cell types and that expression can
be upregulated by cytokine treatment (216). 6) Multiple Defects. It is evident that
in many cases, reduced class I expression is due to defects in regulation that can be
reversed with cytokine treatment. Since class I, TAP, tapasin and immunoproteasome
subunit expression are all coordinately regulated, it could be predicted that there are
many reports of tumor cells with reduced expression of many of the components of
the class I processing pathway (89, 198, 199, 203, 206, 207, 209, 217–224).

The extreme sensitivity of CD8+ T cells has been discussed. Thus, it might be pre-
dicted that even substantial loss of class I expression via any of the mechanisms previ-
ously discussed, would not allow for immune evasion. This is at odds with reports that
reversal of low class I expression via cytokine treatment enhances immunogenicity
(225–227). However, such reports are balanced by other work indicating little impact
of TAP or class I downmodulation (210, 228). Indeed, in some cases, an increase in
immunogenicity has been correlated with reduced expression/function (229, 230).
This latter outcome is apparently due to the elimination of natural killer (NK) cell
recognition, which is based, in part, upon loss of class I expression. Only time will
tell how significant these various defects in the processing pathway impact cancer
progression and the extent to which attempts to reverse the defects have a therapeutic
impact. There is greater certainty about evasion tactics when it comes to viruses. The
number of viruses shown to encode proteins that interfere specifically with the class
I-restricted antigen processing pathway continues to grow. Strategies include inter-
ference with proteasome function, occlusion of the TAP transporter, and destruction
of class I molecules (231, 232). Most notorious are the herpesviruses, including the
cancer-associated Epstein-Barr virus (233), Kaposi’s sarcoma-associated herpesvirus
gammaherpesvirus (234), and cytomegalovirus (235). Oncogenic papillomaviruses
(236) and adenovirus (237) have also been demonstrated to attack, in specific fashion,
the class I antigen processing pathway. Thus, in many cases the advantage of having
clear targets for immunotherapy in the case of virus-induced cancers may be more
than offset by specific and highly effective downmodulation of such targets. Further,
full appreciation of immune evasion needs to take into account other factors, such

6Transport of a chemotherapeutic compound from the cytosol to the ER (away from the nucleus) is probably nearly as
effective as transport to the extracellular space.
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as the elaboration of IL 10, (a suppressor of cell-mediated responses), by the tumor
cell (198, 238).

4. MHC CLASS II-RESTRICTED PROCESSING AND PRESENTATION

4.1. Fundamentals7

There are several ways that MHC class II-restricted processing and presentation dif-
fer from their class I counterparts. First, peptides are mainly acquired, not in the
endoplasmic reticulum, but within the endocytic compartment of the cell. In large
part this can be explained by the co-assembly of class II molecules with the invariant
chain (Ii) (244, 249). Ii influences the fate of class II molecules at several levels. If
nascent class II heterodimers do not complex with Ii, they are reminiscent of empty
nascent class I molecules in that they are largely retained in the ER. Complexing with
Ii results in the peptide binding groove being occupied by a part of Ii termed “Clip”
(for “Class II-associated invariant chain peptide”) preventing other peptides from
binding (250), and the complex being targeted to the endosomal compartment by a
specific sequence within the cytoplasmic tail of Ii (251). Unlike class II, Ii is highly
susceptible to endosomal proteases and, once the class II-Ii complex reaches the
endolysosomal compartment, it is catabolized until only the Clip segment remains.
Clip is then exchanged for linear segments made available for binding within the
endocytic compartment through unfolding and/or degradation. For many class II
allomorphs, the Clip/peptide exchange is facilitated by an endosomal-resident het-
erodimer termed HLA-DM (H-2M in the mouse), which mediates the exchange
of lower affinity peptides for higher affinity peptides and also preserves the integrity
of empty class II molecules which would otherwise unfold and aggregate in the
harsh environment of the late endosome (252). Evidence suggests that some class
II molecules rely heavily upon DM action for peptide exchange while others do
not (253). The basis for variable DM dependence is still under investigation. It is
nevertheless clear that the actions of DM strongly influence the profile of peptides
that are presented at the cell surface, thereby playing a major role in determining
epitope hierarchies within CD4 responses (254).

A second major distinction is the class II peptide binding groove. While it is similar
to class I molecules in having pockets that define binding specificity, the class II groove
is open at both ends, meaning that peptides of essentially any length can be bound as
long as they are in a linear form (255). Thus, in essence, unfolding of the antigen is
the only processing step that is required for class II-restricted presentation (256). This
could be accomplished through the reduction of disulfide bonds by enzymes such as
the recently discovered endosome-resident disulfide isomerase termed “GILT” (for
“gamma-interferon-inducible lysosomal thiol reductase”) (257). Alternatively, some
antigens may unfold on their own in response to endosomal acidification. This is
the case with many viral proteins that mediate fusion through acid-triggered con-
formational changes (258–260). Certain bacterial toxins also undergo acid-mediated

7Many reviews on the fundamental aspects of MHC class II processing and presentation are available (239–248).
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conformational changes that may constitute a processing step for some epitopes (261,
262). Other epitopes may be embedded in structurally stable regions of the antigen,
in which case, proteolysis is likely to be a mandatory processing step. Lack of a strict
length requirement, and therefore no dependence upon precise proteolysis, may be
one of the reasons why the number of class II-restricted epitopes in the average
protein usually exceeds the number of class I-restricted epitopes.

Two additional points concerning fundamental aspects of the class II processing
pathway need to be made. First, because peptide binding capability is gained within
the endosome, most bound peptides are likely derived from proteins taken up by the
cell. Such antigens are presented via the “exogenous” presentation pathway. How-
ever, some peptides are derived from proteins that the cell itself has synthesized, and
are presented by the “endogenous” pathway (263–270). This is easily understood
for some cellular proteins, such as those that are transient or permanent residents
of the endosolysosomal compartment. However, some peptides are derived from
proteins whose subcellular locations (the cytosol or nucleus, for example) do not
predict access to class II loading compartments. It is not known whether such anti-
gens are delivered whole or in fragments to the endosome, and what the intracellular
transport pathways are. There is some evidence to support a role for autophagy, a
mechanism that delivers cytosolic contents to the lysosome, in the presentation of
one endogenous protein (271), and there are also reports that the proteasome can play
a role in class II-restricted antigen processing (272, 273). This is an important issue
for tumor-specific immunity since endogenously presented tumor-specific antigens
will ensure that activated CD4+ T cells interact directly with tumor cells that express
class II. An even better situation may be when an epitope can be presented only from
the endogenous source, meaning that the CD4+ T cell response will be focused
exclusively on the tumor cell, and not include other class II-expressing cells that
have taken up cell debris. There are at least two examples of such endogenous-
only presentation. Influenza neuraminidase contains an epitope presented by the
(mouse) H2-IEd class II molecule that is presented by a B cell lymphoma only when
antigen-presenting cells are pulsed with infectious virus, rather than uv-inactivated
virus (264). The same is true for a class II-restricted epitope contained within a class
I molecule (274). The epitope is not presented when the antigen is provided as a
recombinant protein, but is presented when the APC is transfected with a plasmid
encoding the class I molecule. The basis for this processing phenotype, in either
case, is not understood. One possibility is that some epitopes are rapidly degraded
following uptake of the antigen prior to gaining a class II loading compartment.
Endogenous sources of antigen, in contrast, might be delivered directly to a class
II loading compartment where the competition between class II molecules and
proteases is more level. It remains to be seen how widespread this type of pre-
sentation is, but tumor immunotherapists might do well to keep a sharp eye out
for it.

A frequently overlooked aspect of class II molecules is their relatively efficient
internalization from the cell surface, allowing for additional rounds of presentation
by these recycled molecules. While nascent class II molecules appear to load epitope
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in a late endosomal compartment in a process that is DM dependent and requires
Ii expression (for delivery to the late endosome), presentation by recycling class II
molecules requires neither DM nor Ii (275–277). The details of how and where
recycling class II molecules lose old cargo and acquire new cargo are not known.

Another key feature of class II molecules is their expression pattern. Whereas most
cells in an individual express class I molecules, constitutive expression of class II is
reserved for a small fraction of the total: DCs, macrophages and B cells. Many cell
types can be induced to express class II molecules through exposure to Interferon-γ
as naturally occurs at sites of inflammation. Such restricted expression creates even
greater problems on the class II side for tumor immunologists since it is generally
considered that most tumor cells do not constitutively express class II and, as already
mentioned, sites of tumor growth may not feature a robust inflammatory milieu
that could induce class II expression. The exceptions, however, are numerous. Many
different tumor types have been shown, at least on occasion, to express class II
including glioma (278), adenocarcinoma (279), melanoma (280), colorectal cancer
(281), transitional cell carcinoma of the bladder (282), esophageal carcinoma (283)
thyroid carcinoma (284) and non-small cell lung carcinoma (285). Class II-expressing
melanoma cells, at least, have been observed to have antigen-presenting capabilities
(286). Three other limitations of class II-restricted anti-tumor responses are worth
pointing out. First, as indicated in the introduction, CD4+ T cells are less cytotoxic
than CD8+ T cells. Second, while the class I-restricted pathway is open to any
type of protein, the class II loading pathway is restricted to those proteins that can
end up, in one form or another, in the endosome. This is clearly not every protein
made by the cell. Unfortunately, the general rules for protein trafficking have not
yet been sufficiently developed to allow a prediction of which proteins fit in this
category. Finally, if one is resigned to some kind of vaccine strategy being a necessary
component of anti-tumor immunity, the participation of CD4+ T cells is probably
essential for full development of the CD8+ population, but the specificity of this
population need not be for a tumor-specific antigen. CD4+ T cells specific for the
vaccine vector will be able to provide ample help in most situations or the need
for CD4+ T cell participation can be bypassed through CD40 cross-linking (80).
Given these considerations, it is not surprising that fewer efforts have been made
to investigate the potential of class II-restricted responses in tumor immunotherapy.
Nevertheless, there is increasing interest in this arm of the immune response due
to evidence in animal models that CD4+ T cells can have anti-tumor effects even
when the tumor does not express class II. The basis for this is speculated to be
the cross-presentation of tumor antigens by macrophages that are in-turn activated
by the release of cytokines from the CD4+ T cells. The tumor cells would then
be exposed to toxic factors released by the activated macrophage and/or CD4+ T
cells (30). For this scenario to work, it is critical that the reaction be kept local or
that the tumor cells be more sensitive to these mediators than the normal cells in
the vicinity of the tumor. The tissue damage due to activated macrophages can be
extensive.
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4.2. Vaccine Strategies

Not many groups have focused upon vaccine strategies intended to optimize class II-
specific responses to tumor antigens. One successful approach in the mouse has been
transfection of tumor cells with class II- and B7-encoding genes to create a complete
professional antigen-presenting tumor cell. This allowed for direct presentation of
tumor antigens via the endogenous presentation pathway vs. cross-presentation of
exogenous antigen (287–293). Likewise, pulsing of activated (class II-positive) B cells
with melanoma lysate was shown to elicit CD4+ responses that protected against
subsequent melanoma challenge (294). In another approach, the tumor antigen,
specifically the E7 oncoprotein of human papillomavirus, was genetically modified
by addition of an endosomal sorting signal, thus driving the antigen into class II
loading compartments. The engineered protein, delivered by a vaccinia-based vac-
cine, provided substantial protection from challenge with an E7-expressing tumor
(295).

4.3. Evasion

There are some notable examples of altered antigen presentation capabilities that
may represent evasion from CD4+ T cell recognition. An interesting example of
antigenic variation comes from the cloning of Class II resticted tumor antigens
in human melanoma. In one case, the antigen contained a mutation in the coding
sequence that was not the T cell binding epitope, but rather changed the intracellular
localization of the protein and therefore the constellation of epitopes generated.
Thus, the mutation changed the processing of the protein, liberated a peptide that
was not mutant yet immunogenic (296). Given this mechanism, searching for tumor
antigens based on mutated sequence and TCR binding is limiting. With respect to
alterations in the processing machinery, one interesting observation is the expression
of the HLA-DR class II molecule on only a minority of human small cell lung
carcinomas and its marked reduction on infiltrating leukocytes, and in regional lymph
nodes, suggested to be due to release of inhibitory soluble factors from the tumor
(297). Such a mechanism would be effective in reducing both direct and cross-
presentation. Expression levels of many key components of the class II presentation
pathway including class II, Ii, and DM are regulated by a transcription factor termed
CIITA (298). For example, mouse tumor cell lines can be divided into three groups:
constitutive expression of CIITA (and class II), interferon γ-inducible expression of
CIITA, and absent/noninducible CIITA (299). This last group points to a potential
means of escape, but only from direct presentation. A relatively old finding that
is still interesting to consider is the tumor cell release of a protease, cathepsin L,
that prevents presentation through “over-processing” of the antigen. Since cathepsin
L is active only at low pH, the proposed mechanism is uptake of both antigen
and protease by and destruction within the endosomal compartment of the cross-
presenting APC (300) Finally, a recent study has demonstrated that the uniformly
low GILT thiol reductase levels in a panel of class II+ human melanoma cell lines



22 I. Basic Tumor Immunology

results in presentation of antigen that is quite distinct from that of professional, GILT-
positive APCs (301), suggesting that T cells activated by the professional APCs will
not necessarily be specific for the tumor cells themselves. This is reminiscent of the
constitutive proteasome vs. immunoproteasome issue raised previously, and suggests
an advantage to direct recognition of tumor cells by CD4+ vs. the nonspecific effects
mediated by cross-presentation outlined above.

5. CONCLUDING REMARKS

The concept of anti-tumor immunity is over a century old while our general under-
standing of MHC class I- and class II-restricted antigen processing and presentation
is much younger. As the new principles have been applied to the old problem, a
measure of progress can be appreciated. However, many important details of pro-
cessing and presentation remain unknown, and the technologies for identifying and
exploiting viable T cell targets on an individualized basis are truly in their infan-
cies and limited by the lack of basic knowledge. Therefore, we are far from having
enough information to determine whether or not immunotherapy will be a stan-
dard approach to cancer. Based upon the rate of recent progress, the upcoming years
should provide many opportunities for applying new concepts in antigen processing
and presentation to experimental models and, ultimately, patients.
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4. Falk, K., O. Rötzschke, and H.-G. Rammensee. 1990. Cellular peptide composition governed by

major histocompatibility complex class I molecules. Nature 348:248–251.
5. Mouritsen, S., M. Meldal, O. Werdelin, A.S. Hansen, and S. Buus. 1992. MHC molecules protect T

cell epitopes against proteolytic destruction. J Immunol 149:1987–1993.
6. Deng, H., R. Apple, M. Clare-Salzler, S. Trembleau, D. Mathis, L. Adorini, and E. Sercarz. 1993.

Determinant capture as a possible mechanism of protection afforded by major histocompatibility
complex class II molecules in autoimmune disease. J Exp Med 178:1675–1680.

7. Ojcius, D.M., P. Langlade-Demoyen, G. Gachelin, and P. Kourilsky. 1994. Role for MHC class I
molecules in selecting and protecting high affinity peptides in the presence of proteases. J Immunol
152:2798–2810.

8. Bacı́k, I., H. Link-Snyder, L.C. Antón, G. Russ, W. Chen, J.R. Bennink, L. Urge, L. Otvos, B.
Dudkowska, L.C. Eisenlohr, and J.W. Yewdell. 1997. Introduction of a glycosylation site into a
secreted protein provides evidence for an alternative antigen processing pathway: transport of precursors
of MHC class I restricted-peptides from the endoplasmic reticulum to the cytosol. J Exp Med 186:479–
487.

9. Zarling, A.L., S.B. Ficarro, F.M. White, J. Shabanowitz, D.F. Hunt, and V.H. Engelhard. 2000. Phos-
phorylated peptides are naturally processed and presented by major histocompatibility complex class I
molecules in vivo. J Exp Med 192:1755–1762.

10. Saito, N.G., and Y. Paterson. 1997. Contribution of peptide backbone atoms to binding of an antigenic
peptide to class I major histocompatibility complex molecule. Mol Immunol 34:1133–1145.

11. Kimachi, K., M. Croft, and H.M. Grey. 1997. The minimal number of antigen-major histocompat-
ibility complex class II complexes required for activation of naive and primed T cells. Eur J Immunol
27:3310–3317.

12. Antón, L.C., J.W. Yewdell, and J.R. Bennink. 1997. MHC class I-associated peptides produced from
endogenous gene products with vastly different efficiencies. J Immunol 158:2535–2542.



1. Antigen Processing and Presentation 23

13. Wherry, E.J., K.A. Puorro, A. Porgador, and L.C. Eisenlohr. 1999. The induction of virus-specific
CTL as a function of increasing epitope expression: responses rise steadily until excessively high levels
of epitope are attained. J Immunol 163:3735–3745.

14. Bullock, T.N.J., and L.C. Eisenlohr. 1996. Ribosomal scanning past the primary initiation codon
as a mechanism for expression of CTL epitopes encoded in alternative reading frames. J Exp Med
184:1319–1330.

15. Germain, R.N. 2001. The art of the probable: system control in the adaptive immune system. Science
293:240–245.

16. Parker, K.C., M.A. Bednarek, and J.E. Coligan. 1994. Scheme for ranking potential HLA-A2 bind-
ing peptides based on independent binding of individual peptide side-chains. J Immunol 152:163–
175.

17. Rammensee, H., J. Bachmann, N.P. Emmerich, O.A. Bachor, and S. Stevanovic. 1999. SYFPEITHI:
database for MHC ligands and peptide motifs. Immunogenetics 50:213–219.

18. Chakrabarti, D., and S.K. Ghosh. 1992. Induction of syngeneic cytotoxic T lymphocytes against a B
cell tumor. III. MHC class I-restricted CTL recognizes the processed form(s) of idiotype. Cell Immunol
144:455–464.

19. Osterroth, F., A. Garbe, P. Fisch, and H. Veelken. 2000. Stimulation of cytotoxic T cells against idiotype
immunoglobulin of malignant lymphoma with protein-pulsed or idiotype-transduced dendritic cells.
Blood 95:1342–1349.

20. Powell, D.J., Jr., L.C. Eisenlohr, and J.L. Rothstein. 2003. A thyroid tumor-specific antigen formed
by the fusion of two self proteins. J Immunol 170:861–869.

21. Anderson, R.W., M.J. Tevethia, D. Kalderon, A.E. Smith, and S.S. Tevethia. 1988. Fine mapping two
distinct antigenic sites on simian virus 40 (SV40) T antigen reactive with SV40-specific cytotoxic T-cell
clones by using SV40 deletion mutants. J Virol 62:285–296.

22. Tevethia, S.S., M. Lewis, Y. Tanaka, J. Milici, B. Knowles, W.L. Maloy, and R. Anderson. 1990.
Dissection of H-2Db-restricted cytotoxic T-lymphocyte epitopes on simian virus 40 T antigen by the
use of synthetic peptides and H-Dbm mutants. J Virol 64:1192–1200.

23. Kast, W.M., R.M. Brandt, J.W. Drijfhout, and C.J. Melief. 1993. Human leukocyte antigen-A2.1
restricted candidate cytotoxic T lymphocyte epitopes of human papillomavirus type 16 E6 and
E7 proteins identified by using the processing-defective human cell line T2. J Immunother 14:115–
120.

24. Noppen, C., F. Levy, L. Burri, P. Zajac, E. Remmel, C. Schaefer, U. Luscher, M. Heberer, and
G.C. Spagnoli. 2000. Naturally processed and concealed HLA-A2.1-restricted epitopes from tumor-
associated antigen tyrosinase-related protein-2. Int J Cancer 87:241–246.

25. Lurquin, C., A. Van Pel, B. Mariame, E. De Plaen, J.P. Szikora, C. Janssens, M.J. Reddehase, J. Lejeune,
and T. Boon. 1989. Structure of the gene of tum- transplantation antigen P91A: the mutated exon
encodes a peptide recognized with Ld by cytolytic T cells. Cell 58:293–303.

26. Boon, T., J.-C. Cerottini, B. Van den Eynde, P. van der Bruggen, and A. Van Pel. 1994. Tumor antigens
recognized by T lymphocytes. Annu Rev Immunol 12:337–365.

27. Skipper, J.C.A., R.C. Hendrickson, P.H. Gulden, V. Brichard, A. Van Pel, Y. Chen, J. Shabanowitz,
T. Wolfel, C.L. Slingluff, Jr., T. Boon, D.F. Hunt, and V.H. Engelhard. 1996. An HLA-A2-restricted
tyrosinase antigen on melanoma cells results from posttranslational modification and suggests a novel
pathway for processing of membrane proteins. J Exp Med 183:527–534.

28. Engelhard, V.H., T.N. Bullock, T.A. Colella, and D.W. Mullins. 2000. Direct identification of human
tumor-associated peptide antigens and a preclinical model to evaluate their use. Cancer J 6 Suppl
3:S272–280.

29. Engelhard, V.H. 1996. Direct identification of tumor-associated peptide antigens. Springer Semin
Immunopathol 18:171–183.

30. Wang, R.F. 2001. The role of MHC class II-restricted tumor antigens and CD4+ T cells in antitumor
immunity. Trends Immunol 22:269–276.

31. Mayrand, S.M., and W.R. Green. 1998. Non-traditionally derived CTL epitopes: exceptions that
prove the rules? Immunol Today 19:551–556.

32. Wang, R.-F., M.R. Parkhurst, Y. Kawakami, P.F. Robbins, and S.A. Rosenberg. 1996. Utilization of
an alternative open reading frame of a normal gene in generating a novel human cancer antigen. J Exp
Med 183:1131–1140.

33. Schmucker, B., Y. Tang, and M. Kressel. 1999. Novel alternatively spliced isoforms of the neurofibro-
matosis type 2 tumor suppressor are targeted to the nucleus and cytoplasmic granules. Hum Mol Genet
8:1561–1570.



24 I. Basic Tumor Immunology

34. van Hall, T., N.E. van de Rhee, S.P. Schoenberger, M.P. Vierboom, F.A. Verreck, C.J. Melief, and
R. Offringa. 1998. Cryptic open reading frames in plasmid vector backbone sequences can provide
highly immunogenic cytotoxic T-lymphocyte epitopes. Cancer Res 58:3087–3093.

35. Rimoldi, D., V. Rubio-Godoy, V. Dutoit, D. Lienard, S. Salvi, P. Guillaume, D. Speiser, E. Stockert,
G. Spagnoli, C. Servis, J.C. Cerottini, F. Lejeune, P. Romero, and D. Valmori. 2000. Efficient simul-
taneous presentation of NY-ESO-1/LAGE-1 primary and nonprimary open reading frame-derived
CTL epitopes in melanoma. J Immunol 165:7253–7261.

36. Tangri, S., G.Y. Ishioka, X. Huang, J. Sidney, S. Southwood, J. Fikes, and A. Sette. 2001. Structural
features of peptide analogs of human histocompatibility leukocyte antigen class I epitopes that are more
potent and immunogenic than wild-type peptide. J Exp Med 194:833–846.

37. Bakker, A.B., S.H. van der Burg, R.J. Huijbens, J.W. Drijfhout, C.J. Melief, G.J. Adema, and C.G.
Figdor. 1997. Analogues of CTL epitopes with improved MHC class-I binding capacity elicit anti-
melanoma CTL recognizing the wild-type epitope. Int J Cancer 70:302–309.

38. Valmori, D., J.F. Fonteneau, S. Valitutti, N. Gervois, R. Dunbar, D. Lienard, D. Rimoldi, V. Cerundolo,
F. Jotereau, J.C. Cerottini, D.E. Speiser, and P. Romero. 1999. Optimal activation of tumor-reactive
T cells by selected antigenic peptide analogues. Int Immunol 11:1971–1980.

39. Gallimore, A., J. Hombach, T. Dumrese, H.G. Rammensee, R.M. Zinkernagel, and H. Hengartner.
1998. A protective cytotoxic T cell response to a subdominant epitope is influenced by the stability of
the MHC class I/peptide complex and the overall spectrum of viral peptides generated within infected
cells [In Process Citation]. Eur J Immunol 28:3301–3311.

40. Braud, V.M., D.S. Allan, and A.J. McMichael. 1999. Functions of nonclassical MHC and non-MHC-
encoded class I molecules. Curr Opin Immunol 11:100–108.

41. Elewaut, D., and M. Kronenberg. 2000. Molecular biology of NK T cell specificity and development.
Semin Immunol 12:561–568.

42. Smyth, M.J., N.Y. Crowe, Y. Hayakawa, K. Takeda, H. Yagita, and D.I. Godfrey. 2002. NKT cells—
conductors of tumor immunity? Curr Opin Immunol 14:165–171.

43. Lefebvre, S., M. Antoine, S. Uzan, M. McMaster, J. Dausset, E.D. Carosella, and P. Paul. 2002. Specific
activation of the non-classical class I histocompatibility HLA-G antigen and expression of the ILT2
inhibitory receptor in human breast cancer. J Pathol 196:266–274.

44. Adrian Cabestre, F., P. Moreau, B. Riteau, E.C. Ibrahim, C. Le Danff, J. Dausset, N. Rouas-Freiss,
E.D. Carosella, and P. Paul. 1999. HLA-G expression in human melanoma cells: protection from NK
cytolysis. J Reprod Immunol 43:183–193.

45. Lenschow, D.J., T.L. Walunas, and J.A. Bluestone. 1996. CD28/B7 system of T cell costimulation.
Annu Rev Immunol 14:233–258.

46. Mellman, I., S.J. Turley, and R.M. Steinman. 1998. Antigen processing for amateurs and professionals.
Trends Cell Biol 8:231–237.

47. Mellman, I., and R.M. Steinman. 2001. Dendritic cells: specialized and regulated antigen processing
machines. Cell 106:255–258.

48. Steinman, R.M., and M. Dhodapkar. 2001. Active immunization against cancer with dendritic cells:
the near future. Int J Cancer 94:459–473.

49. Berwin, B., and C.V. Nicchitta. 2001. To find the road traveled to tumor immunity: the trafficking
itineraries of molecular chaperones in antigen-presenting cells. Traffic 2:690–697.

50. Heath, W.R., and F.R. Carbone. 2001. Cross-presentation, dendritic cells, tolerance and immunity.
Annu Rev Immunol 19:47–64.

51. Cella, M., F. Sallusto, and A. Lanzavecchia. 1997. Origin, maturation and antigen presenting function
of dendritic cells. Curr Opin Immunol 9:10–16.

52. Lanzavecchia, A. 1999. Dendritic cell maturation and generation of immune responses. Haematologica
84:23–25.

53. Matzinger, P. 1994. Tolerance, danger, and the extended family. Annu Rev Immunol 12:991–
1045.

54. Medzhitov, R., and C.A. Janeway, Jr. 1998. An ancient system of host defense. Curr Opin Immunol
10:12–15.

55. Wong, P., and E.G. Pamer. 2003. Feedback regulation of pathogen-specific T cell priming. Immunity
18:499–511.

56. Shedlock, D.J., and H. Shen. 2003. Requirement for CD4 T cell help in generating functional CD8
T cell memory. Science 300:337–339.

57. Sun, J.C., and M.J. Bevan. 2003. Defective CD8 T cell memory following acute infection without
CD4 T cell help. Science 300:339–342.



1. Antigen Processing and Presentation 25

58. Janssen, E.M., E.E. Lemmens, T. Wolfe, U. Christen, M.G. von Herrath, and S.P. Schoenberger. 2003.
CD4+ T cells are required for secondary expansion and memory in CD8+ T lymphocytes. Nature
421:852–856.

59. Ridge, J.P., F. Di Rosa, and P. Matzinger. 1998. A conditioned dendritic cell can be a temporal bridge
between a CD4+ T-helper and a T-killer cell. Nature 393:474–478.

60. Bennett, S.R., F.R. Carbone, F. Karamalis, R.A. Flavell, J.F. Miller, and W.R. Heath. 1998. Help for
cytotoxic-T-cell responses is mediated by CD40 signalling. Nature 393:478–480.

61. Schoenberger, S.P., R.E. Toes, E.I. van der Voort, R. Offringa, and C.J. Melief. 1998. T-cell help for
cytotoxic T lymphocytes is mediated by CD40-CD40L interactions. Nature 393:480–483.

62. Bourgeois, C., B. Rocha, and C. Tanchot. 2002. A role for CD40 expression on CD8+ T cells in the
generation of CD8+ T cell memory. Science 297:2060–2063.

63. Heimberger, A.B., G.E. Archer, L.E. Crotty, R.E. McLendon, A.H. Friedman, H.S. Friedman, D.D.
Bigner, and J.H. Sampson. 2002. Dendritic cells pulsed with a tumor-specific peptide induce long-
lasting immunity and are effective against murine intracerebral melanoma. Neurosurgery 50:158–164;
discussion 164–156.

64. Salgaller, M.L., P.A. Lodge, J.G. McLean, B.A. Tjoa, D.J. Loftus, H. Ragde, G.M. Kenny, M. Rogers,
A.L. Boynton, and G.P. Murphy. 1998. Report of immune monitoring of prostate cancer patients
undergoing T-cell therapy using dendritic cells pulsed with HLA-A2-specific peptides from prostate-
specific membrane antigen (PSMA). Prostate 35:144–151.

65. Zheng, H., J. Dai, D. Stoilova, and Z. Li. 2001. Cell surface targeting of heat shock protein gp96
induces dendritic cell maturation and antitumor immunity. J Immunol 167:6731–6735.

66. Harada, M., G. Kimura, and K. Nomoto. 1998. Heat shock proteins and the antitumor T cell response.
Biotherapy 10:229–235.

67. Suzue, K., X. Zhou, H.N. Eisen, and R.A. Young. 1997. Heat shock fusion proteins as vehicles for
antigen delivery into the major histocompatibility complex class I presentation pathway. Proc Natl Acad
Sci U S A 94:13146–13151.

68. Heikema, A., E. Agsteribbe, J. Wilschut, and A. Huckriede. 1997. Generation of heat shock protein-
based vaccines by intracellular loading of gp96 with antigenic peptides. Immunol Lett 57:69–74.

69. Heike, M., B. Noll, and K.H. Meyer zum Buschenfelde. 1996. Heat shock protein-zpeptide complexes
for use in vaccines. J Leukoc Biol 60:153–158.

70. Kronenberger, K., A. Dieckmann, M. Selmayr, J. Strehl, U. Wahl, H. Lindhofer, G. Kraal, and R.
Mocikat. 2002. Impact of the lymphoma idiotype on in vivo tumor protection in a vaccination model
based on targeting antigens to antigen-presenting cells. Blood 99:1327–1331.

71. Rafiq, K., A. Bergtold, and R. Clynes. 2002. Immune complex-mediated antigen presentation induces
tumor immunity. J Clin Invest 110:71–79.

72. Berlyn, K.A., B. Schultes, B. Leveugle, A.A. Noujaim, R.B. Alexander, and D.L. Mann. 2001. Gen-
eration of CD4(+) and CD8(+) T lymphocyte responses by dendritic cells armed with PSA/anti-PSA
(antigen/antibody) complexes. Clin Immunol 101:276–283.

73. Wang, H.Y., T. Fu, G. Wang, G. Zeng, D.M. Perry-Lalley, J.C. Yang, N.P. Restifo, P. Hwu, and R.F.
Wang. 2002. Induction of CD4(+) T cell-dependent antitumor immunity by TAT-mediated tumor
antigen delivery into dendritic cells. J Clin Invest 109:1463–1470.

74. Heiser, A., D. Coleman, J. Dannull, D. Yancey, M.A. Maurice, C.D. Lallas, P. Dahm, D. Niedzwiecki,
E. Gilboa, and J. Vieweg. 2002. Autologous dendritic cells transfected with prostate-specific anti-
gen RNA stimulate CTL responses against metastatic prostate tumors. J Clin Invest 109:409–
417.

75. Alijagic, S., P. Moller, M. Artuc, K. Jurgovsky, B.M. Czarnetzki, and D. Schadendorf. 1995. Den-
dritic cells generated from peripheral blood transfected with human tyrosinase induce specific T cell
activation. Eur J Immunol 25:3100–3107.

76. Bartholeyns, J., J.L. Romet-Lemonne, M. Chokri, M. Buyse, T. Velu, C. Bruyns, J.J. Van de Winkel,
J. Heeney, G. Koopman, M. Malmsten, D. De Groote, M. Monsigny, P. Midoux, and B. Alarcon.
1998. Cellular vaccines. Res Immunol 149:647–649.

77. Osterroth, F., A. Garbe, P. Fisch, and H. Veelken. 2000. Stimulation of cytotoxic T cells against idiotype
immunoglobulin of malignant lymphoma with protein-pulsed or idiotype-transduced dendritic cells.
Blood 95:1342–1349.

78. Jenne, L., P. Thumann, and A. Steinkasserer. 2001. Interaction of large DNA viruses with dendritic
cells. Immunobiology 204:639–648.

79. Yang, S., G.P. Linette, S. Longerich, B.L. Roberts, and F.G. Haluska. 2000. HLA-A2.1/K(b) trans-
genic murine dendritic cells transduced with an adenovirus encoding human gp100 process the same



26 I. Basic Tumor Immunology

A2.1-restricted peptide epitopes as human antigen-presenting cells and elicit A2.1-restricted pep-
tidegspecific CTL. Cell Immunol 204:29–37.

80. Ribas, A., L.H. Butterfield, S.N. Amarnani, V.B. Dissette, D. Kim, W.S. Meng, G.A. Miranda, H.J.
Wang, W.H. McBride, J.A. Glaspy, and J.S. Economou. 2001. CD40 cross-linking bypasses the absolute
requirement for CD4 T cells during immunization with melanoma antigen gene-modified dendritic
cells. Cancer Res 61:8787–8793.

81. Asavaroengchai, W., Y. Kotera, and J.J. Mule. 2002. Tumor lysate-pulsed dendritic cells can elicit
an effective antitumor immune response during early lymphoid recovery. Proc Natl Acad Sci U S A
99:931–936.

82. Pospisilova, D., J. Borovickova, A. Polouckova, R. Spisek, A. Sediva, O. Hrusak, J. Stary, and J.
Bartunkova. 2002. Generation of functional dendritic cells for potential use in the treatment of acute
lymphoblastic leukemia. Cancer Immunol Immunother 51:72–78.

83. Mulders, P., C.L. Tso, B. Gitlitz, R. Kaboo, A. Hinkel, S. Frand, S. Kiertscher, M.D. Roth,
J. deKernion, R. Figlin, and A. Belldegrun. 1999. Presentation of renal tumor antigens by human
dendritic cells activates tumor-infiltrating lymphocytes against autologous tumor: implications for live
kidney cancer vaccines. Clin Cancer Res 5:445–454.

84. Henry, F., O. Boisteau, L. Bretaudeau, B. Lieubeau, K. Meflah, and M. Gregoire. 1999. Antigen-
presenting cells that phagocytose apoptotic tumor-derived cells are potent tumor vaccines. Cancer Res
59:3329–3332.

85. Albert, M.L., S.F. Pearce, L.M. Francisco, B. Sauter, P. Roy, R.L. Silverstein, and N. Bhardwaj. 1998.
Immature dendritic cells phagocytose apoptotic cells via alphavbeta5 and CD36, and cross-present
antigens to cytotoxic T lymphocytes. J Exp Med 188:1359–1368.

86. Galea-Lauri, J., D. Darling, G. Mufti, P. Harrison, and F. Farzaneh. 2002. Eliciting cytotoxic T
lymphocytes against acute myeloid leukemia-derived antigens: evaluation of dendritic cell-leukemia
cell hybrids and other antigen-loading strategies for dendritic cell-based vaccination. Cancer Immunol
Immunother 51:299–310.

87. Levitsky, H.I. 1996. Tumors derived from antigen presenting cells. Semin Immunol 8:281–287.
88. Paludan, C., K. Bickham, S. Nikiforow, M.L. Tsang, K. Goodman, W.A. Hanekom, J.F. Fonteneau,

S. Stevanovic, and C. Munz. 2002. Epstein-Barr nuclear antigen 1-specific CD4(+) Th1 cells kill
Burkitt’s lymphoma cells. J Immunol 169:1593–1603.

89. Rowe, M., R. Khanna, C.A. Jacob, V. Argaet, A. Kelly, S. Powis, M. Belich, D. Croom-Carter, S. Lee,
S.R. Burrows, and et al. 1995. Restoration of endogenous antigen processing in Burkitt’s lymphoma
cells by Epstein-Barr virus latent membrane protein-1: coordinate up-regulation of peptide transporters
and HLA-class I antigen expression. Eur J Immunol 25:1374–1384.

90. de Campos-Lima, P.O., S. Torsteinsdottir, L. Cuomo, G. Klein, D. Sulitzeanu, and M.G. Masucci.
1993. Antigen processing and presentation by EBV-carrying cell lines: cell-phenotype dependence
and influence of the EBV-encoded LMP1. Int J Cancer 53:856–862.

91. Nagamori, M., S. Kawaguchi, M. Murakami, T. Wada, M. Inobe, S. Ishii, and T. Uede. 2002. In
vivo immunogenicity of osteosarcoma cells that express B7-1a, an alternatively spliced form of B7-1.
Anticancer Res 22:2009–2013.

92. Yoon, S.J., J.C. Lee, J.O. Kang, S.G. Lee, and D.S. Heo. 2001. Anti-tumor effect associated with
down-regulation of MHC class 1 antigen after co-transfection of GM-CSF and IFN-gamma genes in
CT26 tumor cells. Anticancer Res 21:4031–4039.

93. Abdelnoor, A.M. 1997. Antigen processing/presenting and oncogenesis. Crit Rev Oncog 8:381–
393.

94. Becker, J.C., and E.B. Brocker. 1995. Lymphocyte-melanoma interaction: role of surface molecules.
Recent Results Cancer Res 139:205–214.

95. Homma, S., G. Toda, J. Gong, D. Kufe, and T. Ohno. 2001. Preventive antitumor activity against
hepatocellular carcinoma (HCC) induced by immunization with fusions of dendritic cells and HCC
cells in mice. J Gastroenterol 36:764–771.

96. . Li, J., L.M. Holmes, K.J. Franek, K.E. Burgin, T.E. Wagner, and Y. Wei. 2001. Purified hybrid
cells from dendritic cell and tumor cell fusions are superior activators of antitumor immunity. Cancer
Immunol Immunother 50:456–462.

97. Biragyn, A., M. Surenhu, D. Yang, P.A. Ruffini, B.A. Haines, E. Klyushnenkova, J.J. Oppenheim, and
L.W. Kwak. 2001. Mediators of innate immunity that target immature, but not mature, dendritic cells
induce antitumor immunity when genetically fused with nonimmunogenic tumor antigens. J Immunol
167:6644–6653.



1. Antigen Processing and Presentation 27

98. Jantscheff, P., G. Spagnoli, P. Zajac, and C.F. Rochlitz. 2002. Cell fusion: an approach to generating
constitutively proliferating human tumor antigen-presenting cells. Cancer Immunol Immunother 51:367–
375.

99. Ali, S.A., J. Lynam, C.S. McLean, C. Entwisle, P. Loudon, J.M. Rojas, S.E. McArdle, G. Li, S. Mian,
and R.C. Rees. 2002. Tumor regression induced by intratumor therapy with a disabled infectious
single cycle (DISC) herpes simplex virus (HSV) vector, DISC/HSV/murine granulocyte-macrophage
colony-stimulating factor, correlates with antigen-specific adaptive immunity. J Immunol 168:3512–
3519.

100. Dranoff, G., E. Jaffee, A. Lazenby, P. Golumbek, H. Levitsky, B. 96/0/17, V. Jackson, H. Hamada,
D. Pardoll, and R.C. Mulligan. 1993. Vaccination with irradiated tumor cells engineered to secrete
murine granulocyte-macrophage colony-stimulating factor stimulates potent, specific, and long-lasting
anti-tumor immunity. Proc Natl Acad Sci U S A 90:3539–3543.

101. Yei, S., R.M. Bartholomew, P. Pezzoli, A. Gutierrez, E. Gouveia, D. Bassett, W. Soo Hoo, and D.J.
Carlo. 2002. Novel membrane-bound GM-CSF vaccines for the treatment of cancer: generation and
evaluation of mbGM-CSF mouse B16F10 melanoma cell vaccine. Gene Ther 9:1302–1311.

102. Leachman, S.A., M. Shylankevich, M.D. Slade, D. Levine, R.K. Sundaram, W. Xiao, M. Bryan, D.
Zelterman, R.E. Tiegelaar, and J.L. Brandsma. 2002. Ubiquitin-fused and/or multiple early genes
from cottontail rabbit papillomavirus as DNA vaccines. J Virol 76:7616–7624.

103. Mastrangelo, M.J., H.C. Maguire, Jr., L.C. Eisenlohr, C.E. Laughlin, C.E. Monken, P.A. McCue,
A.J. Kovatich, and E.C. Lattime. 1999. Intratumoral recombinant GM-CSF-encoding virus as gene
therapy in patients with cutaneous melanoma. Cancer Gene Ther 6:409–422.

104. Merad, M., T. Sugie, E.G. Engleman, and L. Fong. 2002. In vivo manipulation of dendritic cells to
induce therapeutic immunity. Blood 99:1676–1682.

105. Lee, J., T.H. Chuang, V. Redecke, L. She, P.M. Pitha, D.A. Carson, E. Raz, and H.B. Cottam.
2003. Molecular basis for the immunostimulatory activity of guanine nucleoside analogs: Activation
of Toll-like receptor 7. Proc Natl Acad Sci U S A 100:6646–6651.

106. Galili, U., Z.C. Chen, O. Manches, J. Plumas, and H. Preisler. 2001. Preparation of autologous leukemia
and lymphoma vaccines expressing alpha-gal epitopes. J Hematother Stem Cell Res 10:501–511.

107. Wallace, P.K., P.A. Kaufman, L.D. Lewis, T. Keler, A.L. Givan, J.L. Fisher, M.G. Waugh, A.E. Wahner,
P.M. Guyre, M.W. Fanger, and M.S. Ernstoff. 2001. Bispecific antibody-targeted phagocytosis of
HER-2/neu expressing tumor cells by myeloid cells activated in vivo. J Immunol Methods 248:167–
182.

108. Liu, Y., X. Zhang, W. Zhang, Z. Chen, T. Chan, K. Ali, Z. Jia, and J. Xiang. 2002. Adenovirus-
mediated CD40 ligand gene-engineered dendritic cells elicit enhanced CD8(+) cytotoxic T-cell acti-
vation and antitumor immunity. Cancer Gene Ther 9:202–208.

109. Yewdell, J.W., and J.R. Bennink. 1992. Cell biology of antigen processing and presentation to major
histocompatibility complex class I molecule-restricted T lymphocytes. Adv Immunol 52:1–123.

110. Momburg, F., and G.J. Hammerling. 1998. Generation and TAP-mediated transport of peptides for
major histocompatibility complex class I molecules. Adv Immunol 68:191–256.

111. Rock, K.L., and A.L. Goldberg. 1999. Degradation of cell proteins and the generation of MHC class
I-presented peptides. Annu Rev Immunol 17:739–779.

112. Pamer, E., and P. Cresswell. 1998. Mechanisms of MHC class I-restricted antigen processing. Annu
Rev Immunol 16:323–358.

113. Kloetzel, P.M. 2001. Antigen processing by the proteasome. Nat Rev Mol Cell Biol 2:179–187.
114. Gromme, M., and J. Neefjes. 2002. Antigen degradation or presentation by MHC class I molecules

via classical and non-classical pathways. Mol Immunol 39:181–202.
115. Saveanu, L., D. Fruci, and P. van Endert. 2002. Beyond the proteasome: trimming, degradation and

generation of MHC class I ligands by auxiliary proteases. Mol Immunol 39:203–215.
116. Schirmbeck, R., and J. Reimann. 2002. Alternative processing of endogenous or exogenous anti-

gens extends the immunogenic, H-2 class I-restricted peptide repertoire. Mol Immunol 39:249–
259.

117. Sijts, A., Y. Sun, K. Janek, S. Kral, A. Paschen, D. Schadendorf, and P.M. Kloetzel. 2002. The role of
the proteasome activator PA28 in MHC class I antigen processing. Mol Immunol 39:165–169.

118. Williams, A., C.A. Peh, and T. Elliott. 2002. The cell biology of MHC class I antigen presentation.
Tissue Antigens 59:3–17.

119. Rock, K.L., I.A. York, T. Saric, and A.L. Goldberg. 2002. Protein degradation and the generation of
MHC class I-presented peptides. Adv Immunol 80:1–70.



28 I. Basic Tumor Immunology

120. Grandea, A.G., 3rd, and L. Van Kaer. 2001. Tapasin: an ER chaperone that controls MHC class I
assembly with peptide. Trends Immunol 22:194–199.

121. Van den Eynde, B.J., and S. Morel. 2001. Differential processing of class-I-restricted epitopes by the
standard proteasome and the immunoproteasome. Curr Opin Immunol 13:147–153.

122. Fruh, K., and Y. Yang. 1999. Antigen presentation by MHC class I and its regulation by interferon
gamma. Curr Opin Immunol 11:76–81.

123. Eisenlohr, L.C., I. Bacik, J.R. Bennink, K. Bernstein, and J.W. Yewdell. 1992. Expression of a mem-
brane protease enhances presentation of endogenous antigens to MHC class I-restricted T lymphocytes.
Cell 71:963–972.

124. Snyder, H.L., J.W. Yewdell, and J.R. Bennink. 1994. Trimming of antigenic peptides in an early
secretory compartment. J Exp Med 180:2389–2394.

125. Serwold, T., F. Gonzalez, J. Kim, R. Jacob, and N. Shastri. 2002. ERAAP customizes peptides for
MHC class I molecules in the endoplasmic reticulum. Nature 419:480–483.

126. Kisselev, A.F., T.N. Akopian, K.M. Woo, and A.L. Goldberg. 1999. The sizes of peptides generated
from protein by mammalian 26 and 20 S proteasomes. Implications for understanding the degradative
mechanism and antigen presentation. J Biol Chem 274:3363–3371.

127. Larsen, C.N., and D. Finley. 1997. Protein translocation channels in the proteasome and other proteases.
Cell 91:431–434.

128. Kohler, A., P. Cascio, D.S. Leggett, K.M. Woo, A.L. Goldberg, and D. Finley. 2001. The axial channel
of the proteasome core particle is gated by the Rpt2 ATPase and controls both substrate entry and
product release. Mol Cell 7:1143–1152.

129. Pickart, C.M. 1998. Polyubiquitin Chains. In Ubiquitin and the Biology of the Cell. J.-M. Peters, J.R.
Harris, and D. Finley, eds. Plenum Press, New York and London: 19–63.

130. Laney, J.D., and M. Hochstrasser. 1999. Substrate targeting in the ubiquitin system. Cell 97:427–430.
131. Bonifacino, J.S., and A.M. Weissman. 1998. Ubiquitin and the control of protein fate in the secretory

and endocytic pathways. Annu Rev Cell Dev Biol 14:19–57.
132. Ciechanover, A. 1998. The ubiquitin-proteasome pathway: on protein death and cell life. EMBO J

17:7151–7160.
133. Hayashi, S.-i., Y. Murakami, and S. Matsufuji. 1996. Ornithine decarboxylase antizyme: a novel type

of regulatory protein. Trends Biochem Sci 21:27–30.
134. Touitou, R., J. Richardson, S. Bose, M. Nakanishi, J. Rivett, and M.J. Allday. 2001. A degradation

signal located in the C-terminus of p21WAF1/CIP1 is a binding site for the C8 alpha-subunit of the
20S proteasome. EMBO J 20:2367–2375.

135. Yellen-Shaw, A.J., and L.C. Eisenlohr. 1997. Regulation of class I-restricted epitope processing by
local or distal flanking sequence. J Immunol 158:1727–1733.

136. Tanaka, K., and M. Kasahara. 1998. The MHC class I ligand-generating system: roles of immuno-
proteasomes and the interferon-gamma-inducible proteasome activator PA28. Immunol Rev 163:161–
176.

137. Groettrup, M., A. Soza, M. Egge4rs, L. Kuehn, T.P. Dick, H. Schild, H.-G. Rammensee, U.H. Koszi-
nowski, and P.-M. Kloetzel. 1996. A role for the proteasome regulator PA28α in antigen presentation.
Nature 381:166–168.

138. Preckel, T., W.P. Fung-Leung, Z. Cai, A. Vitiello, L. Salter-Cid, O. Winqvist, T.G. Wolfe, M. Von
Herrath, A. Angulo, P. Ghazal, J.D. Lee, A.M. Fourie, Y. Wu, J. Pang, K. Ngo, P.A. Peterson, K. Fruh,
and Y. Yang. 1999. Impaired immunoproteasome assembly and immune responses in PA28-/- mice.
Science 286:2162–2165.

139. Sun, Y., A.J. Sijts, M. Song, K. Janek, A.K. Nussbaum, S. Kral, M. Schirle, S. Stevanovic, A. Paschen,
H. Schild, P.M. Kloetzel, and D. Schadendorf. 2002. Expression of the proteasome activator PA28
rescues the presentation of a cytotoxic T lymphocyte epitope on melanoma cells. Cancer Res 62:2875–
2882.

140. Beninga, J., K.L. Rock, and A.L. Goldberg. 1998. Interferon-gamma can stimulate post-proteasomal
trimming of the N terminus of an antigenic peptide by inducing leucine aminopeptidase. J Biol Chem
273:18734–18742.

141. Silva, C.L., F.C. Portaro, V.L. Bonato, A.C. de Camargo, and E.S. Ferro. 1999. Thimet oligopeptidase
(EC 3.4.24.15), a novel protein on the route of MHC class I antigen presentation. Biochem Biophys Res
Commun 255:591–595.

142. Stoltze, L., M. Schirle, G. Schwarz, C. Schroter, M.W. Thompson, L.B. Hersh, H. Kalbacher, S. Ste-
vanovic, H.G. Rammensee, and H. Schild. 2000. Two new proteases in the MHC class I processing
pathway. Nat Immunol 1:413–418.



1. Antigen Processing and Presentation 29

143. Levy, F., L. Burri, S. Morel, A.L. Peitrequin, N. Levy, A. Bachi, U. Hellman, B.J. Van den Eynde,
and C. Servis. 2002. The final N-terminal trimming of a subaminoterminal proline-containing HLA
class I-restricted antigenic peptide in the cytosol is mediated by two peptidases. J Immunol 169:4161–
4171.

144. Geier, E., G. Pfeifer, M. Wilm, M. Lucchiari-Hartz, W. Baumeister, K. Eichmann, and G. Niedermann.
1999. A giant protease with potential to substitute for some functions of the proteasome. Science
283:978–981.

145. Seifert, U., C. Maranon, A. Shmueli, J.F. Desoutter, L. Wesoloski, K. Janek, P. Henklein, S. Diescher,
M. Andrieu, H. de la Salle, T. Weinschenk, H. Schild, D. Laderach, A. Galy, G. Haas, P.M. Kloetzel,
Y. Reiss, and A. Hosmalin. 2003. An essential role for tripeptidyl peptidase in the generation of an
MHC class I epitope. Nat Immunol 4:375–379.

146. Valmori, D., U. Gileadi, C. Servis, P.R. Dunbar, J.C. Cerottini, P. Romero, V. Cerundolo, and F. Levy.
1999. Modulation of proteasomal activity required for the generation of a cytotoxic T lymphocyte-
defined peptide derived from the tumor antigen MAGE-3. J Exp Med 189:895–906.

147. Schwarz, K., R. de Giuli, G. Schmidtke, S. Kostka, M. van Den Broek, K.B. Kim, C.M. Crews,
R. Kraft, and M. Groettrup. 2000. The selective proteasome inhibitors lactacystin and epoxomicin can
Be used to either Up- or down-regulate antigen presentation at nontoxic doses [In Process Citation].
J Immunol 164:6147–6157.

148. Groettrup, M., M. van den Broek, K. Schwarz, A. Macagno, S. Khan, R. de Giuli, and G. Schmidtke.
2001. Structural plasticity of the proteasome and its function in antigen processing. Crit Rev Immunol
21:339–358.

149. Glas, R., M. Bogyo, J.S. McMaster, M. Gaczynska, and H.L. Ploegh. 1998. A proteolytic system that
compensates for loss of proteasome function. Nature 392:618–622.

150. Villanueva, M.S., P. Fischer, K. Feen, and E.G. Pamer. 1994. Efficiency of MHC class I antigen
processing: a quantitative analysis. Immunity 1:479–489.

151. Townsend, A., J. Bastin, K. Gould, G. Brownlee, M. Andrew, B. Coupar, D. Boyle, S. Chan,
and G. Smith. 1988. Defective presentation to class I-restricted cytotoxic T lymphocytes in
vaccinia-infected cells is overcome by enhanced degradation of antigen. J Exp Med 168:1211–
1224.

152. Tobery, T.W., and R.F. Siliciano. 1997. Targeting of HIV-1 antigens for rapid intracellular degradation
enhances cytotoxic T lymphocyte (CTL) recognition and the induction of de novo CTL responses in
vivo after immunization. J Exp Med 185:909–920.

153. Grant, E.P., M.T. Michalek, A.L. Goldberg, and K.L. Rock. 1995. Rate of antigen degradation by
the ubiquitin-proteasome pathway influences MHC class I presentation. J Immunol 155:3750–3758.

154. Sijts, A.J., I. Pilip, and E.G. Pamer. 1997. The Listeria monocytogenes-secreted p60 protein is an N-
end rule substrate in the cytosol of infected cells. Implications for major histocompatibility complex
class I antigen processing of bacterial proteins. J Biol Chem 272:19261–19268.

155. Tobery, T., and R.F. Siliciano. 1999. Induction of enhanced CTL-dependent protective immunity in
vivo by N- end rule targeting of a model tumor antigen. J Immunol 162:639–642.

156. Gileadi, U., H.T. Moins-Teisserenc, I. Correa, B.L. Booth, Jr., P.R. Dunbar, A.K. Sewell, J. Trows-
dale, R.E. Phillips, and V. Cerundolo. 1999. Generation of an immunodominant CTL epitope is
affected by proteasome subunit composition and stability of the antigenic protein. J Immunol 163:6045–
6052.

157. Goth, S., V. Nguyen, and N. Shastri. 1996. Generation of naturally processed peptide/MHC class I
complexes is independent of the stability of endogenously synthesized precursors. J Immunol 157:1894–
1904.

158. Yewdell, J.W., L.C. Antón, and J.R. Bennink. 1996. Defective ribosomal products (DRIPs). A major
source of antigenic peptides for MHC class I molecules? J Immunol 157:1823–1826.

159. Schubert, U., L.C. Anton, J. Gibbs, C.C. Norbury, J.W. Yewdell, and J.R. Bennink. 2000. Rapid
degradation of a large fraction of newly synthesized proteins by proteasomes [see comments]. Nature
404:770–774.

160. Reits, E.A., J.C. Vos, M. Gromme, and J. Neefjes. 2000. The major substrates for TAP in vivo are
derived from newly synthesized proteins [see comments]. Nature 404:774–778.

161. Minev, B.R., B.J. McFarland, P.J. Spiess, S.A. Rosenberg, and N.P. Restifo. 1994. Insertion signal
sequence fused to minimal peptides elicits specific CD8+ T-cell responses and prolongs survival of
thymoma-bearing mice. Cancer Res 54:4155–4161.

162. Fu, T.M., L.M. Mylin, T.D. Schell, I. Bacik, G. Russ, J.W. Yewdell, J.R. Bennink, and S.S. Tevethia.
1998. An endoplasmic reticulumgtargeting signal sequence enhances the immunogenicity of an



30 I. Basic Tumor Immunology

immunorecessive simian virus 40 large T antigen cytotoxic T-lymphocyte epitope. J Virol 72:1469–
1481.

163. Rawson, P., I.F. Hermans, S.P. Huck, J.M. Roberts, H. Pircher, and F. Ronchese. 2000. Immunotherapy
with dendritic cells and tumor major histocompatibility complex class I-derived peptides requires a
high density of antigen on tumor cells. Cancer Res 60:4493–4498.

164. Sato, N., Y. Nabeta, H. Kondo, H. Sahara, Y. Hirohashi, K. Kashiwagi, T. Kanaseki, Y. Sato, S.
Rong, I. Hirai, K. Kamiguchi, Y. Tamura, A. Matsuura, S. Takahashi, T. Torigoe, and H. Ikeda. 2000.
Human CD8 and CD4 T cell epitopes of epithelial cancer antigens. Cancer Chemother Pharmacol 46
Suppl:S86–90.

165. Xiang, R., H.N. Lode, T.H. Chao, J.M. Ruehlmann, C.S. Dolman, F. Rodriguez, J.L. Whitton, W.W.
Overwijk, N.P. Restifo, and R.A. Reisfeld. 2000. An autologous oral DNA vaccine protects against
murine melanoma. Proc Natl Acad Sci U S A 97:5492–5497.

166. Suzuki, K., H. Sahara, Y. Okada, T. Yasoshima, Y. Hirohashi, Y. Nabeta, I. Hirai, T. Torigoe, S.
Takahashi, A. Matsuura, N. Takahashi, A. Sasaki, M. Suzuki, J. Hamuro, H. Ikeda, Y. Wada, K.
Hirata, K. Kikuchi, and N. Sato. 1999. Identification of natural antigenic peptides of a human gastric
signet ring cell carcinoma recognized by HLA–A31-restricted cytotoxic T lymphocytes. J Immunol
163:2783–2791.

167. Iwasaki, A., and B.H. Barber. 1998. Induction by DNA immunization of a protective antitumor cyto-
toxic T lymphocyte response against a minimal-epitope-expressing tumor. Cancer Immunol Immunother
45:273–279.

168. Corr, M., H. Tighe, D. Lee, J. Dudler, M. Trieu, D.C. Brinson, and D.A. Carson. 1997. Costimulation
provided by DNA immunization enhances antitumor immunity. J Immunol 159:4999–5004.

169. Derby, M., M. Alexander-Miller, R. Tse, and J. Berzofsky. 2001. High-avidity CTL exploit two
complementary mechanisms to provide better protection against viral infection than low-avidity CTL.
J Immunol 166:1690–1697.

170. Bullock, T.N., D.W. Mullins, and V.H. Engelhard. 2003. Antigen density presented by dendritic cells
in vivo differentially affects the number and avidity of primary, memory, and recall CD8+ T cells.
J Immunol 170:1822–1829.

171. Wherry, E.J., M.J. McElhaugh, and L.C. Eisenlohr. 2002. Generation of CD8(+) T cell memory in
response to low, high, and excessive levels of epitope. J Immunol 168:4455–4461.

172. Del Val, M., H.-J. Schlicht, T. Ruppert, M.J. Reddehase, and U.H. Koszinowski. 1991. Efficient pro-
cessing of an antigenic sequence for presentation by MHC class I molecules depends on its neighboring
residues in the protein. Cell 66:1145–1153.

173. Eisenlohr, L.C., J.W. Yewdell, and J.R. Bennink. 1992. Flanking sequences influence the presentation
of an endogenously synthesized peptide to cytotoxic T lymphocytes. J Exp Med 175:481–487.

174. Yellen-Shaw, A.J., E.J. Wherry, G.C. Dubois, and L.C. Eisenlohr. 1997. Point mutation flanking a
CTL epitope ablates in vitro and in vivo recognition of a full-length viral protein. J Immunol 158:3227–
3234.

175. Uebel, S., and R. Tampe. 1999. Specificity of the proteasome and the TAP transporter. Curr Opin
Immunol 11:203–208.

176. Brocke, P., N. Garbi, F. Momburg, and G.J. Hammerling. 2002. HLA-DM, HLA-DO and tapasin:
functional similarities and differences. Curr Opin Immunol 14:22–29.

177. Ferris, R.L., C. Buck, S.A. Hammond, A.S. Woods, R.J. Cotter, M. Takiguchi, Y. Igarashi, Y. Ichikawa,
and R.F. Siliciano. 1996. Class I-restricted presentation of an HIV-1 gp41 epitope containing an N-
linked glycosylation site. Implications for the mechanism of processing of viral envelope proteins.
J Immunol 156:834–840.

178. Hiller, M.M., A. Finger, M. Schweiger, and D.H. Wolf. 1996. ER degradation of a misfolded luminal
protein by the cytosolic ubiquitin-proteasome pathway. Science 273:1725–1728.

179. Wiertz, E.J.H., D. Tortorella, M. Bogyo, J. Yu, W. Mothes, T.R. Jones, T.A. Rapoport, and H.L.
Ploegh. 1996. Sec61-mediated transfer of a membrane protein from the endoplasmic reticulum to the
proteasome for destruction. Nature 384:432–438.

180. Golovina, T.N., E.J. Wherry, T.N. Bullock, and L.C. Eisenlohr. 2002. Efficient and qualitatively
distinct MHC class I-restricted presentation of antigen targeted to the endoplasmic reticulum. J Immunol
168:2667–2675.

181. Yewdell, J.W., C.C. Norbury, and J.R. Bennink. 1999. Mechanisms of exogenous antigen presentation
by MHC class I molecules in vitro and in vivo: implications for generating CD8+ T cell responses to
infectious agents, tumors, transplants, and vaccines. Adv Immunol 73:1–77.



1. Antigen Processing and Presentation 31

182. Reimann, J., and R. Schirmbeck. 1999. Alternative pathways for processing exogenous and endoge-
nous antigens that can generate peptides for MHC class I-restricted presentation. Immunol Rev 172:131–
152.

183. Harding, C.V. 1996. Class I MHC presentation of exogenous antigens. J Clin Immunol 16:90–96.
184. Bachmann, M.F., A. Oxenius, H. Pircher, H. Hengartner, P.A. Ashton-Richardt, S. Tonegawa, and

R.M. Zinkernagel. 1995. TAP-independent loading of class I molecules by exogenous viral proteins.
Eur J Immunol 25:1739–1743.

185. Khong, H.T., and N.P. Restifo. 2002. Natural selection of tumor variants in the generation of “tumor
escape” phenotypes. Nat Immunol 3:999–1005.

186. Pardoll, D. 2003. Does the immune system see tumors as foreign or self? Annu Rev Immunol 21:807–839.
187. Slingluff, C.L., Jr., T.A. Colella, L. Thompson, D.D. Graham, J.C. Skipper, J. Caldwell, L. Brincker-

hoff, D.J. Kittlesen, D.H. Deacon, C. Oei, N.L. Harthun, E.L. Huczko, D.F. Hunt, T.L. Darrow, and
V.H. Engelhard. 2000. Melanomas with concordant loss of multiple melanocytic differentiation pro-
teins: immune escape that may be overcome by targeting unique or undefined antigens. Cancer Immunol
Immunother 48:661–672.

188. Kuchroo, V.K., A.C. Anderson, H. Waldner, M. Munder, E. Bettelli, and L.B. Nicholson. 2002. T cell
response in experimental autoimmune encephalomyelitis (EAE): role of self and cross-reactive antigens
in shaping, tuning, and regulating the autopathogenic T cell repertoire. Annu Rev Immunol 20:101–
123.

189. Rudolph, M.G., and I.A. Wilson. 2002. The specificity of TCR/pMHC interaction. Curr Opin
Immunol 14:52–65.

190. Dittel, B.N. 2001. Mechanisms of T cell receptor antagonism: implications in the treatment of disease.
Curr Mol Med 1:339–355.

191. Sette, A., J. Alexander, J. Ruppert, K. Snoke, A. Franco, G. Ishioka, and H.M. Grey. 1994. Antigen
analogs/MHC complexes as specific T cell receptor antagonists. Annu Rev Immunol 12:413–431.

192. Theobald, M., T. Ruppert, U. Kuckelkorn, J. Hernandez, A. Haussler, E.A. Ferreira, U. Liewer,
J. Biggs, A.J. Levine, C. Huber, U.H. Koszinowski, P.M. Kloetzel, and L.A. Sherman. 1998. The
sequence alteration associated with a mutational hotspot in p53 protects cells from lysis by cytotoxic
T lymphocytes specific for a flanking peptide epitope. J Exp Med 188:1017–1028.

193. Hahn, Y.S., V.L. Braciale, and T.J. Braciale. 1991. Presentation of viral antigen to class I major his-
tocompatibility complex-restricted cytotoxic T lymphocytes. Recognition of an immunodominant
influenza hemagglutinin site by cytotoxic T lymphocytes is independent of the position of the site in
the hemagglutinin translation product. J Exp Med 174:733–736.

194. Feenstra, M., M. Verdaasdonk, A.W. van der Zwan, R. de Weger, P. Slootweg, and M. Tilanus. 2000.
Microsatellite analysis of microdissected tumor cells and 6p high density microsatellite analysis in head
and neck squamous cell carcinomas with down-regulated human leukocyte antigen class I expression.
Lab Invest 80:405–414.

195. Bicknell, D.C., L. Kaklamanis, R. Hampson, W.F. Bodmer, and P. Karran. 1996. Selection for beta 2-
microglobulin mutation in mismatch repairgg defective colorectal carcinomas. Curr Biol 6:1695–1697.

196. Marincola, F.M., P. Shamamian, T.B. Simonis, A. Abati, J. Hackett, T. O’Dea, P. Fetsch, J. Yannelli,
N.P. Restifo, J.J. Mule et al. 1994. Locus-specific analysis of human leukocyte antigen class I expression
in melanoma cell lines. J Immunother Emphasis Tumor Immunol 16:13–23.

197. Solana, R., J. Romero, C. Alonso, and J. Pena. 1992. MHC class I antigen expression is inversely
related with tumor malignancy and ras oncogene product (p21ras) levels in human breast tumors.
Invasion Metastasis 12:210–217.

198. Shen, L., A.K. Chiang, W.P. Liu, G.D. Li, R.H. Liang, and G. Srivastava. 2001. Expression of HLA class
I, beta(2)-microglobulin, TAP1 and IL-10 in Epstein-Barr virus-associated nasal NK/T-cell lymphoma:
implications for tumor immune escape mechanism. Int J Cancer 92:692–696.

199. Browning, M., F. Petronzelli, D. Bicknell, P. Krausa, A. Rowan, S. Tonks, N. Murray, J. Bodmer,
and W. Bodmer. 1996. Mechanisms of loss of HLA class I expression on colorectal tumor cells. Tissue
Antigens 47:364–371.

200. Ritz, U., F. Momburg, H. Pilch, C. Huber, M.J. Maeurer, and B. Seliger. 2001. Deficient expression
of components of the MHC class I antigen processing machinery in human cervical carcinoma. Int J
Oncol 19:1211–1220.

201. Fernandez, M.A., F. Ruiz-Cabello, M.R. Oliva, T. Cabrera, P. Jimenez, M.A. Lopez Nevot, and F.
Garrido. 2000. Beta2-microglobulin gene mutation is not a common mechanism of HLA class I total
loss in human tumors. Int J Clin Lab Res 30:87–92.



32 I. Basic Tumor Immunology

202. Seliger, B., A. Hohne, D. Jung, M. Kallfelz, A. Knuth, E. Jaeger, H. Bernhard, F. Momburg, R. Tampe,
and C. Huber. 1997. Expression and function of the peptide transporters in escape variants of human
renal cell carcinomas. Exp Hematol 25:608–614.

203. Seliger, B., A. Hohne, A. Knuth, H. Bernhard, B. Ehring, R. Tampe, and C. Huber. 1996. Reduced
membrane major histocompatibility complex class I density and stability in a subset of human renal
cell carcinomas with low TAP and LMP expression. Clin Cancer Res 2:1427–1433.

204. Seliger, B., M.J. Maeurer, and S. Ferrone. 1997. TAP off–tumors on. Immunol Today 18:292–299.
205. Kaklamanis, L., R. Leek, M. Koukourakis, K.C. Gatter, and A.L. Harris. 1995. Loss of transporter

in antigen processing 1 transport protein and major histocompatibility complex class I molecules in
metastatic versus primary breast cancer. Cancer Res 55:5191–5194.

206. Delp, K., F. Momburg, C. Hilmes, C. Huber, and B. Seliger. 2000. Functional deficiencies of compo-
nents of the MHC class I antigen pathway in human tumors of epithelial origin. Bone Marrow Transplant
25 Suppl 2:S88–95.

207. Johnsen, A., J. France, M.S. Sy, and C.V. Harding. 1998. Down-regulation of the transporter for
antigen presentation, proteasome subunits, and class I major histocompatibility complex in tumor cell
lines. Cancer Res 58:3660–3667.

208. Vitale, M., R. Rezzani, L. Rodella, G. Zauli, P. Grigolato, M. Cadei, D.J. Hicklin, and S. Ferrone.
1998. HLA class I antigen and transporter associated with antigen processing (TAP1 and TAP2) down-
regulation in high-grade primary breast carcinoma lesions. Cancer Res 58:737–742.

209. Seliger, B., A. Hohne, A. Knuth, H. Bernhard, T. Meyer, R. Tampe, F. Momburg, and C. Huber. 1996.
Analysis of the major histocompatibility complex class I antigen presentation machinery in normal and
malignant renal cells: evidence for deficiencies associated with transformation and progression. Cancer
Res 56:1756–1760.

210. Qin, Z., C. Harders, X. Cao, C. Huber, T. Blankenstein, and B. Seliger. 2002. Increased tumorigenicity,
but unchanged immunogenicity, of transporter for antigen presentation 1-deficient tumors. Cancer Res
62:2856–2860.

211. Seliger, B., M. Bock, U. Ritz, and C. Huber. 2002. High frequency of a non-functional TAP1/LMP2
promoter polymorphism in human tumors. Int J Oncol 20:349–353.

212. Kamarashev, J., S. Ferrone, B. Seifert, R. Boni, F.O. Nestle, G. Burg, and R. Dummer. 2001. TAP1
down-regulation in primary melanoma lesions: an independent marker of poor prognosis. Int J Cancer
95:23–28.

213. Dovhey, S.E., N.S. Ghosh, and K.L. Wright. 2000. Loss of interferon-gamma inducibility of TAP1
and LMP2 in a renal cell carcinoma cell line. Cancer Res 60:5789–5796.

214. Izquierdo, M.A., J.J. Neefjes, A.E. Mathari, M.J. Flens, G.L. Scheffer, and R.J. Scheper. 1996. Over-
expression of the ABC transporter TAP in multidrug-resistant human cancer cell lines. Br J Cancer
74:1961–1967.

215. Lage, H., C. Perlitz, R. Abele, R. Tampe, M. Dietel, D. Schadendorf, and P. Sinha. 2001. Enhanced
expression of human ABC-transporter tap is associated with cellular resistance to mitoxantrone. FEBS
Lett 503:179–184.

216. Seliger, B., K. Schreiber, K. Delp, M. Meissner, S. Hammers, T. Reichert, K. Pawlischko, R. Tampe,
and C. Huber. 2001. Downregulation of the constitutive tapasin expression in human tumor cells of
distinct origin and its transcriptional upregulation by cytokines. Tissue Antigens 57:39–45.

217. Scheffer, G.L., M.C. de Jong, A. Monks, M.J. Flens, C.D. Hose, M.A. Izquierdo, R.H. Shoemaker,
and R.J. Scheper. 2002. Increased expression of beta 2-microglobulin in multidrug-resistant tumour
cells. Br J Cancer 86:1943–1950.

218. Seliger, B., U. Ritz, R. Abele, M. Bock, R. Tampe, G. Sutter, I. Drexler, C. Huber, and S. Ferrone.
2001. Immune escape of melanoma: first evidence of structural alterations in two distinct components
of the MHC class I antigen processing pathway. Cancer Res 61:8647–8650.

219. Lichtenfels, R., A. Ackermann, R. Kellner, and B. Seliger. 2001. Mapping and expression pattern
analysis of key components of the major histocompatibility complex class I antigen processing and
presentation pathway in a representative human renal cell carcinoma cell line. Electrophoresis 22:1801–
1809.

220. Seliger, B., C. Harders, S. Lohmann, F. Momburg, S. Urlinger, R. Tampe, and C. Huber. 1998.
Down-regulation of the MHC class I antigen-processing machinery after oncogenic transformation of
murine fibroblasts. Eur J Immunol 28:122–133.

221. Restifo, N.P., F. Esquivel, Y. Kawakami, J.W. Yewdell, J.J. Mule, S.A. Rosenberg, and J.R. Ben-
nink. 1993. Identification of human cancers deficient in antigen processing. J Exp Med 177:265–
272.



1. Antigen Processing and Presentation 33

222. Seliger, B., U. Wollscheid, F. Momburg, T. Blankenstein, and C. Huber. 2000. Coordinate downregu-
lation of multiple MHC class I antigen processing genes in chemical-induced murine tumor cell lines
of distinct origin. Tissue Antigens 56:327–336.

223. Lee, S.P., C.M. Constandinou, W.A. Thomas, D. Croom-Carter, N.W. Blake, P.G. Murray, J. Crocker,
and A.B. Rickinson. 1998. Antigen presenting phenotype of Hodgkin Reed-Sternberg cells: analysis
of the HLA class I processing pathway and the effects of interleukin-10 on Epstein-Barr virus-specific
cytotoxic T-cell recognition. Blood 92:1020–1030.

224. Sanda, M.G., N.P. Restifo, J.C. Walsh, Y. Kawakami, W.G. Nelson, D.M. Pardoll, and J.W. Simons.
1995. Molecular characterization of defective antigen processing in human prostate cancer. J Natl
Cancer Inst 87:280–285.

225. Restifo, N.P., P.J. Spiess, S.E. Karp, J.J. Mule, and S.A. Rosenberg. 1992. A nonimmunogenic sarcoma
transduced with the cDNA for interferon gamma elicits CD8+ T cells against the wild-type tumor:
correlation with antigen presentation capability. J Exp Med 175:1423–1431.

226. Schendel, D.J., C.S. Falk, E. Nossner, B. Maget, S. Kressenstein, S. Urlinger, R. Tampe, and B.
Gansbacher. 2000. Gene transfer of human interferon gamma complementary DNA into a renal cell
carcinoma line enhances MHC-restricted cytotoxic T lymphocyte recognition but suppresses non-
MHC-restricted effector cell activity. Gene Ther 7:950–959.

227. Geertsen, R., G. Hofbauer, J. Kamarashev, F.Y. Yue, and R. Dummer. 1999. Immune escape mecha-
nisms in malignant melanoma. Int J Mol Med 3:49–57.

228. Johnsen, A.K., J. France, N. Nagy, D. Askew, F.W. Abdul-Karim, S.L. Gerson, M.S. Sy, and C.V.
Harding. 2001. Systemic deficits in transporter for antigen presentation (TAP)-1 or proteasome subunit
LMP2 have little or no effect on tumor incidence. Int J Cancer 91:366–372.

229. Wolpert, E.Z., M. Petersson, B.J. Chambers, J.K. Sandberg, R. Kiessling, H.G. Ljunggren, and K.
Karre. 1997. Generation of CD8+ T cells specific for transporter associated with antigen processing
deficient cells. Proc Natl Acad Sci U S A 94:11496–11501.

230. Franksson, L., E. George, S. Powis, G. Butcher, J. Howard, and K. Karre. 1993. Tumorigenicity
conferred to lymphoma mutant by major histocompatibility complex-encoded transporter gene. J Exp
Med 177:201–205.

231. Ploegh, H.L. 1998. Viral strategies of immune evasion. Science 280:248–253.
232. Yewdell, J.W., and A.B. Hill. 2002. Viral interference with antigen presentation. Nat Immunol 3:1019–

1025.
233. Levitskaya, J., M. Coram, V. Levitsky, S. Imreh, P.M. Steigerwald-Mullen, G. Klein, M.G. Kurilla, and

M.G. Masucci. 1995. Inhibiton of antigen processing by the internal repeat region of the Epstein-Barr
virus nuclear antigen-1. Nature 375:685–688.

234. Means, R.E., J.K. Choi, H. Nakamura, Y.H. Chung, S. Ishido, and J.U. Jung. 2002. Immune evasion
strategies of Kaposi’s sarcoma-associated herpesvirus. Curr Top Microbiol Immunol 269:187–201.

235. Reddehase, M.J. 2002. Antigens and immunoevasins: opponents in cytomegalovirus immune surveil-
lance. Nat Rev Immunol 2:831–844.

236. Tindle, R.W. 2002. Immune evasion in human papillomavirus-associated cervical cancer. Nat Rev
Cancer 2:59–65.

237. Bernards, R., P.I. Schrier, A. Houweling, J.L. Bos, A.J. van der Eb, M. Zijlstra, and C.J. Melief. 1983.
Tumorigenicity of cells transformed by adenovirus type 12 by evasion of T-cell immunity. Nature
305:776–779.

238. Kawamura, K., R. Bahar, W. Natsume, S. Sakiyama, and M. Tagawa. 2002. Secretion of interleukin-10
from murine colon carcinoma cells suppresses systemic antitumor immunity and impairs protective
immunity induced against the tumors. Cancer Gene Ther 9:109–115.

239. Watts, C. 2001. Antigen processing in the endocytic compartment. Curr Opin Immunol 13:26–31.
240. Watts, C. 1997. Capture and processing of exogenous antigens for presentation on MHC molecules.

Annu Rev Immunol 15:821–850.
241. Cresswell, P. 1996. Invariant chain structure and MHC class II function. Cell 84:505–507.
242. Cresswell, P. 1994. Assembly, transport, and function of MHC class II molecules. Annu Rev Immunol

12:259–293.
243. Bryant, P.W., A.M. Lennon-Dumenil, E. Fiebiger, C. Lagaudriere-Gesbert, and H.L. Ploegh. 2002.

Proteolysis and antigen presentation by MHC class II molecules. Adv Immunol 80:71–114.
244. Stumptner-Cuvelette, P., and P. Benaroch. 2002. Multiple roles of the invariant chain in MHC class

II function. Biochim Biophys Acta 1542:1–13.
245. Hudson, A.W., and H.L. Ploegh. 2002. The cell biology of antigen presentation. Exp Cell Res 272:1–7.
246. Watts, C., and S. Amigorena. 2001. Phagocytosis and antigen presentation. Semin Immunol 13:373–379.



34 I. Basic Tumor Immunology

247. Pieters, J. 2000. MHC class II-restricted antigen processing and presentation. Adv Immunol 75:159–
208.

248. Watts, C., and S. Powis. 1999. Pathways of antigen processing and presentation. Rev Immunogenet
1:60–74.

249. Cresswell, P. 1992. Chemistry and functional role of the invariant chain. Curr Opin Immunol 4:87–92.
250. Roche, P.A., and P. Cresswell. 1990. Invariant chain association with HLA-DR molecules inhibits

immunogenic peptide binding. Nature 345:615–618.
251. Bakke, O., and B. Dobberstein. 1990. MHC class II-associated invariant chain contains a sorting signal

for endosomal compartments. Cell 63:707–716.
252. Kropshofer, H., G.J. Hammerling, and A.B. Vogt. 1999. The impact of the non-classical MHC proteins

HLA-DM and HLA-DO on loading of MHC class II molecules. Immunol Rev 172:267–278.
253. Wolf, P.R., S. Tourne, T. Miyazaki, C. Benoist, D. Mathis, and H.L. Ploegh. 1998. The phenotype of

H-2M-deficient mice is dependent on the MHC class II molecules expressed. Eur J Immunol 28:2605–
2618.

254. Nanda, N.K., and A.J. Sant. 2000. DM determines the cryptic and immunodominant fate of T cell
epitopes. J Exp Med 192:781–788.

255. Nelson, C.A., and D.H. Fremont. 1999. Structural principles of MHC class II antigen presentation.
Rev Immunogenet 1:47–59.

256. Jensen, P.E. 1995. Antigen unfolding and disulfide reduction in antigen presenting cells. Semin Immunol
7:347–353.

257. Maric, M., B. Arunachalam, U.T. Phan, C. Dong, W.S. Garrett, K.S. Cannon, C. Alfonso, L. Karlsson,
R.A. Flavell, and P. Cresswell. 2001. Defective antigen processing in GILT-free mice. Science 294:1361–
1365.

258. Pinet, V.M., and E.O. Long. 1998. Peptide loading onto recycling HLA-DR molecules occurs in early
endosomes. Eur J Immunol 28:799–804.

259. Chianese-Bullock, K.A., H.I. Russell, C. Moller, W. Gerhard, J.J. Monaco, and L.C. Eisenlohr. 1998.
Antigen processing of two H2-IEd restricted epitopes is differentially influenced by the structural
changes in a viral glycoprotein. J Immunol 161:1599–1607.

260. Sinnathamby, G., and L.C. Eisenlohr. 2003. Presentation by recycling MHC class II molecules of
an influenza hemagglutinin-derived epitope that is revealed in the early endosome by acidification. J
Immunol 170:3504–3513.

261. Vecsey-Semjen, B., R. Mollby, and F.G. van der Goot. 1996. Partial C-terminal unfolding is required
for channel formation by staphylococcal alpha-toxin. J Biol Chem 271:8655–8660.

262. Koehler, T.M., and R.J. Collier. 1991. Anthrax toxin protective antigen: low-pH-induced hydropho-
bicity and channel formation in liposomes. Mol Microbiol 5:1501–1506.

263. Jacobson, S., R.P. Sekaly, W.J. Bellini, C.L. Johnson, H.F. McFarland, and E.O. Long. 1988. Recog-
nition of intracellular measles virus antigens by HLA class II restricted measles virus-specific cytotoxic
T lymphocytes. Ann N Y Acad Sci 540:352–353.

264. Eisenlohr, L.C., and C.J. Hackett. 1989. Class II Major Histocompatibility Complex-restricted T cells
specific for a virion structural protein that do not recognize exogenous influenza virus. J Exp Med
169:921–931.

265. Jaraquemada, D., M. Marti, and E.O. Long. 1990. An endogenous processing pathway in vaccinia
virus-infected cells for presentation of cytoplasmic antigens to class II restricted T cells. J Exp Med
172:947–954.

266. Nuchtern, J.G., W.E. Biddison, and R.D. Klausner. 1990. Class II MHC molecules can use the
endogenous pathway of antigen presentation. Nature 343:74–76.

267. Brooks, A., S. Hartley, L. Kjer-Nielsen, J. Perera, C.G. Goodenow, A. Basten, and J. McCluskey. 1991.
Class II-restricted presentation of an endogenously derived immunodominant T-cell determinant of
hen egg lysozyme. Proc Natl Acad Sci U S A 88:3290–3294.

268. Moreno, J., D.A.A. Vignali, F. Nadimi, S. Fuchs, L. Adorini, and G.J. Hämmerling. 1991. Processing
of an endogenous protein can generate MHC class II-restricted T cell determinants distinct from those
derived from exogenous antigen. J Immunol :3306–3313.

269. Brooks, A.G., and J. McCluskey. 1993. Class II-restricted presentation of a hen egg lysozyme deter-
minant derived from endogenous antigen sequestered in the cytoplasm or endoplasmic reticulum of
the antigen poresenting cell. J Immunol 150:3690–3697.

270. Lechler, R., G. Aichinger, and L. Lightstone. 1996. The endogenous pathway of MHC class II antigen
presentation. Immunol Rev 151:51–79.



1. Antigen Processing and Presentation 35

271. Brazil, M.I., S. Weiss, and B. Stockinger. 1997. Excessive degradation of intracellular protein in
macrophages prevents presentation in the context of major histocompatibility complex class II
molecules. Eur J Immunol 27:1506–1514.

272. Lich, J.D., J.F. Elliott, and J.S. Blum. 2000. Cytoplasmic processing is a prerequisite for presentation of
an endogenous antigen by major histocompatibility complex class II proteins. J Exp Med 191:1513–
1524.

273. Mukherjee, P., A. Dani, S. Bhatia, N. Singh, A.Y. Rudensky, A. George, V. Bal, S. Mayor, and S.
Rath. 2001. Efficient presentation of both cytosolic and endogenous transmembrane protein antigens
on MHC class II is dependent on cytoplasmic proteolysis. J Immunol 167:2632–2641.

274. Loss, G.E., Jr., C.G. Elias, P.E. Fields, R.K. Ribaudo, M. McKisic, and A.J. Sant. 1993. Major his-
tocompatibility complex class II-restricted presentation of an internally synthesized antigen displays
cell-type variability and segregates from the exogenous class II and endogenous class I presentation
pathways. J Exp Med 178:73–85.

275. Pinet, V., M. Vergelli, R. Martin, O. Bakke, and E.O. Long. 1995. Antigen presentation mediated by
recycling of surface HLA-DR molecules. Nature 375:603–606.

276. Pinet, V., M.S. Malnati, and E.O. Long. 1994. Two processing pathways for the MHC class II-restricted
presentation of exogenous influenza virus antigen. J Immunol 152:4852–4860.

277. Zhong, G., P. Romagnoli, and R.N. Germain. 1997. Related leucine-based cytoplasmic targeting
signals in invariant chain and Major Histocompatibility Complex class II molecules control presentation
of distinct determinants in a single protein. J Exp Med 185:429–438.

278. Soos, J.M., J.I. Krieger, O. Stuve, C.L. King, J.C. Patarroyo, K. Aldape, K. Wosik, A.J. Slavin, P.A.
Nelson, J.P. Antel, and S.S. Zamvil. 2001. Malignant glioma cells use MHC class II transactivator
(CIITA) promoters III and IV to direct IFN-gamma-inducible CIITA expression and can function as
nonprofessional antigen presenting cells in endocytic processing and CD4(+) T-cell activation. Glia
36:391–405.

279. Ryu, K.S., Y.S. Lee, B.K. Kim, Y.G. Park, Y.W. Kim, S.Y. Hur, T.E. Kim, I.K. Kim, and J.W. Kim.
2001. Alterations of HLA class I and II antigen expression in preinvasive, invasive and metastatic cervical
cancers. Exp Mol Med 33:136–144.

280. Ericsson, C., S. Seregard, A. Bartolazzi, E. Levitskaya, S. Ferrone, R. Kiessling, and O. Larsson. 2001.
Association of HLA class I and class II antigen expression and mortality in uveal melanoma. Invest
Ophthalmol Vis Sci 42:2153–2156.

281. Warabi, M., M. Kitagawa, and K. Hirokawa. 2000. Loss of MHC class II expression is associated with
a decrease of tumor-infiltrating T cells and an increase of metastatic potential of colorectal cancer:
immunohistological and histopathological analyses as compared with normal colonic mucosa and
adenomas. Pathol Res Pract 196:807–815.

282. Pettit, S.J., S. Ali, E. O’Flaherty, T.R. Griffiths, D.E. Neal, and J.A. Kirby. 1999. Bladder cancer
immunogenicity: expression of CD80 and CD86 is insufficient to allow primary CD4+ T cell activation
in vitro. Clin Exp Immunol 116:48–56.

283. Hosch, S.B., J.R. Izbicki, U. Pichlmeier, N. Stoecklein, A. Niendorf, W.T. Knoefel, C.E. Broelsch, and
K. Pantel. 1997. Expression and prognostic significance of immunoregulatory molecules in esophageal
cancer. Int J Cancer 74:582–587.

284. Knoll, M.R., M. Schwab, K. Oestreich, B. Rumstadt, and E. Hagmuller. 1997. HLA class II expression
in well differentiated thyroid carcinoma: correlation with clinicopathological features. J Exp Clin Cancer
Res 16:177–182.

285. Passlick, B., J.R. Izbicki, S. Simmel, B. Kubuschok, O. Karg, M. Habekost, O. Thetter, L. Schweiberer,
and K. Pantel. 1994. Expression of major histocompatibility class I and class II antigens and intercellular
adhesion molecule-1 on operable non-small cell lung carcinomas: frequency and prognostic signifi-
cance. Eur J Cancer 30A:376–381.

286. Brady, M.S., D.D. Eckels, S.Y. Ree, K.E. Schultheiss, and J.S. Lee. 1996. MHC class II-mediated
antigen presentation by melanoma cells. J Immunother Emphasis Tumor Immunol 19:387–397.

287. Baskar, S., S. Ostrand-Rosenberg, N. Nabavi, L.M. Nadler, G.J. Freeman, and L.H. Glimcher.
1993. Constitutive expression of B7 restores immunogenicity of tumor cells expressing trun-
cated major histocompatibility complex class II molecules. Proc Natl Acad Sci U S A 90:5687–
5690.

288. Baskar, S., L. Glimcher, N. Nabavi, R.T. Jones, and S. Ostrand-Rosenberg. 1995. Major histocom-
patibility complex class II+B7-1+ tumor cells are potent vaccines for stimulating tumor rejection in
tumor-bearing mice. J Exp Med 181:619–629.



36 I. Basic Tumor Immunology

289. Armstrong, T.D., V.K. Clements, B.K. Martin, J.P. Ting, and S. Ostrand-Rosenberg. 1997. Major
histocompatibility complex class II-transfected tumor cells present endogenous antigen and are potent
inducers of tumor-specific immunity. Proc Natl Acad Sci U S A 94:6886–6891.

290. Armstrong, T.D., B.A. Pulaski, and S. Ostrand-Rosenberg. 1998. Tumor antigen presentation: chang-
ing the rules. Cancer Immunol Immunother 46:70–74.

291. Armstrong, T.D., V.K. Clements, and S. Ostrand-Rosenberg. 1998. Class II-transfected tumor cells
directly present endogenous antigen to CD4+ T cells in vitro and are APCs for tumor-encoded antigens
in vivo. J Immunother 21:218–224.

292. Armstrong, T.D., V.K. Clements, and S. Ostrand-Rosenberg. 1998. MHC class II-transfected tumor
cells directly present antigen to tumor-specific CD4+ T lymphocytes. J Immunol 160:661–666.

293. Qi, L., and S. Ostrand-Rosenberg. 2000. MHC class II presentation of endogenous tumor antigen by
cellular vaccines depends on the endocytic pathway but not H2-M. Traffic 1:152–160.

294. Ito, O., M. Harada, M. Takenoyama, K. Tamada, T. Li, K. Abe, H. Fujie, and K. Nomoto. 1998.
Vaccination with activated B cells pulsed with tumor-lysates can induce tumor-specific CD4+ T cells
in vivo. Immunobiology 199:133–147.

295. Lin, K.-Y., F.G. Guarnieri, K.F. Staveley-O’Carroll, H.I. Levitsky, J.T. August, D.M. Pardoll, and T.-C.
Wu. 1996. Treatment of established tumors with a novel vaccine that enhances major histocompatibility
complex class II presentation of tumor antigens. Cancer Res 56:21–26.

296. Wang, R.F., X. Wang, A.C. Atwood, S.L. Topalian, and S.A. Rosenberg. 1999. Cloning genes encoding
MHC class II-restricted antigens: mutated CDC27 as a tumor antigen. Science 284:1351–1354.

297. Foukas, P.G., V. Tsilivakos, P. Zacharatos, G. Mariatos, S. Moschos, A. Syrianou, P.J. Asimacopoulos,
J. Bramis, C. Fotiadis, C. Kittas, and V.G. Gorgoulis. 2001. Expression of HLA-DR is reduced in
tumor infiltrating immune cells (TIICs) and regional lymph nodes of non-small-cell lung carcinomas.
A putative mechanism of tumor-induced immunosuppression? Anticancer Res 21:2609–2615.

298. Ting, J.P., and J. Trowsdale. 2002. Genetic control of MHC class II expression. Cell 109 Suppl:S21–33.
299. Walter, W., K. Lingnau, E. Schmitt, M. Loos, and M.J. Maeurer. 2000. MHC class II antigen presenta-

tion pathway in murine tumours: tumour evasion from immunosurveillance? Br J Cancer 83:1192–1201.
300. McCoy, K., S. Gal, R.H. Schwartz, and M.M. Gottesman. 1988. An acid protease secreted by trans-

formed cells interferes with antigen processing. J Cell Biol 106:1879–1884.
301. Haque, M.A., P. Li, S.K. Jackson, H.M. Zarour, J.W. Hawes, U.T. Phan, M. Maric, P. Cresswell,

and J.S. Blum. 2002. Absence of gamma-interferon-inducible lysosomal thiol reductase in melanomas
disrupts T cell recognition of select immunodominant epitopes. J Exp Med 195:1267–1277.



2. ANTIGEN RECOGNITION AND
T-CELL BIOLOGY

MICHAEL I. NISHIMURA1, JEFFREY J. ROSZKOWSKI1,

TAMSON V. MOORE1, NATASHA BRASIC1,

MARK D. MCKEE1 AND TIMOTHY M. CLAY2

1 Department of Surgery, University of Chicago Medical Center, Chicago, IL 60637
2 Department of Surgery, Duke University Medical Center, Durham, NC 27710

1. INTRODUCTION

Both humoral and cellular anti-tumor immunity have been described which can
mediate tumor regression in animal models and cancer patients. However, recent
studies have focused on T cell based anti-tumor immunity. It is well established
that tumor reactive T cells can be isolated and expanded ex vivo from the periph-
eral blood, lymph nodes, spleens, and tumor lesions of tumor bearing animals and
humans. Adoptive transfer of tumor reactive T cells can protect mice from subse-
quent tumor challenge and treat established tumors in mice and humans. Agents
such as interleukin-2 (IL-2) or immunization with cancer vaccines can enhance
anti-tumor T cell immunity resulting in a favorable impact on disease progression.
These observations have led to the belief that T cells are a major component of the
anti-tumor immune response and that enhanced T cell anti-tumor immunity would
lead to tumor rejection.

Although recent clinical trials have found evidence of increased anti-tumor reac-
tivity in the blood of vaccinated patients, relatively few clinical responses have been
observed. Furthermore, many of the patients that have objective clinical responses
have no detectable T cells in their blood reactive with the tumor vaccine. Based on
these observations, it is clear that the mere presence of large numbers of tumor reac-
tive T cells in blood, spleen, and lymph nodes or in the tumor lesions themselves is
generally not sufficient to halt the progression of local and metastatic cancer. Factors
such as T cell avidity, T cell receptor (TCR) affinity, immune suppression and others
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must play key roles in determining the therapeutic potential of a T cell. This chapter
will review critical factors that influence T cell recognition of tumor antigens, the
TCR repertoire that is available to target tumor antigens, and strategies which have
been developed to manipulate the T cell repertoire to more effectively target tumor
antigens.

2. DIVERSITY OF THE T CELL REPERTOIRE AGAINST TUMOR ANTIGENS

Antigen recognition by T cells is major histocompatibility complex (MHC) restricted
meaning that T cells exhibit specificity for both the antigens and major histocompat-
ibility complex (MHC) alleles expressed by target cells (1). T cell specificity is due
to the expression of a unique TCR on the surface of each T cell (2–4). The ligand
recognized by the TCR is a complex of consisting of an antigenic peptide bound to
an MHC molecule (5, 6). Considerable effort has been devoted to identifying the
antigens recognized by tumor reactive T cells and to characterize their TCR genes.
This section will focus on the nature of human tumor associated antigens and the
diversity of the anti-tumor immune response as represented by their TCR variable
(V) gene repertoire.

2.1. Targets of Tumor Reactive T Cells

Over the last decade, a major effort has been devoted to identifying and cloning T
cell antigens expressed by human tumor cells. The goal of this effort was to use these
tumor antigens to vaccinate cancer patients to boost the immune response against
their tumor. To date, several dozen genes have been identified that encode T cell
epitopes expressed by human tumors (7–9). These tumor associated antigens (TAA)
fall into five categories based on their expression and recognition pattern by T cells.
One group of antigens are expressed exclusively by cells of the melanocyte lin-
eage and are called melanoma/melanocyte differentiation antigens (10, 11). These
melanoma/melanocyte differentiation antigens, which include MART-1, gp100,
and tyrosinase, are considered to be shared TAA since they are expressed by the
vast majority of melanomas tested (12–17). A second group of antigens called can-
cer/testis antigens are expressed by normal testis and a variety of human cancers
including melanoma, breast, bladder, colon, lung, head and neck, gastric, ovarian,
neuroblastoma, and prostate cancer cells (7–9, 18). Although cancer/testis these anti-
gens are expressed by many different types of humans cancers, only a small fraction of
tumors usually express these antigens (19–26). A third group of antigens are expressed
by virus induced tumor cells (7–9). Antigens such as EBNA-3 from Epstein Barr
virus (EBV) induced lymphomas and the E6 and E7 genes from human papilloma
virus 16 (HPV 16) induced cervical cancers contain epitopes that can be recognized
by human T cells (27–29). A fourth group of antigens have aberrant expression in
tumors relative to normal tissues (8, 9). Antigens such as Her-2/neu and p53 fall into
this category since they are highly overexpressed by tumor cells relative to normal
tissues (30–36). A fifth group of antigens contain mutations that affect the sequence
of the epitope (8, 9). Mutations in the β-catenin and CDK4 genes (as well as others)
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create mutations that alter the normal sequence of the T cell epitope (29, 37, 38).
Therefore, many common tumors express antigens that can be targeted by human
T cells.

Human tumor reactive T cells have been isolated that recognize at least 100 epi-
topes encoded by these genes and can be restricted by HLA A, B, C, or DR alleles
(7–9). For practical reasons, the antigens considered to be most relevant clinically are
shared antigens (antigens that are expressed by most tumors of a given histology) that
are restricted by HLA-A2 (17, 39–41). HLA-A2 is the predominant MHC class I
allele expressed in the US with roughly 50% of all Caucasians being HLA-A2+(42).
The rationale for targeting shared HLA-A2 restricted antigens is that any treatment
that targets shared HLA-A2 restricted antigens could treat a larger proportion of can-
cer patients than treatments targeting antigens with limited expression or restricted
by other HLA-molecules.

2.2. TCR Diversity Among Tumor Reactive T Cells

Since T cell specificity and reactivity is mediated by the TCR, it has been proposed
that tumor reactive T cells can be isolated and expanded for patient treatment based
on their TCR expression (43–45). Isolating and expanding tumor reactive T cells
based solely on their TCR would require that there is limited TCR V gene usage
among T cells reactive with a given target epitope. The problem has been identify-
ing TCRs commonly expressed by tumor reactive T cells. TCRs are heterodimers
composed of an α and β chain with each T cell expressing a unique receptor which
is responsible for the T cells reactivity and specificity (46). The ligand recognized by
the TCR consists of a short antigenic peptide fragment bound to an MHC molecule
(5, 47). Given the number of possible antigenic peptides and the allelic variation of
the MHC molecules, the number of potential ligands for the TCR is extensive. As
a result, it is estimated that up to 1015 distinct TCRs are possible (48). This tremen-
dous TCR diversity is due in part to the structure of the TCR. Each TCR chain
consists of a variable (V) segment, a joining ( J) segment, and a constant (C) region
with the β chain also containing a diversity (D) region. Germline rearrangements
occurring within the TCR α and β loci during T cell development, randomly join
different V-J or V-D-J regions into a single transcriptional unit, leading to some of
the observed TCR diversity. However, the majority of the TCR diversity is the
result of the random insertion or deletion of nucleotides at the junctions between
the V and J segments for the α chain, and between the V and D and the D and J
segments for the β chain. It is these V-J and V-D-J junctions of the α and β chains
respectively, which encode the putative third complementarity determining region
(CDR3), which is critical for antigen recognition (49, 50).

The diversity of TCR V genes used by tumor reactive T cell clones has been
examined. While initial reports suggested that there was a limited TCR repertoire
used by tumor reactive T cells (44, 51–55), we and others have failed to find evidence
of restricted TCR V gene usage (56–63). A detailed analysis of the TCR V genes
used by MART-1:27–35 and gp100:209–217 (unpublished) reactive T cells has been
performed. At least 19 of the 46 functional TCR Vβ genes can been used the
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MART-1:27–35 reactive T cell clones (56, 59, 61, 64–67). Similarly, we have found
that at least 16 of the 46 functional TCR Vβ genes can be used by gp100:209–217
reactive T cell clones (unpublished). Furthermore, no homology has been found
within the CDR3 regions of the TCR β chains of MART-1:27–35 or gp100:209–
217 reactive T cell clones. These observations suggest that there is likely to be
considerable TCR diversity among tumor reactive T cells.

The consequences of a diverse TCR repertoire has both positive and negative
implications for the immunotherapy of cancer patients. For cancer vaccine develop-
ment, a diverse TCR repertoire means a higher likelihood that any given patient has
the genetic capacity to possess antigen reactive T cells that can recognize their tumor.
However, a broad TCR repertoire limits the possibility of using the expression of
individual TCR V genes as a marker for isolating and expanding T cells reactive
with a given antigen for patient treatment.

2.3. Effect of TCR V Gene Usage on Tumor Antigen Recognition

A broad TCR V gene repertoire and diversity among the CDR3 regions of tumor
reactive T cells implies that each T cell might recognize the same peptide/MHC
complex in slightly different ways. Alternatively, the genetics of the immune system
may be allow different TCR V genes and CDR3 sequences to recognize the same
peptide MHC complex in the same way. The pattern of antigen reactivity of three
different MART-1:27–35 reactive T cell clones was analyzed using a panel of homol-
ogous peptides derived from human self antigens and human pathogens (68). Each
T cell clone displayed a distinct pattern of reactivity against this panel of peptides.
Diversity in the fine structure recognition of a larger panel of MART-1 reactive
T cell clones was also reported using alanine substitutes MART-1 peptides (69, 70).
We can conclude that the diversity in the genetics of the TCR of MART-1:27–35
reactive T cell clones leads to functional diversity which influences the way T cells
recognize tumor cells.

In a similar analysis of gp100:209–217 reactive T cell clones, we used alanine
substituted peptides to examine the pattern of antigen recognition. In some cases
we find that different T cells bearing distinct TCRs recognize antigen differently
(Figure 1). However, other T cells bearing distinct TCRs can recognize antigen in
the same manner (Figure 1). These observations further the notion that the genetics
of the TCR can indeed influence the recognition pattern of tumor antigens. It is also
clear that the genetics of the TCR permits redundancy in the way T cells recognize
antigen. The consequence of TCR diversity is to help ensure that T cells with the
relevant reactivity are present in an individuals T cell repertoire while redundancy
ensures that the individual has multiple opportunities to generate those relevant
T cells. Therefore, TCR diversity and redundancy within the anti-tumor immune
response is ultimately a benefit for the cancer patient.

3. FACTORS THAT INFLUENCE T CELL RECOGNITION OF TUMOR CELLS

In the previous section, we established that T cells exist in tumor bearing hosts
which have a diverse repertoire of TCRs capable of recognizing each tumor antigen
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in multiple ways. However, in the face of this large TCR diversity, the influence
of genetics of the TCR is clearly not sufficient to ensure that each patient has
potent anti-tumor effector T cells. In this section, we will focus on other factors
that influence tumor cell recognition. We will also discuss the role the TCR plays
in tumor cell recognition.

3.1. T Cell Avidity and Tumor Cell Recognition

In general, T cells are extremely sensitive to activation by antigen. Using extremely
sensitive assays, it has been reported that one TCR/peptide/MHC interaction can
lead to activation of a T cell as measured by Ca+2 mobilization, three interactions
lead to target cell lysis, and ten interactions lead to full activation as measured by T
cell proliferation (71). However, routine measurements of T cell function such as
cytokine secretion or cytolysis require far more antigen to elicit a detectable T cell
response. In these assays, a high avidity T cell requires far less antigen (<1 nM peptide
loaded on an APC) to activate the T cell than a moderate (1–100 nM peptide loaded
on an APC) or low (>100 nM peptide loaded on an APC) T cell (reviewed by 72).
The correlation between the relative avidity of polyclonal T cell cultures and target
cell recognition was first reported among HIV gp160 reactive T cells (73). In this
study, it was shown that immunization with high doses of antigen led to expansion
of T cells with low avidity whereas immunization with low doses of antigen led
to expansion of T cells with high avidity (73). It was subsequently shown that T
cells with high avidity undergo apoptotic cell death when exposed to high levels
of antigen (74). These studies indicate that the quality of the immune response is
important and that the amount of antigen encountered by a T cell can influence the
immune response to that antigen.

Other groups have reported similar results with mouse tumor models. Zeh et al.
(75) reported that high avidity tyrosinase related protein 2 or p15E reactive T cells
were more effective at eliminating B16 lung metastases than low avidity T cells.
It was also shown that high avidity T cells reactive with the HLA-A2 binding
tyrosinase:368–376 peptide induced vitiligo in HLA-A2 transgenic mice (76). There-
fore, T cell avidity does correlate with target cell destruction in mouse tumor
models.

A correlation between T cell avidity and tumor cell recognition has also been
observed among human T cells. Dudley et al. (77) found that individual T cell
clones reactive with the gp100:209–217 epitope could vary by several logs in their
relative avidity. Furthermore, there was a clear correlation between T cell avidity
and tumor cell recognition. Taken together, these mouse and human results indicate
that the relative sensitivity of a T cell to antigen influences its ability to recognize
tumors. Furthermore, it suggests that high avidity T cells are required for efficient
anti-tumor immunity.

While it intuitively makes sense that highly avid T cells would be better able to
recognize tumor cells than T cells with lower avidity, there are reports of T cells
which do not follow these avidity rules. In the search for new tumor antigen targets,
many groups have successfully sensitized T cells to recognized peptides synthesized
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from candidate tumor antigens based on MHC binding motifs (reviewed by 78).
However, some of these antigens elicit high avidity T cells which recognize peptide
loaded targets but not tumor cells. One possible explanation for these results is that
the antigenic peptide is not processed and presented on the surface of tumor cell. One
epitope which remains quite controversial is the 369–376 peptide from Her-2/neu.
Immunologic monitoring of two clinical trials could detect T cells reactive with
peptide loaded cells but not tumor cells in vaccinated patients (79,80). In fact, one
group isolated several high avidity Her-2/neu:369–376 reactive T cell clones from
those that failed to recognize Her-2/neu+ tumor cells leading them to conclude
that the Her-2/neu:369–376 epitope is not presented on the surface of Her-2/neu+

tumor cells (79). At face value, this interpretation seems reasonable except that
several other groups have reported isolating Her-2/neu:369–376 reactive T cells
capable of recognizing Her-2/neu+ tumor cells (81–85). Therefore, even though
Her-2/neu:369–376 reactive T cells have the genetic capacity and sufficient avidity
to recognize Her-2/neu+ tumor cells, it appears that factors other than the TCR
appear to preclude them from being potent anti-tumor effectors.

3.2. Relationship Between T Cell Avidity and TCR Affinity

It has been postulated that T cells with high avidity for antigen would express
TCRs with higher affinity for their ligand (45, 86, 87). Intuitively, this makes
sense given that the current models of T cell activation state that the stability of
the TCR/peptide/MHC complex is an essential component of T cell activation.
Experimentally, it has been also shown that T cells which stain brightly with pep-
tide/MHC tetramers have higher avidity than more dimly staining T cells (87–89).
It has been argued that the greater the level of tetramer staining, the higher affinity
of the TCR (87, 90). However, others find no correlation between tetramer binding
and T cell avidity (91, 92). Furthermore, it has been reported in TCR transgenic
mice that both high and low avidity T cells exist bearing the same TCR suggesting
that T cell avidity is not always a valid predictor of TCR affinity (93).

We have several lines of evidence which supports the notion that T cell avidity
is not necessarily predictive of TCR affinity. First, we have identified human T
cell clones reactive with gp100:209–217 which express identical TCRs. Some of
these “sister” T cell clones can have dramatically different relative avidities which
translates into differences in tumor cell recognition (Figure 2). These observations
are not confined to melanoma T cells since “sister” Her-2/neu:369–377 reactive T
cell clones have been isolated with different reactivities against the same Her-2/neu
expressing target cells (data not shown). These results are in agreement with the
TCR transgenic studies that indicate that T cell bearing the same TCR can have
varied avidity.

Second, our TCR gene transfer studies have shown that T cell avidity does not
necessarily correlate with TCR affinity since cells with poor avidity can recognize
tumors while in other cases highly avid cells can’t (94, 95). We have used TCR
transduced Jurkat cells (which lack CD8 expression) as a readout for peptide and
tumor cell recognition (94). One gp100:209–217 reactive T cell clone (R6C12) has
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Figure 3. Relative Avidity of R6C12 TCR Transduced Jurkat Cells. The relative avidity of R6C12 TCR
transduced Jurkat cells was measured by stimulating the cells in a 1:1 ratio with T2 cells loaded with various
concentrations gp100:209–217 peptide. The amount of interleukin-2 released was measured by ELISA.

Figure 4. Tumor Cell Recognition by R6C12 TCR Transduced Jurkat Cells. The ability of R6C12
TCR transduced Jurkat cells (black bars) to recognize the physiologic levels of antigen presented by tumor
cells was measured by stimulating the cells in a 1:1 ratio with a panel of tumor cells and the amount of
interleukin-2 released was measured by ELISA. The tumor cell panel included HLA-A2+ gp100+
(624 MEL, 1300 MEL, and 1383 MEL) melanoma cells, HLA-A2− gp100+ (624-28 MEL and 586 MEL)
melanoma cells, and an HLA-A2+ gp100− renal cell carcinoma cells. TCR transduced Jurkat cells
expressing a high affinity (TIL 1383I, hatched bars) or low affinity (TIL 5, open bars) TCR were included
as control for tumor cell recognition.

been shown to have extremely high avidity and can recognize HLA-A2+ gp100
positive tumor cells (96, 97). Transfer of the R6C12 TCR to PBL-derived T cells
results in high avidity T cell cultures (98). However, Jurkat cells expressing the R6C12
TCR can have high avidity for antigen (Figure 3) yet fail to recognize tumor cells
(Figure 4) indicating R6C12 expresses a low affinity TCR. R6C12 cells also fail to
bind HLA-A2 tetramers loaded with the native gp100:209–217 peptide but could
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Figure 5. Antigen Recognition by TIL 1383I TCR Transduced 58 α−β− Cells. The ability of TIL
1383I TCR transduced 58 α−β− cells to recognize HLA-A2+tyrosinase+ targets was measured by
stimulating the cells in a 1:1 ratio with a peptide loaded T2 cells and a panel of tumor cells and the amount
of interleukin-2 released was measured by ELISA. Peptides used to load T2 cells were tyrosinase: 368–376
or gp100:209–217. The tumor cell panel included HLA-A2+ tyrosinase+ (624 MEL, SK23 MEL, and
1383 MEL) melanoma cells, HLA-A2− tyrosinase+ (624–28 MEL and 586 MEL) melanoma cells, an
HLA-A2+ tyrosinase− fibroblast line (1383 Fibro), and an HLA-A2+ tyrosinase− renal cells.

weakly bind HLA-A2 tetramers loaded with a modified gp100:209–217 peptide
substituted with a methionine at position 2 which enhances binding to HLA-A2
(99). This binding was easily inhibited by anti-CD8 mAb supporting the notion that
despite the high avidity of CTL clone R6C12, its TCR has relatively low affinity
for antigen.

In other studies, we recently described an HLA-A2 restricted, tyrosinase:368–376
reactive CD4+ T cell with intermediate to low avidity since it requires between
10 and 100 nM peptide to elicit cytokine production yet can efficiently recognize
HLA-A2+ tyrosinase+ tumor cells (95,100). The TCR from this T cell clone was
transferred to 58 α−β− mouse hybridoma cells which lack human CD8 expression.
The resulting transductants were capable of recognizing HLA-A2+ tyrosinase+ tumor
cells (Figure 5) despite requiring greater than 100 ng/ml of peptide to stimulate the
cells to secrete IL-2 (Figure 6). Despite the low avidity of the parent T cell and the
transduced cells expressing its TCR, the CD8 independent tumor cell recognition
indicated that the TCR alone had sufficient affinity to transduce the necessary signals
for activation of the T cell. These TCR gene transfer studies led us to conclude that
T cell avidity does not necessarily predict the affinity of the TCR. Furthermore, it
appears that T cells can modulate their avidity independent of the affinity of their
TCR.

3.3. Factors Which Influence T Cell Function

As we have discussed, T cells have the capacity to alter their responsiveness to antigen
stimulation by factors independent of the TCR. Tumor bearing hosts appear to be
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Figure 6. Relative Avidity of TIL 1383I TCR Transduced 58 α−β− Cells. The relative avidity of
TIL 1383I TCR transduced 58 α−β− cells was measured by stimulating the cells in a 1:1 ratio with
T2 cells loaded with various concentrations the tyrosinase: 368–376 peptide. The amount of interleukin-2
released was measured by ELISA.

particularly susceptible to suppression of their T cell responses (101). We recently
reported the results from a clinical trial where high avidity T cell T cell clones
reactive with gp100:209–217 were infused into melanoma patients with stage IV
disease (96). Using T cell clone specific PCR primers, we monitored each patients
blood for the presence of the infused clone at various times post-infusion. A detailed
analysis of one patient revealed that despite the presence of the infused T cell clone
at significant levels in the blood (0.5%–6.9%) (Figure 7), its functional reactivity
could only be detected in the patients blood at one hour post-infusion when the
frequency of the clone was 6.9%, and only when the stimulators used were T2 cells
loaded with the modified gp100:209–217 2M peptide (Figure 7) and not the native
gp100:209–217 peptide. These observations suggest that these suppressive effects on
T cell function can occur rapidly in vivo, even to T cells with high avidity for antigen
in vitro.

Several mechanisms have described which can alter T cell function in cancer
patients. Mizoguchi et al. (102) reported that mice bearing MCA 38 colon carcinoma
tumors had reduced expression of CD3g � chain expression on their surface. It was
also found that tumor bearing mice had reduced levels of the tyrosine kinases p56lck

and p59fyn (102) and the transcription factor NF�B (103). Subsequently, NK cells
have also been shown to have decreased surface CD3g � chain expression in tumor
bearing hosts (104, 105). These signaling defects have been confirmed by others
in several mouse tumor models and in patients with colorectal carcinoma, renal
cell cancer, head and neck cancers, and other malignancies (106–110). Given that
CD3g � chain, p56lck and p59fyn are required for TCR-mediated signaling to occur
(111), decreased expression of these molecules in tumor bearing hosts will result in
impairment of T cell immunity. It was recently reported that the levels of L-arginine
in the cell culture medium could regulate CD3g � chain expression (112) and that
the enzyme arginase I produced by macrophages may regulate the levels of L-arginine



48 I. Basic Tumor Immunology

100 bp ladder

Clone 2E3

Clone 2E3 Competitor

Pt 1 pretreatment PBMC

Pt 1 preinfusion PBMC

Pt 2 pretreatment PBMC

Pt 2 preinfusion PBMC

Pt 3 pretreatment PBMC

Pt 3 preinfusion PBMC

Pt 1 5 min postinfusion PBMC

Pt 1 1 hr postinfusion PBMC
Pt 1 6 hrs postinfusion PBMC

Pt 1 12 hrs postinfusion PBMC

Pt 1 24 hrs postinfusion PBMC
Pt 1 7 days postinfusion PBMC
Pt 1 16 days postinfusion PBMC

H2O

100 bp ladder

C
SP

C
β

<
0.01

0.50
+

0.11
6.87

+
1.11

2.34
+

0.28
2.21

+
0.71

1.21
+

0.27
<

0.01
<

0.01

Pre infusion
5 m

in post infusion
1 hr post infusion
6 hrs post infusion

12 hrs post infusion
24 hrs post infusion
7 days post infusion

16 days post infusion

Percent clone 2E
3

PB
M

C
 Sam

ple

0

250

500

750

1000

100.0

33.3

11.1

3.7

1.2

0.4

0.1

preinfusion

5 min

1 hr

6 hrs

12 hrs

24 hrs

Percent infused cells
T

im
e post infusion

interferon-γ release (pg/ml)

>1000>1000>1000

a)b)

c)

F
igu

re
7.

Frequency
and

Function
ofC

T
L

clones
A

fter
A

doptive
T

ransfer
in

Patients.H
igh

avidity
gp100:209–217

reactive
T

cellclones
w

ere
isolated

an
used

to
treatpatients

w
ith

m
etastatic

m
elanom

a.a)
T

he
presence

ofT
cellclone

designated
2E

3
w

as
detected

in
the

blood
ofthe

patientby
R

T-PC
R

using
T

cellclone
specific

PC
R

prim
ers.b)

T
he

frequency
ofthis

clone
in

the
patientsblood

w
asm

easured
atvarioustim

e
pointspost-infusion

using
a

com
petitive

R
T-PC

R
assay.c)T

he
anti-gp100:209–217

reactivity
in

the
blood

w
as

m
easured

at
various

tim
e

points
post-infusion

by
culturing

PB
L-derived

T
cells

w
ith

T
2

cells
loaded

w
ith

the
gp100:209–217

2M
peptide.T

he
am

ount
ofinterferon-γ

released
w

as
m

easured
by

E
LISA

.A
standard

curve
w

as
established

to
approxim

ate
the

sensitivity
ofthe

assay
by

diluting
the

infused
T

cellclone
into

the
patients

PB
M

C
.



2. Antigen Recognition and T-Cell Biology 49

in cancer patients (113). Other metabolic pathways also appear to regulate T cell
function including oxidative stress from hydrogen peroxide released by cells of the
monocyte/macrophage lineage (114) and the levels of tryptophan and its metabolites
as a consequence of indoleamine 2,3-dioxygenase expression by macrophages (115,
116). Therefore, the influence of tumors on the physiology of the host can regulate
the immune response to their malignancies.

It has also been reported that cell surface molecules such as the CD8 coreceptor
can regulate T cell avidity. The CD8 coreceptor, as previously discussed, plays a
critical role in the activation of CD8+ T cells by binding to the α3 domain of
MHC class I and recruiting the kinase p56lck to the CD3 complex {119}. Although
CD8 exists on the membrane of T cells as an αβ heterodimer (117, 118) a CD8
αα homodimer form has been recently described (120). Transfection studies have
shown that the CD8 αβ heterodimer has higher affinity for MHC class I and p56lck

and more efficiently mediates T cell activation than the CD8 αα homodimer (120).
It has been reported that the ratio of CD8 αβ to CD8 αα as well as the ability
for CD8 αβ to colocalize with the TCR to lipid rafts can have a profound impact
on T cell avidity (93). Therefore, the expression of the CD8 coreceptor and other
cell surface molecules can play essential roles in determining the relative avidity of a
T cell.

4. STRATEGIES TO ACTIVATE TUMOR REACTIVE T CELLS

Considerable effort has been devoted to using cancer vaccines to activate and expand
the T cell repertoire for the benefit of cancer patients. In this section, several strategies
have been used to improve the immunogenicity of tumor antigens by altering the
amino acid sequence of the peptide epitope to enhance its binding to the MHC and
the TCR. In this section, examples of how antigenic peptides have been altered to
improve their immunogenicity will be discussed with a special emphasis on what
effects these modifications have on the T cell repertoire.

4.1. Enhanced Immunogenicity by Enhanced HLA Binding

Tumor antigen based clinical trials have had relatively few objective clinical responses
(122–127). In addition, many cancer vaccine trials show little evidence of anti-tumor
immunity in the peripheral blood of patients following vaccination (125, 128). In
an effort to enhance the immunogenicity of known antigenic peptides, the effect
of modifying their amino acid sequence has been evaluated. It has been shown that
substituting the amino acids at anchor positions in the antigenic peptide will lead to
enhanced peptide/MHC binding (reviewed by 68). Most importantly, some of these
substitutions can enhance the immunogenicity of an otherwise weakly immunogenic
peptide both in vitro and in vivo (129–132). The best example of the influence of pep-
tide modifications designed to increase binding to MHC has on the immunogenicity
of a weakly antigenic peptide are the substituted gp100:209–217 peptides. Substi-
tuting a methionine for the native threonine at position 2 enhances binding of this
peptide to HLA-A2 9-fold (129). More importantly, this M substitution enhances
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the immunogenicity of the peptide in vitro (129) and in vivo (122) with the resulting
T cells having the capacity to recognize tumor cells.

Modifications at MHC anchor residues to weakly immunogenic peptides can have
other desirable effects. There are examples of weakly immunogenic peptides where
the MHC anchor modifications result in other benefits such as enhancing a peptides
stability in solution. An example of a peptide with enhanced stability is the HLA-A2
restricted NY-ESO-1:155–163 peptide (reviewed by 68). A substitution of valine
for cysteine at position 9 in the peptide not only enhances binding to HLA-A2,
it prevents disulfide bridge formation thus eliminating dimerization of the peptide
in solution (131). Similarly, a substitution of a serine or alanine for the cysteine at
position 2 of the HLA-A1 restricted tyrosinase:243–251 decreases the amount of
peptide required to elicit T cell responses in vitro by two to three logs (133). These
modifications to otherwise poorly immunogenic peptides can activate populations
of T cells that would otherwise be refractory to stimulation. This simple approach
of modifying the MHC binding residues of weakly antigenic peptides represents
a powerful strategy for activating strong T cell responses that would otherwise be
unresponsive.

4.2. Enhanced Immunogenicity by Altered TCR Contact Residues

It has been shown that immunization with xenogeneic proteins can lead to enhanced
immunity to the native protein. The genes encoding the human or rodent homologs
of several tumor antigens have been used to vaccinate mice (76, 78, 134, 135). In these
studies, the xenogeneic antigens routinely result in greater immune responses and
these immune responses can lead to effective anti-tumor immunity. It was speculated
that differences in the amino acid sequence between the xenogeneic antigen and
the target antigen resulted in heteroclitic peptides (peptide analogs susbtituted at
positions other than MHC contact residues with increased potency) that are capable
of inducing both effector and helper T cell responses. This hypothesis was directly
tested using by modifying a peptide from the H-2Ld restricted tumor antigen AH-1
(136). Substituting an alanine for a valine at position 5 increased the binding to the
TCR while having no impact on binding to the H-2Ld. This substitution increased
the ability of the AH-1 peptide to elicit CTL responses that protect mice from
challenges with AH-1 expressing tumors (136). These animal studies indicated that
modifications to TCR contact residues can enhance the immunogenicity of antigenic
peptides.

These studies with peptides modified at their TCR binding residues have been
extended to human studies (137–139). The best example of a peptide modified at a
TCR contact residue is the 605–613 peptide epitope from carcinoembryonic antigen
(CEA). Substituting an aspartic acid for the asparagine at position 6, enhances the
capacity of this peptide to elicit CEA reactive T cells that can recognize processed
CEA antigen presented by tumor cells (137). Furthermore, clinical responses have
been reported in colon cancer patients vaccinated with dendritic cells loaded with this
heteroclitic CEA peptide (140). Based on these promising results, other groups have
evaluated modified peptides and identified heteroclitic peptides from several tumor
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antigens (68, 141, 142). These modified peptide represent a promising approach for
vaccinating cancer patients with otherwise weakly immunogenic peptides.

4.3. Influence of Peptide Modifications on the TCR Repertoire

Despite the enhanced ability of modified peptides to elicit strong anti-tumor immune
responses, these peptides have generally failed to induce effective anti-tumor immu-
nity leading to tumor regressions in most patients (122,124). One potential reason
may be due to the impact of the peptide modifications on the T cell repertoire (143).
It has been shown that amino acid substitutions in antigenic peptides at the TCR
contact residues can influence TCR binding resulting in changes in the TCR reper-
toire. TCR transgenic models where mice that express only one of the transgenes
(α or β) were vaccinated with the native moth cytochrome C (MCC) peptides or
peptides containing nonconservative amino acid substitutions at the TCR contact
residues and MCC reactive T cell hybridomas were isolated (144). If a positively
charged amino acid was present in a TCR contact residue of the immunizing pep-
tide, negatively charged amino acids were found in the corresponding CDR3 regions
of the nontransgenic TCR chains (144). Therefore, the amino acid sequence of the
CDR3 regions of the nontransgenic TCR chains of MCC reactive T cells were
influenced by the sequence of the immunizing peptide. Given these observations, it
is important to consider the potential effects on the T cell repertoire when evaluating
heteroclitic peptides since the impact on the TCR repertoire may lead to undesirable
consequences.

Changes in the TCR repertoire due to vaccination are not confined to peptides
modified at their TCR contact residues. Even though the anchor residues point
downward into the groove of MHC class I molecules, we found that vaccinating
patients with the gp100:209–217 peptide containing a methionine instead of a thre-
onine at position 2 led to changes in the TCR repertoire (143). The best evidence
for this altered TCR repertoire came from the isolation of clones reactive with the
modified peptide but not the native peptide or tumor cells. In fact, we successfully
isolated tumor reactive T cell clones from one patient prior to vaccination with the
modified gp100 peptide. After vaccination, the only T cell clones we could isolate
reacted only with the modified peptide or could recognize the native peptide but had
no tumor reactivity. These observations indicate that even changes in the antigenic
peptide which do not face the TCR can impact on the TCR repertoire.

5. SUMMARY

Despite the wealth of information that has been acquired regarding the way T cells
recognize their targets, we are left with far more questions than answers regarding
how to manipulate the immune response to better treat cancer patients. Clearly,
most patients have a broad repertoire of T cells capable of recognizing their tumor
cells. Despite the presence of these tumor reactive T cells and our ability to increase
their frequency though vaccination or adoptive transfer, patients still progress. From
the T cell side, defects in T cell signaling may account for much of our failure to
achieve significant numbers of objective clinical responses. In spite of these negatives,
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the horizon does remain bright for T cell based immune therapy of cancer. The
periodic objective clinical response tells us that immune therapy can work. Now
that we know that cancer patients have the capacity to mount immune responses
against their tumors, current and future investigations with agents which alter T cell
function combined with vaccination or adoptive T cell transfer may help tip the
balance towards effective immune therapies.
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1. INTRODUCTION

1.1. Escaping the Immune Response: A Historic Perspective

The clinical experiments of William Coley in the 1890’s [1] demonstrating a thera-
peutic effect of the “Coley Toxins” in some patients, and the animal models of Prehn
and Main [2] in the 1950’s demonstrating the existence of tumor specific antigens,
established an era of active research in immunotherapy as a treatment for cancer. Sev-
eral studies demonstrated that tumors arising from oncogenic viruses could induce a
protective immune response during the early phases of tumor development. [3–4].
However, results in some animal tumor models [5] and especially in patients with
cancer, failed to demonstrate the presence of a protective immune response to the
progressively growing tumor. Hersh and Oppenheim [6] instead demonstrated that
Hodgkins disease (HD) patients had a decreased delayed type hypersensitivity (DTH)
response to PPD and DNBC (di-nitrochlorobenzene) and a diminished in vitro
response to mitogen stimulation, which persisted even in patients who had achieved
a complete clinical response to chemotherapy [7]. Furthermore, Hellstrom and col-
leagues [8] showed a decreased cellular immune response, but a marked increase
in serum immunoglobulins in patients with melanoma. Similarly observations in
patients with renal cell carcinoma, prostate and bladder cancer [9], lung cancer [10]
and breast cancer [11], suggested that tumors might impair the immune response.
However the clinical relevance of these findings or the mechanisms causing them
remained unclear.
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Table 1. Mechanisms of tumor evasion

Target Major Changes

Changes in tumor cells Selection of tumor cells resistant to apoptosis
Changes in the expression of HLA
Absence of co-stimulatory molecules

Alterations in antigen presenting cells Arrested maturation of DC
Selective increase in DC2

Dysfunction of effector cells Induction of regulatory T cells
Increased apoptosis of T effector cells
Alteration in T cell signal transduction

A renewed enthusiasm for immunotherapy started in the 1980’s with the cloning
and production of pharmaceutical grade cytokines and the isolation and purification
of tumor associated antigens. However the results of clinical trials in patients failed to
reproduce the undisputable therapeutic benefit shown in animal models, bringing
forth the need to understand how tumors escape the immune response. Various
mechanisms of tumor escape have been identified ranging from the loss of HLA
markers in tumor cells making them difficult to recognize by T cells, to the gradual
deterioration of the immune response with the progressive growth of the tumor.
Here we will discuss some of the most recent concepts on how tumor cells may
escape and/or inhibit the normal function of the immune system (Table 1).

2. CHANGES IN TUMOR CELLS

2.1. Selection of Resistant Tumor Cells

The concept of “immune surveillance” proposed by Jones and Burnet [12] in the
1970’s suggested that the immune system was vigilant to destroy any malignant
cells before they developed into a clinically relevant tumor. However, aside from
the demonstration of the existence of natural killer cells there was little proof or
understanding of how this mechanism worked. In the early 1990’s work by Schreiber
and colleagues [13; 14] demonstrated that early tumor growth is comprised mostly
of transformed cells that undergo apoptosis when they bind IFNγ and chemokines
produced by cells of the innate immune response including natural killer cells, γδ

T lymphocytes and macrophages. This effectively eliminates most of the tumor
cells, however it also selects for a minority of malignant cells that have mutations or
alterations that make them resistant to an immune induced apoptosis. The absence
of one or more chains of the IFNγ receptor, or mutations in the tyrosine kinases
associated with this receptor ( Jak 1, Jak2 or Stat 1), prevent the triggering of the
apoptosis cascade making these cells resistant to the immune surveillance mechanism.
These resistant clones then develop into tumors of clinical significance unimpeded by
the immune response. Therefore, the innate immune response may eliminate most
transformed cells during the early stages of tumor growth, however it may also result
in the selection of a resistant population of malignant cells, a process that was coined
by Schreiber as cancer immunoediting [15]. Alternatively, Khong and Restifo [16]
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suggested that tumors are not rejected during early stages of tumor growth because
they do not cause significant tissue damage and therefore fail to send “danger signals”
that could activate the immune response, a concept presented by Matzinger [17]as a
means for certain normal tissues of causing immune tolerance.

2.2. Decreased HLA Antigen and Co-stimulatory Signal Expression

HLA Class I Antigen Expression

The continued growth of tumor leads to tissue destruction and the generation of
“danger signals,” which may trigger an adaptive immune response. The activation of
tumor associated antigen (TAA)-specific T lymphocytes occurs through the recogni-
tion of two combined signals by the T cell i) peptides, derived from TAA, presented
by self-HLA class I molecules (i.e. HLA class I antigen-TAA peptide complex) and
ii) co-stimulatory signals such as B7.1 (CD80) or B7.2 (CD86) [18] [Fig. 1A]. This
recognition results in the development of effector cytotoxic T lymphocytes (CTL)
that recognize and lyse tumor cells presenting the relevant HLA class I antigen-
TAA peptide complex [Fig. 1B] Therefore, tumor cells can evade hosts’ immune
response by being poor stimulators of T cells or being poor targets for effector CTL.
Specifically, malignant cells may posses abnormalities in the expression of molecules
required for effective T cell recognition, such as HLA class I antigens, costimulatory
molecules and/or the TAA itself [16, 19, 20].

In the case of HLA class I antigens, a large body of evidence indicates that malignant
transformation is associated with abnormalities in HLA class I antigen expression [19].
Analysis of cell lines in long term culture, through a combination of binding and
immunochemical assays, has identified distinct defects in the expression of HLA class
I antigens in tumor cells [19, 21] [Fig. 2]. These defects do not represent artifacts of
in vitro cell culture, since they have also been identified in surgically removed tumors
by immunohistochemical (IHC) staining with monoclonal antibodies (mAb). In fact,
with the exception of liver carcinoma [22–24] and leukemia [25], IHC staining of a
large number of surgically removed malignant lesions with mAb to monomorphic
determinants of HLA class I antigens has identified abnormalities in the HLA class
I antigen expression in 16% to 50% of all malignant lesions analyzed [19, 21, 26]
[Fig. 3].

The reason(s) for differences in the frequency of HLA class I defects is (are) not
known. They are likely to reflect the time length between onset of tumor and diag-
nosis, since a long interval gives tumor cells more chances to mutate in the genes
involved in HLA class I antigen expression and allows mutated cells to over-grow
cells without abnormalities in their HLA class I phenotype in the presence of T
cell selective pressure [27–29], as it will be discussed later. Figure 3 summarizes data
for tumors for which at least 70 lesions have been analyzed. HLA class I antigen
downregulation or loss has also been described in other tumor types. However, the
number of lesions that have been analyzed is too low for one to draw definitive
conclusions. These types of tumors include stomach [30], pancreatic [31], blad-
der [32], germ cell [33] and basal cell [34] carcinomas. It is noteworthy that HLA
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Figure 1. (A) The activation of specific T lymphocytes occurs through the recognition of two combined
signals. The first signal is specific, requiring T cell receptor (TCR) recognition and binding to specific
HLA class I antigen-peptide complexes presented by an antigen presenting cell. The second signal is
nonspecific, resulting from the binding of B7.1 (CD80) or B7.2 (CD86) ligands on the antigen-presenting
cell with its receptor, CD28, on the T cell. If both signals are provided, the T cell will proliferate and
secrete cytokines. (B) CTL recognition of target cells occurs through the interaction of T cell receptor
(TCR) with HLA class I antigens complexed to peptides generated by the antigen processing machinery.
The trimeric HLA class I-β2m-peptide complex plays a major role in the interactions between target cells
and (a ) activation of peptide-specific CTL through TCR; (b) inhibition of T cell subpopulations through
inhibitory receptors KIR.

class I antigen loss or downregulation does not occur in all types of malignancies.
In leukemia, defects in HLA class I antigen expression in malignant cells have been
only occasionally identified. This finding is not likely to reflect a lack of genetic
instability in leukemic cells, since like solid tumor cells, leukemic cells harbor many
genetic and/or epigenetic alterations in their DNA [35]. Furthermore, in view of
the role of immunoselection in the generation of malignant cell populations with
HLA class I defects [27–29], lack of immune responses against leukemic cells is
unlikely to be the mechanism. This possibility is supported by the higher frequency
of HLA class I antigen abnormalities in sporadic diffuse large cell lymphoma than in
immunodeficient and transplant-related lymphomas [36]. Therefore, it is likely that
the lack of defects in HLA class I antigen expression identified in leukemia reflects
the time interval between the onset of leukemia and its diagnosis, which is likely
to be shorter than that of solid tumors. A short time interval between the onset of
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Figure 2. Abnormal HLA class I antigen phenotypes identified in malignant cells. Several
molecular mechanisms can (A) Total loss of the gene products of the HLA-A, B and C loci can be caused
by mutations in the β2m gene; (B) Selective loss of one HLA class I allospecificity can be caused by loss of
the gene(s) which encode the lost HLA class I allele(s) or by mutations which inhibit their transcription or
translation; (C) Total loss of all HLA class I antigens encoded in one haplotype, which can be caused by
LOH in of chromosome 6; (D) Total downregulation of all HLA class I antigens expressed by a cell, which
can be caused by downregulation or loss of expression of the antigen processing machinery components
and (E) selective downregulation of the gene products of one HLA class I locus, which can be cause be
alterations in HLA class I antigen transcriptional factors.

leukemia and diagnosis may not allow sufficient time for cells to acquire mutations
in the gene(s) involved in HLA class I antigen expression and for selective pressure
to facilitate the expansion of malignant cells with HLA class I abnormalities. In the
case of liver carcinoma, normal hepatocytes, which do not express or express very
low HLA class I antigen levels [22], acquire the expression of these antigens during
malignant transformation. The results obtained with liver carcinoma cell lines sug-
gest that HLA class I antigen upregulation may result from the induction of antigen
processing machinery components by cytokines secreted by immune cells infiltrating
malignant lesions [22].

Abnormalities in HLA class I antigen expression in malignant lesions appear to have
clinical significance, since they are associated with histopathological characteristics of
the lesions and/or with clinical parameters in several malignant diseases [19, 37–43].
However, depending on the tumor type, HLA class I antigen defects can be associated
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Figure 3. Frequency of HLA class I antigen and TAP1 downregulation in malignant lesions of
different embryological origin. The most common types of solid tumors for which more than 70 or
30 lesions have been analyzed for HLA class I antigen or TAP1 expression, respectively, are shown. (�)
Indicates total HLA class I antigen downregulation; (�) indicates selective HLA class I allospecificity loss;
and (�) indicates TAP1 downregulation. Figures indicate the number of lesions analyzed. ND: not
determined. Data has been adapted from

directly (head and neck squamous cell (HSCC), breast, small cell lung, prostate,
bladder and cervical carcinoma and cutaneous melanoma), inversely correlated (uveal
melanoma and colon carcinoma) or not associated (pulmonary adenocarcinoma,
squamous cell carcinoma of the uterine cervix, cutaneous squamous cell carcinoma,
large cell and large immunoblastic lymphoma and non-small cell lung carcinoma)
with disease progression and/or poor clinical outcomes [36, 44–49]. The reasons for
these discrepancies are not known but may reflect differences in the characteristics of
the patient population, the methods of analysis and/or the system used to score HLA
class I antigen expression. In addition, these findings may be attributed to differences
in types of immune response elicited by tumors of different tissue or differences
in routes of metastasis. An example is represented by the opposite association of
HLA class I antigen downregulation with the clinical outcome in cutaneous and
uveal melanomas [45]. HLA class I antigen downregulation is associated with a poor
prognosis in cutaneous melanoma, where CTL are believed to control the metastatic
tumor spread via the lymphatics [45]. In contrast, HLA class I antigen downregulation
is associated with a favorable clinical outcome in uveal melanoma, where NK cells,
which tend to kill tumor cells with a low HLA class I antigen expression [50, 51],
have been suggested to limit metastasis via the blood.

The potential role of HLA class I antigen abnormalities in the clinical course of
malignant disease has stimulated the characterization of the molecular mechanisms
responsible for HLA class I antigen abnormalities. Through the effort of a number
of investigators, characterization of cell lines originated from malignant lesions with
HLA class I abnormalities has shown that distinct molecular mechanisms underlie the
abnormal HLA class I phenotypes of tumor cells [Fig. 2]. The frequency of complete
HLA class I antigen loss has been found to be between about 15% in primary
cutaneous melanoma lesions and 50% in primary prostate carcinoma lesions [19].
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Figure 4. (A) Generation and interaction of HLA class I antigen-peptide. Intracellular protein
antigens, which are mostly endogenous, are marked for ubiquitination within the cytosol and subsequently
degraded into peptides by proteasomal cleavage. The constitutive proteasome subunits delta, MB1 and Z
and the interferon-γ inducible immunosubunits LMP2, LMP7 and LMP10 are responsible for the
catalytic activity of the proteasome. Once generated, peptides are transported into the endoplasmic
reticulum through the dimeric transporter associated with antigen processing, TAP1 and TAP2. TAP is
responsible for both qualitative and quantitative peptide translocation. Nascent, HLA class I antigen heavy
chains are synthesized in the ER and associate with the chaperone immunoglobulin heavy chain binding
protein (BiP), a universal ER chaperone involved in the translation and insertion of proteins into the ER.
Following insertion into the ER, the HLA class I heavy chain associates with the chaperone calnexin and
the thiol-dependant reductase ERp57. Calnexin dissociation is followed by HLA class I heavy chain
association with β2m, tapasin and the chaperone calreticulin. Calnexin, calreticulin and ERp57 play a
role in folding of the HLA class I heavy chain. Subsequently, tapasin brings the HLA class I heavy chain,
β2m, chaperone complex into association with TAP and plays a role in both quantitative and qualitative
peptide selection. The trimeric HLA class β2m-peptide complex is then transported to the cell membrane.

The frequency of this phenotype varies significantly between different malignancies.
As indicated above, it is likely that these differences reflect the time length between
onset of tumor and diagnosis. Complete HLA class I antigen loss can be caused by
defects in β2-microglobulin (β2m) which is required for the formation of the HLA
class I heavy chain-β2m-peptide complex and its transport to the cell membrane [20],
epigenetic changes in the DNA or alterations in the antigen processing machinery
components [52–56] [Fig. 2A]. The latter play a crucial role in the assembly of
functional HLA class I antigen-peptide complexes and in their expression on the
cell membrane [57] [Fig. 4]. Inactivation of the β2m genes completely abrogates
HLA class I antigen expression at the cell surface and has marked effects on peptide
presentation. β2m defects result from two events: loss of one copy of the β2m gene
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at chromosome #15, which carries the β2m gene in humans [58], and mutations in
the other copy the β2m gene which inhibits its transcription in a few cases and its
translation in most cases. It is not known which of these two events occurs first in
malignant cells. The mutations identified thus far in β2m genes range from large to
single nucleotide deletions; in most cases they inhibit the translation of β2m mRNA
[20, 59–62]. Although the mutations are distributed randomly in β2m genes, a
mutation hotspot has been suggested to be located in the CT repeat region in exon
1 of the β2m gene. Mutations in this region have been identified in more than 75%
of tumor cells with total HLA class I antigen loss [63] and have been found to parallel
the mutator phenotype in tumor cells [64], reflecting the increased genetic instability
of this region during malignant transformation of cells [64]. It is noteworthy, that for
some tumors such as head and neck squamous cell, laryngeal, breast, colorectal, renal
and bladder carcinoma, β2m gene mutations are not responsible for complete HLA
class I antigen loss [52–56, 65]. These observations suggest that genetic mutations in
the β2m gene may not be the predominant molecular mechanism underlying total
HLA class I antigen loss and suggest that other mechanisms may be involved in total
HLA class I antigen loss. In this regard, post-transcriptional regulation of the β2m
gene expression has been suggested as a possible mechanism for total HLA class I
antigen loss [52–56, 65]. In addition, epigenetic changes that cause total HLA class
I antigen loss have been observed. Hypermethylation of three HLA class I antigen
loci has been observed in neoplastic cells to selectively switch off HLA class I antigen
gene expression. The characteristics of these tumors are the significant reduction in
or complete absence of mRNA from the heavy chain gene and normal expression
of β2m and antigen processing machinery components. DNA hypermethylation has
been implicated as a major mechanism for transcriptional inactivation of HLA class
I antigen genes in esophageal squamous cell carcinomas and is also responsible for
the total HLA class I antigen loss in melanoma [53, 66, 67].

Selective HLA class I allospecificity loss, e.g. HLA-A2 loss, is caused by loss of the
gene(s) encoding the lost HLA class I heavy chain(s) or by mutations which inhibit
their transcription or translation [63] [Fig. 2B]. It is noteworthy, that selective HLA
class I antigen loss results from only one mutational event in a heterozygous allelic
background. This may explain why, in most malignancies, the frequency of selective
HLA class I antigen losses is higher than that of total HLA class I antigen losses [19].
As in the case of the β2m gene, the mutations found in HLA class I heavy chains
range from large deletions to single base deletions [68–72]. The mutations appear
to occur randomly. Whether a mutation hotspot in the genes encoding HLA class I
heavy chains exists remains to be determined.

Loss of one HLA class I haplotype, e.g. HLA-A24, -B56, -Cw7, appears to be
frequently caused by loss of segments of the short arm of chromosome 6 where HLA
class I genes reside [73], however in some instances it can be caused by the loss of
specific transcription factors that specifically bind to HLA-A or HLA-B promoters
[74] [Fig. 2C]. This phenotype is often identified by HLA class I genotyping and
LOH analysis of chromosome 6. LOH at chromosome 6 appears to represent a
frequent mechanism contributing to selective HLA haplotype loss in tumors [75].
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This finding may reflect the frequent genetic recombination events at the human
MHC located at chromosome 6p21.3, which carries the highest density of genes
among all gene loci in human chromosomes [76].

Total HLA class I downregulation can be caused by multiple mechanisms. First,
transcriptional activity of HLA class I heavy chain genes can be suppressed by the
presence of silencer located at the distal promoter [77] or by epigenetic mechanisms
such as hypermethylation and/or altered chromatin structure of the HLA class I heavy
chain gene promoters [66, 78, 79]. Second, the restoration or enhancement of HLA
class I antigen expression in malignant cells by IFN-γ suggests that altered regulation
of non-mutated genes may play a part in defects in HLA class I antigen expression
[80]. Lastly, the level of HLA class I antigens expressed on cells can be reduced by
downregulation or loss of antigen processing machinery components [37] [Fig. 2D].
Defects in antigen processing machinery components may effect the generation of
peptides from antigens, their transport into the endoplasmic reticulum (ER), their
loading on HLA class I antigens and/or the repertoire of peptides presented by HLA
class I antigens. It is noteworthy that in the majority of cases, antigen processing
machinery component loss or downregulation can be corrected by treating cells
with cytokines, e.g. IFN-γ, indicating that these abnormalities are usually caused
by regulatory and not structural defects [19, 81]. This mechanism may explain why
the frequency of downregulation of one or multiple antigen processing machinery
components in malignant lesions is high, in spite of the codominant expression of the
two genes encoding each antigen processing machinery component. An alternative,
although not exclusive, mechanism is represented by the downregulation, by IL-10,
of antigen processing machinery components, which leads to reduced HLA class I
antigen cell surface expression [82]. This finding may be of clinical relevance,since
a large number of human tumors secrete IL-10 [83]. Therefore, these patients, at
variance with those with structural defects in HLA class I antigen-encoding genes,
are likely to benefit by combining T cell-based immunotherapy with administration
of IFN-γ and/or anti-IL-10 antibodies.

Information in the literature regarding antigen processing machinery component
expression in various types of malignancies is scanty. Only a few components have
been analyzed and only in a limited number of lesions. It is also noteworthy to point
out that no information is available as to what constitutes normal or abnormal expres-
sion profiles of antigen processing machinery components in cells, since to the best
of our knowledge no study has quantitated the level of antigen processing machin-
ery component expression in normal cells of different embryological origin. The
paucity of the available information reflects the limited or lack of availability of anti-
bodies and methodology to quantitate antigen processing machinery components.
Therefore, one must exercise caution in interpreting studies that analyze antigen
processing machinery component expression in malignant cells, since the pheno-
type of the normal counterparts is not known in many cases. Among the antigen
processing machinery components, TAP1 has been most extensively investigated.
TAP1 downregulation and/or loss has been found in HNSCC, in carcinomas of the
breast, small cell lung (SCLC), colon, kidney, cervix and prostate and in cutaneous
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melanoma with a frequency ranging from 10–84% [37, 84] [Fig. 3]. A few studies
have investigated TAP2 expression in malignant cells and the frequency of TAP2
downregulation tends to correlate with that of TAP1 [19]. TAP1 downregulation or
loss is likely to be caused by abnormalities in regulatory mechanisms, since in some
instances they can be corrected by in vitro administration of cytokines, such as IFN-γ
and TNF-α, and is accompanied by an increase in HLA class I antigen expression
[85, 86]. The increase in HLA class I antigen expression following induction of
TAP1 expression is correlated with an increased susceptibility to TAA-specific CTL
lysis, in most but not all cases [87–89]. In addition, it is expected that the frequency
of TAP downregulation is higher than that of total HLA class I antigen losses, due
to the distinct mechanisms underlying these two phenotypes. While two mutational
events are required for total HLA class I antigen loss, TAP downregulation appears
to be primarily due to abnormalities in regulatory mechanisms. To the best of our
knowledge, structural defects in TAP1 as a result of mutations have been observed
only in two human tumor cell lines [90, 91].

Only recently has tapasin expression been analyzed in a few types of tumors.
Abnormalities in tapasin expression can lead to reduced HLA class I antigen expres-
sion, alterations in the repertoire of peptides presented by HLA class I antigens and
resistance of malignant cells to CTL [57]. Heterogeneous and reduced levels of tapasin
mRNA has been observed in HNSCC, SCLC, hepatoma, RCC, colon carcinoma,
pancreatic carcinoma, neuroblastoma and cutaneous melanoma cell lines [92, 93].
In the majority of cases, in vitro incubation of cells with cytokines such as IFN-α,
IFN-γ, TNF-α and IL-4 has resulted in tapasin transcriptional upregulation [92,
93]. However, in the melanoma cell line COPA159 we have identified a single-base
deletion at position 684 in exon 3 of the tapasin gene resulting in a reading frameshift
of the mRNA with a subsequent introduction of a premature stop codon at posi-
tions 698–700. This cell line demonstrates reduced HLA class I antigen expression,
which can be restored upon transfection with the wild-type tapasin allele [Chang
et al., unpublished data]. To a limited extent, tapasin expression has been investigated
in surgically removed malignant lesions. In these studies tapasin has been found to
be downregulated in both RCC and HNSCC lesions [50, 94, 95]. In the latter
malignancy, this downregulation is associated with poor prognosis [95]. If this is a
cause-effect relationship, it is likely to reflect the reduced susceptibility of tumor cells
to CTL-mediated lysis because of HLA class I antigen downregulation and alterations
in the HLA class I antigen peptide repertoire in cells with reduced tapasin expression.

Selective downregulation of the gene products of one HLA class I locus can be
caused by alterations in the transcription factors for genes encoding HLA class I
heavy chains [96, 97] [Fig. 2E]. However, there is limited information regarding
selective downregulation of the gene products of one HLA class I locus, since the
expression of some HLA class I allospecificities in malignant lesions has not been
assessed because of the lack of appropriate probes.

The major role played by the HLA class I-TAA peptide complex in the recognition
of tumor cells by CTL can be further illustrated by the association found between
abnormalities in the expression and/or function of antigen processing machinery
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components and poor clinical course of the disease in some malignancies [19]. This
association most likely reflects the importance of these components in the generation
of functional HLA class I-TAA peptide complexes. Notably, TAP1 downregulation
has been reported to associate with tumor staging and reduction in patients’ sur-
vival in breast carcinoma, SCLC, cervical cancer and cutaneous melanoma [19]. An
increased frequency of TAP1 downregulation in metastatic lesions when compared
to primary lesions has also been reported in breast carcinoma, cervical carcinoma and
cutaneous melanoma [19]. Most recently, the role of tapasin in the clinical course
of malignant diseases has been suggested by Ogino et al. who reported that tapasin
downregulation in conjunction with HLA class I antigen downregulation was associ-
ated with reduced survival in patients with maxillary sinus squamous cell carcinoma
[94]. It remains to be determined whether this finding applies to other types of
tumors. Nevertheless, all of these findings are likely to reflect the crucial role of
TAP1 and tapasin in the generation of HLA class I antigen-TAA peptide complexes
and suggest that alterations in the repertoire of peptides presented by HLA class I
antigens may provide an alternate route of immune escape for malignant cells. This
possibility highlights the need to monitor specific HLA class I antigen-TAA derived
peptide complex expression in malignant lesions. To this end, we have begun to
develop probes capable of recognizing allospecific HLA class I antigen-TAA derived
peptide complex expression on malignant cells (manuscript in preparation).

Generation of cells with HLA class I antigen defects results from mutations in the
gene(s) which are involved in the expression of HLA class I antigens. It is likely that
these mutations occur randomly due to increased epigenetic changes and genomic
instability in the early stages of tumor development [63]. In general the frequency
of HLA class I antigen defects in metastatic lesions is higher than that in primary
and premalignant lesions [19]. It is also noteworthy to point out that especially in
malignant cells isolated from patients with advanced disease the presence of multiple
defects affecting different antigen processing machinery components and HLA
class I subunits appears to be the rule more than the exception [63]. Moreover, an
increase frequency of HLA class I antigen loss variants have been found in recurrent
metastatic lesions in patients who had experienced clinical responses following
T cell-based immunotherapy [28]. Therefore, one important question to ask is
which mechanism(s) play(s) a role in the expansion of cells with HLA class I defects
in malignant lesions. In view of the continuous exposure of tumor cells to the host’s
immune response [21, 15], one might ask whether immune selective pressure plays
a major role in the expansion of cells with HLA class I antigen defects so that they
become the major population in a lesion. One can envision two possible scenarios:
(i) if immune selective pressure plays a major role, then tumor cells with HLA
class I defects expand because of escape from host’s immune response which targets
tumor cells without HLA class I antigen defects; (ii) if on the other hand, immune
selective pressure does not play a role, then the expansion of tumor cells with HLA
class I antigen defects is independent of the development of an immune response in
the host. The available evidence derived from studies in animal model systems and
in patients treated with T cell-based immunotherapy argues in favor of a major role
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played by immune selective pressure in the generation of malignant lesions with
HLA class I antigen defects [27–29]. From a practical viewpoint, the possible role
played by immune selective pressure in the generation of malignant lesions with
HLA class I antigen defects suggests that the use of T cell-based immunotherapy for
the treatment of malignant diseases may only be successful in a limited number of
cases.

HLA class I antigen downregulation may provide malignant cells with a mech-
anism to escape CTL recognition and destruction. This possibility has raised the
question of why HLA class I antigen downregulation does not increase the sensi-
tivity of malignant cells to NK cell-mediated cytotoxicity. The latter phenomenon
has been convincingly shown in mice where MHC class I downregulation is corre-
lated with increased target cells’ susceptibility to NK cells (missing-self hypothesis).
The mechanisms by which NK cells recognize and kill target cells have been poorly
understood only until recently [98, 99]. NK cell recognition and killing mechanisms
are now believed to be governed by a balance between activating and inhibitory
signals received by the NK cells. These signals are generated by specific target cell
ligand-NK cell receptor interactions. To date, there is evidence that the non-classical
HLA class I antigens HLA-E, F, G may serve as inhibitory NK cell ligands [100],
while the MHC class I related chain A and B (MICA and MICB) [98, 99] and the
UL16-binding protein 1, 2 and 3 (ULBP1, ULBP2 and ULBP3) [98, 99] may act as
activating NK cell ligands. In this regard, tumors can express stress induced ligands
MICA and MICB, [52, 101–103], which inhibit NK cytotoxic function and IFN-γ
production when released in soluble form [104].

Co-stimulatory Molecule Expression

To achieve activation, T cells require a minimum of two signals provided by antigen
and co-stimulatory membrane proteins such as CD80 and CD86 [105]. Stimulation
of T cells in the absence of costimulatory signals leads to anergy of T cells and even-
tually to T cell apoptosis [18]. A decreased expression of costimulatory signals CD80
(B7-1), CD86 (B7-2) and CD45 has been demonstrated in B cell malignancies, lung
and colon cancer, making them not only poor stimulators of a T cell response, but
also potential inducers of T cell apoptosis [106–110]. In concert with these obser-
vations, in vitro experiments showed that transfection of tumor cells with the CD80
and CD86 genes, increased their immunogenicity. Although this led to the rejection
of B7 transfected tumor in murine models, it did not always lead to the regression
of the non-transfected malignant cells [111]. Tumor cells can also evade recognition
by T cells by decreasing the expression of tumor antigens through mechanisms that
remain unclear, but appear to be independent of HLA expression. The loss of gp100,
MART 1 and tyrosinase in melanoma have been associated with tumor progression
and resistance to immunotherapy [112, 113].

3. CHANGES IN CELL MEDIATED IMMUNE RESPONSE IN CANCER

During the early 1980’s North and colleagues [114–117] developed animal mod-
els where they carefully studied T cell function during progressive tumor growth.
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An initial protective T cell response could be readily demonstrated during the first
days after tumor implantation, followed by a rapid decline in the response with the
appearance of Ly1+ suppressor T cells. This suppressor function could be trans-
ferred into naive animals and was eliminated with low doses of cyclophosphamide,
re-establishing a therapeutic anti-tumor response. These findings provided an insight
into a dynamic interaction between the tumor and the immune system that could
be manipulated to the benefit of the host. An alternative explanation to the pres-
ence of suppressor cells came from studies on the function of cytokines produced
by CD4+ helper clones. Mossman and colleagues classified T helper cells accord-
ing to the type of cytokines they produced and the response elicited. Th1 cells
mainly produced IL2, IFNγ, and TNFα, promoting cellular responses, while Th2
cells mainly secreted IL4, IL13 and IL10, promoting antibody production [118;
119]. It was therefore possible that the progressive growth of tumor induced a loss
of Th1 activity and an increased Th2 function, leading to a diminished cellular
response and an enhanced antibody production. Most of these concepts remained
as interesting research observations, but with minor relevance in the treatment of
patients.

The advent of immunotherapy in the 1980’s using the adoptive transfer of tumor-
infiltrating lymphocytes (TIL) revealed to a greater extent the degree of T cell
dysfunction in patients with cancer. In vitro testing of freshly isolated TIL demon-
strated that these cells had a markedly decreased proliferation when stimulated with
mitogens or tumor cells and had a significantly diminished clonogenic potential
[120–122]. This T cell dysfunction was however not limited to TIL cells, but was
also seen in peripheral blood T cells or splenic T lymphocytes in tumor bearing mice.
Furthermore this cellular dysfunction appeared to have a major detrimental effect
on the therapeutic success of immunotherapy. Loeffler and colleagues [123] studying
an immunotherapy model of adoptive transfer of T lymphocytes, demonstrated that
T cells from mice bearing tumors for >21 days had a markedly diminished anti-
tumor effect when used to treat tumor-bearing recipients. In contrast, T cells from
mice bearing tumors for <14 days had a high therapeutic efficacy when transferred
into tumor bearing recipients. In vitro tests demonstrated a diminished cytotoxic
activity in the T cells from long-term tumor bearing mice, which could in part be
explained by a diminished expression of the perforin gene [124]. Sondak et al. [125]
also confirmed the diminished cytotoxic function of T cells from tumor bearing
mice, which was more significant in mice bearing visceral metastases as compared
to those with subcutaneous tumors. Therefore animal models not only reproduced
the T cell dysfunction seen in cancer patients, but also suggested that these alter-
ations could have an important impact on the outcome of cancer immunotherapy.
These observations sparked an increased research effort to elucidate the mechanisms
of tumor escape that started in the 1990’s and continues today.

Major advances in understanding the fundamental mechanisms of antigen process-
ing and presentation, costimulatory signals and T cell activation, as well as the molec-
ular basis for T cell signal transduction, provided important tools to start exploring
the intricate interactions between tumors and the immune system.
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3.1. Changes in Antigen Presenting Cells

Antigen presenting cells (APC) in the form of macrophages or dendritic cells (DC)
process and present antigens to T lymphocytes. Gabrilovich and colleagues [126,
127] first described a selective increase in the number of immature myeloid DC
in the circulation of tumor bearing mice and cancer patients. Surgical removal of
the tumor resulted in a decrease in the immature DC cells and a recovery of T cell
responses. In tumor-bearing mice, the immature myeloid cells are represented by
a population of Gr-1, CD11b and MHC class I positive cells. Gr-1 (+) cells do
not impair T cell responses to mitogens such as Con A, but completely block T
cell responses in vitro and in vivo to peptides presented by MHC class I. Therefore,
immature DC preferentially inhibit CD8-mediated antigen-specific T cell responses
[128]. The increased immature DC cells appear to be result of VEGF produced
by tumor cells, which arrests DC maturation by suppressing the activation of the
transcription factor NFκB. In fact, there is a high degree of association between
increased serum levels of VEGF and a high numbers of immature DC in patients
with gastric, lung and head and neck cancer [128]. In addition to arresting dendritic
cell maturation, tumors can also induce a selective increase in the number of DC2
cells or regulatory dendritic cells, which can induce T cell anergy [129]. Stromal
derived factor–1 (SDF-1) produced by ovarian carcinoma cells selectively recruits
plasmacytoid dendritic cells and modulates their function [130]. These in turn appear
to preferentially activate regulatory T lymphocytes that express CD25.

Tumors may also impair the cytotoxic function of macrophages by blocking nitric
oxide production. Nitric oxide is an important component of the cytotoxic mech-
anism displayed by macrophages, endothelial cells and neurons. Several studies have
found that macrophages from patients with cancer or tumor bearing mice have a
decreased production of nitric oxide when compared to normal individuals. How-
ever, these studies did not find a decreased expression of iNOS, suggesting that other
mechanisms, such as the depletion of the nitric oxide substrate, arginine, may be the
mechanism for the inhibition in nitric oxide production[131, 132].

3.2. Induction of Regulatory T Cells

The recently described subset of regulatory T cells comprises a subset of mostly
CD4+, CD25+ T cells, which constitute approximately 5–10% of the total CD4+
cells and appear to control key aspects of tolerance to self antigens [133]. Depletion
of this T cell subset can induce an autoimmune response against endocrine organs
in mice. Patients with melanoma, colon and head and neck cancer have an increased
percentage of regulatory T cells (CD4+/CD25+) in their circulation. The deple-
tion of these cells in tumor bearing mice increases the response to tumor associate
antigen [134]. However, depletion of regulatory T cells alone is not enough to treat
established tumors in mice [135].

3.3. Apoptosis of Effector T Cells

Elimination of T cells responding to autologous antigens through the binding of Fas
ligand (FasL) to the Fas receptor is a well-established mechanism for the induction of
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apoptosis and tolerance to normal tissue antigens. A high expression of FasL has been
reported in tumor cells from lung carcinoma, melanoma, colon carcinoma and liver
carcinoma [136–138]. Therefore tumors that express Fas-ligand, or shed Fas-ligand
into the serum could induce apoptosis in T cells infiltrating the site of tumor or
in circulating T cells, effectively escaping the effector arm of the immune response
[139]. Several reports have recently suggested an increased percentage in apoptosis of
T cells in the peripheral blood of patients with head and neck cancer [140]. Tumor
cells have also been shown to lose the expression of Fas, developing resistance to
apoptosis induced by FasL expressed by effector cells of the immune system.

3.4. Changes in T Cell Signal Transduction

In the mid 1980’s major advances in T cell biology provided the basis to understand
the molecular events that lead to T cell activation. Among these were the elucidation
of the elements that form the T cell antigen receptor (TCR) and the mechanisms of
T cell signal transduction after antigen stimulation [141–143]. Briefly two polymor-
phic chains, the α and β chains confer antigen specificity to the T cell and form the
antigen-binding site. These are covalently linked to the CD3 complex formed by the
invariant chains γδε and ζ The latter forms homodimers ζζ (CD3ζ) or heterodimers
(ζη). Two Src family members of tyrosine kinases are critical in the signal transduc-
tion of this structure, namely p56lck that is associated with CD4 or CD8, and p59fyn,
associated with CD3ζ. The binding of antigen to the αβ TCR complex triggers
the mobilization of calcium from intracellular stores and the hydrolysis of IP3 to IP2
freeing high-energy phosphates used by kinases in the phosphorylation of several
signal transduction proteins. In parallel, HLA molecules and CD80 and CD86 bind
to their receptors, activating various tyrosine kinases including p59fyn and ZAP-70,
which activate nuclear transcription factors such as NFκB that translocate into the
nucleus and activate or repress various genes [144, 145].

Major advances were also made in understanding the molecular changes that
accompany T cell unresponsiveness or anergy. Quill and colleagues [146, 147] and
Jenkins and Schwartz [148] demonstrated that T cells stimulated by antigens pre-
sented on fixed antigen presenting cells (APC) were anergic, i.e., unresponsive to
repeated antigenic stimuli and unable to produce IL2. Furthermore, stimulation of
T cells with streptococcus superantigen produced a state of T cell anergy and resulted
in a decreased expression of p56lck and p59 fyn[149, 150]. Anergic T cells also had
several molecular changes including the inability to phosphorylate p21 Ras [151]
and a decreased ability to activate nuclear transcription factors NFκB and AP-1,
important in regulating cytokine production [152].

In the early 1990’s Mizoguchi and colleagues [153] studying the dysfunctional T
cells from long-term tumor bearing mice demonstrated a marked decrease in the
expression of CD3ζ chain, p56lck and p59fyn tyrosine kinases. These changes were
accompanied by a decreased tyrosine kinase phosphorylation and a diminished Ca++
flux. These findings provided for the first time a molecular basis to explain T cell
dysfunction in cancer patients. Li [154] and Ghosh [155] later showed that T cells
from some patients with renal cell carcinoma and from long-term tumor bearing
mice were unable to translocate NFκBp65 nuclear transcription factor, resulting in a
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Table 2. Most frequent T cell signal
transduction abnormalities reported in cancer
patients

Target Effect

CD3ζ Decreased expression
p56lck Decreased expression
JAK-3 Decreased expression
Calcium signaling Decreased mobilization
NFκBp65 Inability to translocate
IL2 production Decreased production

predominance of NFκBp50/50 homodimer known to act as a repressor of the IFNγ

gene [156]. In fact, cytokine production during the progressive growth of tumors in
mice demonstrated a Th1 response (IL2 and IFNγ) early after tumor implantation,
followed by an increased production of Th2 cytokines (IL4 and IL10) after three
weeks [157].

Results in cancer patients confirmed the initial observations in murine models.
T cells and NK cells from approximately half of the patients with renal cell carci-
noma, colon carcinoma, ovarian carcinoma, gastric cancer, breast cancer, prostate
cancer, Hodgkins disease, acute myelocytic leukemia and other tumors showed a
decreased expression of CD3ζ chain and a decreased in vitro response to antigens
or mitogens [158–162]. In addition, T cells from renal cell carcinoma patients also
had a diminished ability to translocate NFκBp65. However, changes in signal trans-
duction molecules were not limited to those associated with the T cell receptor
(Table 2). Kolenko and colleagues demonstrated that Jak-3, a tyrosine kinase asso-
ciated with the γ chain, a common element to IL2, IL4, IL7 and IL15 cytokine
receptors, was also decreased in T cells from renal cell carcinoma patients [163].
Initial work in colon carcinoma [164] and renal cell carcinoma [165] suggested that
patients with more advanced stages of the disease had a higher frequency of T cell
signal transduction alterations. However, in cervical carcinoma [166] some patients
with carcinoma in situ already showed a diminished expression of CD3ζ, suggesting
that T cell signal transduction alterations could occur early in the disease and were
not an exclusive characteristic of advanced stages of cancer. Other reports have also
suggested an association between the expression of CD3ζ and survival. Patients with
muetastatic melanoma (Stage IV) treated with IL2 + anti-CD3 monoclonal anti-
body and patients with head and neck cancer that had normal levels of CD3ζ chain
at the initiation of treatment had a significantly longer survival compared to those
who had undetectable levels [167, 168].

The expression of CD3 ζ changes with treatment. Patients with non-Hodgkins
lymphoma and patients with Hodgkins disease [169, 170] who responded to
chemotherapy showed a re-expression of normal levels of ζ chain, which decreased
again in patients who had a recurrence of the disease. Limited data from clinical
trials in ovarian carcinoma, melanoma, renal cell carcinoma and colon carcinoma
showed that patients receiving IL2 based therapies could recover CD3ζ expression
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[171]. However, this did not always coincide with a full recovery of T cell function
since tyrosine kinase activity was not always fully restored.

3.5. Mechanisms Leading to Alterations in T Cell Signal Transduction

Otsuji et al. [172] and Kono et al. [173] demonstrated in a series of elegant in vitro
experiments that H2O2 from macrophages induced the loss of CD3ζ chain in naive
T cells, a phenomenon that could be blocked by the depletion of macrophages
or the addition of oxygen radical scavengers. A similar effect was seen with H2O2

produced by neutrophils in patients with pancreatic and breast cancer [174]. Other
macrophage products also appear to be able to alter the expression of T cell signal
transduction proteins. Kolenko and colleagues [175] showed that PGE2 in combina-
tion with substances that increase cAMP can diminish the expression of Jak-3 in naive
T lymphocytes, effectively blocking signal transduction through the IL2 receptor. A
second mechanism leading to loss of CD3ζ chain was found while studying Fas-FasL
induced T cell apoptosis [176, 177]. T cells undergoing apoptosis lose the expression
of CD3ζ as one of the early changes in this process. Gangliosides expressed on the
membrane of different tumors have also been shown to be powerful immunosup-
pressors of T cells. Uzzo et al. showed that gangliosides from renal cell carcinoma
cells can suppress nuclear transcription factor NFκBp65 in T cells and induce apop-
tosis [178–180]. Therefore the diminished expression of CD3ζ chain seen in cancer
patients could in part be explained by an increased frequency of apoptotic cells in
peripheral blood.

3.6. Modulation of T Cell Function and CD3ζ Expression
by Amino-Acid Availability

Recent observations have demonstrated the important role of amino-acids in reg-
ulating T cell function. Among these tryptophan and arginine appear to play an
important role in cancer. Dunn and colleagues demonstrated that macrophages pro-
ducing Indoleamine 2, 3-dioxygenase (IDO) can deplete the essential amino-acid
tryptophan and sensitizes activated T cell to apoptosis. Preliminary data in tumor
bearing animals suggests that tumor cells may express IDO [181, 182]. The use of
an IDO inhibitor, 1-methyl-tryptophan (1-MT) is currently being studied in animal
models as a means reversing the inhibitory effects of this metabolic pathway.

Non-essential amino acids can also cause severe T cell dysfunction. Taheri et al.
and Rodriguez and colleagues recently demonstrated that T cells cultured in the
absence of arginine lose the expression of CD3ζ, have a decreased proliferation
and a decreased production of IFNγ [183, 184]. Arginine levels can be regulated
in vivo by the enzymes nitric oxide synthase (iNOS) and arginase I produced by
macrophages or tumor cells. Arginase I production in macrophages is increased by
Th2 cytokines and is able to deplete the extracellular levels of arginine, causing a
down-regulation of CD3ζ. In addition, cells cultured in the absence of arginine
show a decreased translocation of NFκBp65 similar to these observed in T cells from
cancer patients. The CD3ζ down-regulation in the absence of arginine is caused
by post-transcriptional mechanisms leading to a decrease in CD3ζ mRNA stability.
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Figure 5. Regulation of T cell signal transduction can occur by limiting the availability of the amino acid
arginine. Arginine is avidly taken up by activated macrophages and tumor cells through the CAT
transporters. In addition, arginase produced by tumor cells or macrophages depletes arginine in the tissues
(tumor microenvironment) or in the vascular space, inducing a decreased expression of CD3ζ, Jak-3 and
NFκBp65 in activated T lymphocytes, effectively impairing the effector arm of the adaptive immune
response.

These recent observations have led us to postulate the following scenario for the
induction of T cell dysfunction in cancer [Fig. 5]. Arginase I produced by tumor
cells or macrophages depletes arginine, causing the loss of CD3ζ and inhibiting
cytokine production by T cells. This results in the inability of T cells to develop an
anti tumor response and may impair the efficacy of immunotherapies.

4. SUMMARY

The results from in vitro immunological experiments, murine tumor models and
patients with cancer clearly demonstrate that tumors have multiple mechanisms to
evade the immune response. During the early stages of tumor development malig-
nant cells can be poor stimulators, present poor targets or become resistant to the
innate immune response, while at later stages, progressively growing tumors impair
the adaptive immune response by blocking the maturation and function of anti-
gen presenting cells and causing alterations in T cell signal transduction and func-
tion. Preliminary results also suggest a correlation between some of these changes
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and an increased metastatic potential of the tumor cells, a diminished response to
immunotherapy, and poor prognosis. Carefully coordinated basic research studies
and clinical immunotherapy trials will be required to fully determine the impact on
the outcome of the disease and the response to treatment. However, understanding
the mechanisms used by tumor cells to evade the immune system could result in new
therapeutic approaches for preventing and/or reversing these immune alterations and
have the potential of improving the current results of immunotherapy trials.
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INTRODUCTION

From the time that it was first proved that the immune system could recognize,
and then react against tumor cells, identifying potential targets for the immune
attack on cancer has became critically important. Decades long experience with
standard cancer therapies, such as surgery, chemotherapy and radiation, has shown
that cancer is not likely to be defeated by continuing to make incremental improve-
ments in those therapies, and that new approaches must be sought. On the other
hand, centuries-long experience with defeating infectious pathogens by generating
effective immunity, has suggested immunotherapy and immunoprevention of can-
cer as new weapons against this disease. Identifying new tumor antigens (TA) has
been an essential step in the progress towards the development of successful cancer
immunotherapy protocols. The list of molecules that can be considered potentially
good TA has grown over the last decade, and several of the best TA studied to
date have been incorporated into the development of therapeutic vaccines. For a
variety of reasons, most of which are well understood and can be ascribed to strict
regulation that restrict and often prevent the most scientifically sound testing, the
success of these vaccines has been marginal at best. Keenly aware of the problem,
tumor immunologists are focused on fully understanding the useful characteristics
of known tumor antigens, such as immunogenicity and safety, which will allow test-
ing in appropriate clinical settings, as well as identifying additional antigens. With
today’s new technologies, researchers have the means to identify a greater number of
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potential TA, and also the ability to test them to determine which of these will qualify
as a true “tumor rejection antigen”. In this chapter the field of TA is approached
from the perspective of antigen discovery, with an emphasis on identifying TA with
molecular and functional properties that have the best chance of controlling cancer
and that will eventually allow their use in vaccines to prevent cancer in high risk
individuals.

PROPERTIES OF A GOOD TUMOR ANTIGEN

Immune recognition of cancer in humans has been well documented [1–3], and since
the landmark studies of Boon and Rosenberg [4, 5] the search for tumor antigens
has been undertaken by many researchers. All of their combined effort to date has
led to the discovery of TA that can be characterized in a variety of ways based on
their expression patterns and the type of immune response they can elicit (for a
comprehensive list see [6]. And while evidence of immune responses to these TA is
plentiful, these responses do not always lead to the rejection of tumor in vivo. From
the vaccination standpoint, an ideal TA would need to elicit an immune response
that is clinically beneficial. Such an antigen is referred to as a “tumor rejection
antigen”. Achieving the in vivo immune response to a specific TA is dependent on
many factors such as the vaccination protocol, the composition of the vaccine itself
(i.e., adjuvants, cytokines), and the tumor that is targeted. For example, a TA that
may have proven ineffective at inducing tumor rejection in one study, might prove
otherwise in a different study that utilized the same TA but a different adjuvant. This
explains why different studies can reach contradictory conclusions, even in animal
models, about the usefulness of a particular TA [7–9].

T cells play a critical role in inhibiting tumor growth and causing the regression of
cancer. Adoptive transfer of tumor-infiltrating lymphocytes along with interleukin
2 (IL-2) to melanoma patients was associated with tumor regression [10, 11] and
some of the first TA to be identified were those recognized by cytotoxic T lym-
phocytes (CTL) [5, 12]. Because CD8+ CTL are able to lyse tumor cells directly,
and infiltrate and destroy tumor masses in vivo, much attention has been paid to TA
recognized by CTL. As summarized by Gilboa [13], there are three good reasons
why a TA recognized by CTL would be an effective tumor rejection antigen. (1)
The major histocompatibility complex (MHC) class I processing pathway ensures
that any changes in the repertoire of antigens expressed by most somatic cells would
be recognized by CTL [14]. MHC class I molecules are expressed on most somatic
cells, and therefore, on tumors arising from those cells. In contrast, MHC class II
molecules are expressed only on a select subset of cells, and only on a few tumors,
such as melanoma. (2) Studies in mice using antibody depletion or adoptive transfer
of T cell subsets have shown that the CD8+ CTL comprise the primary antitumor
effector arm of the adaptive immune response. (3) There is a strong correlation often
seen between tumor progression and loss of human leukocyte antigen (HLA) class
I expression in cancer patients [15, 16], implying that in order to progress, tumors
must escape the MHC class I- restricted T cell response. These observations under-
score the importance tumor immunologists have put on the CD8+ T cell response
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against tumors, and also explains why to this point there have been more MHC
class I-restricted TA identified than class II-restricted TA. However, as has been
obvious in other immune responses, there is growing evidence that CD4+ T cells
play a major role in both initiating and maintaining an effective antitumor response
[17, 18]. Several studies using animal models have demonstrated the critical role
played by CD4+ T cells in the priming of antitumor immunity [10, 19–21] specifi-
cally by generating a more effective CD8+ CTL response. Other studies have shown
that CD4+ T cells are critical for maintaining CD8+ T cell survival and long-term
memory (reviewed in [22]). This makes the identification of MHC class II-restricted
TA critical because an effective cancer vaccine would optimally include TA capable
of generating both CD4+ and CD8+ T cell responses.

The TA expression pattern, temporal as well as tissue specific, plays a major role in
determining its ultimate utility. Ideally, its expression would be induced at the very
earliest stages of tumorigenesis, or even earlier, during what would be considered a
pre-malignant stage. In unpublished data from our laboratory we have shown that the
recently identified TA cyclin B1 [23], which is aberrantly expressed in lung cancer, is
also aberrantly expressed in dysplastic lung tissue of long-term smokers. Vaccination
with a TA that is expressed early in the malignant process, would allow the generation
of an immune response that would not be hindered by the immunosuppressive factors
known to be produced by tumors (reviewed in [24]). Fully transformed tumors are
capable of secreting cytokines such as transforming growth factor-beta (TGF-β),
interleukin 10 (IL-10), and vascular endothelial growth factor (VEGF), all of which
can lead to both generalized and specific suppression of the immune response. Tumors
are also capable of inducing tolerance in tumor-specific CTL [25]. Therefore, a TA-
specific immune response would be expected to be more effective if it did not have
to function in an environment susceptible to tumor-induced immunosuppression.

Where a TA is expressed is also important. Ideally, a TA would be expressed
either by the majority of human cancers or the majority of cancers of the same
type, and its expression would be different of that of the normal cell from which
the tumors originated. In addition to the primary tumor, a specific TA must be
also expressed on metastatic lesions. In the setting of immunotherapy, the primary
tumor will most often be removed surgically, and a vaccine would be administered
to prevent metastatic growth and recurrence of the tumor. For a similar reason,
it is advantageous to have identified a TA that has a known crucial role in the
oncogenic process, or is required for the continued growth of the tumor. Thus, if
antigen loss variants arise that can escape the immune system, these variants will also
have reduced malignant potential. Immune escape variants have been described in
clinical vaccine trials that targeted melanoma-associated TA such as MAGE-3 [26]
and Melan A/MART-1 [27], molecules not essential for tumor survival. In both of
these cases, the presence of antigen-specific CTL was followed by the appearance of
antigen-negative tumors, suggesting that immunoselection for antigen-loss variants
had occurred. These studies are very good examples, and in fact proof that tumor
rejection responses can be elicited in patients by vaccination, but they also illustrate
the importance of selecting appropriate TA.



92 I. Basic Tumor Immunology

A good TA would also be capable of eliciting a response from a broad T cell
repertoire, involving a large number of T cell clones. A TA possessing a large number
of potential epitopes with high affinities for common HLA alleles has a greater chance
of eliciting such a T cell response. In contrast, a tumor vaccine consisting of one or
a few short peptides would severely limit the repertoire of responding T cells and
encourage outgrowth of immune escape variants.

The majority of human TA described so far are self-proteins and there is evidence
that some peripheral tolerance to these antigens exists and in some cases could
be difficult to break [28]. While there are strategies to overcome tolerance (and
ignorance) [29, 30], it might be best to choose TA that differ (through mutations or
expression pattern) from the normal self protein.

TUMOR ANTIGEN DISCOVERY

Early methods used to identify TA were based on the identification of targets that
were recognized by T cells of cancer patients. Tumor-infiltrating lymphocytes (TILs),
as the name implies, are lymphocytes that have infiltrated into the stroma of can-
cer nodules [31]. Using these TILs, a strategy was developed and used successfully
to identify a number of TA from melanoma (reviewed in [32]). To identify the
TA recognized by TILs, cDNA libraries prepared from tumor cells were trans-
fected into target cells that expressed the appropriate HLA. TILs that had been
associated with tumor regression in vivo, were tested for their ability to lyse spe-
cific target cells. Some of the initial studies were performed in order to identify
TA restricted by HLA-A2, since this is one of the most common HLA alleles. A
cDNA library was transfected into the HLA-A2+ breast cancer cell line MDA-231,
and stable transfected clones were tested for their susceptibility to the HLA-A2
restricted TILs 1200 or 1235 [4, 33]. This method was later modified so that pools
of cDNA were transiently transfected into an easily transfected cell line, such as
the COS monkey kidney cell line or the 293 human embryonic kidney cell line,
which also expressed the appropriate MHC restriction molecule [34, 35]. After
screening the transfectants, subclones of the positive pools were made and this pro-
cess was repeated until a single gene was identified that transferred susceptibility
to TIL reactivity. Some of the earliest melanoma TA were identified using this
method. Included in this group are MART-1 [4], gp100 [33], and tyrosinase [34],
all of which are considered melanocyte differentiation antigens. It is worth noting
that tyrosinase is also recognized by class II-restricted, CD4+ TILs [36]. TRP-1
[35], p15 [37], and β-catenin [38] are three other TA originally identified using
TILs.

While the previous method relies directly on a TA’s ability to elicit a T cell
response, the following method is based on the humoral immune response to an anti-
gen. The approach is termed Serological Analysis of Recombinant cDNA Expres-
sion Libraries, or SEREX [39]. In this approach, a cDNA library is constructed
from a fresh tumor specimen, packaged into a lambda-phage vector and expressed in
E. coli. The recombinant proteins are transferred onto nitrocellulose membranes and
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screened for recognition by high-titer IgG antibodies present in the patient’s serum.
Any positive clones are subcloned further to monoclonality, and the sequence of the
inserted cDNA is determined.

The original strategy established by Sahin et al. [40], and summarized in [41] is
as follows: (a) DNA sequencing is performed to establish identity or similarity with
regard to genes in the existing data banks while also searching for possible muta-
tional abnormalities; (b) mRNA expression patterns in normal tissues and tumors
are determined through Northern blots and reverse-transcriptase polymerase chain
reaction (RT-PCR) assays; (c) Immunogenicity is determined by the frequency of
antibodies in a limited panel of sera from normal individuals, and patients with the
same tumor type. The use of fresh tumor samples restricts the analysis to genes that
are expressed by the tumor in vivo thus avoiding in vitro artifacts. There have been
several modifications made to the original method to enrich the cDNA expression
libraries for tumor-specific transcripts [42]. This method has an important weakness
in that epitopes that undergo conformational changes when expressed in bacteria
(predicted to be many), and epitopes dependent upon glycosylation (known to be
many), will escape detection in this system.

Several new TA identified using SEREX are HOM-MEL-40 [43], NY-ESO-1
[44], SCP1 [45], and CT7 [46]. TA such as MAGE [5], BAGE [47], and GAGE [48],
initially identified as targets of CTL, were also detected using the SEREX method.
NY-ESO-1 has also subsequently been defined using T cell reactivity [49]. SEREX
has been applied to a wide range of tumor types including melanoma, renal cancer,
Hodgkin’s disease [40], lung cancer [50]; [51], and colon cancer [52], among others.
This methodology has proven to be capable of identifying a large number of TA to
this point, but further testing, including testing for T cell reactivity and sequence
and functional analyses, is required for each TA before it can be determined if it is
a good candidate for vaccine development.

By Biochemical Methods

Enlisting the latest biochemical technologies to facilitate identification of new TA
has had some notable success, but it has also proven to be very labor intensive.
These methods generally involve growing large numbers of tumor cells, lysing
the cells and purifying the MHC class I proteins. The peptides bound in these
molecules are acid-eluted and fractionated using high-performance liquid chro-
matography (HPLC). Peptide fractions can be loaded onto antigen-presenting cells
(APCs) and tested against known tumor-reactive T cells. Fractions capable of elic-
iting a T cell response are further analyzed using mass spectrometry (MS) analysis
in hopes of ultimately identifying the peptide(s) driving this response [53]. These
techniques can also be employed without the use of a known tumor-reactive T cell
line. In this alternative approach [54], peptides are eluted from the class I MHC
molecules of tumor cell lines, analyzed using MS, and specific peptides are tested
for their ability to bind to class I molecules. Peptides are identified on the basis of
their natural processing and presentation on tumor cells, without any information
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on the immunogenicity of the peptide. Instead this approach allows for the rapid
screening of large numbers of tumor-associated gene products in an effort to find
naturally processed peptides presented by MHC class I molecules present on tumor
cells.

With the help of a CD4+ TIL line, similar biochemical methods can be used
to identify MHC class II-restricted TA. Tumor cell homogenates are fractionated
using various chromatographic techniques (e.g., ion-exchange, size-exclusion) with
the fractions screened against the TIL line. Fractions eliciting a T cell response
are further purified and characterized until a specific peptide(s) is identified. Using
this method Pieper and colleagues [55] identified a class II- restricted melanoma
antigen. The TA was a mutated glycolytic enzyme, triosephosphate isomerase, with
the mutation causing a threonine to isoleucine conversion. This conversion created
a new T cell epitope which possessed enhanced stimulatory ability of at least five
logs over the wild-type peptide.

While this approach is capable of identifying new TA, and the specific class I- or
Class II-restricted T cell epitopes derived from that antigen, it is limited by the
technical complexities that are associated with sequencing very small amounts of
peptide recovered from the tumor cell surface.

By Gene Expression Analysis

Analyzing the gene expression patterns of cancer cells can be used to reveal overex-
pressed gene products, including oncogenes, mutated gene products, viral genes and
anything else that may be aberrantly expressed in tumor cells compared to normal
tissue. The products of any of these over-expressed genes may potentially serve as
ideal TA. Several different techniques can be used to analyze gene expression at the
transcriptome level. These include the widely used microarrays, serial analysis of
gene expression (SAGE), cDNA subtraction and representational-difference analysis
(RDA). The SAGE method, which allows for the quantitative and simultaneous
analysis of a large number of transcripts, was originally used to analyze pancreatic
transcripts [56]. This method was later applied to analyze the global profiles of gene
expression in both colorectal (CR) and pancreatic cancers [57]. In this study more
than 300,000 transcripts representing about 49,000 different genes were identified
from human CR epithelium, CR cancers or pancreatic cancers.

Studies combining cDNA subtraction and microarray analysis have lead to the
identification of genes that are over-expressed in lung squamous cell carcinoma [58].
In this specific study seventeen genes (including four novel genes) were identified that
were preferentially expressed in the lung tumor cells and several were also found to be
expressed in head and neck squamous tumors. Using the same methods, this group
went on to identify L552S an overexpressed, alternatively spliced isoform of XAGE-
1 (a previously identified, cancer testis TA) in lung adenocarcinoma [59]. Further
analysis showed that both isoforms, L552S and XAGE-1, are expressed in lung
adenocarcinoma with L552S expressed in both early and late stages. Also, antibody
responses to recombinant L552S protein were observed in 7 of 17 lung pleural
effusion fluids of lung cancer patients suggesting that this protein is immunogenic.
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RDA, a modification of a PCR-based subtractive hybridization method is used to
isolate differentially expressed genes from a given cDNA population compared with
another [60, 61]. This method was used to isolate the LAGE-1 [62], and a member of
the MAGE family [63]. This method was also used to analyze the melanoma cell line
SK-MEL-37, known to express a wide array of cancer testis (CT) antigens [46]. This
analysis lead to the identification of the novel CT antigen, CT10 [64]. Two out of
one hundred cancer patients tested exhibited antibody reactivity to the recombinant
CT10 antigen, showing that it was immunogenic, and therefore a potential target
for vaccine therapy.

Gene expression analysis represents a high throughput approach to identify genes
that are highly, or aberrantly expressed in tumors as compared to normal tissue,
thus a potential source of TA. The caviat inherent in this approach is that that the
immunogenic potential of the products of these genes must be tested and in the
case of many candidates it is not always clear how their priority would be deter-
mined.

By Reverse Immunology

This approach combines several of the methods described above, with epitope
deduction through “reverse immunology”, being a key step. The initial step of
the approach, (as summarized in [65]), involves identifying candidate genes by gene
expression analyses. This can potentially result in a large number of genes that may
be overexpressed in tumor cells. This number can be reduced by only considering
genes that are critical to the oncogenic process or survival of the tumor. As men-
tioned previously, targeting gene products that are essential to the survival of the
tumor decreases the chances for the appearance of immune-escape tumor variants.
Furthermore, it is also important to identify genes that are expressed early in the
process of tumorigenesis, and in particular genes whose products are expressed in
metastatic lesions. Once these candidate genes are selected they are put through
the process of epitope deduction. This process involves several steps described
below:

� MHC binding prediction: There are several algorithms that are publicly available for
predicting binding affinities of peptides to MHC class I and class II molecules. It
is much more difficult to predict binding affinities to MHC class II molecules,
and therefore there are fewer programs available to do this. These algorithms are
based on the assumption that each amino acid of the peptide epitope contributes
independently to the overall binding, and that certain positions in the peptide are
critical to its ability to bind to the MHC molecule. These critical positions are
referred to as anchor residues, and the amino acids at these positions can either
make a favorable or unfavorable contribution to binding of the peptide based
on the interaction (attraction or repulsion) with their counterpart in the MHC
molecule. In these motif-based algorithms, the occurrence of certain residues at
specific positions in the peptide is used to predict the binding affinity between the
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peptide and the MHC molecule (summarized in [66]. Examples of these programs
can be found at: BioInformatics and Molecular Analysis section* (BIMAS), at
http://bimas.dcrt.nih.gov/molbio/hlabind/ [67], and the SYFPEITHI database,
at http://www.syfpeithi.de [68].

� Antigen processing prediction: This is based solely on algorithms such as the
Prediction Algorithm for PROteasomal Cleavage (PAProC) [69, 70], and
NetChop [71] which predict proteasomal cleavage, and do not take into
account any other intracellular events that may also shape the peptide reper-
toire. For this reason, testing to confirm these predictions is very important.
(PaProC can be found at http://www.paproc.de and NetChop is found at
http://www.cbs.dtu.dk/services/)

� Testing of antigen processing: Because all of the steps involved in antigen processing
have not been clearly and definitively laid out, the process of verifying that a
TA can be processed by APCs, is critical. Also there are differences in cleavage
patterns between immunoproteasomes found in APCs and proteasomes found in
tumor cells and other non-APCs. It is therefore necessary to identify epitopes that
are presented by the MHC molecules on the surface of a tumor cell. Elution of
peptides from MHC molecules isolated from tumor cell lines, and their subsequent
HPLC/MS analyses, is a direct approach to identify peptides that are presented by
tumor cells [54].

� Testing of MHC binding: Several tests have been described that measure the binding
affinity of peptides to MHC molecules [72, 73]. These include cellular assays using
transporter associated with antigen processing (TAP)-deficient T2 hybridoma cells
and ELISA-based assays using purified MHC proteins. The stability of the peptide-
MHC complex is critical in determining the immunogenicity of the peptide, and
therefore it is important to confirm it experimentally.

� Analysis of the T cell repertoire: A good TA must contain epitopes that can be rec-
ognized by T cells. Ideally, numerous epitopes will be generated through the
processing of the TA for both MHC class I and class II presentation. The analysis
of TA specific T cells can be done in normal donors and cancer patients by test-
ing for: TA-specific cytotoxic function (CTL assay), specific cytokine production
(ELISPOT assay), and by tetramer analysis. T cells can be tested for recognition
of targets that express the MHC molecule of choice and have been loaded with
the specific peptide, or against tumor cell lines that are known to express the
TA being tested. After this in vitro screening, the next step would be to test the
immunogenicity of the TA in HLA-transgenic mice.

An example of a TA identified using this approach is the catalytic subunit of the
human telomerase reverse transcriptase or hTERT [74]. It is expressed on >85% of
all tumors [75], but not in the vast majority of normal tissue. Telomerase expression
is important in oncogenic transformation because it permits unlimited replicative
potential of the cell [76, 77]. These features suggested hTERT as a good candidate
for epitope deduction. Several studies have demonstrated the immunogenicity of this
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TA through the generation of HLA class I-restricted CTL [74, 78–81]. This ability
to elicit an anti-tumor T cell response along with several other favorable qualities
possessed by hTERT have allowed this TA to be labeled a “universal TA” (reviewed
in [82]. This approach has also been successful in identifying CTL epitopes in the
TA PRAME [83], TRP-2 [84], along with identifying epitopes from the clonotypic
TCR in cutaneous T cell lymphoma [85].

This strategy, which combines several technologies, has proven successful in iden-
tifying epitopes capable of eliciting a specific antitumor response. It exemplifies the
type of approach that will be useful in identifying new targets that can be used in
designing vaccines for cancer.

By Dendritic Cell-Based Methods

Dendritic cells (DC) are considered the most potent APCs because of their ability
to capture and present antigens to naive T cells [86]. The method of TA discovery
based on DC takes advantage of their ability to do this in vitro, thus being capable
of priming T cells from healthy donors to tumor-derived peptides [23, 87]. Other
methods have relied on the availability of T cell lines or clones from cancer patients
in order to identify new TA. In the DC-based approach, using T cells from healthy,
immunocompetent donors utilizes the full repertoire of T cell specificities not yet
manipulated by the presence of the tumor. Peptides are prepared by acid elution
from affinity purified tumor MHC-Class I molecules, and HPLC-fractionation.
Individual fractions are loaded onto the DC which are used to prime individual T
cell populations. T cells are cultured for several weeks, with periodic restimulation
with peptide loaded DC or macrophages, before they are tested for their ability to
recognize and kill the tumor from which the peptides were derived. The peptide
fraction(s) that prime tumor-specific T cells are analyzed by further fractionation and
sequencing using tandem mass spectrometry (MS/MS) in order to identify the spe-
cific peptide(s) that the T cells recognize. This approach has led to the identification
of cyclin B1 as a TA [23].

This method can be modified to identify TA recognized by CD4+ T cells. CD4+

T cells from healthy donors are primed and restimulated with DC loaded with
HPLC-fractionated tumor cell lysate. The individual T cell populations are then
tested for their ability to proliferate against various preparations of tumor cells. In
our group’s experience, a good source of recall antigen is apoptotic tumor cells taken
up and processed by DC or macrophages. When the priming fractions that supported
proliferation to processed apoptotic tumor cells were analyzed, in addition to several
fractions yielding new proteins, we found that two contained cyclin B1 (Graziano
et al., unpublished observations). CD4+ T cells, obtained from a healthy donor, were
then primed against a recombinant form of cyclin B1. After several restimulations,
these T cells were able to make IFN-γ in response to DC loaded with cyclin B1.
Work is currently underway in our laboratory to further characterize the class II-
restricted T cell epitopes of cyclin B1, and to better understand what role cyclin B1
plays in the oncogenic process of the tumor.
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By In Silico Transcriptomics

The recent advances made in the field of genomics have provided researchers with
a wealth of new information. This has led to discoveries being made not in the
laboratory, but instead, on the computer. Tumor immunologists have followed suit by
screening the human genome “in silico” in search of TA. In particular, the databases
of “Expressed Sequence Tags” (EST) can be searched in an approach (reviewed in [88]
referred to as “digital transcript profiling” or “in silico transcriptomics” [89, 90].

ESTs are partial sequences (about 300 bp) of cDNAs made from the mRNA
that is extracted from a specific cell line or tissue. Databases contain a large number
of ESTs from hundreds of tissues, including tumor tissues from different types and
stages of cancer. With the use of specially designed informatics tools, these databases
can be searched for potential TA candidates. EST sequences from selected libraries
are compared in order to find genes that are specifically expressed or overexpressed
in tumor tissues, and whose expression in normal tissues is either much lower or
completely absent. The whole method is based on the idea that a good TA would be
encoded by a gene that is either tissue-specific or tumor-associated, while being min-
imally expressed in normal tissue. Candidates that are selected in silico can be further
tested for specific expression in tumor and normal tissue using PCR or hybridiza-
tion techniques. Promising candidates can be tested further for their biological and
immunological relevance.

The strengths of this approach are that it is easy and quick to implement so
that existing data can be analyzed in a high-throughput manner. It is capable of
identifying genes that are cancer- specific (e.g., TFF1, MDM2) and tissue-specific
(e.g., prostate, colon) along with genes that are ubiquitously expressed in normal
tissue (e.g., histone H1x). The weakness from a tumor immunologist’s point of view is
that candidate genes identified by this approach may or may not have immunological
relevance.

By Identifying Viral Antigens

Certain malignancies are associated with specific viral infections, and the viral gene
products expressed in these tumors are immunogenic, capable of eliciting T cell and
antibody responses. Cervical cancer is associated with a chronic viral infection of
epithelial cells with human papilloma virus (HPV). The majority of studies exam-
ining T cell responses to cervical cancer focus on the HPV E7 gene product as the
target, since it is expressed in all disease stages [91] and is associated with tumorige-
nesis. Reports have identified the presence of class I-restricted, HPV-specific T cell
responses after in vitro stimulation with peptides [92], or by using autologous DC to
stimulate the T cell response [93] directed against peptides from the HPV E7 gene
product. Other studies [91, 94] have identified class II-restricted T cell responses in
cervical cancer patients, that were also specific for E7 derived peptides. CD4+ T
cells specific for tumor-derived peptides are likely to be important because defects
in class I antigen processing or presentation are often associated with progression of
cervical cancer lesions [95].
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Epstein-Barr virus (EBV) was the first human virus implicated in oncogenesis.
EBV infection is associated with several malignancies including Hodgkin’s disease,
nasopharyngeal carcinoma, lymphoproliferative disease (LPD), and Burkitt’s lym-
phoma. All of these malignancies involve the latent state of infection, with varying
patterns of gene expression associated with each disease (reviewed in [96]). In EBV-
positive Hodgkin’s lymphoma, only a limited number of EBV-derived antigens are
expressed (EBNA-1, LMP1, LMP2 and BARF0). Of these, only two, LMP1 and
LMP2, have shown the ability to elicit antigen-specific CD8+ CTL, and most studies
have focused on generating LMP2-specific CTL [97–99]. LMP1-specific CTL are
rare in EBV-positive donors, which may be in part due to the considerable hetero-
geneity at its C- terminus [100–102]. Nasopharyngeal carcinoma (NPC) exhibits
the same limited pattern of gene expression, and LMP2-specific CTL have been
identified (at a low frequency) in NPC patients [103].

In EBV-associated LPD, all nine latency proteins are expressed (EBNAs 1, 2, 3A,
3B, 3C, LP, BARF0, LMP1, LMP2). This is the same expression pattern seen in
EBV-transformed lymphoblastoid cell lines (LCL), which can be readily prepared
from any donor. For these reasons, LCL can be used to generate and test EBV-
specific CTL in vitro (summarized in [96]). While the generation and subsequent
administration of EBV-specific CTL has proven to be effective in reducing viral
load [104] and inducing tumor regression [105], the possibility of inducing escape
mutants does exist even when using polyclonal CTL lines [106].

In Burkitt’s lymphoma only two latency genes, EBNA-1 and BARF0, are
expressed in tumor cells. EBNA-1 is not processed for HLA class I presentation,
and therefore is not recognized by CD8+ CTL [107]. BARF0 is expressed at a very
low level, therefore it too is not recognized by CTL. For these reasons, CTL therapy
may not be a feasible approach for Burkitt’s lymphoma. However, there are reports
demonstrating the existence of EBNA-1-specific CD4+ CTL [108, 109], thereby
allowing for the possibility that CD4+ T cells may play a role in the control and
therapy of Burkitt’s lymphoma.

Infection with either hepatitis B (HBV) or hepatitis C virus (HCV) can lead to a
chronic infection causing chronic liver disease that predisposes to the development of
hepatocellular carcinoma (HCC). Most people develop both a cellular and humoral
immune response to the virus [110]. Chronic HBV infection is characterized by an
inefficient T-helper cell response to the hepatitis B surface antigen (HBsAg), and
by a variable T-helper response to the nucleocapsid antigens, hepatitis core antigen
(HBcAg), and the hepatitis e antigen (HBeAg) [111]. Recently, four HLA-A2-
restricted CTL epitopes from the HBV X (HBx) protein were identified [112], and
two of these peptide epitopes induced specific CTL in blood taken from patients
with chronic HBV. When a specific CTL clone was adoptively transferred into nude
mice that were xenografted with HCC, the tumors were eradicated. Ongoing studies
are comparing different vaccine protocols in order to find out which vaccine is most
effective at boosting both the T cell and antibody responses to HBV [111, 113].

An effective immune response that includes both T cells and antibodies is the
best way to control acute viral infection, prevent chronic infection, and ultimately
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prevent development of HCC. The HCV-infected liver is infiltrated with both CD4+

and CD8+ T cells. CD8+ T cells recognize various epitopes of HCV, including
those from the core and envelope proteins [114–116]. CD4+ T cells also recog-
nize regions from the core antigen [117, 118], and recognition of the nonstructural
3 (NS3) protein is associated with viral elimination after acute hepatitis C infec-
tion [119]. For both HBV and HCV, using vaccines to boost T cell and antibody
response to these viral antigens is an effective way of preventing the development of
HCC.

Viral antigens possess qualities that make them attractive candidates for vaccine
therapy. They are foreign proteins capable of eliciting specific T cell and antibody
mediated responses. They are expressed early, long before the onset of tumorigenesis
in patients with chronic infections, and in certain cases (e.g., HBx protein) their
expression is essential for tumorigenesis [120, 121]. While efforts to use vaccines in
a therapeutic setting in patients with chronic disease or early cancer is of potential
benefit, vaccination will most certainly be more effective in preventing the initial viral
infection. The recently reported success of the HPV vaccine in preventing cervical
cancer further illustrates the success that is achievable by immunizing against viral
antigens [122].

CLASSIFICATION OF TUMOR ANTIGENS

While we have devoted most of this chapter to discussing TA primarily from the
perspective of their discovery, their ever increasing number warrants a look at how
TA have traditionally been classified. Generally TA can be placed into the five
groups:

1. Cancer testis antigens: These antigens are expressed only in tumors and germ
cells of the testes. This group includes a large number of MAGE antigens [5, 123,
124], GAGE [48], and the more recently discovered NY-ESO-1 [44].

2. Melanocyte differentiation antigens: This group of antigens is expressed during
melanocyte differentiation, in normal melanocytes and in melanomas. Included
in this group are MART-1/MelanA [33, 125], tyrosinase [136], and gp100 [127].

3. Tumor-specific mutated gene products: This group includes antigens that are
products of mutated normal genes. These mutations are usually responsible for
oncogenic properties of the tumor cell. CDK-4 [128], β-catenin [38], MUM-1
[129], mutated p53 [130, 131], and ras (H- and K-ras) (reviewed in [132] all
belong to this group of TA.

4. Overexpressed or widely expressed self-antigens: This class of TA is encoded by
genes that are widely expressed in normal tissues but are also selectively expressed
on tumor cells. This group includes PRAME [133, 134], SART-1 [135], P15 [37]
wild type p53 [136], MUC1 [137], cyclin B1 [23], Her2-neu [138], and CEA
[139].

5. Viral antigens
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This classification is not inclusive of all the TA discovered to date. A more com-
prehensive list of TA, along with a list of their abbreviations can be found at:
http://www.istitutotumori.mi.it [6].

CONCLUDING REMARKS

Knowledge of the existence of good TA, or the ability to identify new ones, will be
essential for cancer vaccine development. With the recent advances in the field of
genomics and proteomics, along with the wealth of new technologies now available,
we can expect the discovery of new TA to increase dramatically in the near future.
Hurdles such as emergence of tumor antigen-loss variants and overcoming tolerance
or T cell anergy to some of the TA illustrate the need to identify additional TA that
might allow us to solve these problems. It is also important to make the distinction
between TA used in therapeutic vaccines and TA for preventive vaccines. TA that
may have failed when used in therapeutic vaccines should not be overlooked when
developing preventive vaccines. As stated earlier, a large tumor burden can suppress
a specific immune response which, if generated in a healthy individual at high risk
of developing cancer, could serve well as a prophylactic response.

Furthermore, the vast majority of known TA are MHC class I-restricted, and while
the presence of tumor-specific CD8+ CTL is essential for antitumor immunity, it is
now obvious that CD4+ T cells are critical for initiating and maintaining the immune
response against tumors. Recent work by Vlad et al. has shown that CD4+ T cells
could be generated against tumor-specific glycopeptide epitopes [140]. This supports
work done previously that showed that dramatic changes in protein glycosylation can
create tumor-specific glycoproteins that are recognized by the immune system [141].
Glycopeptide epitopes possess two qualities that are coveted in a TA. First, their post-
translational modification is often tumor-specific, and second, the modified epitope
is capable of eliciting a CD4+ T cell response.

Which qualities are most important when it comes to selecting the best TA for
vaccination? The answer in part depends on whether the vaccine will be used for
immunoprevention or immunotherapy. The expression pattern displayed by a TA
that will be used for immunoprevention is critical. Such a TA should be expressed
very early, in the premalignant stage, and its expression must be highly specific to
cancerous or premalignant tissue. For example, our group has found that cyclin B1
that is overexpressed in the majority of lung tumors is also expressed on dysplastic
lung tissue of long-term smokers (data not published). This suggests that cyclin
B1 may be a good candidate TA for immunoprevention. Long term smokers with a
genetic predisposition and/or a family history of lung cancer may be good candidates
for a cyclin B1 vaccine for prevention of lung cancer. Another tumor antigen that
our group has studied for many years, MUC1, is overexpressed in colon cancer and
also in adenomatous polyps that are known to be precursors of colon cancer. Thus,
while MUC1 has been tested as a vaccine in patients with advanced colon cancer, it
is likely to be much more effective in targeting polyps and thereby preventing their
progression to cancer.
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The ability to elicit an effective immune response without inducing autoimmunity
is another quality a TA must possess. Therefore it is critical to choose a TA whose
expression is limited to tumor tissue, and/or distinct enough from the normal tissue
counterpart that the responses that it elicits do not react with normal cells. This is
a quality that will be difficult to predict, because an immune response that initially
targets tumor tissue may ultimately damage normal cells.

The ability of a TA to elicit a response that leads to determinant spreading is also
desirable. This is a process in which antigenic determinants different from, and non-
cross-reactive with an inducing antigen, become subsequent targets of an ongoing
immune response [142, 143]. Determinant spreading is initiated by a single epitope-
specific clone that targets an immunodominant epitope. The resulting cytolytic effect
leads to an inflammatory cascade at the target tissue, which allows cross-presentation
of tissue debris by resident APCs. (For a complete review, see [144]). In three
reports, that tested for determinant spreading in vaccinated cancer patients, those
showing tumor regressions, also showed evidence of acquired determinant spreading
[145–147].

Selecting the appropriate TA for vaccination is critical in determining the ultimate
success or failure of the protocol. Figure 1 illustrates this point as it relates to both
therapeutic and prophylactic vaccine strategies. Since lack of toxicity and general
safety for many TA has been established in animal models, and the potential benefit
of treating or preventing cancer outweighs the unlikely risk of autoimmunity or
other complications, testing of the potential of the best defined TA in the clinic

<
Figure 1. The importance of a TA in generating an effective antitumor immune response. Transformation
of a normal cell to a dysplastic or premalignant cell may be accompanied by the generation of multiple
tumor antigens presented on MHC class I molecules that can be recognized by T cells. These
tumor-specific T cells are used to identify the TA. In the first scenario (A), T cells recognize epitopes
derived from the TA that is not essential for tumor progression. The tumor evades complete eradication by
no longer expressing the TA. Using this antigen as a vaccine to boost tumor-specific immunity may
increase the number of TA-specific T cells, but with no clinical benefit. In the second scenario (B),
tumor-specific T cells identify a good TA, one which possesses several of the qualities described in the
text. Its expression is critical to the growth of the tumor and it contains multiple epitopes capable of being
presented by multiple class I alleles. Boosting the T cell response to this TA by vaccination could be
beneficial. Damage done by the initially small number of tumor-specific T cells can lead to some tumor
cell death, and the resulting debris can be captured by resident DC that process and present class I- and
class II-restricted T cell epitopes. Recruitment of tumor-specific CD4+T cells helps to maintain and
further promote the anti-tumor response by secreting cytokines that will activate CD8+ CTLs and
promote isotype switching in B cells. (C) A hypothetical graph of what would be the expected long term
anti-tumor immune responses based on the two types of TA. In A (dashed line), some immunity will be
generated by the primary tumor and may be boosted by the vaccine. However, overgrowth of the antigen
negative tumor will lead to the ineffectiveness and eventual disappearance of this immune response. In B
(lower solid line), the low level immune response is maintained by the continuous presence of the tumor
antigen. Boosting that response with a vaccine (thick arrow) can lead to long term immunity and tumor
eradication.

The critical difference between the TA represented by these two very different scenarios A and B, might
be completely erased if either TA is used for prophylactic vaccination (thin arrow). If long-term specific
immunity is elicited to either antigen prior to the tumor occurrence, the few nascent tumor cells that
express the TA could be destroyed before any changes in either the TA or MHC expression can take place.
The upper solid line represents the anti-tumor immune response that would be expected from a
prophylactic vaccine (thin arrow).
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needs to continue on a larger scale and in healthier individuals than has been allowed
to date.

REFERENCES

1. Gromet, M.A., W.L. Epstein, and M.S. Blois. 1978. The regressing thin malignant melanoma: a
distinctive lesion with metastatic potential. Cancer 42:2282–2292.

2. Hellstrom, K.E., and I. Hellstrom. 1969. Cellular immunity against tumor antigens. Adv Cancer Res
12:167–223.

3. Vanky, F., and E. Klein. 1982. Specificity of auto-tumor cytotoxicity exerted by fresh, activated and
propagated human T lymphocytes. Int J Cancer 29:547–553.

4. Kawakami, Y., S. Eliyahu, C.H. Delgado, P.F. Robbins, L. Rivoltini, S.L. Topalian, T. Miki, and S.A.
Rosenberg. 1994a. Cloning of the gene coding for a shared human melanoma antigen recognized by
autologous T cells infiltrating into tumor. Proc Natl Acad Sci U S A 91:3515–3519.

5. van der Bruggen, P., C. Traversari, P. Chomez, C. Lurquin, E. De Plaen, B. Van den Eynde, A. Knuth,
and T. Boon. 1991. A gene encoding an antigen recognized by cytolytic T lymphocytes on a human
melanoma. Science 254:1643–1647.

6. Renkvist, N., C. Castelli, P.F. Robbins, and G. Parmiani. 2001. A listing of human tumor antigens
recognized by T cells. Cancer Immunol Immunother 50:3–15.

7. Brandle, D., J. Bilsborough, T. Rulicke, C. Uyttenhove, T. Boon, and B.J. Van den Eynde. 1998.
The shared tumor-specific antigen encoded by mouse gene P1A is a target not only for cytolytic T
lymphocytes but also for tumor rejection. Eur J Immunol 28:4010–4019.

8. Ramarathinam, L., S. Sarma, M. Maric, M. Zhao, G. Yang, L. Chen, and Y. Liu. 1995. Multiple
lineages of tumors express a common tumor antigen, P1A, but they are not cross-protected. J Immunol
155:5323–5329.

9. Rosato, A., A. Zambon, G. Milan, V. Ciminale, D.M. D’Agostino, B. Macino, P. Zanovello, and D.
Collavo. 1997. CTL response and protection against P815 tumor challenge in mice immunized with
DNA expressing the tumor-specific antigen P815A. Hum Gene Ther 8:1451–1458.

10. Greenberg, P.D., M.A. Cheever, and A. Fefer. 1981. Eradication of disseminated murine leukemia
by chemoimmunotherapy with cyclophosphamide and adoptively transferred immune syngeneic Lyt-
1+2- lymphocytes. J Exp Med 154:952–963.

11. Rosenberg, S.A., B.S. Packard, P.M. Aebersold, D. Solomon, S.L. Topalian, S.T. Toy, P. Simon, M.T.
Lotze, J.C. Yang, C.A. Seipp, et al. (1988). Use of tumor-infiltrating lymphocytes and interleukin-2
in the immunotherapy of patients with metastatic melanoma. A preliminary report. N Engl J Med
319:1676–1680.

12. De Plaen, E., C. Lurquin, A. Van Pel, B. Mariame, J.P. Szikora, T. Wolfel, C. Sibille, P. Chomez, and
T. Boon. 1988. Immunogenic (tum-) variants of mouse tumor P815: cloning of the gene of tum-
antigen P91A and identification of the tum- mutation. Proc Natl Acad Sci U S A 85:2274–2278.

13. Gilboa, E. 1999. The makings of a tumor rejection antigen. Immunity 11:263–270.
14. Townsend, A., and H. Bodmer. 1989. Antigen recognition by class I-restricted T lymphocytes. Annu

Rev Immunol 7:601–624.
15. Garrido, F., F. Ruiz-Cabello, T. Cabrera, J.J. Perez-Villar, M. Lopez-Botet, M. Duggan-Keen, and

P.L. Stern. 1997. Implications for immunosurveillance of altered HLA class I phenotypes in human
tumours. Immunol Today 18:89–95.

16. Hicklin, D.J., F.M. Marincola, and S. Ferrone, 1999. HLA class I antigen downregulation in human
cancers: T-cell immunotherapy revives an old story. Mol Med Today 5:178–186.

17. Cohen, P.A., L. Peng, G.E. Plautz, J.A. Kim, D.E. Kim, and S. Shu. 2000. CD4+ T cells in adoptive
immunotherapy and the indirect mechanism of tumor rejection. Crit Rev Immunol 20:17–56.

18. Toes, R.E., F. Ossendorp, R. Offringa, and C.J. Melief. 1999. CD4 T cells and their role in antitumor
immune responses. J Exp Med 189:753–756.

19. Hung, K., R. Hayashi, A. Lafond-Walker, C. Lowenstein, D. Pardoll, and H. Levitsky. 1998. The
central role of CD4( +) T cells in the antitumor immune response. J Exp Med 188:2357–2368.

20. Romerdahl, C.A., and M.L. Kripke. 1988. Role of helper T-lymphocytes in rejection of UV-induced
murine skin cancers. Cancer Res 48:2325–2328.

21. Schild, H.J., B. Kyewski, P. Von Hoegen, and V. Schirrmacher. 1987. CD4+ helper T cells are required
for resistance to a highly metastatic murine tumor. Eur J Immunol 17:1863–1866.

22. Frasca, L., C. Piazza, and E. Piccolella. 1998. CD4+ T cells orchestrate both amplification and deletion
of CD8+ T cells. Crit Rev Immunol 18:569–594.



4. Tumor Antigens and Tumor Antigen Discovery 105

23. Kao, H., J.A. Marto, T.K. Hoffmann, J. Shabanowitz, S.D. Finkelstein, T.L. Whiteside, D.F. Hunt, and
O.J. Finn. 2001b. Identification of cyclin B1 as a shared human epithelial tumor-associated antigen
recognized by T cells. J Exp Med 194:1313–1323.

24. Chouaib, S., C. Asselin-Paturel, F. Mami-Chouaib, A. Caignard, and J.Y. Blay. 1997. The host-tumor
immune conflict: from immunosuppression to resistance and destruction. Immunol Today 18:493–497.

25. Becker, J.C., C. Czerny, and E.B. Brocker. 1994. Maintenance of clonal anergy by endogenously
produced IL-10. Int Immunol 6:1605–1612.

26. Thurner, B., I. Haendle, C. Roder, D. Dieckmann, P. Keikavoussi, H. Jonuleit, A. Bender, C. Maczek,
D. Schreiner, P. von den Driesch. et al. 1999. Vaccination with mage-3A1 peptide-pulsed mature,
monocyte-derived dendritic cells expands specific cytotoxic T cells and induces regression of some
metastases in advanced stage IV melanoma. J Exp Med 190:1669–1678.

27. Jager, E., M. Ringhoffer, J. Karbach, M. Arand, F. Oesch, and A. Knuth. 1996. Inverse relation-
ship of melanocyte differentiation antigen expression in melanoma tissues and CD8+ cytotoxic-T-
cell responses: evidence for immunoselection of antigen-loss variants in vivo. Int J Cancer 66:470–
476.

28. Theobald, M., J. Biggs, J. Hernandez, J. Lustgarten, C. Labadie, and L.A. Sherman. 1997. Tolerance
to p53 by A2.1-restricted cytotoxic T lymphocytes. J Exp Med 185:833–841.

29. Touloukian, C.E., W.W. Leitner, R.E. Schnur, P.F. Robbins, Y. Li, S. Southwood, A. Sette, S. A.
Rosenberg, and N.P. Restifo. 2003. Normal tissue depresses while tumor tissue enhances human T
cell responses in vivo to a novel self/tumor melanoma antigen, OA1. J Immunol 170:1579–1585.

30. Perales, M.A., N.E. Blachere, M.E. Engelhorn, C.R. Ferrone, J. S. Gold, P.D. Gregor, G. Noffz, J.D.
Wolchok, and A.N. Houghton. 2002. Strategies to overcome immune ignorance and tolerance. Semin
Cancer Biol 12:63-71.

31. Rosenberg, S.A. 1995. Cell transfer therapy: clinical applications. In Biological Therapy of Cancer, H.S.
V.T. DeVita, S.A. Rosenberg, eds. Lippincott, Philadelphia: 487–506.

32. Rosenberg, S.A. 1996. Development of cancer immunotherapies based on identification of the genes
encoding cancer regression antigens. J Natl Cancer Inst 88:1635–1644.

33. Kawakami, Y., S. Eliyahu, C.H. Delgado, P.F. Robbins, K. Sakaguchi, E. Appella, J.R. Yannelli, G.J.
Adema, T. Miki, and S.A. Rosenberg. 1994b. Identification of a human melanoma antigen recognized
by tumor-infiltrating lymphocytes associated with in vivo tumor rejection. Proc Natl Acad Sci U S A
91:6458–6462.

34. Robbins, P.F., M. el-Gamil, Y. Kawakami, E. Stevens, J.R. Yannelli, and S.A. Rosenberg. 1994. Recog-
nition of tyrosinase by tumor-infiltrating lymphocytes from a patient responding to immunotherapy.
Cancer Res 54:3124–3126.

35. Wang, R.F., P.F. Robbins, Y. Kawakami, X.Q. Kang, and S.A. Rosenberg. 1995. Identification of
a gene encoding a melanoma tumor antigen recognized by HLA-A31-restricted tumor-infiltrating
lymphocytes. J Exp Med 181:799–804.

36. Topalian, S.L., L. Rivoltini, M. Mancini, N.R. Markus, P.F. Robbins, Y. Kawakami, and S.A. Rosen-
berg. 1994. Human CD4+ T cells specifically recognize a shared melanoma-associated antigen encoded
by the tyrosinase gene. Proc Natl Acad Sci U S A 91:9461–9465.

37. Robbins, P.F., M. el-Gamil, Y.F. Li, S.L. Topalian, L. Rivoltini, K. Sakaguchi, E. Appella, Y. Kawakami,
and S.A. Rosenberg. 1995. Cloning of a new gene encoding an antigen recognized by melanoma-
specific HLA-A24-restricted tumor-infiltrating lymphocytes. J Immunol 154:5944–5950.

38. Robbins, P.F., M. El-Gamil, Y.F. Li, Y. Kawakami, D. Loftus, E. Appella, and S.A. Rosenberg. 1996.
A mutated beta-catenin gene encodes a melanoma-specific antigen recognized by tumor infiltrating
lymphocytes. J Exp Med 183:1185–1192.

39. Sahin, U., O. Tureci, and M. Pfreundschuh. 1997. Serological identification of human tumor antigens.
Curr Opin Immunol 9:709–716.

40. Sahin, U., O. Tureci, H. Schmitt, B. Cochlovius, T. Johannes, R. Schmits, F. Stenner, G. Luo, I.
Schobert, and M. Pfreundschuh. 1995. Human neoplasms elicit multiple specific immune responses
in the autologous host. Proc Natl Acad Sci U S A 92:11810–11813.

41. Old, L.J., and Y.T. Chen. 1998. New paths in human cancer serology. J Exp Med 187:1163–1167.
42. Tureci, O., U. Sahin, and M. Pfreundschuh. 1997. Serological analysis of human tumor antigens:

molecular definition and implications. Mol Med Today 3:342–349.
43. Tureci, O., U. Sahin, I. Schobert, M. Koslowski, H. Scmitt, H. J. Schild, F. Stenner, G. Seitz, H.G.

Rammensee, and M. Pfreundschuh. 1996. The SSX-2 gene, which is involved in the t(X;18) translo-
cation of synovial sarcomas, codes for the human tumor antigen HOM-MEL-40. Cancer Res 56:4766–
4772.



106 I. Basic Tumor Immunology

44. Chen, Y. T., M.J. Scanlan, U. Sahin, O. Tureci, A.O. Gure, S. Tsang, B. Williamson, E. Stockert, M.
Pfreundschuh, and L.J. Old. 1997. A testicular antigen aberrantly expressed in human cancers detected
by autologous antibody screening. Proc Natl Acad Sci U S A 94:1914–1918.

45. Tureci, O., U. Sahin, C. Zwick, M. Koslowski, G. Seitz, and M. Pfreundschuh. (1998). Identification
of a meiosis-specific protein as a member of the class of cancer/testis antigens. Proc Natl Acad Sci U S A
95:5211–5216.

46. Chen, Y. T., A.O. Gure, S. Tsang, E. Stockert, E. Jager, A. Knuth, and L.J. Old. 1998. Identification
of multiple cancer/testis antigens by allogeneic antibody screening of a melanoma cell line library. Proc
Natl Acad Sci U S A 95:6919–6923.

47. Boel, P., C. Wildmann, M.L. Sensi, R. Brasseur, J.C. Renauld, P. Coulie, T. Boon, and P. van der
Bruggen. 1995. BAGE: a new gene encoding an antigen recognized on human melanomas by cytolytic
T lymphocytes. Immunity 2:167–175.

48. Van den Eynde, B., O. Peeters, O. De Backer, B. Gaugler, S. Lucas, and T. Boon. 1995. A new family of
genes coding for an antigen recognized by autologous cytolytic T lymphocytes on a human melanoma.
J Exp Med 182:689–698.

49. Jager, E., Y.T. Chen, J.W. Drijfhout, J. Karbach, M. Ringhoffer, D. Jager, M. Arand, H. Wada,
Y. Noguchi, E. Stockert et al. (1998). Simultaneous humoral and cellular immune response against
cancer-testis antigen NY-ESO-1: definition of human histocompatibility leukocyte antigen (HLA)-
A2-binding peptide epitopes. J Exp Med 187:265–270.

50. Brass, N., D. Heckel, U. Sahin, M. Pfreundschuh, G.W. Sybrecht, and E. Meese. 1997. Translation
initiation factor eIF-4gamma is encoded by an amplified gene and induces an immune response in
squamous cell lung carcinoma. Hum Mol Genet 6:33–39.

51. Gure, A. O., N.K. Altorki, E. Stockert, M.J. Scanlan, L.J. Old, and Y.T. Chen. 1998. Human lung
cancer antigens recognized by autologous antibodies: definition of a novel cDNA derived from the
tumor suppressor gene locus on chromosome 3p21.3. Cancer Res 58:1034–1041.

52. Scanlan, M.J., Y.T. Chen, B. Williamson, A.O. Gure, E. Stockert, J.D. Gordan, O. Tureci, U. Sahin,
M. Pfreundschuh, and L.J. Old. 1998. Characterization of human colon cancer antigens recognized
by autologous antibodies. Int J Cancer 76:652–658.

53. Cox, A.L., J. Skipper, Y. Chen, R.A. Henderson, T.L. Darrow, J. Shabanowitz, V.H. Engelhard, D.F.
Engelhard, and Jr. C.L. Slingluff. 1994. Identification of a peptide recognized by five melanoma-specific
human cytotoxic T cell lines. Science 264:716–719.

54. Schirle, M., W. Keilholz, B. Weber, C. Gouttefangeas, T. Dumrese, H.D. Becker, S. Stevanovic, and
H.G. Rammensee. 2000. Identification of tumor-associated MHC class I ligands by a novel T cell-
independent approach. Eur J Immunol 30:2216–2225.

55. Pieper, R., R.E. Christian, M.I. Gonzales, M.I. Nishimura, G. Gupta, R.E. Settlage, J. Shabanowitz,
S.A. Rosenberg, D.F. Hunt, and S.L. Topalian. 1999. Biochemical identification of a mutated human
melanoma antigen recognized by CD4(+) T cells. J Exp Med 189:757–766.

56. Velculescu, V.E., L. Zhang, B. Vogelstein, and K.W. Kinzler. 1995. Serial analysis of gene expression.
Science 270:484–487.

57. Zhang, L., W. Zhou, V.E. Velculescu, S.E. Kern, R.H. Hruban, S.R. Hamilton, B. Vogelstein,
and K.W. Kinzler. 1997. Gene expression profiles in normal and cancer cells. Science 276:1268–
1272.

58. Wang, T., D. Hopkins, C. Schmidt, S. Silva, R. Houghton, H. Takita, E. Repasky, and S.G. Reed.
2000. Identification of genes differentially over-expressed in lung squamous cell carcinoma using
combination of cDNA subtraction and microarray analysis. Oncogene 19:1519–1528.

59. Wang, T., L. Fan, Y. Watanabe, P. McNeill, G.R. Fanger, D.H. Persing, and S.G. Reed. 2001. L552S,
an alternatively spliced isoform of XAGE-1, is over-expressed in lung adenocarcinoma. Oncogene
20:7699–7709.

60. Lisitsyn, N., and M. Wigler. 1993. Cloning the differences between two complex genomes. Science
259:946–951.

61. O’Neill, M.J., and A.H. Sinclair. 1997. Isolation of rare transcripts by representational difference
analysis. Nucleic Acids Res 25:2681–2682.

62. Lethe, B., S. Lucas, L. Michaux, C. De Smet, D. Godelaine, A. Serrano, E. De Plaen, and T. Boon.
1998. LAGE-1, a new gene with tumor specificity. Int J Cancer 76:903–908.

63. Lucas, S., C. De Smet, K.C. Arden, C.S. Viars, B. Lethe, C. Lurquin, and T. Boon. 1998. Identification
of a new MAGE gene with tumor-specific expression by representational difference analysis. Cancer
Res 58:743–752.



4. Tumor Antigens and Tumor Antigen Discovery 107

64. Gure, A.O., E. Stockert, K.C. Arden, A.D. Boyer, C.S. Viars, M.J. Scanlan, L.J. Old, and Y.T. Chen.
2000. CT10: a new cancer-testis (CT) antigen homologous to CT7 and the MAGE family, identified
by representational-difference analysis. Int J Cancer 85:726–732.

65. Schultze, J.L., and R.H. Vonderheide. 2001. From cancer genomics to cancer immunotherapy: toward
second-generation tumor antigens. Trends Immunol 22:516–523.

66. Nussbaum, A.K., C. Kuttler, S. Tenzer, and H. Schild. 2003. Using the World Wide Web for predicting
CTL epitopes. Curr Opin Immunol 15:69–74.

67. Parker, K.C., M.A. Bednarek, and J.E. Coligan. 1994. Scheme for ranking potential HLA-A2 bind-
ing peptides based on independent binding of individual peptide side-chains. J Immunol 152:163–
175.

68. Rammensee, H., J. Bachmann, N.P. Emmerich, O.A. Bachor, and S. Stevanovic. 1999. SYFPEITHI:
database for MHC ligands and peptide motifs. Immunogenetics 50:213–219.

69. Kuttler, C., A.K. Nussbaum, T.P. Dick, H.G. Rammensee, H. Schild, and K.P. Hadeler. 2000. An
algorithm for the prediction of proteasomal cleavages. J Mol Biol 298:417–429.

70. Nussbaum, A.K., C. Kuttler, K.P. Hadeler, H.G. Rammensee, and H. Schild. 2001. PAProC: a pre-
diction algorithm for proteasomal cleavages available on the WWW. Immunogenetics 53:87–94.

71. Kesmir, C., A.K. Nussbaum, H. Schild, V. Detours, and S. Brunak. 2002. Prediction of proteasome
cleavage motifs by neural networks. Protein Eng 15, 287–296.

72. Schumacher, T.N., M.T. Heemels, J.J. Neefjes, W.M. Kast, C. J. Melief, and H.L. Ploegh. 1990.
Direct binding of peptide to empty MHC class I molecules on intact cells and in vitro. Cell 62:563–
567.

73. Tompkins, S.M., P.A. Rota, J.C. Moore, and P.E. Jensen. 1993. A europium fluoroimmunoas-
say for measuring binding of antigen to class II MHC glycoproteins. J Immunol Methods 163:209–
216.

74. Vonderheide, R.H., W.C. Hahn, J.L. Schultze, and L.M. Nadler. 1999. The telomerase catalytic subunit
is a widely expressed tumor-associated antigen recognized by cytotoxic T lymphocytes. Immunity
10:673–679.

75. Kim, N.W., M.A. Piatyszek, K.R. Prowse, C.B. Harley, M.D. West, P.L. Ho, G.M. Coviello, W.E.
Wright, S.L. Weinrich, and J.W. Shay. 1994. Specific association of human telomerase activity with
immortal cells and cancer. Science 266:2011–2015.

76. Greenberg, R.A., L. Chin, A. Femino, K.H. Lee, G.J. Gottlieb, R.H. Singer, C.W. Greider, and
R.A. DePinho. 1999. Short dysfunctional telomeres impair tumorigenesis in the INK4a(delta2/3)
cancer-prone mouse. Cell 97:515–525.

77. Hahn, W.C., C.M. Counter, A.S. Lundberg, R.L. Beijersbergen, M.W. Brooks, and R.A. Weinberg.
1999. Creation of human tumour cells with defined genetic elements. Nature 400:464–468.

78. Minev, B., J. Hipp, H. Firat, J.D. Schmidt, P. Langlade-Demoyen, and M. Zanetti. 2000. Cytotoxic T
cell immunity against telomerase reverse transcriptase in humans. Proc Natl Acad Sci U S A 97:4796–
4801.

79. Scardino, A., D.A. Gross, P. Alves, J.L. Schultze, S. Graff-Dubois, O. Faure, S. Tourdot, S. Chouaib,
L.M. Nadler, F.A. Lemonnier, et al. 2002. HER-2/neu and hTERT cryptic epitopes as novel targets
for broad spectrum tumor immunotherapy. J Immunol 168:5900–5906.

80. Vonderheide, R.H., K.S. Anderson, W.C. Hahn, M.O. Butler, J.L. Schultze, and L.M. Nadler. 2001a.
Characterization of HLA-A3-restricted cytotoxic T lymphocytes reactive against the widely expressed
tumor antigen telomerase. Clin Cancer Res 7:3343–3348.

81. Vonderheide, R.H., J.L. Schultze, K.S. Anderson, B. Maecker, M.O. Butler, Z. Xia, M.J. Kuroda, M.S.
von Bergwelt-Baildon, M.M. Bedor, K.M. Hoar, et al. 2001b. Equivalent induction of telomerase-
specific cytotoxic T lymphocytes from tumor-bearing patients and healthy individuals. Cancer Res 61:
8366–8370.

82. Vonderheide, R.H. (2002). Telomerase as a universal tumor-associated antigen for cancer immunother-
apy. Oncogene 21:674–679.

83. Kessler, J.H., N.J. Beekman, S.A. Bres-Vloemans, P. Verdijk, P.A. van Veelen, A.M. Kloosterman-
Joosten, D.C. Vissers, G.J. ten Bosch, M.G. Kester, A. Sijts, et al. 2001. Efficient identification of novel
HLA-A(∗)0201-presented cytotoxic T lymphocyte epitopes in the widely expressed tumor antigen
PRAME by proteasome-mediated digestion analysis. J Exp Med 193:73–88.

84. Noppen, C., F. Levy, L. Burri, P. Zajac, E. Remmel, C. Schaefer, U. Luscher, M. Heberer, and
G.C. Spagnoli. 2000. Naturally processed and concealed HLA-A2.1-restricted epitopes from tumor-
associated antigen tyrosinase-related protein-2. Int J Cancer 87:241–246.



108 I. Basic Tumor Immunology

85. Berger, C.L., J. Longley, D. Hanlon, M. Girardi, and R. Edelson. 2001. The clonotypic T cell receptor
is a source of tumor-associated antigens in cutaneous T cell lymphoma. Ann N Y Acad Sci 941:106–122.

86. Banchereau, J., and R.M. Steinman. 1998. Dendritic cells and the control of immunity. Nature 392:245–
252.

87. Kao, H., A.A. Amoscato, P. Ciborowski, and O.J. Finn. 2001a. A new strategy for tumor antigen
discovery based on in vitro priming of naive T cells with dendritic cells. Clin Cancer Res 7:773s–
780s.

88. Vinals, C., S. Gaulis, and T. Coche. 2001. Using in silico transcriptomics to search for tumor-associated
antigens for immunotherapy. Vaccine 19:2607–2614.

89. Audic, S., and J.M. Claverie. 1997. The significance of digital gene expression profiles. Genome Res
7:986–995.

90. Fannon, M.R. 1996. Gene expression in normal and disease states—identification of therapeutic
targets. Trends Biotechnol 14:294–298.

91. Hohn, H., H. Pilch, S. Gunzel, C. Neukirch, K. Freitag, A. Necker, and M.J. Maeurer. 2000. Human
papillomavirus type 33 E7 peptides presented by HLA-DR*0402 to tumor-infiltrating T cells in
cervical cancer. J Virol 74: 6632–6636.

92. Evans, E.M., S. Man, A.S. Evans, and L.K. Borysiewicz. 1997. Infiltration of cervical cancer tissue
with human papillomavirus-specific cytotoxic T-lymphocytes. Cancer Res 57:2943–2950.

93. Murakami, M., K.J. Gurski, F.M. Marincola, J. Ackland, and M.A. Steller. (1999). Induction of specific
CD8+ T-lymphocyte responses using a human papillomavirus-16 E6/E7 fusion protein and autologous
dendritic cells. Cancer Res 59:1184–1187.

94. Hohn, H., H. Pilch, S. Gunzel, C. Neukirch, C. Hilmes, A. Kaufmann, B. Seliger, and M.J. Maeurer.
1999. CD4+ tumor-infiltrating lymphocytes in cervical cancer recognize HLA-DR-restricted peptides
provided by human papillomavirus-E7. J Immunol 163: 5715–5722.

95. Cromme, F.V., J. Airey, M.T. Heemels, H.L. Ploegh, P.J. Ploegh, P.L. Stern, C.J. Meijer, and J.M.
Walboomers. 1994. Loss of transporter protein, encoded by the TAP-1 gene, is highly correlated with
loss of HLA expression in cervical carcinomas. J Exp Med 179:335–340.

96. Gottschalk, S., H.E. Heslop, and C.M. Roon. 2002. Treatment of Epstein-Barr virus-associated malig-
nancies with specific T cells. Adv Cancer Res 84:175–201.

97. Gahn, B., F. Siller-Lopez, A.D. Pirooz, E. Yvon, S. Gottschalk, R. Longnecker, M.K. Brenner, H.E.
Heslop, E. Aguilar-Cordova, and C.M. Rooney. 2001. Adenoviral gene transfer into dendritic cells
efficiently amplifies the immune response to LMP2A antigen: a potential treatment strategy for Epstein-
Barr virus–positive Hodgkin’s lymphoma. Int J Cancer 93:706–713.

98. Ranieri, E., W. Herr, A. Gambotto, W. Olson, D. Rowe, P.D. Robbins, L.S. Kierstead, S.C. Watkins,
L. Gesualdo, and W.J. Storkus. 1999. Dendritic cells transduced with an adenovirus vector encoding
Epstein-Barr virus latent membrane protein 2B: a new modality for vaccination. J Virol 73:10416–
10425.

99. Su, Z., M.V. Peluso, S.H. Raffegerst, D.J. Schendel, and M. A. Roskrow. 2001. The generation of
LMP2a-specific cytotoxic T lymphocytes for the treatment of patients with Epstein-Barr virus-positive
Hodgkin disease. Eur J Immunol 31:947–958.

100. Khanim, F., Yao, Q. Y. Niedobitek, G. Sihota, S. Rickinson, A. B. and Young, L. S. 1996. Analysis
of Epstein-Barr virus gene polymorphisms in normal donors and in virus-associated tumors from
different geographic locations. Blood 88, 3491–3501.

101. Khanna, R., S.R. Burrows, J. Burrows, and L.M. Poulsen. 1998. Identification of cytotoxic T cell
epitopes within Epstein-Barr virus (EBV) oncogene latent membrane protein 1 (LMP1): evidence for
HLA A2 supertype-restricted immune recognition of EBV-infected cells by LMP1-specific cytotoxic
T lymphocytes. Eur J Immunol 28:451–458.

102. Knecht, H., E. Bachmann, P. Brousset, K. Sandvej, D. Nadal, F. Bachmann, B.F. Odermatt, G. Delsol,
and G. Pallesen. 1993. Deletions within the LMP1 oncogene of Epstein-Barr virus are clustered in
Hodgkin’s disease and identical to those observed in nasopharyngeal carcinoma. Blood 82:2937–2942.

103. Lee, S.P., A.T. Chan, S.T. Cheung, W.A. Thomas, D. CroomCarter, C.W. Dawson, C.H. Tsai, S.F.
Leung, P.J. Johnson, and D.P. Huang. 2000. CTL control of EBV in nasopharyngeal carcinoma (NPC):
EBV-specific CTL responses in the blood and tumors of NPC patients and the antigen-processing
function of the tumor cells. J Immunol 165:573–582.

104. Gustafsson, A., V. Levitsky, J.Z. Zou, T. Frisan, T. Dalianis, P. Ljungman, O. Ringden, J. Winiarski, I.
Ernberg, and M.G. Masucci. 2000. Epstein-Barr virus (EBV) load in bone marrow transplant recipients
at risk to develop posttransplant lymphoproliferative disease: prophylactic infusion of EBV-specific
cytotoxic T cells. Blood 95:807–814.



4. Tumor Antigens and Tumor Antigen Discovery 109

105. Rooney, C.M., C.A. Smith, C.Y. Ng, S.K. Loftin, J.W. Sixbey, Y. Gan, D.K. Srivastava, L.C. Bowman,
R.A. Krance, M.K. Brenner, and H.E. Heslop. 1998. Infusion of cytotoxic T cells for the prevention and
treatment of Epstein-Barr virus-induced lymphoma in allogeneic transplant recipients. Blood 92:1549–
1555.

106. Gottschalk, S., C.Y. Ng, M. Perez, C.A. Smith, C. Sample, M.K. Brenner, H.E. Heslop, and C.M.
Rooney. 2001. An Epstein-Barr virus deletion mutant associated with fatal lymphoproliferative disease
unresponsive to therapy with virus-specific CTLs. Blood 97:835–843.

107. Levitskaya, J., M. Coram, V. Levitsky, S. Imreh, P. M., Steigerwald-Mullen, M.G. Klein, G. Kurilla, and
M.G. Masucci. 1995. Inhibition of antigen processing by the internal repeat region of the Epstein-Barr
virus nuclear antigen-1. Nature 375:685–688.

108. Bickham, K., C. Munz, M.L. Tsang, M. Larsson, J.F. Fonteneau, N. Bhardwaj, and R. Steinman.
2001. EBNA1-specific CD4+ T cells in healthy carriers of Epstein-Barr virus are primarily Th1 in
function. J Clin Invest 107:121–130.

109. Munz, C., K.L. Bickham, M. Subklewe, M.L. Tsang, A. Chahroudi, M.G. Kurilla, D. Zhang, M.
O’Donnell, and R.M. Steinman. 2000. Human CD4(+) T lymphocytes consistently respond to the
latent Epstein-Barr virus nuclear antigen EBNA1. J Exp Med 191: 1649–1660.

110. Chisari, F. V., and C. Ferrari. 1995. Hepatitis B virus immunopathogenesis. Annu Rev Immunol 13:29–
60.

111. Couillin, I., S. Pol, M. Mancini, F. Driss, C. Brechot, P. Tiollais, and M.L. Michel. 1999. Specific
vaccine therapy in chronic hepatitis B: induction of T cell proliferative responses specific for envelope
antigens. J Infect Dis 180:15–26.

112. Chun, E., J. Lee, H.S. Cheong, and K.Y. Lee. 2003. Tumor eradication by hepatitis B virus x antigen-
specific CD8(+) T cells in xenografted nude mice. J Immunol 170:1183–1190.

113. Michel, M.L., S. Pol, C. Brechot, and P. Tiollais. 2001. Immunotherapy of chronic hepatitis B by anti
HBV vaccine: from present to future. Vaccine 19:2395–2399.

114. Koziel, M.J., D. Dudley, N. Afdhal, Q.L. Choo, M. Houghton, R. Ralston, and B.D. Walker. 1993.
Hepatitis C virus (HCV)-specific cytotoxic T lymphocytes recognize epitopes in the core and envelope
proteins of HCV. J Virol 67:7522–7532.

115. Koziel, M.J., D. Dudley, N. Afdhal, A. Grakoui, C.M. Rice, Q.L. Choo, M. Houghton, and B.D.
Walker. 1995. HLA class I-restricted cytotoxic T lymphocytes specific for hepatitis C virus. Identifi-
cation of multiple epitopes and characterization of patterns of cytokine release. J Clin Invest 96:2311–
2321.

116. Koziel, M.J., D. Dudley, J.T. Wong, J. Dienstag, M. Houghton, R. Ralston, and B.D. Walker. 1992.
Intrahepatic cytotoxic T lymphocytes specific for hepatitis C virus in persons with chronic hepatitis.
J Immunol 149:3339–3344.

117. Ferrari, C., A. Valli, L. Galati, A. Penna, P. Scaccaglia, T. Giuberti, C. Schianchi, G. Missale, M.
G. Marin, and F. Fiaccadori. 1994. T-cell response to structural and nonstructural hepatitis C virus
antigens in persistent and self-limited hepatitis C virus infections. Hepatology 19, 286–295.

118. Hoffmann, R.M., H.M. Diepolder, R. Zachoval, F.M. Zwiebel, M. C. Jung, S. Scholz, H. Nitschko,
G. Riethmuller, and G.R. Pape. 1995. Mapping of immunodominant CD4 + T lymphocyte epitopes
of hepatitis C virus antigens and their relevance during the course of chronic infection. Hepatology
21:632–638.

119. Diepolder, H.M., R. Zachoval, R.M. Hoffmann, E.A. Wierenga, T. Santantonio, M.C. Jung, D.
Eichenlaub, and G.R. Pape. 1995. Possible mechanism involving T-lymphocyte response to non-
structural protein 3 in viral clearance in acute hepatitis C virus infection. Lancet 346:1006–1007.

120. Avantaggiati, M.L., G. Natoli, C. Balsano, P. Chirillo, M. Artini, E. De Marzio, D. Collepardo, and
M. Levrero. 1993. The hepatitis B virus (HBV) pX transactivates the c-fos promoter through multiple
cis-acting elements. Oncogene 8:1567–1574.

121. Benn, J., and R.J. Schneider. 1995. Hepatitis B virus HBx protein deregulates cell cycle checkpoint
controls. Proc Natl Acad Sci U S A 92:11215–11219.

122. Koutsky, L.A., K.A. Ault, C.M. Wheeler, D.R. Brown, E. Barr, F.B. Alvarez, L.M. Chiacchierini,
and K.U. Jansen. 2002. A controlled trial of a human papillomavirus type 16 vaccine. N Engl J Med
347:1645–1651.

123. Gaugler, B., B. Van den Eynde, P. van der Bruggen, P. Romero, J.J. Gaforio, E. De Plaen, B. Lethe, F.
Brasseur, and T. Boon. 1994. Human gene MAGE-3 codes for an antigen recognized on a melanoma
by autologous cytolytic T lymphocytes. J Exp Med 179:921–930.

124. Traversari, C., P. van der Bruggen, I.F. Luescher, C. Lurquin, P. Chomez, A. Van Pel, E. De Plaen, A.
Amar-Costesec, and T. Boon. 1992. A nonapeptide encoded by human gene MAGE-1 is recognized



110 I. Basic Tumor Immunology

on HLA-A1 by cytolytic T lymphocytes directed against tumor antigen MZ2-E. J Exp Med 176:1453–
1457.

125. Coulie, P.G., V. Brichard, A. Van Pel, T. Wolfel, J. Schneider, C. Traversari, S. Mattei, E. De Plaen,
C. Lurquin, J.P. Szikora et al. (1994). A new gene coding for a differentiation antigen recognized by
autologous cytolytic T lymphocytes on HLA-A2 melanomas. J Exp Med 180:35–42.

126. Brichard, V., A. Van Pel, T. Wolfel, C. Wolfel, E. De Plaen, B. Lethe, P. Coulie, and T. Boon. 1993. The
tyrosinase gene codes for an antigen recognized by autologous cytolytic T lymphocytes on HLA-A2
melanomas. J Exp Med 178:489–495.

127. Kawakami, Y., S. Eliyahu, C. Jennings, K. Sakaguchi, X. Kang, S. Southwood, P.F. Robbins, A. Sette,
E. Appella, and S.A. Rosenberg. 1995. Recognition of multiple epitopes in the human melanoma
antigen gp100 by tumor-infiltrating T lymphocytes associated with in vivo tumor regression. J Immunol
154:3961–3968.

128. Wolfel, T., M. Hauer, J. Schneider, M. Serrano, C. Wolfel, E. Klehmann-Hieb, E. De Plaen, T.
Hankeln, K. H. Meyer zum Buschenfelde, and D. Beach. 1995. A p16INK4a-insensitive CDK4
mutant targeted by cytolytic T lymphocytes in a human melanoma. Science 269:1281–1284.

129. Coulie, P.G., F. Lehmann, B. Lethe, J. Herman, C. Lurquin, M. Andrawiss, and T. Boon. 1995. A
mutated intron sequence codes for an antigenic peptide recognized by cytolytic T lymphocytes on a
human melanoma. Proc Natl Acad Sci U S A 92:7976–7980.

130. Winter, S.F., J.D. Minna, B.E. Johnson, T. Takahashi, A.F. Gazdar, and D.P. Carbone. 1992. Devel-
opment of antibodies against p53 in lung cancer patients appears to be dependent on the type of p53
mutation. Cancer Res 52:4168–4174.

131. Yanuck, M., D.P. Carbone, C.D. Pendleton, T. Tsukui, S.F. Winter, J.D. Minna, and J.A. Berzofsky.
1993. A mutant p53 tumor suppressor protein is a target for peptide-induced CD8+ cytotoxic T-cells.
Cancer Res 53:3257–3261.

132. Disis, M.L., and M. A. Cheever. 1996. Oncogenic proteins as tumor antigens. Curr Opin Immunol
8:637–642.

133. Ikeda, H., B. Lethe, F. Lehmann, N. van Baren, J.F. Baurain, C. de Smet, H. Chambost, M. Vitale,
A. Moretta, T. Boon, and P.G. Coulie. 1997. Characterization of an antigen that is recognized on a
melanoma showing partial HLA loss by CTL expressing an NK inhibitory receptor. Immunity 6:199–
208.

134. Lehmann, F., M. Marchand, P. Hainaut, P. Pouillart, X. Sastre, H. Ikeda, T. Boon, and P.G. Coulie.
1995. Differences in the antigens recognized by cytolytic T cells on two successive metastases of a
melanoma patient are consistent with immune selection. Eur J Immunol 25:340–347.

135. Shichijo, S., M. Nakao, Y. Imai, H. Takasu, M. Kawamoto, F. Niiya, D. Yang, Y. Toh, H. Yamana, and
K. Itoh. 1998. A gene encoding antigenic peptides of human squamous cell carcinoma recognized by
cytotoxic T lymphocytes. J Exp Med 187:277–288.

136. Tilkin, A.F., R. Lubin, T. Soussi, V. Lazar, N. Janin, M.C. Mathieu, I. Lefrere, C. Carlu, M. Roy, M.
Kayibanda, et al. 1995. Primary proliferative T cell response to wild-type p53 protein in patients with
breast cancer. Eur J Immunol 25:1765–1769.

137. Finn, O.J., K.R. Jerome, R.A. Henderson, G. Henderson, N. Henderson, J. Magarian-Blander, and
S.M. Barratt-Boyes. 1995. MUC-1 epithelial tumor mucin-based immunity and cancer vaccines.
Immunol Rev 145:61–89.

138. Disis, M.L., and M.A. Cheever. 1998. HER-2/neu oncogenic protein: issues in vaccine development.
Crit Rev Immunol 18:37–45.

139. Tsang, K. Y., S. Zaremba, C.A. Nieroda, M.Z. Zhu, J.M. Hamilton, and J. Schlom. 1995. Genera-
tion of human cytotoxic T cells specific for human carcinoembryonic antigen epitopes from patients
immunized with recombinant vaccinia-CEA vaccine. J Natl Cancer Inst 87:982–990.

140. Vlad, A.M., S. Muller, M. Cudic, H. Paulsen, L. Jr. Otvos, F.G. Hanisch, and O.J. Finn. 2002. Complex
carbohydrates are not removed during processing of glycoproteins by dendritic cells: processing of
tumor antigen MUC1 glycopeptides for presentation to major histocompatibility complex class II-
restricted T cells. J Exp Med 196:1435–1446.

141. Kim, Y.J., and A. Varki. 1997. Perspectives on the significance of altered glycosylation of glycoproteins
in cancer. Glycoconj J 14:569–576.

142. Sercarz, E.E. (2000). Driver clones and determinant spreading. J Autoimmun 14, 275–277.
143. Vanderlugt, C.L., and S.D. Miller. 2002. Epitope spreading in immune-mediated diseases: implications

for immunotherapy. Nat Rev Immunol 2:85–95.
144. Ribas, A., J.M. Timmerman, L.H. Butterfield, and J.S. Economou. 2003. Determinant spreading and

tumor responses after peptide-based cancer immunotherapy. Trends Immunol 24:58–61.



4. Tumor Antigens and Tumor Antigen Discovery 111

145. Brossart, P., S. Wirths, G. Stuhler, V.L. Reichardt, L. Kanz, and W. Brugger. 2000. Induction of
cytotoxic T-lymphocyte responses in vivo after vaccinations with peptide-pulsed dendritic cells. Blood
96:3102–3108.

146. Lally, K.M., S. Mocellin, G.A. Ohnmacht, M.B. Nielsen, M. Bettinotti, M.C. Panelli, V. Monsurro,
and F.M. Marincola. 2001. Unmasking cryptic epitopes after loss of immunodominant tumor antigen
expression through epitope spreading. Int J Cancer 93:841–847.

147. Ranieri, E., L.S. Kierstead, H. Zarour, J.M. Kirkwood, M.T. Lotze, T. Whiteside, and W.J. Storkus.
2000. Dendritic cell/peptide cancer vaccines: clinical responsiveness and epitope spreading. Immunol
Invest 29:121–125.



II. CANCER VACCINE DEVELOPMENT



5. PEPTIDE VACCINES AGAINST CANCER

JAY A. BERZOFSKY, SANGKON OH, AND MASAKI TERABE

Molecular Immunogenetics and Vaccine Research Section, Vaccine Branch,

National Cancer Institute, Bethesda, MD 20892 USA

Multiple vaccine modalities have been explored in the search for an effective
immunotherapy for cancer, but to date, only limited success with any one of these
has been reported. Each has potential advantages and disadvantages. Peptide vaccines
have turned out to be the most successful approach so far for melanoma, using either
free peptides or peptides coated on dendritic cells. They have the feature of focusing
the immune response on specific epitopes, of particular advantage for the many tumor
antigens that are self antigens. This approach has been shown to facilitate the breaking
of tolerance to self, for example in the case of Her-2/neu (1, 2). In the case of mutant
molecules unique to the tumor, peptides also have the advantage of targeting only the
mutant epitope that identifies the tumor cells, and avoiding other parts of the antigen
that would be present in normal cells (3). Peptides are also relatively easy to modify,
so that panels of variants can be studied to increase affinity for the relevant Major His-
tocompatibility Complex (MHC) molecules, to make the peptides more immuno-
genic, a process we have termed epitope enhancement (4–6). Likewise, the peptide
sequence can be modified also to increase the affinity of the peptide-MHC complex
for the T cell receptor. Here we will review how these peptide vaccine approaches
have been used to target a variety of tumor antigens in both animal models, human
in vitro studies, and human clinical trials. Several excellent reviews of peptide vaccines
for cancer and clinical trials of these have been published recently (7–10).
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Table 1. Strategies to increase peptide vaccine efficacy

Approach Mechanism

Inclusion of helper T cell epitopes Induce helper T cells to activate/mature antigen presenting
cells and secrete cytokines (It is not necessary to use a
peptide from the same antigen as the CTL epitope.)

Incorporation of immunostimulatory
molecules

Recruit professional antigen presenting cells (dendritic cells) to
the site of antigen administration and skew T cells to the
Th1 and CTL phenotypes

Blockade of negative regulators Blocking negative regulatory cytokines and receptors to relieve
mechanisms that dampen the response to the vaccine

Delivery of peptide on dendritic cells Directly use professional antigen presenting cells which express
high levels of co-stimulatory molecules to serve as a natural
adjuvant; also to bypass the factors from the tumor that
inhibit dendritic cell maturation

Epitope enhancement Enhance binding ability of peptides to MHC without
changing T cell interaction or increase affinity for T cell
receptor without changing binding affinity for MHC

VACCINE STRATEGIES USING PEPTIDE VACCINES

Several approaches have been developed to immunize with peptides, as single free
CTL epitope peptides are not inherently as immunogenic as larger constructs or live
viral vectors. We briefly review some of the major strategies (Table 1).

Requirement for Attached or Intrinsic T Helper Epitopes

First, for induction of a CTL response, a helper epitope is necessary in addition
to the CTL epitope to obtain an optimal CTL response. We originally found that
for non-emulsion adjuvants, covalent linkage of helper epitope and CTL epitope is
critical (11), whereas when the two peptides are physically associated in an emulsion
adjuvant or other physical linkage, covalent linkage is not necessary. It is likely that
this association is needed to get both epitopes into the same antigen presenting cell,
so that the helper T cell can activate this presenting cell to “license” it to activate the
CTL precursor (12–15). When a helper epitope is intrinsic to the peptide containing
the CTL epitope, no additional helper epitope is needed (16). Even priming with
just a helper epitope led to a protective CTL response against an MHC class II
negative tumor (17). Accordingly, it was recently found that a longer peptide from
human papillomavirus E7 protein containing both a helper and a CTL epitope was
more effective at inducing a CTL response and treating an established E7-expressing
tumor than the free CTL epitope, in a murine tumor model (18, 19). For these
reasons, peptide vaccines should optimally be designed to contain both helper and
CTL epitopes.

Incorporation of Cyotokines, Chemokines, and Costimulatory Molecules

Second, incorporation of cytokines, chemokines, costimulatory molecules, or
immunostimulatory DNA sequences (CpG oligonucleotides) can enhance the
response to a peptide vaccine (6, 20). An emulsion adjuvant such as incomplete
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Freund’s or the human grade equivalent, Montanide ISA-51, is conducive to incor-
poration of such agents, because they can be emulsified together with the antigen so
that they are present in the same slow release depot and drain to the same draining
lymph nodes (21–24). Some of these agents have been reviewed in an accompanying
chapter. The most widely used are cytokines, such as GM-CSF (25, 26), which we
showed increased antigen presenting cells and function in the draining lymph node
(22). We and others also found synergy between GM-CSF and IL-12, which act
by different mechanisms (22, 24, 26–28). In addition, we reasoned that if GM-CSF
recruited dendritic cells, CD40L might mature them, and indeed, we found that the
combination of GM-CSF and CD40L is synergistic (23). Costimulatory molecules
can also increase the magnitude of the CTL response (29), as well as select for higher
avidity CTL (30) that are more effective at clearing virus (31) or killing tumor cells
(30, 32–34). IL-15 as an adjuvant in a vaccine has also been found to select for CTL
with a long-lived memory phenotype that remains responsive to IL-15-induced
homeostatic proliferation for at least 14 months, more than half a mouse lifetime
(35). Some of these cytokines have been tested in human clinical trials (36–39).
Chemokines have also served as successful adjuvants, attracting T cells to the site of
the vaccine (40–42). Finally, CpG-containing immunostimulatory oligonucleotides
can be used to steer the response toward Th1 cyokine production and CTL (43, 44),
and can even be covalently linked to the antigen (45) to induce an even stronger
CTL response.

Blockade of Negative Regulatory Pathways and Signals

Third, one can also block negative regulatory pathways that dampen the immune
response. For example, IL-13 made by regulatory NKT cells dampens or partially
inhibits natural tumor immunosurveillance mediated by CTL, and blockade of IL-13
with a soluble receptor construct, IL-13Rα2-Fc, or elimination of the CD4+ NKT
cell mediating the suppression can enhance immunsurveillance and prevent tumor
recurrence (46, 47) or increase the efficacy of vaccines aimed at eliciting CTL (23).
Similarly, one can block IL-10 or TGF-β made by CD25+ and other immunoregu-
latory cells or eliminate such CD25+ suppressive cells (48–50). Likewise, CTLA-4,
a costimulatory receptor that paradoxically delivers an inhibitory signal to the T cell
(51, 52), can be blocked to increase CTL responses to tumors (50, 53–55). Indeed,
blockade of CTLA-4 and elimination of CD25+ suppressor cells was synergistic in
a murine tumor model (50).

Peptide Presentation on Dendritic Cells

Fourth, peptides can be coated or pulsed onto dendritic cells (DC) or other antigen
presenting cells, and these used as an autologous cellular vaccine. This approach
has the advantage that dendritic cells are the professional antigen presenting cells
that most effectively activate naı̈ve T cells, and that serve as “nature’s adjuvant”
(56). Dendritic cells as purified from bone marrow, spleen, or peripheral blood, or
as differentiated in vitro from monocytes, tend to be immature, better at antigen
uptake and processing than at antigen presentation. However, these cells are low in
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costimulatory molecules, and negative or dull for CD83 in the human, and relatively
poor at presenting antigen. When matured by various agents, the dendritic cells
express CD83, lose their facility at antigen uptake, but upregulate costimulatory
molecules and become much more effective at stimulating T cells. Indeed, different
methods for maturing dendritic cells can affect their potency as vaccines when
pulsed with antigen (57). The most effective agent for maturing dendritic cells is
CD40L, which corresponds to the natural molecule on helper T cells that matures
the dendritic cell when it binds to CD40 on the cell. There is some evidence that
immature dendritic cells, which are low in costimulatory molecules, can actually
be tolerogenic, as found in a human clinical trial (58). Therefore, most clinical
protocols using dendritic cells as antigen presenting cells now employ matured DC
(58, 59). Furthermore, use of autologous dendritic cells matured in vitro bypasses the
problem that vascular endothelial growth factor (VEGF) and perhaps other factors
made by tumors can inhibit the maturation of dendritic cells in tumor-bearing
animals and patients (60–63). Thus, peptides have the advantage that they can be
easily coated onto dendritic cells ex vivo, circumventing this impass to induction of
vaccine responses in cancer patients.

Epitope Enhancement

Finally, the epitopes incorporated into peptide vaccines can be improved by sequence
modification, a process we call epitope enhancement (4–6). Natural epitopes from
cancer cells may not be optimal for binding to MHC molecules, because tumors
probably lose the most immunogenic epitopes to become malignant. Many tumor
antigens are self proteins, and self-tolerance is likely to delete the high avidity T cells
specific for the most dominant epitopes. Thus, subdominant epitopes, to which there
is less tolerance, may turn out to be the most effective tumor antigens. However,
such subdominant epitopes may have suboptimal affinity for the MHC molecule, and
therefore suboptimal immunogenicity. To improve immunogenicity, the sequence
can be modified by epitope enhancement to increase the affinity for the MHC
molecule (4–6, 64). The idea is to alter only residues interacting with the MHC
molecule, so that the surface of the peptide-MHC complex recognized by the T
cell receptor is unchanged, in order to induce T cells that still respond to the natural
sequence present in the tumor (or virus). In practice, some alterations may affect both
MHC and T cell receptor binding, so care must be taken to achieve the right balance
between increased MHC affinity and T cell crossreactivity (65). This approach has
been applied to viral vaccines (15, 65–69), as well as to tumor antigens, such as
gp100, a melanocyte differentiation antigen (70, 71), and to p53, a tumor suppressor
protein (72, 73).

An alternative related approach is to modify the amino acid residues interacting
with the T-cell receptor, rather than with the MHC molecule. By this approach, one
can generate peptide MHC complexes with higher affinity for a particular T cell
receptor. If this receptor or ones like it predominate in the response to that epitope,
then one can create a more immunogenic peptide to use as a vaccine, including
epitopes from tumor antigens carcinoembryonic antigen (CEA) and p53 (74, 75).
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TUMOR ANTIGEN TARGETS OF PEPTIDE VACCINES

Mutant Oncogene or Tumor Suppressor Gene Products

P53

The tumor suppressor gene p53 is mutated almost 50% of cancers of many common
types (76, 77), and the mutant protein is usually overexpressed in the cancer cells.
These two features make p53 a potential target for vaccine immunotherapy, since
the mutation is a unique marker for the cancer cells, and the overexpression may also
distinguish cancer cells from normal cells (3, 78). One caveat to the latter concept
is that the overexpression appears to be due to reduced degradation, rather than
increased production, and as such, might decrease the amount of mutant epitope
processed and presented, rather than increase it. Nevertheless, T cells specific for
wild-type p53 sequences have been found to preferentially kill tumors with mutant
p53 that is overexpressed, so the overexpression can favor CTL recognition of tumor
(79). Mutations in p53 have been shown to create neoantigenic epitopes in p53
which allow killing of cancer cells without harming normal cells (80). Also, mutant
p53 peptides given with cytokines such as IL-12 (81) or pulsed onto dendritic cells
(82) have been able to induce anti-tumor immunity and even treat established tumors
in mice. Such murine CTL to mutant p53 can also lyse human tumor cells expressing
the p53 mutation (83).

The disadvantage of focusing the immune response on the mutation is that there are
so many different p53 mutations found that each vaccine would have to be custom-
made for each tumor, and not all mutations would be in amino acid sequences that
could bind to and be presented by the HLA molecules of the patient. Therefore,
investigators have searched for common sequences that might be more immunogenic
in cancer cells. A few of these that are presented by HLA-A2 have been described
(79, 84) and some have been improved by epitope enhancement (72, 73). Indeed,
in one case the wild type epitope was not presented by HLA-A2 in individuals
with a mutation one residue downstream of the epitope (85), presumably because
of a processing problem, but surprisingly, it was possible to reverse the defect by
compensatory amino acid substitutions within the epitope itself (73). CTL to wild-
type p53 epitopes have also been found to recognize peptides presented by other
HLA molecules, including HLA-A24, HLA-B51, HLA-B46, and others in patients
with bladder cancer (86) and head and neck cancer (87), colon cancer (88), and
breast cancer (89). Human CTL raised in vitro by stimulation with peptide-pulsed
dendritic cells have been found to lyse human tumor cells overexpressing p53 (88,
90, 91).

Although most of the work on p53 as a tumor antigen have focused on CD8+

CTL responses, p53-specific CD4+ T cell responses have also been described and
been shown to be important for induction of CTL as well as potentially for their
own effector function in the anti-tumor immune response (92). Overall, as either
a custom peptide to uniquely target a cancer expressing a p53 mutation, or as a
broader vaccine focused on overexpressed wild-type p53 sequences, p53 remains an
attractive target molecule for the immunotherapy of cancer.
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Ras

Ras is mutated in a number of human cancers, including about a third of colorectal
cancers and a larger fraction of pancreatic cancer. Unlike p53, only a handful of
mutations occur commonly, mostly in codon 12, in which a glycine residue is
replaced by a valine, aspartic acid, alanine, cysteine, or arginine. Some mutations
occur less commonly in codon 13 or codon 61. Codon 12 and 13 were found to fall
within a 10-residue sequence that has a binding motif for the most common class I
HLA molecule, HLA-A2.1 (93). The mutations actually increase the ability of the
epitope to be presented compared to the wild type ras sequence, but the affinity is
still relatively low. Much work has been done showing efficacy of CTL raised against
mutant ras in mouse tumor models, reviewed previously (3, 94, 95). Cheever’s group
pioneered the idea of targeting ras as a tumor antigen in mice, defining CD4+ T
cell responses to the Arg 12 mutant ras (96) and the Leu 61 mutant form (97).
Skipper and Stauss (98) first identified murine CD8+ T cell responses to mutant ras
targeting a codon 61 mutation (Lys 61), and Peace et al. mapped residues 59–67 as
the best binder able to elicit specific CTL (99). Fenton et al. (100) then showed that
a recombinant mutant ras protein with the Arg-12 mutation was able to elicit CTL
and protect mice against challenge with tumors expressing this mutation.

Human CD4+ T cell responses have also been reported to ras codon 12 and
61 mutations (101–106). Indeed, promiscuous CD4+ T cell epitopes were found
encompassing codon 12 and codon 61 mutations (102, 103). However, a clinical
trial of peptide-pulsed PBMC induced T cell proliferative but not clinical responses
in pancreatic cancer patients (107, 108).

Also, human CTL have been raised in vitro against some of the common codon
12 or 13 mutant peptides, from blood of patients either unimmunized or immu-
nized with mutant ras peptides, and have been shown to lyse human tumors (106,
109, 110). On the other hand, several attempts to raise CTL to such mutant ras
peptides resulted in CTL that would kill only targets pulsed with peptide, not
tumor cells expressing mutant ras (111, 112). Several clinical trials have been car-
ried out to immunize against mutant ras in cancer patients, including use of 13-
residue peptides in adjuvant (106, 113) and 10-residue or 17-residue peptides pulsed
onto antigen presenting cells, either peripheral blood mononuclear cells or enriched
dendritic cells (110, 114). Although no clinical responses were seen in these studies,
a correlation between specific cytokine response and survival was observed (114)
(Carbone et al., manuscript submitted). In another study of ras peptide intrader-
mal immunization of pancreatic cancer patients using GM-CSF as adjuvant, some
clinical responses were seen, and median survival was longer in those achieving
an immune response to the vaccine (115). A clinical trial of peptide-pulsed autol-
ogous CD40L-matured dendritic cells with codon 12 and codon 13 mutant ras
peptides in colorectal cancer patients is underway in the National Cancer Institute
(J. Janik, J. Morris, D.P. Carbone, J.A. Berzofsky, personal communication). Thus,
mutant ras peptides remain a promising target for therapy of a number of types of
cancer.
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VHL

The von Hippel Lindau (VHL) protein was originally found to be mutated in this
syndrome involving hereditary renal cell cancer, and then was also found to be
mutated in sporadic renal cell carcinoma (116). The mutations occur at many posi-
tions, more like the case of p53 than that of ras. However, a number of them fall
within sequences predicted to bind to HLA-A2.1, so a clinical trial is underway
to examine whether peptides spanning these mutations can induce a CTL response
and/or a clinical remission in HLA-A2+ patients with renal cell cancer (S. Khleif
and J.A. Berzofsky, personal communication).

Chromosomal Translocations

A number of types of malignancy are associated with chromosomal translocations,
especially sarcomas, and chronic myelogenous leukemia (CML). In general, these
chromosomal translocations have been found to contribute to the malignant pheno-
type by creating fusion genes at the junction of the two chromosomes that produce
a new oncogene. Usually these involve genes that regulate other genes, such as tran-
scription factors. For example, the DNA binding domain of one transcription factor
may be joined to the activation domain of another transcription factor, resulting
in aberrant transcription (3, 117, 118). However, the fusion protein created by the
chromosomal translocation, which is responsible for the malignancy, may also be its
Achilles heel. At the breakpoint junction within the fusion protein, there is a new
amino acid sequence for every peptide that spans the breakpoint, that does not occur
in either of the normal proteins that are the parents of the fusion. These new peptides
may serve as neoantigenic determinants that can flag the tumor for recognition by
the immune system, since these amino acid sequences are absent in non-malignant
cells (119). Furthermore, the tumor cannot afford to lose or turn off production
of the fusion gene product, because this product is also serving as an oncogene to
maintain the malignant phenotype.

Bcr-Abl is a the classic example of a fusion protein, in this case formed by the
t(9;22) chromosomal translocation associated with the Philadelphia chromosome of
CML (95% of cases) as well as 10% of childhood and 25% of adult acute lymphocytic
leukemia (ALL) (120). The tyrosine kinase activity of the fusion protein is increased
compared to the normal C-Abl tyrosine kinase (121, 122) and the fusion protein has
transforming activity (123), so it is likely the tumor cells cannot lose it without losing
their malignant state. Cheever’s group first targeted the BCR-ABL fusion protein in
mice (124, 125), inducing CD4+ T cell responses, and similar responses have been
seen in human CD4+ T cells (126). Murine CTL to the fusion protein were not able
to lyse tumor cells expressing the fusion protein (127), but subsequent studies of an
epitope presented by HLA-A3 showed that human CTL could lyse tumor cells (128,
129), supporting the use of BCR-ABL as a tumor vaccine antigen. Recent clinical
trials of BCR-ABL breakpoint peptides as vaccines in CML patients have induced
cellular immune responses but not yet achieved clinical remissions (130, 131).
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PAX3-FKHR, EWS-FLI1, SSX-SYT are all examples of fusion proteins created
by translocations in pediatric sarcomas, such as alveolar rhabdomyosarcoma, Ewing’s
sarcoma, and synovial sarcoma, respectively (3, 117). Murine CTL raised to a pep-
tide spanning the breakpoint of the PAX3-FKHR fusion protein were able to lyse
adenocarcinoam cells transfected with the full-length PAX3-FKHR DNA (118).
Some of the peptides spanning the breakpoints have been found to bind to common
HLA molecules, such as HLA-A3, A1 or B7 (117–119). In such cases, it has been
possible to raise human CTL to these peptides that can recognize and kill human
tumor cells expressing the fusion protein, for example in the case of an SSX-SYT
fusion peptide of synovial sarcoma presented by HLA-B7 (119). Some of these are
currently in clinical trials as therapeutic vaccines in patients.

Her-2/neu

Her-2/neu is a 185 Kd transmembrane protein in the epidermal growth factor
receptor family of tyrosine kinase receptors (94, 132). Her-2/neu is overexpressed
in about 30% of breast carcinomas in humans, and so has been considered a target
for immunotherapy of breast cancer. Its value as a target is underlined by the success
of trastuxumab (Herceptin), a monoclonal antibody to Her-2/neu licensed to treat
breast cancer (133–135). As a vaccine target, both antibodies and T cell immunity
have been sought. With regard to antibodies, a peptide vaccine consisting of B
cell epitopes joined to a promiscuous helper T cell epitope induced antibodies in
rabbits that inhibited human breast cancer cells in vitro, and substantially protected
83% of Her-2 transgenic mice from development of spontaneous breast cancers
(136). With regard to T cells, Cheever, Disis and colleagues found that it was easier
to break tolerance to murine Her-2 in mice with short peptides as vaccines than
with the whole protein (2). Thus, this may be an ideal case for a peptide vaccine.
Clinical trials of Her-2 peptides in humans were successful in inducing CD4+ T
cell proliferative responses that correlated with delayed type hypersensitivity (DTH)
responses (137, 138). A later study using peptides that contained both helper epitopes
and CTL epitopes presented by HLA-A2, with GM-CSF as an adjuvant, induced
both CD4+ T cell proliferative responses and CD8+ HLA-A2-restricted CTL in
patients previously treated for breast, ovarian, or lung cancer that overexpressed
Her-2, with no evident or minimal residual disease (139). T cells induced by the
vaccine lysed human tumor cells expressing Her-2 and persisted for more than a year
in some patients. However, some CTL induced by peptides from Her-2 have been
found not to recognize Her-2-expressing tumors (140). Also, short peptides are less
likely to induce antibodies that may have clinical benefit like that of trastuxumab.
Nevertheless, Her-2/neu remains a promising target for cancer vaccines.

MUC1

MUC1 is a mucin-family glycoprotein that is overexpressed as well as underglyco-
sylated on many types of cancers of epithelial origin compared to normal epithelial
cells (9, 141, 142). It contains multiple copies of a 20-residue repeat sequence.
Early studies of human CTL responses to MUC1 revealed a surprising lack of HLA
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restriction that was thought to be related to the multivalency of the repeat structure
(141). In addition, conventional HLA-restricted epitopes have been found (143).
MUC1 peptides pulsed on dendritic cells were more effective than the same pep-
tides in adjuvant at eliciting CTL and inducing tumor rejection in both wild-type
mice and mice transgenic for MUC1, indicating an ability to break tolerance (144).
Several clinical trials of peptide vaccines have succeeded in eliciting CD4+ or CD8+

T cell responses and specific antibodies, and antibodies raised to MUC1 peptides
conjugated to keyhole limpet hemocyanin (KLH) as carrier in patients can mediate
antibody-dependent cellular cytotoxicity against tumor cells in vitro (145), but so far
no consistent clinical responses except for stabilization of disease has been observed
(146–152).

CEA

Carcinoembryonic antigen (CEA) is an embryonic antigen not normally expressed
substantially in the adult, but overexpressed in most colorectal, gastric, breast, pan-
creatic, and non-small cell lung cancers. An immunodominant CTL epitope has
been identified presented by HLA-A2.1, called CAP-1, and by application of epi-
tope enhancement, an improved epitope has been shown to have higher affinity to
the most frequently used T cell receptors (74, 153, 154). Several early clinical trials
used the CAP-1 peptide as a vaccine either in adjuvant (Detox) or pulsed onto autol-
ogous dendritic cells. T cell responses have been observed, but no consistent clinical
responses were seen, although there was one case of a partial remission in a thyroid
carcinoma patient treated with peptide-pulsed dendritic cells (155–157). However,
a more recent clinical trial of the epitope-enhanced CAP-1 peptide CEA605-613
pulsed onto dendritic cells that had been expanded with Flt3 ligand produced clear
tumor regressions in two colorectal cancer patients, of 12 HLA-A2+ patients with
colorectal or non-small-cell lung cancer studied (158). Another CEA peptide pre-
sented by HLA-A2 (CEA691) has been improved by epitope enhancement (159), and
immunzation with autologous dendritic cells pulsed with an HLA-A24-presented
peptide of CEA (CEA652) has been associated with stable disease in two of ten
patients (160). Also, a promiscuous T helper epitope of CEA (residues 653–667),
presented by HLA-DR4, DR7, and DR9, has been identified (161), overlapping the
latter HLA-A24-presented CTL epitope. Therefore, much recent progress has been
made toward developing peptide vaccines against CEA that can impact the clinical
course of cancers expressing this antigen.

Melanocyte Differentiation Antigens

As melanoma is one of the tumors most associated with spontaneous remissions
thought to be immune-mediated, it has been a major focus of cancer vaccines
and immunotherapy (162). Using tumor infiltrating lymphocytes as probes, sev-
eral shared tumor antigens have been identified, many of which turned out to be
melanocyte differentiation antigens, such as Mart-1/Melan A, gp100, tyrosinase,
and tyrosinase-related protein (TRP)-2 (162–164). Patients treated with vaccines or
adoptively transferred T cells specific for these antigens often develop vitiligo, or
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depigmentation in patches of skin, confirming the crossreactivity of the T cells for
normal melanocytes and melanoma cells (163). Indeed, there is a correlation between
vitiligo and clinical remissions, in that cases of vitiligo have been seen only in patients
showing some clinical response to the therapy (164–166). This side effect, largely
cosmetic, has been considered an acceptable trade-off if one can successfully treat
a largely fatal malignancy. One of the most effective vaccine approaches has been
found to be synthetic peptides corresponding to HLA-A2-binding segments of these
antigens. In a phase I trial of MART-1 peptide in incomplete Freund’s adjuvant, 10
of 22 patients developed interferon-γ responses specific for the peptide and these
responses correlated with prolonged relapse-free survival (167). A modification of
this peptide has been described to increase stability in plasma (168).

Epitope enhancement has been applied to make a more effective vaccine of gp100
peptide 209–217, by substituting a methionine at position 2 in the peptide sequence
(70). In a clinical trial comparing the wild type and enhanced peptide, the enhanced
peptide was much more effective at eliciting a CD8+ T cell response (71). When
given with IL-2, this peptide was also the most effective at producing clinical remis-
sions, significantly more than in the case of treatment with IL-2 alone. This promis-
ing finding has led to a phase III clinical trial in progress. Interestingly, however, the
use of IL-2 that increased clinical responses reduced the CTL activity detectable in
peripheral blood, suggesting sequestering at the tumor site (169). In that regard, it was
found that when melanoma patients were vaccinated with a mixture of four peptides
from gp100 and tyrosinase restricted by HLA-A1, A2, and A3, with GM-CSF in
Montanide ISA-51 adjuvant, CTL could be detected in 5/5 patients in lymph nodes
draining the immunization site, but in only 2/5 patients in the peripheral blood
(170). In addition, a MART-1 peptide vaccine in two types of emulsion adjuvants
increased the number of antigen-specific T cells ex vivo, but did not convert them to
an active effector state seen after virus infection, suggesting the need for additional
vaccine components to activate the T cells induced (171). In this regard, responses to
the gp100-209-217 (2M) peptide could be increased by immunization of melanoma
patients with the peptide in Montanide ISA-51 adjuvant when recombinant human
IL-12 was administered at the same sites (172). In a trial of CD34+ progenitor-
cell derived dendritic cells pulsed with 4 different melanoma peptides presented by
HLA-A2.1, response to more than two of these peptides correlated with lack of
disease progression (173). Thus, melanocyte differentiation antigen peptides remain
one of the most promising types of tumor antigen for vaccine therapy.

Tumor-Testis Antigens (MAGE, etc.)

Some of the first T-cell tumor antigens mapped were found by cloning genes using
T lymphocytes as a probe (174–177). The first one, MAGE, found in melanoma,
turned out to be the prototype of a class of tumor antigens called tumor-testis antigens
because they were found primarily in tumors, but also in one normal tissue, testis.
These proteins contain segments presented by HLA-A1 or A2 and peptides from
these antigens binding HLA molecules have been used in cancer vaccine clinical
trials for melanoma, either in adjuvant or pulsed on dendritic cells, resulting in some
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clinical tumor regressions and/or lack of progression (173, 178–183). Peptides pulsed
on to dendritic cells have also induced CD4+ Th1 cell responses to MAGE peptides
in melanoma patients (184).

Viral Tumor Antigens: HPV 16-E6 and E7

The most foreign tumor antigens are ones that are actually encoded by a viral genome
rather than the human genome. Although several virally-induced tumors are known,
such as B cell lymphomas related to Epstein-Barr virus (EBV) and adult T-cell
leukemia/lymphoma associated with HTLV-I, the best characterized antigenically
is cervical carcinoma associated with human papillomavirus (HPV). Over 95% of
human cervical cancer is now believed to be caused by human papillomavirus, pri-
marily types 16 and 18 (185). The premalignant dysplastic cells and carcinoma in
situ, as well as invasive cancer, all express two oncogene products encoded by the
virus, E6 and E7. E6 contributes to the malignancy by binding to and facilitating
the degradation of the tumor suppressor protein p53 (186), while E7 contributes
by binding and inactivating another tumor suppressor protein, Rb (187). Together
they have been shown to be sufficient to transform cells (188), and so they must
be retained to maintain the malignant phenotype. Much work has been done to
target these with vaccines, but they have not proven to be the most immunogenic
proteins. Nevertheless, a dominant epitope of E7 presented by a murine class I MHC
molecule has been shown to be an effective vaccine against murine tumors expressing
E7 (189). Epitopes binding to human HLA-A2 and other HLA molecules have been
mapped, and human CTL raised (190). These have been the subject of a number of
clinical trials of peptide vaccines. Initial clinical trials with HPV-16 E7 peptide vac-
cines were not very successful at inducing CTL or clinical responses (191–193), but
a more recent one using two peptides from E7 (residues 12–20 and 86-93) showed
increased CTL activity to E7 in 62% of individuals tested and some viral clearance
from cervical scrapings in two thirds (194). It is not clear why such a foreign tumor
antigen as a viral antigen should be so weakly immunogenic. Nevertheless, if these
problems can be overcome, E6 and E7 remain strong choices for cancer vaccines
because they are so completely foreign that at least tolerance does not need to be
broken, and no autoreactivity should be induced.

CONCLUSIONS

Much recent progress has been made in the identification of new tumor antigens
and their epitopes that may serve as potential cancer vaccines. Many of these have
been studied as synthetic peptide vaccines corresponding to epitopes identified as
presented by particular common human class I HLA molecules, especially HLA-
A2.1, the most common human class I molecule. Although a number of strategies for
immunization against cancer have been investigated, no strategy targeting a specific
antigen has yet proven consistently more clinically effective than synthetic peptides.
Peptides have the advantage that they can be easily modified by epitope enhancement
to improve binding to the MHC molecule or the T cell receptor, and they can be
combined with cytokines, chemokines, and costimulatory molecules to increase
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vaccine potency and steer the responses toward a desired phenotype, such as CTL or
Th1 cells. Peptides can also be coated onto dendritic cells, the ultimate professional
antigen presenting cell, to bypass any defect in antigen-presenting cell function or
maturation related to the presence of the cancer. Thus, as both research tools and as
potential clinical vaccines, synthetic peptides remain at the forefront of research in
the vaccine immunotherapy of cancer.
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INTRODUCTION

Nucleic acid immunization has garnered much attention as a promising approach
for cancer therapeutic development. This innovative vaccine strategy uses non live,
non replicating, non spreading DNA formulations which utilize the host’s cellular
machinery for expression of proteins (antigens). Such novel delivered and expressed
antigens become recognized by the host immune response and induce specific T
and B cell responses against the gene encoded proteins. The foundational basis for
DNA vaccines originated from the observation that delivery of gene sequences in
vivo could lead to their expression [reviewed in (1)]. In the 1950s and 1960s experi-
ments aimed at understanding the fundamental nature of the basis for cancer delivered
as either nucleic acid or proteins to animals and followed tumor development. Tumor
development segregated with nucleic acids and tumor bearing animals could sero-
convert to tumor antigens, establishing the ability of nucleic acid transfer to drive
protein expression and activate the immune response. In the 1980s the understanding
that the immune response was a nemesis for gene therapy antigen delivery started
to impact vector studies. Wolff et al. reported that activity of reporter genes could
be detected for up to two months without a delivery system (2). Many investigators
were focusing on if such proteins implemented for such gene therapy experiments
could be employed to express antigens to stimulate the immune system. A study
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published by Tang et al. utilizing DNA coated gold microprojectiles to transfect cells
in vivo reported the generation of an antibody response against the DNA encoded
proteins (3). The study utilized a delivery system called a gene gun as this group had
doubts that the efficiency of direct injection was likely substantial enough to deliver
enough antigen to produce a significant immune response. However, papers appeared
from Ulmer and Wang almost coincidently (4, 5) describing different formulations
for IM delivery inducing responses against true human pathogens, influenza and
HIV, followed rapidly by a paper from Fryan on influenza. These papers demon-
strated that not just antibodies could be induced by this technology, but that cellular
response as well as cytokine profiles could also be altered. In addition, protection
from animal challenge could also be achieved.

Among the most intriguing and yet promising aspect of DNA vaccines is the
feasibility of manipulation towards benevolent immune responses, juxtaposed with
the remarkable ability to activate both arms of the immune system (4, 5). These
unique attributes are a result of direct transfection of encoding plasmids into cells
in vivo, whereby direct presentation on MHC Class I can materialize. As will be
discussed later, this very principle has been exploited to specifically amplify the
cellular arm of the immune response. The other beneficial aspect is its ability to
engineer responses robust enough to often break tolerance against nonimmuno-
genic tumor antigens. This is particularly important when dealing with antigens
exhibiting minimal immunogenic properties. In view of these findings, we review
the potential utility of applying DNA vaccines as both a therapeutic and prophylac-
tic approach against cancer and other forms of neoplastic growth. The requirement
of potent T-cell activation rather than antibody activation as an essential crite-
rion for tumor rejection validates such a use for efficacious treatment for tumor
immunotherapy (6).

ESSENTIAL ROLE OF DENDRITIC CELLS IN TUMOR IMMUNOGENICITY:
OPTIMIZING TO TARGET DC’S

In the body’s immune system, cells need to process and present antigenic peptides
to lymphocytes in order to stimulate antigen specific immune response. Thus, anti-
gen must be processed and presented to T lymphocytes by antigen presenting cells
(APCs) (7). Antigen presentation and recognition is a complex biological process
that involves many interactions between antigen presenting cells and T cells. There
are four primary components that are critical in the professional APCs’ ability to
present the antigen to T cells and activate them for appropriate immune responses.
These components are MHC-antigen complexes, costimulatory molecules (primar-
ily CD80 and CD86), intracellular adhesion molecules, and soluble cytokines. Naive
T cells circulate through the body across lymph nodes and secondary lymphoid
organs such as the spleen. Their migration is mediated among other factors by inter-
cellular adhesion molecules and cytokines. As the T cells travel, they bind to and
dissociate from various antigen presenting cells (APCs). Their movement is guided
by chemokines but binding to cells is mediated through adhesion molecules. When a
naive T cell binds to an APC expressing relevant MHC:peptide complex, the T cell
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up regulates costimulatory molecules such as CD40L which further activates the
APC increasing expression of the T cell costimulatory molecules CD86/CD80.
These costimulatory signals bind to CD28 on the T cells inducing increased lev-
els of high affinity IL-2 receptor. Only when this T cell receives a strong enough
costimulatory signal through CD80/CD86-CD28 interaction does the T cell make
soluble IL-2, which then binds to the receptors and drives the now-armed effector
T cell to activate and proliferate.

Much speculation on the immunogenicity of tumor antigens has concentrated on
the efficiency of antigen presentation from APCs to T-cells. Specifically, the roles
of Dendritic cells (DCs) and the essential antigen specific clonal expansion have
been thoroughly investigated. When compared with other “professional” antigen
presenting cells (APCs), dendritic cells are preferentially advantageous due to their
exclusive ability to activate naı̈ve T-cells within the secondary lymphoid organs.
Structurally, dendritic cells express elevated quantities of co-stimulatory molecules
including CD80 and CD86, and large amounts of peptide-MHC complexes allowing
potent T lymphocyte activation and differentiation (Reviewed in 8).

The role of DC’s in regulating tumor antigenicity have been extensively docu-
mented. In fact, tumors have developed immune evasive attributes to prevent DC
maturation and prevent the eventual antigen specific T-cell generation. For instance,
some tumors secrete substantial amounts of Vascular Endothelial Growth Factors
(VEGF) which promote not only angiogenesis but also retards the maturation of
antigen captured DC’s (9) and this effect appears to operate through a direct suppres-
sion of NF-κB (10). Furthermore, continuous infusion of VEGF into mice leads to a
dramatic inhibition of dendritic cell development, associated with an increase in the
production of B cells and immature Gr-1(+) myeloid cells (11). In addition to VEGF,
some tumor cells secrete IL-10, which directly prevents the maturation of dendritic
cells (12, 13). This effect dramatically diminishes the antigen specific activation of
both CD4 and CD8 T cells through the attenuation of DC’s, as ex vivo genera-
tion of bone marrow-derived DC eradicates this effect (14). These results suggest a
paramount theme; tumors suppress the maturation of DC’s to impede the functional
stimulation of T cells. Unfortunately for the development of anti tumor immunity,
this effect is essential for proficient activation of tumor specific T cells.

Essential Role of DCs in DNA-based Immunizations

In addition to anti-tumor immunity, the development of DNA vaccine-based
immune responses also requires the activation and and perhaps in part direct trans-
fection of dendritic cells. Condon et al. demonstrated that gene gun delivery of
reporter gene plasmids to the skin resulted in expression of the reporter genes in
cells exhibiting dendritic cell-like morphology localized within the local draining
lymph nodes (15). Others have proposed that secretion of expressed antigens from
somatic cells or their destruction (i.e. muscle cells and keratinocytes) may provide
the path for dendritic cells to take up antigen and present through the exogenous
MHC class II pathway (16). In fact purification of APCs from immunized mice
will stimulate naı̈ve T cells in an antigen specific manner, suggesting that uptake
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Figure 1. Muscle Cells as Antigen Presenting Cells (APCs). A schematic diagram of the in vivo
expression of B7 surface molecules on muscle cells. The direct transfection of B7 activates the secondary
signal by signaling through CD28 to activate MHC mediated presentation and activation of T-cells. This
coimunization model induced potent antigen specific CTL activation with muscle cells functioning as
APCs.

of antigen by APCs is important for DNA immunization based immune activation.
Additionally, IM injection of plasmids expressing EGFP results in co-localization
of EGFP expressing cells and APC markers CD80 and CD86 in the draining LN’s
(17). These results suggest that 1) APC activation and migration to the regional
lymph node is essential for immune activation following plasmid immunization, and
2) APCs can take up antigens through direct transfection and/or exogenous phago-
cytosis. Therefore, vaccine strategies targeting the enhanced uptake of antigens by
DCs or increased chemotaxic migration of DCs to the site of antigen expression
may provide increased vaccine potency and increased therapeutic potential.

Enhancing DC-directed Antigen Uptake

In addition to powerful signaling, dendritic cells often function as scavenger cells by
engulfing and processing apoptotic bodies. Specifically, immature DCs uptake dead
cells or apoptotic bodies via surface receptors αVβ5 integrin and CD36 (18–20).
This uptake promotes a process termed cross-priming whereby exogenous antigens
are processed and presented through the endogenous MHC class I pathway (Figure 1).
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Specifically, the engulfment of these bodies with either tumor or viral antigens by
dendritic cells provokes the activation of MHC class I restricted CD8+ CTLs (20,
21). Both dendritic cells and macrophages have been shown to present apoptotic
engulfed antigens but the latter is much less potent at activating naı̈ve T-cells, which
is a vital step in the generation of adaptive immunity (21, 22). Furthermore, several
studies also demonstrate that there is a quantitative dependency on apoptotic bodies
by dendritic cells in inducing the secretion of pro-inflammatory cytokines TNF-
α and IL-1β both in vitro and in vivo (20, 23). Accordingly, an optimum strategy
to develop potent vaccines would include the activation of dendritic cells and the
packaging of immunogens in apoptotic bodies facilitating cross priming and broader
cellular immunity. In a recent study, a novel strategy was used whereby immuno-
gen constructs were coimmunized with an apoptosis inducing receptor Fas. This
coimmmunization resulted in significant augmentation of antigen specific immune
responses as measured by enhanced CTLs and Th1 cytokines including INF-γ and
IL-12 (24) (Figure 2). There is other evidence to suggest that apoptosis signals that
aliquot ample time for immunogen expression will provide adjuvant properties. A
more recent study implemented mutant caspases to decrease apoptotic efficiency to
increase the time of immunogen expression prior to the apoptotic event, while still
delivering apoptosis-mediated antigens to dendritic cells (25). This specific adju-
vant raised both CD4 and CD8 responses, indicating that antigen uptake by DCs
presented peptides into both the endogenous and exogenous pathways.

While apoptosis mediated delivery has provided an insight to the possibility of cross
priming, others have utilized directly secreted antigens to target dendritic cells. This
raises the prospect that exogenous antigens may function in generating MHC Class I-
restricted responses by directly entering the cytosol in a DNA vaccine model through
the endogenous cross-priming process (26–28). It has been previously suggested that
antigens can be expressed by transplanted cells, which maintain the ability to induce
CTLs through the direct transfer of antigens to host’s antigen presenting cells (29, 30).
Various tumor studies directed at ascertaining the precise functions of somatic MHC
class I molecules have determined that bone marrow-derived antigen-presenting
cells play the dominant role of presenting these somatic-based antigens (31). Addi-
tionally, other exogenous antigens such as bacteria are internalized and processed
for presentation by MHC class I molecules (32, 33). These reports unequivocally
imply extracellular uptake of antigens is a prominent pathway implemented by the
immune system to generate CTLs. In this regard, dendritic cells express surface cell
receptors for Fc regions of antibodies called FcγR’s, which enhances the uptake of
antigen-antibody complexes and leads to presentation on MHC class II molecules
(34). These receptors also assist in the activation and maturation of dendritic cells
and regulate efficient presentation of exogenous antigens (35). Hence introduction
of exogenous antigens through FcγR-mediated internalization into the cytoplasm
may help effectively prime antigens to activate MHC Class I-restricted CTLs (36).
Exogenous antigen endocytosis could then employ the endogenous TAP depen-
dent antigen processing pathway and in theory present peptides on MHC Class I
molecules (37). This strategy was directly tested in a DNA vaccine model by fusing
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the hepatitis B virus (HBV) e antigen and the Fc portion of an IgG1 antibody (38).
The antigen-Fc immunogen was secreted by somatic cells and taken up effectively by
dendritic cells resulting in stimulation of both CD4+ and CD8+ T cells in vivo. The
adjuvant effectively augmented the secretion of proinflammatory cytokines including
INF-γ and IL-2 as well as enhancing CTL and lymphocyte proliferative responses
(38).

Another promising DC targeting immune modulator is the family of chaperones
called the Heat Shock Proteins (HSPs). The initial experiments that elucidated the
immunocapability of HSPs were from purification experiments from antigenically
distinct sarcoma cells (39, 40). In fact, it was later ascertained that this 96 kDa gly-
coprotein was not itself immunogenic, but became immunogenic in circumstances
when it was conjugated with peptides. Overall comparison of immunogenicity with
other HSP family members including Hsp70 and Hsp90 suggest that immunogenicity
is associated with two vital factors, the associated ATPase activity and the association
of HSP with peptides (41). The ATPase activity likely determines the ability of the
chaperone complex to transfer peptide to acceptor molecules and this association
with peptides is the rationale for the autologous nature of these complexes (42).
These chaperones also possess intrinsic inflammatory qualities, including among
many properties the maturation and activation of DCs (43), direct cross-priming
abilities (44–46), and release of NO from APCs (47). The endocytosis and eventual
presentation of antigens is thought to be a consequence of the universal targeting
of all HSPs by its receptor CD91, a natural ligand for alpha 2-macroglobulin (48,
49). The post uptake processing implements the endogenous pathway, which par-
tially explains the cross-priming effect of these proteins. The significance of HSP in
tumor-specific and non-vaccine related circumstances has been examined. Specifi-
cally, immunotherapy of cancers with HSPs purified from tumors or reconstituted
in vitro from tumor cell cultures when administered as vaccines also regressed the
growth of tumors (50–52).

The copious immunogenic attributes of HSP suggest these complexes may func-
tion as useful adjuvants for DNA vaccines. Specifically, the HSP70 of Mycobacterium
tuberculosis was fused to the Human HPV-16 E7 antigen generating a chimeric
DNA vaccine (53). The E7-HSP70 DNA vaccine induced significantly enhanced
levels of Th1 mediated responses including a ratio of 435:14 (E7-HSP70 to E7) of
E7 specific INF-γ spot-forming CD8+ T cells via ELISPOT assays. Additionally,
data from this group suggested that the eradication of pre-existing tumors and the
resulting immune response was via CD4+ independent mechanisms, implying that
cross-priming was crucial for this effect. Where the T cell help for this cross priming
event was supplied is unclear.

Another member of the HSP family that has shown to augment the potency of
DNA vaccines is calreticulin (54). The idea of calreticulin as an immune modulator
was based on previous findings that calreticulin in conjugation with tumor pep-
tides stimulates potent peptide specific CD8+ T cell responses (55). Like the other
HSP members, calreticulin also implements the CD91-dependent pathway for APC
uptake, making cross-priming another presumable immunogenic outcome from use
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of this molecule (49). Additionally, calreticulin and its fragment vasostatin also oper-
ate as inhibitors of angiogensis (56, 57). Accordingly, when calreticulin was fused to
HPV-16 E7 antigen as a DNA vaccine, a potent, anti-tumor effect was provoked;
the resulting response was attributed to both the enhanced immunogenicity against
E7 and the generation of anti-angiogenesis.

Amplifying DCs at the Site of Expression

In addition to the enhanced uptake of antigens, an amplification of DC quantity
is likely advantageous for enhanced antigen delivery to and presentation within the
regional lymph nodes. Compensating for DC paucity can be ameliorated through
DNA vaccine-mediated engineering of immune responses. Among various strate-
gies, Flt3 (Fms-like tyrosine kinase 3) ligand (FL) has been utilized to stimulate the
activation and amplification of dendritic cells (58). Functionally, FL treatments in
mice significantly increase dendritic cell population in many areas including the
bone marrow, gastro-intestinal lymphoid tissue (GALT), liver, lymph nodes, lung,
peripheral blood, peritoneal cavity, spleen, and thymus (59). FL has revealed tumor
suppressive attributes in mice partly by the generation of large number of dendritic
cells (60). Accordingly, recent work indicates enhanced frequency of CD8+ T cells
when FL was fused to the human papillomavirus-16 E7 antigen (58). The response
was CD4+ independent and maximum effect was observed when the antigen and FL
were fused together. Most importantly, 100% of mice vaccinated with FL-E7 were
protected when challenged with TC-1, a tumor cell line derived from C57BL/6
mice cotransformed with HPV-16 E6 and E7 and c-Ha-ras oncogenes (58).

Other methods have concentrated on the direct chemotatic migration of DCs
to the site of injection. One report specifically coimmunized M-CSF and resulted
in enhanced levels of CD8+ T cell dependent responses. This effect was in direct
correlation with elevated DC migration to the site of injection with an increase
in the Beta-Chemokine MIP-1β (61). Others have reported that coimmunization
with GM-CSF augments the migration of immature DCs to the injection site. The
maximal migration occurred between days 3–5 post injection and was not positive
for CD80 or CD40 (62).

CONVERTING MUSCLE CELLS INTO APCS

The generation of immune responses via DNA vaccines requires the delivery and/or
presentation of immunogens to professional antigen presenting cells (APCs). It has
been proposed that a significant target for in vivo transfection of plasmids are also
the muscle cells themselves and their transfer and/or presentation of immunogens
may be a vital tool in the development of immune responses (Reviewed in 63). One
of the consequences suggested as an issue for muscle delivery of plasmid vectors is
that less effective antigen presentation will occur as the muscle cells fail to express
the costimulatory molecules (i.e. CD80, CD86, B7RP1) necessary to send a sec-
ond signal. One approach to this limitation may be to codeliver antigen expressing
plasmids with costimulatory molecule expressing plasmids (64–66). In theory the
coexpression of CD86 on muscles that express a high ratio of MHC class I and can
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not a highly invasive approach which exploits the host’s own immune system to
generate intrinsic anti-tumor defenses. In addition, it can be easily combined with
other approaches thus is attractive to patients and physicians. Additionally, side effects
associated with conventional chemotherapy and radiotherapy are nonexistent with
immunotherapies. To this end, several specific TAAs have become targets for DNA
vaccine development (reviewed in 79, 80).

DNA Vaccines Against Melanoma

An imposing barrier for any immune therapy approach is the potential for immune
tolerance to tumor antigens. It has been suggested that the unique presenta-
tion of tumor specific antigens in the context of DNA vaccines may facilitate
breaching of this potential immunological barrier. Among the numerous TAAs
that have been identified for melanoma, several have been studied in the con-
text of DNA vaccines. Specifically, an early experiment conducted by Weber et
al. targeted the gp75/ tyrosinase-related protein-1 as an antigen in a DNA vac-
cine model. This specific TAA is well tolerated as a vaccine antigen although it is
difficult to develop strong cellular immunity against. However, mice primed with
the human gp75 and boosted with murine gp75 appear to be able to break toler-
ance and developed immunity and tumor protection in a mouse challenge model.
This immune response was dependent on both the induction of CD4+ T cells
and NK cells (81). Another innovative strategy used minigenes as specific targeted
immunogenes, by fusing distinct dominant class I epitopes from gp100 and TRP-
2 into the vaccine candidate. In addition, the ubiquitin gene was fused on the
5′ end of the vaccine and was delivered by oral gavage using an attenuated strain
of Salmonella typhimurium as carrier. The enhanced effect was concomitant with
increased INF-γ production and specific lysis of tumor cells by activated CD8 T
cells. The effect is thought to be a consequence of increased processing and tar-
geting of the antigen into the MHC Class I presentation pathway (82). Several
studies have tested plasmid vaccines against different models of melanoma. Some of
these studies induced destruction of pigment cells as a possible correlate of destruc-
tion of melanoma in vivo. However, the early results appear to just be scratching
the surface. It is likely that more potent DNA vaccines incorporating molecu-
lar adjuvants or in prime boost protocols will be more effective than these early
approaches.

DNA Vaccines Against Colon Cancer

Human CEA is a 180-kDa glycoprotein expressed in elevated levels in 90% of gas-
trointestinal malignancies, including colon, rectal, stomach, and pancreatic tumors,
70% of lung cancers, and 50% of breast cancers (83, 84). CEA is also found in human
fetal digestive organ tissue, hence the name carcinoembryonic antigen (85). It has
been discovered that CEA is expressed in normal adult colon epithelium as well,
albeit at far lower levels (86, 87). Sequencing of CEA shows that it is associated with
the human immunoglobulin gene superfamily and that it may be involved in the
metastasizing of tumor cells (85).
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The immune response to nucleic acid vaccination using a CEA DNA construct was
characterized in a murine model. The CEA insert was cloned into a vector containing
the cytomegalovirus (CMV) early promoter/enhancer and injected intramuscularly.
CEA specific humoral and cellular responses were detected in the immunized mice.
These responses were comparable to the immune response generated by rV-CEA
(86). The CEA DNA vaccine was also characterized in a canine model, where sera
obtained from dogs injected intramuscularly with the construct demonstrated an
increase in antibody levels (88). Cellular immune responses quantified using the
lymphoblast transformation (LBT) assay also revealed proliferation of CEA-specific
lymphocytes. Therefore a CEA nucleic acid vaccine was able to induce both arms
of the immune responses (88). CEA DNA vaccines are currently being investigated
in humans, but as yet there is little data presented for guidance.

DNA Vaccines Against Prostate Cancer

Prostate cancer is the most common form of cancer and the second most common
cause of cancer related death in American men (89). The appearance of prostate
cancer is much more common in men over the age of fifty (90). Three of the most
widely used treatments are surgical excision of the prostate and seminal vesicles,
external bean irradiation, and androgen deprivation. However, conventional thera-
pies lose their efficacy once the tumor has metastasized, which is the case in more
than half of initial diagnoses (91, 92).

PSA is a serine protease and a human glandular kallikrein gene product of
240 amino acids, which is secreted by both normal and transformed epithelial cells
of the prostate gland (93, 94). Because cancer cells secrete much higher levels of
the antigen, PSA level is a particularly reliable and effective diagnostic indicator of
the presence of prostate cancer (95). PSA is also found in normal prostate epithelial
tissue and its expression is highly specific (96).

The immune responses induced by a DNA vaccine encoding for human PSA has
been investigated in a murine model (96). The vaccine construct was constructed by
cloning a gene for PSA into expression vectors under control of a CMV promoter.
Following the injection of the PSA DNA construct (pCPSA), various assays were
performed to measure both the humoral and cellular immune responses of the mice.
PSA-specific immune responses induced in vivo by immunization were characterized
by enzyme-linked immunosorbent assay (ELISA), T helper proliferation cytotoxic
T lymphocyte (CTL), and flow cytometry assays. Strong and persistent antibody
responses were observed against PSA for at least 180 days following immunization.
In addition, a significant T helper cell proliferation was observed against PSA pro-
tein. Immunization with pCPSA also induced MHC Class I CD8+ T cell-restricted
cytotoxic T lymphocyte response against tumor cell targets expressing PSA. The
induction of PSA-specific humoral and cellular immune responses following injec-
tion with pCPSA was also observed in rhesus macaques (97). These responses were
achieved in either female or male animals. As the PSA construct was human in
design, and human and rhesus construct are 98% identical these results support that
the DNA vaccines could break tolerance in this model. This is a rare demonstration
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of this ability in a non human primate. In addition to cellular immunity, strong anti-
body responses were also observed. Such antibody responses may also be valuable
in a clinical setting. Recently, PSMA based DNA vaccines have entered the clinic
for initial evaluation. The results of these studies are pending but will likely provide
important information about targeting prostate disease using DNA technology.

DNA Vaccines Against Cervical Cancer

Human Papillomavirus (HPV) 16 associated proteins including E6 and E7 are some
of the most common proteins in cervical cancers and are ubiquitious expressed within
these cells (98,99). However, DNA based vaccine targeting these proteins seem to
elicit minimal immune responses and may necessitate potent adjuvants to provide
efficacious tumor protection. A DNA vaccine based HPV E6 vaccine in mice was
able to provide anti-tumor activity when adjuvanted with IL-12 into the skin. This
specific study implemented exclusively the amino terminal which of E6, which lacks
the transforming property (100). One of the early E7 vaccines employed mutational
variants within the zinc-binding motifs that led to rapid degradation. Ironically,
this specific vaccine exhibited stronger E7-specific CTLs (101). In a similar fash-
ion, several other studies have targeted the processing of HPV vaccines to specific
compartments to enhance potency. An early study by T.C. Wu and colleagues fused
the E7 antigen with the lysosomal-associated membrane protein (LAMP-1), which
directs processing of E7 antigens into the MHC class II pathway for presentation
(102). When compared to the E7 antigen alone, the LAMP-1 mediated targeting
enhanced antigen specific CD4+ helper T cells, greater antigen specific E7 CTL
activity, and antibody responses (103). On the contrary, similar manipulation has been
implemented to direct proteins into the MHC class I presentation pathway. Specifi-
cally, the HSV-1 structural protein VP22, which exhibits an intercellular trafficking
property (104), was directly fused to the E7 antigen to perhaps increase presentation
productivity (105). Incredibly, this specific adjuvant stimulated a 50-fold increase
in the overall quantity of E7-specific CD8+ T cells (105). Similarly, fusion of E7
to gamma-tubulin, a target for the centrosomal compartment which possesses pro-
teasomes, led to a dramatic increase in the quantity of E7-specific CD8+ T cells.
This effect was dependent on the proteasome, as mice deficient in TAP-1 failed to
develop such an enhancement (106).

A more recent report within the clinics also suggests that immunization through
DNA can also therapeutically attenuate the growth of neoplastic cells in humans.
These studies specifically encapsulated DNA plasmids encoding HLA-A2-restricted
epitopes of the HPV E7 antigen within biodegradable polymer microparticles. Early
work suggests no adverse side effects, while enhancing immune responses when
implementing this specific therapy (107). These results are very exciting as the doses
of DNA used in these studies are very low. In addition to the demonstration of
immune response induction these investigators noted a regression in precancerous
phenotype in this cervical progression model. While spontaneous regressions are
noted in this model, the rate of regression gives hope that this regression was a
result of the vaccine. However, strong conformation of these results will await a
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clinical study that includes a placebo control to firm up these important obser-
vations. However, the results remain highly exciting and may mark a turning
point in the application of this technology to cancer therapy of Papillomavirus
infection.

DNA Vaccines Against Breast Cancer

The erbB-2/neu proto-oncogene is a member of the EGFR family that dimerizes to
activate trans phosphorylation to activate signal transduction and is also overexpressed
in 15–40% of all human breast cancers (108–110). Accordingly, Chen et al. gener-
ated DNA constructs expressing the full length neu, the extracellular domain, and the
extracellular-transmembrane domains. The latter two mutants were created to avoid
potential transformation, and all three were immunized and challenged with Tg1-1
cell line, which was garnered from a FVB/N neu–transgenic mouse. The authors
report protection when challenged with this specific cell line and this effect
was augmented with IL-2 as an adjuvant, and was antibody independent (111).
Others have implemented innovative strategies by mutating domains responsible for
kinase activity and adding leader sequences to redirect towards antigen processing
and have generated similar results (112). Importantly, the prophylactic attributes of
this vaccine was demonstrated when it was shown to prevent spontaneous forma-
tion of tumors in FVB/N neu-transgenic mice when administered in conjunction
with IL-12 (113). One concern for clinical evaluation of this approach is that neu is
expressed in many other tissues besides breast cancer, including lining of the brain
and in heart tissue, at low levels. The consequences of this expression for DNA
immune therapy is at this time unknown but must be considered in clinical trial
design.

Conclusion

The recent progress of immunotherapy for treatments against cancer can largely be
attributed to a greater overall understanding of the immune system. Identification of
processing pathways and targeting receptors has allowed the development of novel
adjuvants in augmenting the overall potency of these vaccines. In addition, the
growing lists of TAAs provide copious targets to develop immunity against tumor
formation. Furthermore, therapies can also target factors that are essential for the
survival and propagation of tumors. For instance, a recent study targeted the receptor
of the angiogenesis factor VEGF. The authors immunized mice against vascular-
endothelial growth factor receptor 2 (FLK-1) through an oral vaccine and targeted
proliferating endothelial cells in the tumor vasculature. Protection was observed from
numerous cell types including melanoma, colon carcinoma, and lung carcinoma
(114). Accordingly, this combination of basic immunology and TAA isolation is
providing an auspicious path for immunotherapies against cancer. All together, these
promising results also emphasize the potential of DNA Vaccines as therapies against
cancer. The particular advantages of DNA in manufacturing, lack of replication based
pathogenesis, specificity for the tumor target, lack of vector immunity allowing for
routine reimmunization are all properties of ideal immunization strategies for cancer
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immune therapies. The challenges as we go forward will be to take these collection
of positive attributes and add additional immune potency to the mix. At that time it
is likey that DNA vaccines will take their place at the center of programs for tumor
immunotherapy.
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33. Rescigno, M., S. Citterio, C. Théry, M. Rittig, D. Medaglini, G. Pozzi, S. Amigorena, P. Ricciardi-
Castagnoli. 1998. Bacteria-induced neo-biosynthesis, stabilization, and surface expression of functional
class I molecules in mouse dendritic cells. Proc Natl Acad Sci U S A 95:5229–5234.

34. Amigorena, S., and C. Bonnerot. 1999. Fc receptor signaling and trafficking: a connection for antigen
processing. Immunol Rev 172:279–284.

35. Regnault, A., D. Lankar, V. Lacabanne, A. Rodriguez, C. Thery, M. Rescigno, T. Saito, S. Verbeek, C.
Bonnerot, P. Ricciardi-Castagnoli, and S. Amigorena. 1999. FcGamma receptor-mediated induction of
dendritic cell maturation and major histocompatibility complex class I-restricted antigen presentation
after immune complex internalization. J Exp Med 189:371–380.

36. Carbone, F.R., and M.J. Bevan. 1990. Class I-restricted processing and presentation of exogenous
cell-associated antigen in vivo. J Exp Med 171:377–387.

37. Kovacsovics-Bankowski, M., and K.L. Rock. 1995. A phagosome-to-cytosol pathway for exogenous
antigens presented on MHC class I molecules. Science 267:243–246.

38. You, Z., X. Huang, J. Hester, H.C. Toh, and S.Y. Chen. 2001. Targeting dendritic cells to enhance
DNA vaccine potency. 61:3704–3711.

39. Srivastava, P.K., A.B. DeLeo, and L.J. Old. 1986. Tumor rejection antigens of chemically induced
sarcomas of inbred mice. Proc Natl Acad Sci U S A 83:3407–3411.

40. Maki, R.G., L.J. Old, and P.K. Srivastava. 1990. Human homologue of murine tumor rejection antigen
gp96: 5’-regulatory and coding regions and relationship to stress-induced proteins. Proc Natl Acad Sci
U S A 87:5658–5662.

41. Udono, H., and P.K. Srivastava. 1993. Heat shock protein 70-associated peptides elicit specific cancer
immunity. J Exp Med 178:1391–1396.

42. Li, Z., and P.K. Srivastava. 1993. Tumor rejection antigen gp96/grp94 is an ATPase: implications for
protein folding and antigen presentation. EMBO J 12:3143–3151.

43. Binder, R.J., K.M. Anderson, S. Basu, and P.K. Srivastava. 2000. Cutting Edge: heat shock protein
gp96 induces maturation and migration of CD11c+ cells in vivo. J Immunol I165:6029–6035.

44. Suto, R., and P.K. Srivastava. 1995. A mechanism for the specific immunogenicity of heat shock
protein-chaperoned peptides. Science 269:1585–1588.

45. Arnold, D., S. Faath, H. Rammensee, and H. Schild. 1995. Cross-priming of minor histocompatibility
antigen-specific cytotoxic T cells upon immunization with the heat shock protein gp96. J Exp Med
182:885–889.



6. DNA Vaccination in Immunotherapy of Cancer 153

46. Arnold-Schild, D., D. Hanau, D. Spehner, C. Schmid, H.G. Rammensee, H. de la Salle, and H.
Schild. 1999. Cutting Edge: receptor-mediated endocytosis of heat shock proteins by professional
antigen presenting cells. J Immunol 162:3757–3760.

47. Panjwani, N.N., L. Popova, and P.K. Srivastava. 2002. Heat shock proteins gp96 and hsp70 activate
and release of NO by APCs. J Immunol I168:2997–3003.

48. Binder, R.J., D.K. Han, and P.K. Srivastava. 2000. CD91: a receptor for heat shock protein gp96. Nat
Immunol 1:151–155.

49. Basu, S., R.J. Binder, T. Ramalingam, and P.K. Srivastava. 2001. CD91 is a common receptor for heat
shock proteins gp96, hsp90, hsp70, and calreticulin. Immunity 14:303–313.

50. Tamura, Y., P. Peng, K. Liu, M. Daou, and P.K. Srivastava. 1997. Immunotherapy of tumors with
autologous tumor-derived heat shock protein preparations. Science 278:117–120.

51. Blachere, N.E., Z. Li, R.Y. Chandawarkar, R. Suto, N.S. Jaikaria, S. Basu, H. Udono, and P.K.
Srivastava. 1997. Heat shock protein-peptide complexes, reconstituted in vitro, elicit peptide-specific
cytotoxic T lymphocyte response and tumor immunity. J Exp Med 186:1315–1322.

52. Yamazaki, K., T. Nguyen, and E.R. Podack. 1999. Cutting Edge: tumor secreted heat shock-fusion
proteins elicits CD8 cells for rejection. J Immunol 163:5178–5182.

53. Chen, C.H., T.L. Wang, C.F. Hung, Y. Yang, R.A. Young, D.M. Pardoll, and T.C. Wu. 2000. Enhance-
ment of DNA vaccine potency by linkage of antigen gene to an HSP70 gene. Cancer Res 60:1035–
1042.

54. Cheng, W.F., C.F. Hung, C.Y. Chai, K.F. Hsu, L. He, M. Ling, and T.C. Wu. 2001. Tumor-specific
immunity and antiangiogenesis generated by a DNA vaccine encoding calreticulin linked to a tumor
antigen. J Clin Invest 108:669–678.

55. Basu, S., and P.K. Srivastava. Calreticulin, a peptide-binding chaperone of the endoplasmic reticulum,
elicits tumor- and peptide-specific immunity. J Exp Med 189:797–802.

56. Pike, S.E., L. Yao, K.D. Janes, B. Cherney, E. Appella, K. Sakaguchi, H. Nakhasi, J. Teruya-Feldstein,
P. Wirth, G. Gupta, and G. Tosato. 1998. Vasostatin, a calreticulin fragment, inhibits angiogenesis and
suppresses tumor growth. J Exp Med 188:2349–2356.

57. Pike, S.E., L. Yao, J. Setsuda, K.D. Jones, B. Cherney, E. Appella, K. Sakaguchi, H. Nakhasi, C.D.
Atreya, J. Teruya-Feldstein, P. Wirth, G. Gupta, and G. Tosato. 1999. Calreticulin and calreticulin
fragments are endothelial cell inhibitors that suppress tumor growth. Blood 94:2461–2468.

58. Hung, C.F., K.F. Hsu, W.F. Cheng, C.Y. Chai, L. He, M. Ling, and T.C. Wu. 2001. Enhancement
of DNA vaccine potency by linkage of antigen gene to a gene encoding the extracellular domain of
Fms-like tyrosine kinase 3-ligand. Cancer Res 61:1080–1088.

59. Maraskovsky, E., K. Brasel, M. Teepe, E.R. Roux, S.D. Lyman, K. Shortman, and H.J. McKenna.
1996. Dramatic increase in the numbers of functionally mature dendritic cells in FLT3 ligand-treated
mice: multiple dendritic cell subpopulation identified. J Exp Med 184:1953–1962.

60. Lynch, D.H., A. Andreasen, E. Maraskovsky, J. Whitmore, R.E. Miller, and J.C. Schuh. 1997. Flt3
ligand induces tumor regression and antitumor immune responses in vivo. Nat Med 3:625–631.

61. Kim, J.J., J.S. Yang, D.J. Lee, D.M. Wilson, L.K. Nottingham, L. Morrison, A. Tsai, J. Oh, K.
Dang, T. Dentchev, M.G. Agadjanyan, J.I. Sin, A.A. Chalian, and D.B. Weiner. 2000. Macrophage
colony-stimlating factor can modulate immune responses and attract dendritic cells in vivo. Hum. Gene
Ther 11:305–321.

62. Haddad, D., J. Ramprakash, M. Sedegah, Y. Charoenvit, R. Baumgartner, S. Kumar, S.L. Hoffman,
and W.R. Weiss. 2000. Plasmid vaccine expressing granulocyte-macrophage colony-stimulating factor
attracts infiltrates including immature dendritic cells into inkected muscles. J Immunol I165:3772–
3781.

63. Shedlock, D.J., and D.B. Weiner. 2000. DNA vaccination: antigen presentation and the induction of
immunity. J Leukoc Biol 68:793–806.

64. Kim, J.J., M.L. Bagarazzi, N. Trivedi, Y. Hu, K. Kazahaya, D.M. Wilson, R. Ciccarelli, M.A. Chat-
tergoon, K. Dang, S. Mahalingam, A.A. Chalian, M.G. Agadjanyan, J.D. Boyer. B. Wang, and D.B.
Weiner. 1997. Engineering of in vivo immune responses to DNA immunization via codelivery of
costimulatory molecule genes. Nat Biotechnol 15:641–646.

65. Iwasaki, A., B.J. Stiernholm, A.K. Chan, N.L. Berinstein, and B.H. Barber. 1997. Enhanced CTL
responses mediated by plasmid DNA immunogens encoding costimulatory molecules and cytokines.
J Immunol 158:4591–4601.

66. Tsuji, T., K. Hamajima, N. Ishii, I. Aoki, J. Fukushima, K.O. Xin, S. Kawamoto, S. Sasaki, K.
Matsunaga, Y. Ishigatubo, K. Tani, T. Okubo, and K. Okuda. 1997. Immunomodulatory effects of
a plasmid expressing B7-2 on human immunodeficiency cirus-1-specific cell-mediated immunity
induced by a plasmid encoding the viral antigen. Eur J Immunol 27:782–787.



154 II. Cancer Vaccine Development

67. Agadjanyan, M,G., J.J, Kim, N. Trivedi, D.M. Wilson, B. Monzavi-Karbassi, L.D. Morrison, L.K.
Nottingham, T. Dentchev, A. Tsai, K. Dang, A.A. Chalian, M.A. Maldonado, W.V. Williams, and D.B.
Weiner. 1999. CD96 (B7-2) can function to drive MHC-restricted antigen-specific CTL responses in
vivo. J Immunol 162:3417–3427.

68. Ridge, J.P., F. Di Rosa, and P. Matzinger. 1998. An conditioned dendritic cell can be a temporal bridge
between a CD4+ T-helper and a T-killer cell. Nature 393:474–478.

69. Bennett, S.R., F.R. Carbone, F. Karamalis, R.A. Flavell, J.F. Miller, and W.R. Heath. 1998. Help for
cytotoxic-T-cell responses is mediated by CD40 signaling. Nature 393:478–480.

70. Schoenberger, S.P., R.E. Toes, E.I. van der Voort, R. Offringa, and C.J. Melief. 1998. T-cell help for
cytotoxic T lymphocytes is mediated by CD40-CD40L interactions. Nature 393:480–483.

71. Yang, Y., and J.M. Wilson. 1996. CD40 ligand-dependent T cell activation:requirement of B7-CD28
signaling through CD40. Science 273:1862–1864.

72. Cella, M., D. Scheidegger, K. Palmer-Lehmann, P. Lane, A. Lanzavecchia, and G. Albert. 1996.
Ligation of CD40 on dendritic cells triggers production of high levels of interleukin-12 and enhances
T cell stimulatory capacity: T-T help via APC activation. J Exp Med 184:747–752.

73. Caux, C., C. Massacrier, B. Vanbervliet, B. Dubois, C. Van Kooten, I. Durand, and J. Banchereau.
1994. Activation of human dendritic cells through CD40 cross-linking. J Exp Med 180:1263–1272.

74. Mendoza, R.B., M.J. Cantwell, and T.J. Kipps. 1997. Immunostimulatory effects of a plasmid expressing
CD40 ligand (CD154) on gene immunization. J Immunol 159:5777–5781.

75. Ihata, A., S. Watabe, S. Sasaki, A. Shirai, J. Fukushima, K. Hamajima, J. Inoue, and K. Okuda. 1998.
Immunomodulatory effect of a plasmid expressing CD40 ligand on DNA vaccination against human
immunodeficiency virus type-1. Immunology 98:436–442.

76. Sin, J.I., J.J. Kim, D. Zhang, and D.B. Weiner, 2001. Modulation of cellular responses by plasmid
CD40L:CD40L plasmid vectors enhance antigen-specific helper T cell type 1 CD4+ T cell-mediated
protective immunity against herpes simplex virus type 2 in vivo. Hum. Gene Ther 12:1091–1102.

77. Sogn, J.A., J.F. Finerty, A.K. Heath, G.L.C. Shen, and F.C. Austin. 1993. Cancer vaccines: the per-
spective of the Cancer Immunology Branch, NCI. Annals N Y Acad Sci 690:322–330.

78. Kelley, J.R., and D.J. Cole. 1998. Gene therapy strategies utilizing carcinoembryonic antigen as a tumor
associated antigen for vaccination against solid malignancies. Gene Ther Mol Biol 2:14–30.

79. Diefenbach, A., and D.H. Raulet. 2002. The innate immune responses to tumors and its role in the
induction of T-cell immunity. Immunol. Rev 188:9–21.

80. Pardoll, D.M., and S.L. Topalian. 1998. The role of CD4+ T cell responses in antitumor immunity.
Curr Opin Immunol 10:588–594.

81. Weber, L.W., W.B. Bowne, J.D. Wolchok, R. Srinivasan, J. Qin, Y. Moroi, R. Clynes. P. Song, J.J.
Lewis, and A. N. Houghton. 1998. Tumor immunity and autoimmunity induced by immunization
with homologous DNA. J Clin Invest 102:1258–1264.

82. Xiang, R., H.N. Lode, T.H. Chao, J.M. Ruehlmann. C.S. Dolman, F. Rodriguez, J.L. Whitton, W.W.
Overwijk, N.P. Restifo, and R.A. Reisfeld, 2000. An autologous oral DNA vaccine prevents against
murine melanoma. Proc Natl Acad Sci U S A 97:5492–5497.

83. Kelley, J.R., and D.J, Cole. 1998. Gene therapy strategies utilizing carcinoembryonic antigen as a tumor
associated antigen for vaccination against solid malignancies. Gene Ther Mol Biol 2:14–30.

84. Zaremba, S., E. Barzaga, M. Zhu, N. Soares, N. Tsang, J. Schlom. 1997. Identification of an enhancer
agonist cytotoxic T lymphocyte peptide from human carcinoembryonic antigen. Cancer Res 57:4570–
4577.

85. Foon, K.A., M. Chakraborty, W.J. John, A. Sherratt, H. Kohler, M. Bhattacharya-Chatterjee. 1997.
Immune response to the carcinoembryonic antigen in patients treated with an anti-idiotype antibody
vaccine. J Clin Invest 96:334–342.

86. Conry, R.M., A.F. LoBuglio, J. Kantor, J. Schlom, F. Loechel, S.E. Moore, L.A. Sumerel, D.L. Barlow,
S. Abrams, and D.T. Curiel. 1994. Immune response to a carcinoembryonic antigen polynucleotide
vaccine. Cancer Res 54:1164–1168.

87. Conry, R.M., A.F. LoBuglio, and D.T. Curiel. 1996. Polynucleotide-mediated immunization therapy
of cancer. Semin Oncol 23:135–147.

88. Smith, B.F., H.J. Baker, D.T. Curiel, W. Jiang, and R.M. Conry. 1998. Humoral and cellular immune
responses of dogs immunized with a nucleic acid vaccine encoding human carcinoembryonic antigen.
Gene Ther 5:865–868.

89. Boring, C.C., T.S. Squires, and T. Tong. 1994. Cancer statistics, 1994. CA: a Cancer J Clin 44:7–26.
90. Gilliland, F.D., C.R. Keys. 1995. Male genital cancers. Cancer 75:295–315.



6. DNA Vaccination in Immunotherapy of Cancer 155

91. Wei, C., R.A. Willis, B.R. Tilton, R.J. Looney, E.M. Lord, R.K. Barth, and J.G. Frelinger. 1997.
Tissue-specific expression of the human prostate-specific antigen gene in transgenic mice: implications
for tolerance and immunotherapy. Proc Natl Acad Sci U S A 94:6369–6374.

92. Ko, S.C., A. Gotoh, G.N, Thalmann, H.E. Zhau, D.A. Johnston, W.W. Zhang, C. Kao, and L.W.K.
Chung. 1996. Molecular therapy with recombinant p53 adenovirus in an androgen-independent,
metastatic human prostate cancer model. Hum Gene Ther 7:1683–1691.

93. Wang, M.C., M. Kuriyama, L.D. Papsidero, R.M. Loor, L.A. Valenzyela, G.P. Murphy, and T.M. Chu.
1982. Prostate antigen of human cancer patients. Methods Cancer Res 19 :179–197.

94. Watt, K.W.K., P.-J. Lee, TM’Timkulu, W.-P. Chan, and R. Loor. 1986. Human prostate-specific
antigen: structural and functional similarity with serine proteases. Proc Natl Acad Sci U S A 83:3166–
3170.

95. Labrie, F., A. DuPont, R. Suburu, L. Cusan, M. Tremblay, J.L. Gomez, and J. Edmond. 1992. Serum
prostate specific antigen as a pre-screening test for prostate cancer. J Urol 151:1283–1290.

96. Kim, J.J., N.N. Trivedi, D.M. Wilson, S. Mahalingam, L. Morrison, A. Tsai, M.A. Chattergoon, K.
Dang, M. Patel, L. Ahn, A.A. Chalian, J.D. Boyer, T. Kieber-Emmons, M.G. Agadjanyan, and D.B.
Weiner. 1998. Molecular and immunological analysis of genetic prostate specific antigen (PSA) vaccine.
Oncogene 17:3125–3135.

97. Kim, J.J., J.S. Yang, L.K. Nottingham, Waixing Tang, K. Dang, K.H. Manson, M.S. Wyand, D.M.
Wilson, and D.B. Weiner. 2001. Induction of immune responses and safety profiles in rhesus macaques
immunized with a DNA vaccine expressing human prostate specific antigen (PSA). Oncogene 20:4497–
4506.

98. Seedorf, K., T. Oltersdorf, G. Krammer, and W. Rowekamp. 1987. Identification of early proteins of
the human papilloma viruses type 16 (HPV 16) and type 18 (HPV 18) in cervical carcinoma cells.
EMBO J 6:139–144.

99. Dyson, N., P.M. Howley, K. Munger, and E. Harlow. 1989. The human papilloma virus-16 E7
oncoprotein is able to bind to the retinoblastoma gene product. Science 243:934–937.

100. Tan, J., N.S. Yang, J.G. Turner, G.L. Niu, H.F. Maassab, H. Sun, M.L. Herlocher, A.E. Chang, and
H. Yu. 1999. Interleukin-12 cDNA skin transfection potentiates human papillomavirus E6 DNA
vaccine-induced antitumor immune response. Cancer Gene Ther 6:331–339.

101. Shi, W., P. Bu, J. Liu, A. Polack, S. Fisher, and Qiao. 1999. Human papillomavirus type 16 E7 DNA
vaccine: mutation in the open reading frame of E7 enhances specific cytotoxic T-lymphocyte induction
and antitumor activity. J Virol 73:7877–7881.

102. Wu, T.C., F.G. Guarnieri, K.F. Staveley-O’Carroll, R.P. Viscidi, H.I. Levitsky, L. Hedrick, K.R. Cho,
J.T. August, and D.M. Pardoll. 1995. Engineering an intracellular pathway for major histocompatibility
complex class II presentation of antigens. Proc Natl Acad Sci U S A 92:11671–11675.

103. Ji, H., T.L. Wanf, C.H. Chen, S.I. Pai, C.F. Hung, K.Y. Lin, R.J. Kurman, D.M. Pardoll, and T.C.
Wu. 1999. Targeting human papillomavirus type 16 E7 to the endosomal/lysosomal compartment
enhances the antitumor immunity of DNA vaccines against murine human papillomavirus type 16
E7-expressing tumors. Hum Gene Ther 10:2727–2740.

104. Elliott, G., and P. O’Hare. 1997. Intercellular trafficking and protein delivery by a herpesvirus structural
protein. Cell 88:223–233.

105. Hung, C.F., W.F. Cheng. C.Y. Chai, K.F. Hsu, L. He, M. Ling, and T.C. Wu. 2001. Improving vaccine
potency through intercellular spreading and enhanced MHC class I presentation of antigen. J Immunol
166:5733–5740.

106. Hung, C.F., W.F. Cheng, L. He, M. Ling, J. Juang, C.T. Lin, and T.C. Wu. 2003. Enhanced major
histocompatibility complex class I antigen presentation by targeting antigen to centrosomes. Cancer
Res 63:2393–2398.

107. Klencke, B., M. Matijevic, R.G. Urban, J.L. Lathey, M.L. Hedley, M. Berry, J. Thatcher, V. Weinberg,
J. Wilson, T. Darragh, N. Jay, M. Da Costa, and J.M. Palefsky. 2002. Encapsulated plasmid DNA
treatment for human papillomavirus 16-associated anal dysplasia: a Phase I study of ZYC101. Clin
Cancer Res 8:1028–1037.

108. Slamon, D.J., G.M. Clark, S.G. Wong, W.J. Levin, A. Ullrich, and W.L. McGuire. 1987. Human
breast cancer: correlation of relapse and survival with amplification of the HER-2/neu oncogene.
Science 235:177–182.

109. van de Vijver, M.J., J.L. Peterse, W.J. Mooi, P. Wisman, J. Lomans, O. Dalesio, and R. Nusse. 1988.
Neu-protein overexpression in breast cancer: association with comedotype ductal carcinoma in situ
and limited prognostic value in stage II breast cancer. N Engl J Med 319:1239–1245.



156 II. Cancer Vaccine Development

110. Graus-Porta, D., R.R. Beerli, J.M. Daly, and N.E. Hynes. 1997. ErbB-2, the preferred heterodimer-
ization partner of all ErbB receptors, is a mediator if lateral signaling. EMBO J 16:1647–1655.

111. Chen, Y., D. Hu, D.J. Eling, J. Robbins, and T.J. Kipps. 1998. DNA vaccines encoding full-length
or truncated Neu induce protective immunity against neu-expressing mammary tumors. Cancer Res
58:1965–1971.

112. Wei, W.Z., W.P. Shi, A. Galy, D. Lichlyter, S. Hernandez, B. Groner, L. Heilbrun, and R.F. Jones.
1999. Protection against mammary tumor growth by vaccination with full-length, modified human
ErbB-2 DNA. Int J Cancer 81:748–754.

113. Amici, A., A. Smorlesi, G. Noce, G. Santoni, P. Cappelletti, L. Capparuccia, R. Coppari, R. Luccia-
rini, C. Petrelli, and M. Provinciali. 2000. DNA vaccination with full-length or truncated neu induces
protective immunity against the development of spontaneous mammary tumors in HER-2/neu trans-
genic mice. Gene Ther 7:703–706.

114. Niethammer, A.G., R. Xiang, J.C. Becker, H. Wodrich, U. Pertl, G. Karsten, B.P. Eliceiri, R.A.
Reisfeld. 2002. A DNA vaccine against VEGF receptor 2 prevents effective angiogenesis and inhibits
tumor growth. Nat Med 8:1369–1375.



7. ANTIBODY INDUCING POLYVALENT
CANCER VACCINES

GOVIND RAGUPATHI, PhD., JOHN GATHURU, PhD.,

AND PHILIP LIVINGSTON, M.D.

Laboratory of Tumor Vaccinology, Department of Medicine, Memorial Sloan-Kettering Cancer Center, New York

City, New York

1. THE RATIONALE FOR ANTIBODY-INDUCING CANCER VACCINES AGAINST
MULTIPLE CELL SURFACE ANTIGENS

Antibodies Eliminate Tumor Cells Invivo

Preclinical models demonstrate that passively administered or actively induced anti-
bodies against cancer cell surface antigens can prevent tumor recurrence in rodents
[reviewed in 1, 2]. The syngeneic murine tumor models involving EL4 lymphoma
are particularly informative in terms of trial design [2]. EL4 lymphoma naturally
expresses GD2 ganglioside which is recognized by monoclonal antibody (mAb) 3F8.
Vaccines containing GD2 covalently conjugated to KLH and mixed with immuno-
logical adjuvant QS21 are optimal for vaccination against GD2. Relatively higher
levels of mAb 3F8 administered two or four days after intravenous tumor challenge
or moderate titers induced by vaccine that were present by day four after tumor chal-
lenge were able to eradicate disease in most mice. If mAb administration was deferred
until day seven or ten after IV challenge, little or no benefit could be demonstrated.
If the number of cells in the EL4 challenge was decreased, giving a longer window of
opportunity, the vaccinations could be initiated after tumor challenge and good pro-
tection seen [2]. These results are consistent with the need to initiate immunization
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with vaccines inducing antibodies in the adjuvant setting, when the targets are cir-
culating tumor cells and micrometastases.

Comparable benefit is also seen when we use a subcutaneous foot-pad tumor chal-
lenge model which more closely mirrors the clinical setting. Vaccination or mAb
administration after amputation of the foot-pad tumor results in cure of 60–80% of
mice while 90–100% of control mice developed progressive disease. There are com-
parable syngeneic models demonstrating the anti-tumor efficacy of mAbs or vaccines
against other glycolipids (GD3, GM3), mucin antigens (Tn, TF and MUC1) and a
protein antigen (gp75). These experiments share one thing in common, benefit is
seen primarily in minimal disease settings, comparable to the adjuvant setting in the
clinic. With regard to clinical settings, naturally acquired and vaccine induced anti-
bodies against cancer cell surface antigens have correlated with improved prognosis
in several different clinical trials [reviewed in 3–6]. Also, an increasing number of
clinical trials with passively administered monoclonal antibodies (mAb) against cell
surface antigens have demonstrated clinical efficacy.

Mechanisms of Tumor Elimination

Cancer antigens expressed at the cell surface are generally glycolipids or glycopro-
teins. Immunization against the carbohydrate components generally results exclu-
sively in an antibody response [see 7, 8 for dissenting views], primarily an IgM
antibody response. These IgM antibodies are known to induce complement depen-
dent cytotoxicity (CDC), inflammation, and phagocytosis of tumor cells by the
reticulo-endothelial system (opsonization)[reviewed in 10]. Protein antigens gener-
ally induce primarily IgG antibody responses which can also induce complement
activation (with regard to IgG depending on the subclass, IgG1 and IgG3 being
optimal in humans), and these same complement mediated effector mechanisms.
IgG antibodies of these subclasses are also known to induce antibody dependent
cell mediated cytotoxicity (ADCC). Antibodies are ideally suited for eradication
of free tumor cells and micrometastases. This is the role of antibodies against most
infectious diseases and they have accomplished this against cancer cells as described
above in a variety of preclinical models. In adjuvant immunization trials, the pri-
mary targets are individual tumor cells or early micrometastases which may persist
for long periods after apparent resection of all residual tumor [11–13]. After surgery
and completion of chemotherapy is the ideal time for immune intervention, and
in particular for administration of cancer vaccines aimed at instructing the immune
system to identify and kill these few remaining cancer cells. If antibodies of sufficient
titer can be induced against tumor antigens to eliminate tumor cells from the blood
and lymphatic systems, and to eradicate micrometastases (making establishment of
new metastases no longer possible) this would dramatically change our approach
to treating the cancer patient. Aggressive local therapies, including surgery, radia-
tion therapy and intralesional treatments might result in long term control of even
metastatic cancers.
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Polyvalent Vaccines

The basis for emphasis on polyvalent vaccines is tumor cell heterogeneity, hetero-
geneity of the human immune response and the correlation between overall anti-
body titer against tumor cells and effector mechanisms such as opsonization, CDC
or ADCC. For example, using a series of 14 melanoma and sarcoma cell lines and
mAbs against 3 gangliosides, we have shown that significant cell surface reactivity
analyzed by flow cytometry and CDC was detected against 2–8 of the cell lines
using any single mAb. This increased to all 14 of the cell lines when the 3 mAbs
were pooled. The median percent CDC increased 4 fold with the pool of mAbs
compared to the best single mAb [14]. Comparable findings have been generated
more recently using ten SCLC cell lines and mAbs against 4 cell surface antigens (9).

2. SELECTION OF CELL SURFACE ANTIGENS AS TARGETS FOR ANTIBODY
MEDIATED ATTACK AGAINST CANCER

Cell Surface Cancer Antigens: The MSKCC Experience

We have screened a variety of malignancies and normal tissues with a series of 40
mAbs against 25 antigens which were potential target antigens for immunotherapy
[18–21]. Results for the twelve defined antigens expressed strongly in 50% or more
of biopsy specimens of breast, ovary and prostate cancer, melanoma, sarcoma and
SCLC are shown as examples in Table 1. The 10 excluded antigens (including CEA
and HER2/neu) were expressed in 0–2 of the 5–10 specimens.

Our results are consistent with those from other centers with one exception, we
did not find increased levels of GD2 or GD3 in small cell lung cancer (SCLC).
There is a striking similarity in expression of these 15 antigens among tumors of
similar embryologic background (i.e. epithelial versus neuroectodermal). Epithelial
cancers (breast, ovary, prostate colon, etc) but not cancers of neuroectodermal origin
(melanomas, sarcomas, neuroblastomas) expressed MUC1, Tn, sTn, TF, globo H and
Ley while only the neuroectodermal cancers expressed GD2 and GD3. SCLC shared
some characteristics of each and in addition expressed fucosyl GM1 and long chains
of poly-α2,8-sialic acid which were not expressed in tumors of either background.

Gangliosides GM2, GD2, GD3 and Fucosyl GM1

Gangliosides are sialic acid containing glycolipids that are expressed at the cell surface
with their lipid (ceramide) moiety incorporated into the cell surface lipid bilayer.
Most gangliosides considered as potential targets for cancer therapy are expressed
primarily in tissues and tumors of neuroectodermal origin. This is true for the
melanoma, sarcoma and neuroblastoma antigens GM2, GD2 and GD3, and the
small cell lung cancer antigen, fucosyl GM1. The structures of these antigens are
shown in Figure 1. Surprisingly, however, GM2 has also recently been identified in
a number of epithelial cancers [18, 22, 23] and at the luminal surfaces of a variety
of normal epithelial tissues.
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Figure 1. Antigens For Antibody Including Polyvalent Cancer Vaccines

Neutral Glycolipids Lewisy and Globo H

Lewisy (Ley) and Globo H antigens are found at the cell surface of epithelial cancers
primarily expressed as glycolipids attached to the lipid bilayer through their ceramide,
but they are also O-linked via -OH groups of serine or threonine to mucins and
N-linked via the NH2 group of asparagine in other proteins [21, 24]. Whether
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expressed as glycolipids or glycoproteins, the immune response against these antigens
is predominantly against the carbohydrate moiety. The expression of Ley and Globo
H on various types of cancer cells has been well documented [24–27]. They are
expressed in lesser amounts on a variety of normal tissues, again at the lumen border
of ducts and in secretions as described for TF and sTn [15, 17–19]. Monoclonal
antibodies against each have shown good localization to human cancers in vivo [28,
29]. The structures of these antigens in their glycolipid form are shown in Figure 1.

TF, Tn and sTn Antigens

Mucins are major cell surface antigens in breast cancers and a variety of other epithe-
lial cancers. They are primarily large extracellular molecules made up of multiple
copies of serine and threonine rich tandem repeats [30–33]. Though mucins (includ-
ing carbohydrate and peptide epitopes) are also expressed on some normal tissues
they have proved to be excellent targets for anti-cancer attack for two reasons: 1)
Expression on normal tissues is largely restricted to the ductal border of secretory cells
[31–33], a site largely inaccessible to the immune system. Cancer cells, on the other
hand, have no patent ducts and so accumulate mucins. 2) Peptide backbones of cancer
mucins are not fully glycosylated and glycosylation that does occur is not complete.
Glycosylation of cancer mucins with mono- or di-saccharides such as Thomsen-
Friedenreich antigen (TF), Tn and sialylated Tn (sTn) O-linked to serines or thre-
onines is especially common [34, 35]. Expression of these mono- and disaccharides
correlates with a more aggressive phenotype and a more ominous prognosis [36, 37].
TF (Galβ1-3GalNAcα-O-serine/threonine), Tn (GalNAcα1-O-serine/threonine)
and sTn (NANAα2-GalNAcα1-O-serine/threonine) are expressed in 50–80% of
various epithelial cancers [38–40]. The structures of TF, Tn and sTn linked to ser-
ine/threonin are shown in Figure 1. STn trimer (cluster) is the epitope recognized
by monoclonal antibody B72.3, and TF and sTn are closely associated with the
clustered epitope recognized by monoclonal antibody CC49 [41]. Clinical trials of
radiolabeled CC49 administered IP in patients with breast cancer [42] and ovarian
cancer [43] at this center and elsewhere have shown excellent targeting. TF has
also been used successfully as a target for cancer imaging [44]. TF, Tn and sTn are
expressed to a lesser extent on a variety of normal tissues, where they are expressed
predominately as occasional monomers at luminal surfaces [19, 45]. Immunohistol-
ogy performed with mAbs identifying these trimers (clusters) react strongly with a
variety of epithelial cancers but only minimally, or not at all, with normal tissues,
suggesting that focusing on the trimers of Tn, sTn and TF further increases the
tumor specificity of the immune response. Immunization with TF and Tn has been
shown to protect mice from subsequent challenge with syngeneic cancer cell lines
expressing these antigens [46, 47]. Hence both active and passive immunotherapy
trials have identified TF, Tn and sTn antigens as uniquely effective targets for cancer
targeting and immunotherapy.

Polysialic Acid

The “embryonic” form of neural cell adhesion molecule (N-CAM) is expressed on
the cell surface of embryonic tissues, occasional neuroendocrine cells and a variety
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of neuroendocrine tumors including SCLC, neuroblastomas and carcinoids [48, 49].
Embryonic N-CAM undergoes a series of post-translational modifications, with the
acquisition of ∝ 2,8-1inked sialic acid residues as long 20–100 residue polysialic acid
chains (see Figure 1). Several monoclonal antibodies, including mAb 735 and NP-4,
recognize these long polysialic acid chains [50] and have allowed characterization of
this potential antigen in both normal and malignant tissue. Zhang et al. has demon-
strated that 6 of 6 SCLC tumor specimens were reactive by immunohistochemistry
using mAb 735, and 5 of 6 tested SCLC tumor specimens were positive using mAb
NP-4 [18]. This confirms previous results of Komminoth et al. [49] and suggests that
polysialic acid may serve as a useful target for immune attack against SCLC. Polysialic
acid is also expressed in occasional cells in the gray matter of the brain, bronchial
epithelia and pneumocytes, epithelia of the colon, stomach, and pancreas, and cap-
illary endothelial cells and ganglion neurons in the colon. The reactivity of these
antibodies in epithelia is restricted to the luminal surfaces of glandular tissues, where
access to the immune system is restricted. Two to five percent of normal donors
have high levels of antibody against polysialic acid as a consequence of exposure to
bacteria such as Neisseria meningitidis group B (MenB) and Escherichia coli K1 that also
express polysialic acid. This has not been associated with any signs of autoimmu-
nity. Consequently, vaccines against polysialic acid are being tested to combat these
diseases, however polysialic acid has proved to be poorly immunogenic.

Mucin MUC1

The peptide backbones of tumor mucins may also be targets for immune attack.
Mucin 1 (MUC1) is a major mucin in breast cancers and is also expressed in a
variety of other epithelial cancers. It contains a large extracellular component made
up of multiple copies of a 20 amino acid tandem repeat, and a cytoplasmic tail
[30–33]. Though mucins (including carbohydrate and peptide epitopes) are also
expressed on some normal tissues they have proved to be excellent targets for anti-
cancer attack for the same reasons noted for sTn, TF and Tn. Glycosylation of cancer
mucins with mono- or di-saccharides such as Tn, sTn or TF O-linked to serines
or threonines instead of larger, more complex carbohydrates is especially common
permitting better access for antibodies to the mucin backbone. For this reason, mucin
peptide specific monoclonal antibodies such as DF3 and BR2729 (against MUC1)
show specificity for cancer though the amino acid sequence is apparently the same
in mucins of normal cells [30, 32, 33].

Furthermore, MUC1 epitopes are known to be immunogenic in humans as a
consequence of demonstrable serum antibodies in occasional patients with breast
and other carcinomas [51, 52]. The APDTRPA domain of the MUC1 tandem
repeat is particularly immunogenic and is recognized by a variety of immune sera,
monoclonal antibodies and cytotoxic T cells obtained from patients with breast or
pancreatic cancer [52–54]. Immunization against MUC1 has protected mice and
rats from tumor challenge with syngeneic breast cancers expressing human MUC1
[55, 56]. Other epithelial cancer mucins such as MUC2 and MUC5AC differ from
MUC1 in that they do not have transmembrane domains and so are not cell surface
antigens though they are secreted and form prominent components of the glycocalyx



164 II. Cancer Vaccine Development

that surrounds epithelial cancer cells. The structure of MUC1 fully glycosylated with
Tn is summarized in Figure 1.

KSA

Human adenocarcinoma associated antigen (KSA), also called epithelial glycoprotein
(EGP) and EpCAM, is a 40 kDa glycoprotein associated with the cell surface of
most adenocarcinomas and with the corresponding normal tissues (once again at
secretory borders) [57, 58]. It has been recognized by a series of mAbs (17–1A,
KS1/4, H99, GA733). Treatment with 17–1A has resulted in occasional clinical
responses of advanced carcinomas [59] without toxicity and when administered in
the adjuvant setting to patients with Dukes C colon cancer, has prolonged disease free
and overall survival compared to randomized controls [60]. Toxicity due to antibody
access to and reaction with normal tissues was not seen.

PSMA

Prostate specific membrane antigen (PSMA) is a 100 kDa integral, type II membrane
protein with acidic dipeptides activity which is highly expressed in primary and
metastatic prostate cancer, and to a lesser extent in normal prostate tissue [61].
PSMA expression increases with disease progression. Recently PSMA has also been
detected in tumor vascular endothelium from a variety of cancers as well as at much
lower levels in some normal tissues, including duodenal mucosa and some proximal
renal tubules. The relevance of PSMA as a target is emphasized by successful targeting
of prostate cancer with ProstaScint, an 111In-labelled anti-PSMA mAb that has been
licensed by FDA for this purpose.

CA125

CA125 is a mullerian duct differentiation antigen expressed in some normal secretory
tissues but overexpressed in ovarian cancer and some other cancers. It has been
used as a serum marker for monitoring patients with ovarian cancer since it was
first identified in 1981 using a murine monoclonal antibody. It has recently been
identified as a mucin (MUC16) with high seronine, threonine and proline content
and many (probably >60) partially conserved tandem repeats (156aa each) at the
N-terminal region. The C-terminus contains a possible transmembrane region and
a potential tyrosine phosphorylation site [62–64].

3. OTHER POTENTIAL ANTIGENS AND VACCINES INDUCING T-CELL IMMUNITY

Antigens not listed in Tables 1 and 2 are not as abundantly expressed, nor are they
expressed with the same high frequency on cancers from different patients as are the
antigens described above. In addition, antigens such as the cancer-testis antigens and
p53 are not cell surface antigens, which may restrict the relevant immune response
to a T-cell response. This enormously complicates the analysis of immunogenicity
in vaccine trials and attempts at active intervention for the following reasons:
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1) Ideally, autologous cancer cells are required for testing and these are rarely available
as cell lines or in frozen samples in sufficient quantities for a thorough analysis of
the immune response and its specificity (see Chapter 20).

2) In vitro sensitization has in the past generally been required for demonstration of
T-cell responses against tumor antigens and this adds significant risk of artifactual
results and complicates the quantification of immune responses (see Chapter 20).

3) Augmentation of T-cell responses by vaccination is more difficult to induce than
augmentation of B-cell responses and has yet to be clearly achieved and confirmed
in a majority of vaccinated patients against any tumor antigen.

4) Vaccine design depends on the immune response desired. There are hundreds of
available approaches or combinations of approaches to inducing T-cell immunity.
These include immunization with peptides or proteins with various adjuvants,
dendritic cells pulsed with or transduced to express particular antigens, viruses or
bacteria transduced to express antigens, and DNA or RNA vaccines. In each case
these vaccines could include approaches to augmenting cytokine or second signal
induction. The range of options for augmenting T-cell immunity against cancer
is daunting. Unlike the picture with vaccines designed to induce an antibody
response where there is one best approach (conjugate vaccines as described below),
it remains unclear which is the optimal approach for induction of T-cell immunity
(see Chapters 7, 8 and 10–17).

5) It is unclear whether augmentation of CTLs or helper T-cells is the desired goal
for vaccines inducing T-cells against cancer.

6) It is not clear which antigens should be selected as targets for T-cell attack against
cancer, as no T-cell immune responses have been correlated with a more favorable
prognosis as is true for antibody responses against glycolipids (GM2) and mucins
(sTn) [3–6].

7) Tumor cells can and frequently do fail to express relevant antigens in the context
of MHC as a consequence of MHC loss or problems in antigen processing (pro-
teosomes, TAP), or they may suppress the T-cell response or become resistant to
it (by production of IL10, TGF�, VEGF, Fas-ligand, HLA-G or Bcl-2) [reviewed
in 65, 66].

Given these uncertainties, selection of a single vaccine approach for inducing
optimal T-cell immunity is difficult now and will remain so for some years to come.
Consequently, we have focused on antibody inducing polyvalent vaccines targeting
the cell surface antigens listed in Table 2.

4. IMMUNOGENICITY OF THESE CELL SURFACE ANTIGENS
IN CANCER PATIENTS

Selection of KLH Conjugate Plus QS-21 Vaccines

We have explored a variety of approaches for increasing the antibody response against
carbohydrate and peptide cancer antigens, including the use of different immuno-
logical adjuvants [4, 67–72], adhering the antigens to bacteria or polystyrene beads,
chemical modification of gangliosides to make them more immunogenic [73–76]
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Table 2. Cancer cell-surface targets for vaccine construction

Tumor Antigens∗

Melanoma GM2, GD2, GD3
Neuroblastoma GM2, GD2, GD3, polysialic acid
Sarcoma GM2, GD2, GD3

Small-cell lung cancer GM2, fucosyl GM1, polysialic acid, globo H, sialyl Lea, KSA

Breast GM2, globo H, Ley, TF, Tn, sTn, MUC1, KSA
Prostate GM2, Tn, sTn, TF, Ley, MUC1, KSA, PSMA
Ovary GM2, globo H, sTn, TF, Ley, MUC1, KSA, CA125 (MUC16)

∗ Antigens present on at least 50% of cancer cells in at least 50% of biopsy specimens

and conjugation to various immunogenic carrier proteins [67, 77]. The conclusion
from these studies is that the use of a carrier protein plus an immunological adjuvant
is the optimal approach. The optimal immunological adjuvant in each case was one
or more purified saponin fractions (QS-21 or GPI-0100) obtained from the bark of
Quillaja saponaria [72, 78]. The optimal carrier protein was in each case keyhole
limpet hemocyanin (KLH). This approach (covalent attachment of the carbohydrate
or peptide antigen to KLH and administration mixed with QS-21 or GPI-0100) has
proved optimal for antibody induction in mice and cancer patients for most of the
antigens in Figure 1 and Table 2.

Additional Variables

Two additional variables have proved critical for increasing antibody titers, the
method of conjugation and the epitope ratio of antigen molecules per KLH molecule.
The optimal conjugation approached has varied with the antigen. Gangliosides are
best conjugated using ozone cleavage of the ceramide double bond and introducing
an aldehyde group followed by coupling to aminolysyl groups of KLH by reductive
amination. This approach was not as effective for conjugation of Ley, or Globo H
to KLH where an M2C2H linker arm has proved most efficient [84, 89] or for
Tn(c), sTn(c), TF(c) or MUC1 where an MBS linker group was optimal [67]. We
have demonstrated that covalent conjugation of antigen (ganglioside GD3) to KLH
is required, simply mixing the two is of little benefit [77]. Based on our experi-
ence with GM2 and GD3 conjugate vaccines, it is our impression that within the
restrictions imposed by current conjugation methods, higher epitope ratios result in
higher immunogenicity. Consequently considerable effort is devoted to maximizing
this ratio with each vaccine.

We have also performed a series of Phase I dosing trials to determine the impact
of dose of conjugate on antibody response in vaccinated patients, and a series of
experiments in the mouse to determine the impact of treatments designed to decrease
suppressor cell reactivity in mice. The lowest dose of antigen in the KLH conjugates
resulting in optimal antibody titers for each antigen is 10 µg for the glycolipids and
polysialic acid, and 1 or 3 µg for the mucin antigens. Decreasing suppressor cell
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activity with low dose cyclophosphamide or anti-CTLA4 mAb had no impact on
antibody titers [110].

Ganglioside Vaccines

We have been refining our ability to induce antibodies against GM2 in melanoma
patients for fifteen years, since it was first demonstrated that patients immunized
with irradiated melanoma cells occasionally produced antibodies against GM2, and
that vaccines containing purified GM2 could be more immunogenic than vaccines
containing tumor cells expressing GM2 [79]. Initially GM2 adherent to BCG was
selected as optimal, inducing IgM antibodies in 85% of patients. Though these
antibodies and monoclonal antibodies against GM2 were only able to kill 25% of
melanoma cell lines by CDC, patients with natural or vaccine-induced antibod-
ies had significantly longer disease free and overall survival [4]. This was the basis
for a randomized trial comparing immunization with BCG to immunization with
GM2/BCG in 122 patients with AJCC Stage 3 melanoma [5]. While the difference
was not statistically significant, the GM2/BCG treated patients had a 12% improve-
ment in survival and 15% improvement in disease free survival compared to the
BCG patients after a minimum follow-up of 70 months. The IgM antibodies had
a median titer of 1/160 and were short lived (8–12 weeks). IgG antibody induc-
tion was rare. We explored a variety of approaches to further improve this antibody
response [77]. The use of GM2 conjugated to KLH and mixed with immunologi-
cal adjuvant QS-21 was consistently optimal, inducing higher titer IgM antibodies
(median titer 1/640–1/1280) in all patients and IgG antibodies in most patients (see
Table 3). Reactivity against GM2 positive melanoma cells and complement mediated
lysis was seen in over 90% of patients, and the antibody duration was 3–6 months
after each vaccination [68, 70, 71]. Antibody titers have been maintained for over
three years by administration of repeated booster immunizations at 3–4 month inter-
vals. Antibody titers could not be further increased by pretreatment with a low dose
of cyclophosphamide (300 mg/M2) to decrease suppressor cell reactivity (see Figure
2). As with the other carbohydrate antigen vaccines described below, no evidence of
T-cell immunity detected by delayed type hypersensitivity skin test reactivity (DTH)
against GM2 was found.

This GM2-KLH plus QS-21 vaccine has been tested in a Phase III randomized trial
in melanoma patients in this country compared to high dose interferon alpha. The
trial was stopped because after a median followup of 16 months, patients receiving
interferon had a significantly longer disease free and over all survival. Longer follow-
up will be required to determine the long term impact, but the results to date
indicate that induction of antibodies against GM2 in Stage III melanoma patients is
not associated with demonstrable benefit [80]. This may be because while essentially
all melanomas express some GM2, only a minority express enough GM2 to permit
cell lysis with mAbs or immune sera. This is further basis for polyvalent vaccines.

Fucosyl GM1, like GM2 is highly immunogenic. Essentially all patients vaccinated
with fucosyl GM1-KLH plus QS-21 produced IgM antibodies and most produced
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Figure 2. Median sequential ELISA IgG and IgM antibody titers induced in groups of cancer patients
after vaccination with KLH-antigen conjugate vaccines plus QS-21. Some patients receiving the GM2
vaccine were treated with 300 mg/M2 cyclophosphamide before the first vaccination.

IgG antibodies (see Figure 2) against fucosyl GM1 that also reacted with the SCLC
cell surface by FACS and CDC [81].

Trials of GD2 and GD3 conjugated to KLH in melanoma patients induced only
low (GD2) or no (GD3) antibodies reactive with the immunizing ganglioside or
antigen positive melanoma cells. GD2 and GD3 are clearly less immunogenic than
GM2. Based on early work from Hakomori and colleagues [82], we have demon-
strated that conversion of these two gangliosides to lactones by treatment with acid
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Table 3. Summary of Median Serological Results in Patients Vaccinated with Monovalent Vaccines
Against Carbohydrates

Median
ELISA FACS IA CDC

Total # % pts IgM IgG∗ IgG % pts IgM IgG %pts
Antigen of pts pos Pre/post Pre/post Subclass pos Pre/post Pre/Post post pos Pre/post

GM2 12 100 0/640 0/320 IgG1 + 3 90 11/65 10/41 ++ 90 2/44
GD2L 12 80 0/320 0/160 60 10/38 11/11 50 0/30
GD3L 12 70 0/40 0/160 50 9/30 10/30 + 40 2/54
FucGM1 18 100 0/320 0/320 IgG1 90 10/84 11/33 90 9/73

Globo H 30 90 0/640 0/40 IgG1 + 3 75 10/41 10/13 ++ 55 4/36
Lewis Y 18 60 0/80 0 30 7/23 10/12 + 40 3/26

PolySA 6 100 0/640 0/20 80 10/48 10/12 0 —

Tn(c) 15 100 0/1280 0/1280 60 10/44 10/10 + 0 —
STn(c) 27 100 0/1280 0/160 IgG3 90 10/85 10/8 + 0 —
TF(c) 15 60 0/320 0/10 60 11/41 10/25 + 0 —
Muc1 45 90 0/1280 0/5120 IgG1 + 3 75 11/51 11/25 + 0 —

∗0 = titer less than 1/10 — = not detected in any patient blank = not tested

after conjugation to KLH resulted in more immunogenic vaccines. Increased anti-
body titers against the native gangliosides and against tumor cells were induced in
the majority of patients [111] (see results in Table 3).

Ley and Globo H Vaccines

The development of Ley and Globo H vaccines was previously limited by the lack
of sufficient quantities of antigen for vaccine construction and testing. Over the last
ten years, Dr. Samuel Danishefsky in our group has successfully synthesized both
antigens [83–85]. We have immunized groups of mice with Globo H-ceramide
plus or minus adjuvants QS-21 and Salmonella minnesota mutant R595, and with
Globo H covalently attached to KLH or BSA plus immunological adjuvants QS-
21 or GPI-0100. The highest antibody titers against both synthetic antigen and
MCF7 cells expressing Globo H were induced by the Globo H-KLH plus QS-21
(or GPI-0100) vaccine [84, 86]. The antibody titer induced against synthetic Globo
H was 1/120,000 by ELISA, the titer induced against MCF7 was 1/320, and potent
complement mediated cytotoxicity was seen as well. Ley-BSA and Ley-KLH vaccines
have also been tested in the mouse. High titer antibody responses have resulted against
the synthetic epitope of Ley and against tumor cells expressing Ley in the majority
of mice immunized [87]. Based on these results, clinical trials with Globo H-KLH
plus QS-21 and Ley-KLH plus QS21 have been initiated in patients with breast,
prostate or ovary cancer. The results are summarized in Table 3. Antibodies against
the purified antigens and against tumor cells expressing these antigens were induced
in most patients immunized with globo H and occasional patients immunized with
Ley [88–90].
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TF, Tn and sTn Vaccines

Patients with various epithelial cancers have been immunized with unclustered TF-
KLH and sTn-KLH vaccines plus various adjuvants [91, 92]. High titer IgM and
IgG antibodies against TF and sTn antigens resulted. In our hands the majority
of the reactivity was against antigenic epitopes present in the vaccine which were
not present on naturally expressed mucins (porcine or ovine submaxillary mucins
(PSM or OSM)) or tumor cells [91, 93]. Based on previous studies with Tn antigen,
Kurosaka and Nakada et al. hypothesized that MLS102, a monoclonal antibody
against sTn, might preferentially recognize clusters ((c)) of sTn [94, 95]. Studies
with monoclonal antibody B72.3 and with sera raised against TF-KLH and sTn-
KLH conjugate vaccines in mice and in patients resulted in the same conclusion
[41, 91, 93]. The availability of synthetic TF, Tn and sTn clusters consisting of
3 epitopes covalently linked to 3 consecutive serines or threonines has permitted
proof of this hypothesis. In both direct tests and inhibition assays, B72.3 recognized
sTn clusters exclusively, and sera from mice immunized with sTn (c)-KLH reacted
strongly with both natural mucins and tumor cells expressing sTn [94 95]. Based on
this background, we initiated trials with the TF(c)-KLH, Tn(c)-KLH and sTn(c)-
KLH conjugate vaccines in patients with breast cancer. ELISA results for patients
vaccinated with sTn(c)-KLH are summarized in Figure 2, and for all 3 antigens in
Table 3. Antibodies of high titer and specificity, including against OSM or PSM
and cancer cells expressing TF, Tn or sTn, were induced for the first time in our
experience. Based on these results, we plan to include clustered Tn, sTn and TF in
the polyvalent vaccines against epithelial cancers.

Several trials with TF, Tn and sTn vaccines have been reported from other centers,
and a large multicenter Phase III trial with an sTn vaccine is currently in progress.
Georg Springer’s pioneering trials in breast cancer patients with vaccines contain-
ing TF and Tn purified from natural sources and mixed with typhoid vaccine (as
adjuvant) began in the mid 1970s [34, 96, 97]. DTH and IgM responses against the
immunizing antigens and prolonged survival compared to historical controls were
reported. MacLean immunized ten ovarian cancer patients with synthetic TF con-
jugated to KLH plus immunological adjuvant Detox (monophosphoryl Lipid A plus
BCG cell wall skeletons) and described augmentation of IgG and IgM antibodies
against synthetic TF in 9 of 10 patients [98]. Lower levels of antibody reactivity
against TF from natural sources were detected in some of these cases. MacLean has
also immunized patients with breast and other adenocarcinomas with sTn-KLH plus
immunological adjuvant Detox [6, 98, 99]. Induction of IgM and IgG antibodies
against synthetic and natural sources of sTn was seen in essentially all patients and
this response was further increased by pretreatment of patients with a low dose of
cyclophosphamide. Reactivity of these sera with natural mucins and tumor cells
despite the use of an unclustered sTn vaccine is probably explained by the several
fold higher sTn/KLH epitope ratio achieved in the MacLean vaccine compared to
our previous unclustered vaccine. Survival appeared to be improved overall compared
to historical controls and patients who responded with high antibody titers survived
longer than those with lower titers. Reactivity with breast cancer cells, including
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complement dependent cytotoxicity, was described. This is the basis for an ongoing
multicenter Phase III randomized trial of the sTn-KLH plus Detox vaccine versus
no treatment in breast cancer patients with limited disease.

Polysialic acid Vaccines

Initial attempts at preparing a vaccine against polysialic acid for use in military recruits
who are at risk of group B meningococcus infection were unsuccessful. We also have
completed analysis of a trial with polysialic acid conjugated to KLH plus QS-21
and found that no antibody response could be induced. Consequently, we tested a
second polysialic acid vaccine that had been modified (N-propionylated) to increase
its immunogenicity in collaboration with Dr. Harold Jennings who pioneered the
use of N-propionylation for this purpose [100]. This induced an antibody response
against unmodified polysialic acid in five of six patients immunized (see Table 3).
These vaccine induced antibodies also reacted with small cell lung cancer cells (and
were cytotoxic for antigen positive bacteria) [67]. This N-propionylated polysialic
acid vaccine is suitable for inclusion in our polyvalent vaccine against SCLC.

MUC1 Vaccines

We have immunized mice with MUC1-KLH, plus QS-21, and seen induction
of consistent high titer IgM and IgG antibodies against MUC1 and human cell
lines expressing MUC1, as well as protection from a syngeneic mouse breast cancer
expressing human MUC1 as a consequence of gene transduction [56]. Mice were also
immunized with vaccines containing MUC1 peptides (Tn glycosylated or not) with
11/2 or 5 tandem repeats (32 or 106 amino acids) conjugated to KLH by one of three
methods or not, and mixed with QS-21 or BCG. MUC1 containing 32 amino acids,
glycosylated with Tn epitopes O-linked at serines or threonines or not, conjugated
to KLH and mixed with QS-21 induced the highest titer antibodies. Based on these
studies in the mouse, we initiated and completed trials with these MUC1-KLH plus
QS-21 vaccines in breast cancer patients who were free of detectable breast cancer
after resection of all known disease. No patient had detectable MUC1 serological
reactivity by ELISA or FACS prior to immunization. ELISA results are shown in
Figure 2 and summarized in Table 3. As was true in the mouse, the 32 amino
acid MUC 1 peptide conjugate, glycosylated or not, was optimal. Inhibition assays
were performed to better understand this serologic response [54]. Much of the IgM
response and nearly all of the IgG response were against the immune dominant
epitope, APDTRPA, preferentially with RPA at the terminal position.

Since MUC1 is a peptide, T-Lymphocyte responses against MUC1 would be
expected. We have been unable to consistently demonstrate T-Lymphocyte prolifer-
ation, interferon-γ or IL4 release against MUC1 by ELISPOT or CTL assays, or pos-
itive DTH responses, after vaccination with MUC1. We have especially focused on
proliferation and ELISPOT assays in the MUC1 trials. Patients were leukophoresed
pre and post vaccination, providing ample lymphocytes for our studies. While occa-
sional assays gave positive results, these were not positive on subsequent repeats or in
a pattern with other assays that suggested impact of the immunizations. After 2 years
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of steady endeavor there has been no clear evidence of augmented T-cell reactivity
against MUC1 peptides of various lengths, or in HLA A2 positive patients against
heteroclytic MUC1 peptides with single amino acid changes that increased binding
to HLA A2 [101, 102].

Several trials with MUC1 vaccines at other centers have been reported. Trials by
Goydos et al. [103] and Reddish et al. [104] showed augmentation of CTL and/or
proliferation after vaccination (with MUC1 peptides mixed with BCG or immuno-
logical adjuvant Detox) in a single blood specimen in occasional patients but assays
were not repeated to confirm reproducibility. A trial was reported by Karanikas et al.
[105] with a MUC1-mannan fusion peptide and again occasional positive CTL or
proliferation responses were seen but these were not repeated and were not both
positive in the same patients. These three trials basically confirm our conclusion
that vaccine induced augmentation of T-cell reactivity against MUC1 has yet to be
convincingly demonstrated. The Karanikas report also described augmentation of
antibody titers against the immunizing synthetic MUC1 peptide in 13 of 25 patients,
but no tests against cancer cells or natural sources of MUC1 were described.

KSA Vaccines

Antibodies against KSA have been described in patients following vaccination with
anti-idiotypic antibodies [106] and some patients vaccinated with KSA of baculovirus
origin (Herlyn, D. and Spitler, L. in separate studies, personal communications). KSA
is clearly potentially immunogenic in humans and these antibodies have not resulted
in detectable toxicity.

PSMA Vaccines

To date, the only reports of vaccines containing PSMA involve peptides pulsed
onto autologous dendritic cells [107, 108]. In these small studies, indications of
immunogenicity were observed, and no obvious toxicity was described. Partial clin-
ical responses were induced is some patients which were durable after one year.
These trials indicate that PSMA is an appropriate choice of antigen for this patient
population, even in the presence of metastatic disease. These studies are applicable
only to HLA A2 positive patients and employed a technique involving ex vivo expan-
sion and manipulation of dendritic cells, making them impractical for wide spread
application. Antibody induction was not tested.

CA125 Vaccines

Because CA125 has only recently been sequenced, no trials with CA125 vaccines
have been conducted to date. However, forty-two ovarian cancer patients have been
immunized with the murine monoclonal anti-idiotype (ACA125), which imitates an
epitope on CA125 [109]. While HAMA and anti-idiotype antibodies were induced
in the majority of patients, reactivity of post immunization sera with tumor cells
was induced in only occasional patients. There was no evidence of autoimmunity in
these patients.
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5. GLYCOLIPIDS AND GLOBULAR GLYCOPROTEINS ARE MORE EFFECTIVE
TARGETS FOR CDC THAN MUCINS

One of several effector mechanisms thought to contribute to tumor cell death is
complement dependent cytotoxicity (CDC). Review of the serological analysis of
the series of clinical trials described above has suggested that the six vaccines con-
taining different glycolipids induced antibodies mediating CDC whereas the four
vaccines containing carbohydrate or peptide epitopes carried by mucin molecules
induced antibodies that were not capable of mediating CDC. We explored whether
this dichotomy was a result of properties of the induced antibodies (ie. class and
effector functions), the different target cells used, or the nature of the target anti-
gens. We compared the cell surface reactivity (assayed by FACS), complement-fixing
ability (using the immune adherence [IA] assay) and the CDC activity of a panel of
monoclonal antibodies and immune sera from these trials on the same two tumor
cell lines. Antibodies against glycolipids GM2, globo H and Ley, protein KSA and
mucin antigens Tn, sTn, TF and MUC1 all reacted with these antigens expressed
on tumor cells and all fixed complement. CDC, however, was mediated by mAbs or
immune sera against the glycolipids and a globular protein (KSA), but not by mAbs
or sera against the mucin antigens (112). Recently we have noted that immune sera
and mAbs against polysialic acid are also unable to induce CDC (see Table 3). Like
MUC1, antibodies against polysialic acid attach far from the cell surface (as shown
in Figure 3). In the case of MUC1, this is because of the rigid carbohydrate collar
that characterizes mucins. The same effect probably results as a consequence of the
negative charge of both the sialic acid rich cancer cell surface and polysialic acid.

It must be emphasized that although we showed that mucins are poor targets
for complement-mediated lysis of tumor cells, studies have shown that induction
of antibodies against either glycolipid or mucin antigens results in protection from
tumor recurrence in several different preclinical mouse models [reviewed in 2]. Also,
antibodies against either glycolipid or mucin epitopes correlate with a more favor-
able prognosis in patients [3–6, 97]. It does not appear that the inability of antibodies
against mucin antigens to induce complement-mediated lysis is necessarily detrimen-
tal to the anti-tumor response. Consequently, complement-mediated inflammation,
opsonization and antibody dependent cellular cytotoxicity but not CDC are likely
mechanisms for the prolonged survival seen in the preclinical experiments targeting
mucin antigens and suggested in the clinical trials with passively administered and
actively induced antibodies against mucin antigens. With regard to bacterial infec-
tions, this is supported by the severe consequences of hereditary deficiency states
involving either the classical or alternate complement pathways and the compar-
atively trivial consequences to deficiencies of the complement membrane attack
complex [109].

6. SUMMARY

The great majority of cancer patients can initially be rendered free of detectable
disease by surgery and/or chemotherapy. Adjuvant chemotherapy or radiation ther-
apy are generally only minimally beneficial, so there is real need for additional
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Figure 3. Glycolipids and glycoproteins expressed abundantly at the cancer cell surface. Note the
intimate association with the cell surface of glycolipids and the more distant association of mucins and
polysialic acid.

methods of eliminating residual circulating cancer cells and micrometastases. This
is the ideal setting for treatment with a cancer vaccine. The immune response
induced is critically dependent on the antigenic epitope and vaccine design. For
antibody induction there is one best vaccine design, conjugation of the antigen
to an immunogenic protein such as KLH and the use of a potent adjuvant such
as the saponins QS-21 and GPI-0100. This approach alone induced strong anti-
body responses against the glycolipids GM2, fucosyl GM1 and globo H and the
mucin backbone MUC1, and cancer cells expressing these antigens. Other antigens
required additional modifications to augment relevant immunogenicity. GD2 and
GD3 lactones and N-propionylated polysialic acid were significantly more effective
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at inducing antibodies against tumor cells than the unmodified antigens. Tn, sTn
and TF trimers (clusters) were significantly more effective than the monomers at
inducing antibodies reactive with the cancer cell surface. The optimal approach for
Ley, KSA, PSMA, and CA125 (MUC16) remains to be determined.

Antibodies are ideally suited for eradicating pathogens from the bloodstream and
from early tissue invasion. Passively administered and vaccine induced antibodies
have accomplished this, eliminating circulating tumor cells and systemic or intraperi-
toneal micrometastases in a variety of preclinical models, so antibody-inducing vac-
cines offer real promise in the adjuvant setting. Polyvalent vaccines will probably
be required due to tumor cell heterogeneity, heterogeneity of the human immune
response and the correlation between overall antibody titer against tumor cells and
antibody effector mechanisms. Over the next several years, Phase II clinical trials
designed to determine the clinical impact of polyvalent conjugate vaccines will be
initiated in the adjuvant setting in patients with SCLC and several epithelial cancers.
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8. DENDRITIC CELL-BASED VACCINES
FOR CANCER THERAPY

A. GROLLEAU, A. SLOAN AND J. J. MULÉ

Dendritic cells (DCs) were initially described in 1973 by Ralph Steinman, who
observed in mouse spleen a subpopulation of cells with a striking dendritic mor-
phology. DCs originate from the bone marrow, and their precursors migrate via
the bloodstream to almost all organs of the body, where they reside as immature
cells with high phagocytic capacity (1). They acquire antigens (Ag) in peripheral
tissues and migrate to lymphoid organs where they present processed peptides to
naive T cells and initiate the immune response. During this process, DCs lose their
Ag-capturing/processing capacity as they differentiate into mature, fully stimula-
tory, antigen-presenting cells (2). In addition, DCs interact with B lymphocytes
to enhance B cell expansion and antibody production (3), as well as with natural
killer (NK) cells to augment cytolytic activity and interferon-γ (IFN-γ) production
(4).

The past 20 years have witnessed a dramatic expansion in the understanding of
the relationship between DCs and the cellular immune response. DCs appear to be
central to the regulation, maturation, and maintenance of a cellular immune response
to cancer. Encouraging results from vaccination studies in animal models and the
development of protocols to generate sufficient numbers of human DCs for clinical
application have led to the first early-phase clinical trials of DCs for the treatment
of cancer in patients. These studies have established the safety and feasibility of this
approach and have produced some encouraging evidence of therapeutic efficacy.

This chapter will focus on mouse and human DCs, their generation, as well as
selected strategies being pursued to harness their potent antigen-stimulating activity
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for their use in clinical trials and murine experimental models, and finally highlight-
ing issues for future trial design.

EXPERIMENTAL ANIMAL MODELS

Generation of Murine DCs

Although monocyte-derived DCs are the most commonly used type of human
DCs, they are only rarely prepared from mice largely because the yield is small
(1 × 105/mouse), and there are other easier methods available to produce murine
DCs.

Mouse bone marrow is a major source of DCs when cultivated with granulocyte-
macrophage colony-stimulating factor (GM-CSF) and interleukin (IL)-4. Most pub-
lished reports of mouse DCs use cells derived from BALB/c or C57Bl/6 mice.
However, there is no reason not to use mice of other genetic backgrounds for cer-
tain applications. In general, mice 8–12 weeks old yield sufficient numbers of DCs,
precursor and progenitor cells to be easily manipulated. The technique described by
Inaba et al. (5) has been modified over the years. Once generated, DCs are collected
on day 5 or 6, and enriched by 14.5% (w/v) metrizamide density gradient separa-
tion. Further purification can be achieved by FACS sort on CD11b and CD11c, or
by using CD11c-coated paramagnetic beads. Typical DC yields are approximately
5 × 106 cells/mouse. Further maturation of DCs can be achieved by LPS or TNF-α
treatment.

Progenitor CD34+ cells obtained from mouse bone marrow will differentiate into
DCs when cultured with GM-CSF plus the ligand for the receptor tyrosine kinase
fms-like tyrosine kinase 3 (Flt-3L) (6). CD34+ cells may be obtained from mouse
marrow by depletion of lineage+, nonadherent cells followed by sorting. These cells
will differentiate into CD11c+CD11b+ and CD11b−/dullCD11c+ subsets upon
culture with GM-CSF, TNF-α and CSF (7), which may be sorted by FACS on
day 6 for independent culture. Addition of stem cell factor (SCF) or Flt-3L to bone
marrow cultures increase the yield of DCs ultimately derived, especially when used
in combination.

DC-Based Vaccination in Animal Tumor Models

A growing number of studies have reported the successful use of DCs for inducing
antitumor immune responses in animals. Most of these experiments have involved
in vitro isolation of DCs, followed by pulsing of DCs with different forms of tumor
antigen and injection of the antigen-loaded DCs into syngeneic animals as a cancer
vaccine. Tumor development was induced by injection of established tumor cell lines
of various tissue origins. Following interaction with tumor cells or selected tumor
Ags, DCs were effective as prophylactic tumor vaccines against subsequent chal-
lenge with the same tumor. Initial approaches using DCs loaded with tumor lysates,
tumor antigen-derived peptides, soluble protein tumor antigen expressed by a B
cell lymphoma, synthetic class I-MHC-restricted peptides, RNA, DNA and whole
protein have all been demonstrated to generate tumor-specific immune responses
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and antitumor activity against subsequent tumor challenges, and even therapeutic
efficacy was reported, leading to the induction of regression of preexisting tumors
[(8–15); and reviewed in (16)]. Such immunologic and anti-tumor effects depend
on additional critical factors, e.g., the route of DC administration. Using vaccina-
tion with tyrosinase-related protein-2-derived peptide-loaded, Indium-111-labeled
DC vaccination in a fully syngeneic B16 melanoma tumor model, Eggert et al. (17)
observed a delay in tumor growth, improved survival, as well as increased antitumor
cytotoxic T-cell reactivity after s.c. delivery compared to i.v. delivery. In contrast, a
pilot clinical trial, performed by Fong et al. (18), using Ag-pulsed DCs as a tumor
vaccine in patients with metastatic prostate cancer suggest that activated DCs can
prime T cell immunity regardless of route of administration. However, these investi-
gators reported that the “quality” of this response and induction of Ag-specific Abs
might be affected by the route of administration.

With these studies providing the “proof-of-principle” for Ag-pulsed DC vac-
cination against cancer with respect to route of administration, recent investiga-
tions have focused on discovering more effective methods of delivering tumor
Ags to DCs. One strategy has been to use recombinant viruses as a highly effi-
cient means of introducing genes into DCs. Mouse tumor models have exten-
sively been used to test the in vivo therapeutic efficacy of DCs transduced with
viral vectors that encode different cytokine cDNAs such as GM-CSF, IL-12, or
Flt-3L, immunomodulatory molecules like B7-1, ICAM-1, or LFA-3, or cDNAs
encoding for model antigens or TAAs. Studies have addressed the question whether
DCs genetically engineered are capable of eliciting antitumor immunity in vivo.
Adenovirus-mediated gene delivery into DCs has been studied extensively in murine
models since 1997. A number of reports have shown DCs to possess enhanced
antitumor properties after adenoviral transfer of therapeutic transgenes. For exam-
ple, mice immunized with Trp2 gene-transduced DCs were capable of inducing
protection against mouse melanoma-induced lung metastasis (19). Another report
showed that DCs infected with adenoviral vectors encoding endogenous TAA
expressed by the murine melanoma line B16 could elicit antitumor immunity in
this poorly immunogenic tumor model (20). DCs overexpressing IL-12 as a result
of adenoviral-mediated IL-12 gene transfer have been found to induce antitu-
mor immunity when injected directly into tumors (21). Because of the emerg-
ing evidence that chemokines play an important role in the priming of naı̈ve T
cells by DCs, introduction of chemokine genes into DCs are now being reported
as well. For example, a recent study showed that immunization with DCs aden-
ovirally cotransfected with gp100 and lymphotactin, a C chemokine that specif-
ically regulates the migration of T cells and NK cells, could enhance protective
and therapeutic antitumor response more effectively in a B16 melanoma model
(22). Our group has studied direct administration of DCs genetically modified to
express secondary lymphoid tissue chemokine (SLC) into growing B16 melanoma.
SLC, a CC chemokine found in high endothelial venules and within the T-cell
zones of both spleen and lymph nodes, is capable of recruiting both DCs and
naı̈ve T cells via the CCR7 receptor found on both cell types (23, 24). We
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reported that intratumoral injections of SLC-expressing DCs could result in tumor
growth inhibition with a substantial, sustained influx of T cells within the mass
(25, 26).

A long–puzzling phenomenon was the improved efficacy of DNA vaccines
containing unmethylated cytidine-phosphate-guanosine (CpG) dinucleotide (CpG-
ODN) motifs that are common in bacterial DNA but not in mammalian DNA.
Synthetic oligodeoxynucleotides containing CpG-ODN in specific sequence con-
texts mimic the immunostimulatory qualities of bacterial DNA (27). These agents
can activate an “innate” immune response by activating monocytes, NK cells, DCs,
and B-cells in an independent manner. The effects of CpG on DCs include increased
DC migration to lymph nodes, enhanced activation of CD8+ T cells, and protective
CTL responses against both viral and tumor antigens (28). In vivo, CpG act also as an
effective adjuvant for a tumor vaccine consisting of DCs cocultured with irradiated
tumor cells, which provide a substantial increase in both prophylactic and therapeutic
activity in several murine tumor models (29, 30). Clinical vaccination trials that use
CpG-ODN as immunologic adjuvants are currently underway.

Utilization of exosomes, small vesicles of endosomal origin, might be another
attractive approach in cancer immunotherapy, combining the anti-tumor activity of
DCs with the advantages of a cell-free vehicle. Both DCs and tumor can secrete
exosomes constitutively (31, 32). Tumor-derived exosomes contain whole native
cytosolic and/or endosomal tumor antigens and constitutive heat shock proteins
(hsps). Exosomes transfer tumor antigen to DCs and induce peptide-specific, MHC
class I-restricted cross presentation to T cell clones and, in vitro, tumor-specific CTL
responses in patient’s lymphocytes. Exosomes produced by DCs, display a discrete
set of proteins involved in antigen presentation, in particular MHC class I and II
molecules, but also costimulatory molecules (CD86), and are selectively enriched in
molecules potentially involved in effector cell targeting, such CD11b, lactadherin,
and CD9 molecules (31). Isolation of exosomes is usually carried out by differen-
tial centrifugation, followed by floatation on sucrose density gradients to collect the
exosomes (31, 33, 34). Zitvogel at al. (31) have shown that not only do DCs trigger
T cell responses through direct cell-cell contacts, but exosomes secreted by DCs
can also stimulate T cells. In this study, exosomes secreted by bone marrow-derived
DCs (BM-DCs), which were challenged with tumor-derived peptides, activated
CTLs, causing the eradication of established tumors. The mechanism of action of
exosomes in vivo is poorly understood. Exosomes could stimulate T cells directly,
through the MHC-peptide complexes they harbor, or they could be captured by
other professional APC, which could then use peptide-loaded MHC molecules,
Ags, or peptides present in exosomes to stimulate T cells. When compared with
the tumor peptide-loaded DCs, DC-derived exosomes showed higher efficiency
in eliciting tumor regression of the established p815 mastocytoma and TS/A mam-
mary adenocarcinoma. Moreover, in several mouse tumor models, Wolfers et al. (33)
showed that immunization of mice with DCs loaded with tumor-derived exosomes
resulted in tumor prevention as well as the regression of established lesions. The
antitumor immunity was mediated by CD8+ T cells, because their depletion in vivo
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inhibited the anti-tumor effect of exosomes. These results suggest that exosomes
derived from tumor cells or DCs provide another promising avenue for the devel-
opment of DC-based cancer vaccines. A clinical trial has recently been launched,
aimed at vaccinating patients with metastatic melanoma and inoperable lung cancer
with autologous DC-derived exosomes pulsed with MAGE-3 MHC class I- and II-
associated peptides.

Fusion of tumor cells with DCs is a powerful new technology to increase tumor
vaccine immunogenicity, and as been explored as a means to potentially endow DCs
with the full complement of TAAs expressed by the tumor cell. In this strategy,
DCs can be loaded with tumor antigens by simply fusing them to tumor cells.
These cell-fusion studies have shown effective responses against both primary tumors
and secondary metastases, and stimulation of both CD4+ and CD8+ T cells as
well as NK cell anti-tumor responses (35–39). The commonly used procedure for
the preparation of DC-tumor fusion cells has used polyethylene-glycol (PEG), a
classical fusogenic agent that is widely used to produce B or T cell hybridomas. This
procedure can be time and labor intensive because after fusion, 7–14 days of culture
are usually required for selection and expansion. Among a number of means for
achieving cell-cell fusion, electro-fusion seems to be particularly attractive. A recent
study has compared the therapeutic efficiency of PEG versus electric pulse-mediated
fusion protocols in a poorly immunogenic and it demonstrated metastatic murine
mammary carcinoma cell line, and it demonstrated that electro-fusion is as efficient
as PEG mediated fusion in generating an immunogen capable of inducing protective
anti-tumor immunity (40). Therefore, both techniques seem to be promising for
clinical application. However, in a more recent study, the further optimization of
the electro-fusion parameters resulted in superior activity compared to chemical
fusion (41).

Another approach that may supersede the need for ex vivo expansion and manip-
ulation of DCs, is the administration of the cytokine Flt-3L. Treatment of mice
bearing certain immunologic tumors with Flt-3L has been shown to result in tumor
regression (42, 43). In an acute myelogenous leukemia (AML) model, Pawlowski et
al. (44) have also shown that a significant protection against AML challenge in naı̈ve
or bone marrow-transplanted mice was provided by either in vitro tumor-lysate-
pulsed DCs or in vivo Flt-3L-generated DCs, but only when initiated prior to AML
challenge.

Despite the immunologically privileged status of the brain, numerous pre-clinical
studies of DC-based immunotherapy for malignant brain tumors since 1997 have
demonstrated that immunotherapy may be feasible and efficacious in both protection
and treatment models for intracranial models of glioma and melanoma (Table 1).
Numerous strategies of loading DCs with tumor antigens have been investigated
including pulsing with tumor lysate (45–51), acid-eluted peptides (52), synthetic or
virally transfected peptides (48, 53, 54), whole tumor cDNA (55–57), DC-tumor
fusions (45, 50), RNA (46, 58), apoptotic tumor (59), and irradiated tumor cells
(60). While all utilized immature, bone-marrow derived DCs, the number and
characterization of the DCs used, the frequency and technique of vaccination, and
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in vitro and in vivo assays utilized were highly variable. The multiplicity of techniques
and tumor models makes meaningful comparisons impossible. Nonetheless, nearly all
demonstrated efficacy in the models studied. Several also implicated the importance
of CD8+ T cells, CD4+ T cells, and NK cells in anti-tumor efficacy (45, 54, 56). The
single negative study was that of Yang et al. (60), which demonstrated that orthotopic
9L gliosarcoma induced apoptosis of DCs delivered directly into the tumor. The
investigators implicated hyaluronan on the glioma membrane via increased nitric
oxide synthase (NOSi) induced by the DC-based CD44 receptor. This effect was
not eliminated by stereotactic radiosurgery of the tumor, but was abrogated by pre-
treatment of DCs with anti-CD44 or N-mononomethyl-L-arginine (NMMA), or
pre-treatment of 9L with hyaluronidase. This suggests that the efficacy of direct intra-
tumoral injection of DCs, which has been demonstrated in other tumor models (61),
may not translate to gliomas.

CLINICAL CANCER VACCINE TRIALS

Generation of Human DCs

Physiologically, human DCs constitute a rare but heterogeneous population that
are phenotypically distinct from macrophages and represent only a small proportion
of less than 1% of the circulating leukocyte pool. For therapeutic purposes large
numbers of DCs are required. Three main types of DCs have been studied for use
in clinical trials.

Monocyte-Derived DCs (Mo-DCs)

The best-studied human DCs are those derived from peripheral blood CD 14+

monocytes, which are abundantly present in peripheral blood. Monocytes can be
easily obtained from peripheral blood draws or leukapheresis by several methods,
including plastic adherence of Ficoll-Hypaque (62) or Lymphoprep (63) purified
peripheral blood mononuclear cells (PBMCs), followed by metrizamide gradient
centrifugation. Monocytes are subsequently cultured for 5 to 7 days, in the presence
of GM-CSF and IL-4. Investigators have used preferentially serum-free medium or
autologous plasma (1%) instead of medium supplemented with fetal calf serum, as the
latter may contain trace amounts of endotoxin, TGF-β or other factors (64). After 1
week the yield of immature DCs generated varies from about 25–50% of the starting
population. Yields of 0.5–2 × 106 cells per 10 ml blood are typically obtained. A
representative culture will contain 95–99% CD1a+CD14−CD83lo/− cells. If cells
are cultured much beyond 8 days, they will undergo spontaneous maturation with
upregulation of CD83. It is not clear whether this developmental pathway of mono-
cytes occurs frequently in vivo, or whether this represents a highly specialized stage
of monocytes, expressed only under certain conditions. Development of a closed,
semi-automated system for the generation of large-scale monocyte-derived DCs has
been optimized by some groups (65, 66).
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Peripheral-Blood-Derived DCs (PBDCs)

DCs can be also generated as circulating precursors from the blood by density-
based purification techniques, after a period of in vitro culture (1–2 days) without
cytokines (67, 68). During this time, DC precursors undergo maturation, become
larger and less dense, which allows their purification by density-gradient centrifu-
gation. Gradient solution lacking potentially immunogenic protein such as BSA has
been employed including Percoll, Nycodenz, and metrizamide. DCs isolated in this
manner possess potent allostimulatory activity and the ability to prime naı̈ve CD4+

T helper cells (69) and CD8+ cytotoxic T lymphocytes (CTLs) (70). The use of
density-based isolation is, however, limited by the low frequency of DC precursors
in blood, and leukapheresis must be performed to generate sufficient numbers (on
average 5 × 106 from the PBMCs of a single leukapheresis procedure) of DCs for
vaccinations of humans.

CD34+-Derived DCs

Human DCs can also be generated in vitro from CD34+ hematopoietic progenitor
cells. CD34+ cells may be derived from bone marrow (71), cord blood (72), or
purified directly from peripheral blood or after mobilization with cytokines such as
granulocyte colony-stimulating factor (G-CSF) or GM-CSF (73). The generation
of DCs in this way involves a positive selection using paramagnetic beads and in
vitro culture with cytokines over 2 to 3-weeks. Final DC yields can be increased by
expanding the progenitor pool (10–30 fold) prior to terminal DC differentiation.
Some protocols include an initial expansion period [usually with Flt-3L, SCF or
both, in combination with other cytokines] to boost DC progenitor cell numbers,
followed by a differentiation step (which usually includes GM-CSF plus TNF-α) after
culture with different combinations of cytokines, including TNF-α, Flt-3L, c-Kit,
CD40 ligand (CD40L), SCF, GM-CSF or TGF-β(74). Both c-Kit and Flt-3L are
transmembrane proteins on stromal cells that bind to tyrosine-kinase receptors and
sustain DC progenitors (75), whereas TNF-α and CD40L block the granulocyte-
differentiation pathway and stimulate the final maturation of DCs (3). CD34+-DCs
appear to be more efficient in the activation of tumor-specific CTLs than those
derived from CD14+ progenitors (76). In contrast to Mo-DCs, DCs derived from
CD34+ cells consist of two phenotypically and functionally distinct populations
(77). One subset is similar to the epidermal Langerhans cells, and the other termed
“interstitial/dermal DCs” is similar to those derived from blood monocytes (77).
Immune responses to these unique LC containing preparations await evaluation in
humans.

In vivo Generated DCs

An alternative approach is to expand DCs in vivo. Methods of stimulating DC mobi-
lization and trafficking in vivo, allowing the native immune environment to naturally
mature DCs, may overcome the functional limitations imposed by ex vivo culture;
for example, the culture conditions used to expand cells ex vivo may significantly
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affect their function and antigen-processing capabilities, or that DCs generated in
culture may not traffic to draining lymph nodes in great numbers, thus limiting the
development of systemic immunity. Treatment with the hemopoietic growth factor,
Flt-3L (78), may potentially bypass the need for ex vivo culture and manipulation
of DCs or their precursors. Results so far from the continuing human clinical stud-
ies have demonstrated that treatment with Flt-3L is well tolerated and can increase
numbers of circulating DCs more than 20-fold (78, 79).

Maturation of Human DCs

DCs have multiple roles and dynamically shift phenotypes relative to their envi-
ronment. DC phenotype and function may be affected by the precursor cells from
which the DCs are derived, as well as by the factors used to effect differentiation or
maturation.

Immature DCs can be further induced to mature by co-culturing with inflamma-
tory stimuli including TNF-α, IL-6, IL-1β, pathogen-related molecules such as LPS,
bacterial DNA, T cell–derived signals and prostaglandins such as PGE2 or, alterna-
tively, with a so-called monocyte conditioned medium (MCM) for an additional 3
days (80). The maturation process is associated with several coordinated events such
as (a) expression of CD83, as well as the p55 actin-bundling protein fascin, an impor-
tant controller of cytoskeleton remodeling; (b) loss of antigen-uptake capacity; (c)
upregulation of T cell adhesion and costimulatory molecules (CD40, CD58, CD80,
and CD86); (d) change in morphology, (e) expression of different cytokines genes;
and (f ) expression of chemokine receptors that guide DC migration into lymphoid
organs for priming of antigen-specific T cells. Morphological changes accompany-
ing DC maturation include a loss of adhesive structures, cytoskeleton reorganization,
and acquisition of high cellular motility (81).

The use of DCs as adjuvants is supported by numerous animal studies with pri-
marily mature DCs (82, 83), which have shown that the injection of tumor antigen–
loaded DCs reliably induces tumor-specific CTL responses, tumor resistance, and in
some cases, regression of metastases. However, in the majority of pilot clinical trials
reported so far for humans, immature DCs have been employed (Table 2). Sporadic
tumor responses are reported and the induction of tumor-specific CTLs by DC
vaccination have been observed. Moreover, several reports have demonstrated that
immature DCs but not mature DCs can induce tolerance to Ags used for vaccina-
tion (84, 85). Therefore, mature DCs have been used in recent vaccination protocols,
especially when peptides are used as a source of antigen (86, 87). In contrast to imma-
ture DCs, mature DCs are much more potent in inducing Th1 and CTL responses
in vitro and are resistant to immunosuppressive effects of tumor-derived IL-10. They
also become migratory and travel to the local lymph nodes, where they present anti-
gens in association with MHC to specific T cells. Several studies have shown that
DCs generated in vitro must be matured to migrate optimally and to stimulate T
cells efficiently (3, 88–90). In a small pilot trial, Jonuleit et al. vaccinated advanced,
stage IV melanoma patients simultaneously with immature DCs and mature DCs
loaded with different melanoma-associated peptide antigens. Both DCs populations
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Table 2. Clinical Trials Evaluating DC-Vased Tumor Vaccines

DC
Tumor Type Characteristics Form Antigen Route Maturation Ref

Melanoma Mo-DCs Cocktail of peptide
(MART-1, gp100,
MAGE-3, Ty) or TL

intranodal No (95)

Mo-DCs MART-1, gp100 i.v. No (126)
CD34+-

derived
DCs

MAGE-1 and
MAGE-3 or
MART-1

i.v. Yes (99)

and gp100 and Ty
Mo-DCs MAGE-A1, MAGE-A3 i.v, s.c No (127)
PBDCs MAGE-3 or MART-1

plus rhIL-12
s.c. No (128)

Mo-DCs MAGE-3 i.v., s.c. Yes (87)
Mo-DCs MAGE-3 i.v., s.c. Yes (94)
Mo-DCs MART-1, gp100, Ty i.v. No (129)
CD34+-

derived
DCs

MART-1, gp100, Ty,
MAGE-3

s.c. Yes (130)

Mo-DCs gp100, Ty i.v. No (131)
Mo-DCs TL i.d. No (132)
Mo-DCs Panel of MHC class I

and
s.c. Yes (133)

II-restricted peptides
Mo-DCs TL i.d. No (101)

Prostate
carcinoma

Mo-DCs PSMA peptides i.v. No (134-137)

PBDCs PAP/GM-CSF fusion
protein

i.v., s.c. No (138)

PBDCs PAP/GM-CSF fusion
protein

i.v. No (139)

PBDCs Xenoantigen (mouse
PAP)

i.d., i.v., i.l. No (18, 67)

Mo-DCs PSA RNA i.v., i.d. No (140)

Colorectal
carcinoma

Mo-DCs Total tumor RNA i.v. No (141)

PBDCs Total tumor RNA i.v., i.d. No (142)
Flt-3L

mobilized
CEA peptide i.v. Yes (79)

PBDCs

Gastrointestinal
carcinoma

Mo-DCs MAGE-3 peptide i.v. No (143)

Breast/ovarian
cancer

Mo-DCs HER-2/neu or
MUC-1

s.c. Yes (144)

Gynaecological
malignancies

Mo-DCs Autologous TL s.c. Yes (145)

B-cell
lymphoma

PBDCs Idiotypic protein i.v., s.c.
boost

No (68)

PBDCs Idiotypic protein i.v. Yes (108)

Pediatric solid
Tumors

Mo-DCs TL i.d. No (100)

(continued )
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Table 2. (continued )

DC
Tumor Type Characteristics Form Antigen Route Maturation Ref

Renal cell
Carcinoma

Mo-DCs Tumor-cell DC fusion s.c, s.c boost Yes (146)

Mo-DCs TL i.v. Yes (147, 148)
Mo-DCs TL intranonodal

s.c.
Yes (149)

Mo-DCs TL s.c Yes (150)

Multiple
Myeloma

PBDCs Idiotypic protein i.v., s.c.
boost

No (110)

Mo-DCs Idiotypic protein i.v. No (109)
CD34+-

derived
DCs

Idiotypic protein i.v., s.c.
boost

No (111)

Breast,
Papillary,
Pancreatic
Cancer

Mo-DCs MUC1 cDNA
transfection

i.d. No (151)

CEA-
expressing
malignancies

Mo-DCs CEA peptide CAP-1 i.v. No (152)

Malignant
glioma

Mo-DCs Tumor cell-DC fusion i.d. Yes (106)

Mo-DCs Tumor specific MHC
class–I peptides

i.d. No (120)

Abbreviations: Ty, tyrosinase; TL, autologous tumor lysates; i.d., intradermal, PAP, prostatic acid phosphate; i.l., intralym-
phatic; CAP-1, carcinoembryonic antigen peptide-1; PSMA, prostate specific membrane Ag.; PSA, prostate specific Ag;
MUC1, mucin 1.

were injected in different lymph nodes of the same patient. They demonstrated that
mature DCs were capable of promoting a greater level of CTL and T helper reactiv-
ity measured in the circulating PBMCs (91). Another reason some groups support
adoptive transfer of mature DCs is that immature DCs may lose their efficiency for
T-cell stimulation once removed from exogenously supplied cytokines. Several stud-
ies have also reported that immature Mo-DCs can reverse into a macrophage after
cytokine withdrawal, whereas mature DCs cannot undergo this reversion. However,
as mentioned earlier, mature DCs have a lower capacity for uptake of exogenous
antigens, such as RNA, proteins, or dead tumor cells. Different maturation proto-
cols may also produce DC populations that are functionally distinct in terms of, for
example, their ability to migrate, to produce cytokines, to stimulate T cells, and to
induce T-cell cytokine secretion (92). These differences have important implications
for decisions on the most appropriate type of DCs (immature or mature) for use in
clinical trials.

Antigen Loading of DCs

Several forms of DC-mediated immunotherapy are currently being investigated with
great intensity in clinical trials, using a wide variety of different vaccination protocols,
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for numerous tumor types including melanoma, prostate cancer, AML, breast can-
cer, gastric cancer, lung cancer, renal cell carcinoma, gastric cancer, and others. A
summary of some published clinical trials is presented in Table 2.

DCs can be pulsed with synthetic peptides or proteins derived from known tumor-
associated antigens (TAA) such as MAGE-1 and MAGE-3, New York Esophagus
(NY-ESO)-1, MUC-1, Her-2/neu, tyrosinase, carcinoembryonic antigen (CEA), or
Melan-A/MART-1. For example, antigens of the MAGE family have been employed
to induce melanoma specific immunity, first by using immature DCs (93) and later
by using terminally mature DCs (87, 94, 95). The use of defined antigens for tumor
immunotherapy has the clear advantage of being able to control the amounts of
antigen administered, and to monitor the emerging response. The immunogenicity
of defined peptide epitopes may be substantially increased by modifying the peptide
sequence at amino acid residues that are crucial for the interaction with the MHC
class molecules or with the specific TCR (96, 97). However, using peptides for DC
loading has several intrinsic disadvantages. This approach is currently limited to that
tumor type for which TAAs are identified. Moreover, the application of antigenic
peptides is limited to use in patients who express a defined specific HLA haplotype.
Finally, the majority of known TAA peptides are presented in association with MHC
class I molecules and are recognized by tumor-specific CD8+ T cells, whereas small
numbers of TAA epitopes are presented in association with MHC class II molecules
and are recognized by CD4+ T cell (98).

To overcome such limitations, another approach is the use of whole proteins or
multiple peptides as the source of antigen. Due to the broad spectrum of potentially
recognizable peptides that can originate from each protein, this strategy allows the
induction of immune responses against different epitopes that could be potentially
restricted to multiple HLA alleles. Furthermore, the antigen-processing and present-
ing machinery could direct responses to important and immunodominant epitopes
including both MHC class-I and class-II-restricted peptide antigens. This strategy
has been followed for melanoma, using antigens against MAGE-1 and -3, tyrosinase,
Melan-A and gp100 together with CD34+-derived DCs (99)

Other approaches utilizing whole tumor cells as a source of antigen have been
developed. Loading of DCs with tumor lysates or extract, obtained after repeated
freezing and thawing or sonication of whole tumor cells, is one of the more estab-
lished methods and has been used in a wide variety of tumor types (16, 100, 101).
The studies showed induction of tumor-specific T-cell responses, including cytolytic
activity and the production of immunostimulatory cytokines. DCs can also be trans-
fected with either RNA coding for a specific tumor antigen or whole tumor RNA
(46, 102). The ease in generating large quantities of nucleic acids gives RNA-
based vaccines an advantage over tumor lysates, especially if multiple restimulations
are needed using a small tumor sample. Moreover, tumor-restricted RNA can be
enriched before loading by subtractive hybridization with RNA from normal tis-
sues. Tumor-specific immune responses are thereby augmented, and the likelihood of
autoimmunity generated from self-antigens is reduced. One weakness of this strategy
is the unstable, labile nature of RNA. Because DCs are very effective at presenting
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peptides from apoptotic cells (103), dying tumor cells (apoptotic bodies or necrotic
cells) have also been used as sources for tumor antigens to load DCs (104, 105).
Another strategy designed to deliver all antigens from tumor cells directly into the
cytosol of DCs is by the fusion of DCs with tumor cells. The fused DC-tumor cells
obtained are thought to combine the whole antigenic spectrum of the tumor with
the powerful antigen capabilities. Studies using DC-tumor cell fusions have demon-
strated the generation of tumor-specific CTL in vitro and antitumor immunity in
vivo (106, 107). The important conceptual outcome of all these loading strategies
is that tumor antigens would be processed by both the endocytic and proteosomal
DC pathways and would be capable of stimulating both CD4+ and CD8+ T cells.
Because these approaches do not require the definition of TAA or MHC haplotype
of the patients they may provide for a broader clinical application.

Based on studies in a murine lymphoma model showing that vaccination with
idiotype (Id)-pulsed DCs could generate a strong T lymphocyte anti-Id response and
induce a protective antitumor immunity (15), several groups initiated clinical trials
of Id-pulsed DC vaccination for patients with low-grade non Hodgkin lymphoma
(NHL) (68, 108) and multiple myeloma (109–111). Both diseases are slowly, but
inevitably, progressive malignancies, and generally express a unique immunoglobulin
Id as a potential TAA. Recently, Timmerman et al. (108) reported a long term
follow-up of 35 patients with follicular NHL, treated using this approach. They
described that Id-pulsed DC vaccination can induce T-cell and humoral anti-Id
immune responses, as well as durable tumor regression

The ability to manipulate DC function by gene transfer represents an attractive
alternative strategy to enable some DC-based therapies, and does not require prior
knowledge of the MHC type or relevant T-cell peptide epitope. The target genes
transferred fall into two categories TAA and immunomodulatory proteins such as
cytokines and costimulatory molecules. Available vectors include retroviruses, ade-
noviruses, lentiviruses, adenoassociated virus, herpes simplex virus, cationic lipo-
somes, naked DNA and DNA-coated gold beads. The biologic effects of the trans-
duction on DCs vary with the viral vector systems and the experimental conditions
used in the studies. A comparison of various gene transfer methods in human DCs
showed that adenovirus vectors was the most efficient in transducing human DCs,
with transduction efficiencies exceeding 95% at higher multiplicity of infection
(112). Potentially benefits and limitations of genetically-modified DCs for use in
immunotherapy have been reviewed recently (113, 114).

Evaluation of Vaccine-Induced Immune Responses

One important objective of clinical vaccine trials is to devise in vitro immunological
assays that correlate with clinical outcome, for use as surrogate markers of vaccine
efficacy, and to make the results from different clinical studies comparable. The most
crucial end-point reflecting the efficacy of antigen-specific vaccines is the induction
of responses by CD8+ T cells. To date, IFN-γ ELISPOT and recombinant MHC
class I multimers loaded with the respective peptide appear to be the most com-
monly used and sensitive detection assays to measure CTL responses following DC
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vaccination against a selected peptide antigen. Furthermore, tetramer staining can be
used for in situ detection of peptide-specific CTL in biopsies of lesions and lymph
nodes of cancer patients (115). An alternative approach allows the selective isola-
tion of antigen-specific CTL by fluorescence activated cell sorting (FACS) (116).
However, trends towards the use of more complex immunogens, such as whole
proteins, require the development of efficient and sensitive methods for monitoring
more complex immunologic effects as well. In the context of a vaccination trial
using full-length tyrosinase (Ty) to immunize patients with metastatic melanoma,
a monitoring technique was developed in which autologous DCs infected with a
recombinant adenovirus encoding the Ty protein were used to assess the Ty-specific
reactivity of fresh peripheral blood lymphocytes. Quantitative real-time reverse tran-
scription polymerase chain reaction (qRT-PCR) was used to measure the production
of cytokine mRNA by T cells following a brief incubation with Ty-expressing DCs.
Two out of ten patients enrolled demonstrated Ty protein-specific reactivity that
increased during and after the period of vaccination. While one of these patients
also reacted to an HLA-A1-compatible Ty peptide, the second did not recognize
any of the known Ty epitopes, highlighting the importance of this technique for
monitoring the effects of complex vaccines (117).

Preliminary results of clinical trials with DC immunization using ex-vivo-
generated DCs appear contradictory, however. Fong et al. (79) examined in a phase
I clinical trial, the ability of Flt-3L to increase the number of DCs in cancer patients
as well as the ability of these expanded DCs to be harvested and used to immunize
patients against CEA. They demonstrated that immunization with Flt-3L-expanded
DCs loaded with an altered peptide ligand derived from CEA could lead to CEA-
specific immunity and clinical responses. However, in a recent published phase II
clinical trial, Rini et al. (118) reported that Flt-3L, although capable of inducing
expansion of circulating myeloid and plasmacytoid DCs in patients with metastatic
renal cell carcinoma, lacked significant clinical activity at the doses and schedules
examined. Further studies will be necessary to ascertain the value, if any, of Flt-3L
to generate clinically effective anti-tumor immunity.

There have been few clinical trials to date of DC-based immunotherapy for malig-
nant brain tumors involving a total of 20 patients (Table 3). All have been Phase I
clinical trials for the treatment of gliomas, utilizing multiple i.d. vaccinations com-
prised of 5-100 × 106 poorly characterized or immature bone-marrow derived,
DCs. These DCs have been loaded with tumor antigen prepared in a variety of
ways including tumor lysate (100), acid-eluted peptides (119, 120), gamma irradi-
ated tumor cells (121), and by fusion to glioma cells (106). Likewise, in vitro and
in vivo immune monitoring was highly variable. No objective clinical responses was
observed, but increased lymphocytic infiltration of tumor has been reported (119,
120). Despite induction of lethal encephalitis in primates vaccinated with human
glioma (122), treatment of humans has been well tolerated with minimal side effects,
and autoimmune disease has not been reported to date. The utility of delayed-type
hypersensitivity (DTH) and routine MRI imaging in assessing immune response
and clinical efficacy has also been questioned. Preliminary reports of DC-based
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Table 3. Clinical Trials of DC-Based Immunotherapy for Malignant Brain Tumors

Tumor DC In vitro In vivo
Type Characteristics Form Antigen Route Response Response Ref

PNET Immature
(CD14-,
CD80+,
CD86+,
CD83-,
HLA-DR+)

autologous
tumor +
KLH

i.d. increased T
cell prolif-
eration;
ELISPOT

DTH for tumor
and KLH in 1/2

(100)

AA, AO,
GBM

MHC I+, II+,
CD80+.
CD86+,
CD83-

irradiated and
cultured
autologous
tumor

i.d. increased
IFNγ
secretion

N.A. (106)

GBM high MHC I,
II, CD80+,
CD86+

allogeneic
MHC-I
Matched
peptides

i.d. increased T
cell prolif-
eration

increased CD3+
T cell
proliferation

(119)

AA,
GMB

CD14-,
CD80+.
CD86+,
HLA-DR+

autologous
tumor
peptides

i.d. Proliferation,
cytotoxic-
ity in
4/7

2/4 had increased
CD45RO+ T
cell infiltration

(120)

N.S. autologous
tumor

N.S. N.A. N.A. (121)

Abbreviations: PNET, Primitive neuroectodermal tumor; AA, anaplastic astrocytoma (ie WHO grade III astrocytoma); AO,
Anaplastic oligodendroglioma; GBM, Glioblastoma multiforme (ie WHO grade IV astrocytoma); KLH, keyhole limpet
hemocyanin; N.A., not applicable; N.S., not specified.

immunotherapy for newly diagnosed patients has been more promising, with several
clinical responses observed and an extended median survival of over one year (123)

CONCLUSIONS

While DCs were difficult to isolate initially, these APCs can now be generated in
large numbers in vitro and manipulated in multiple ways before administered back
to a patient to induce anti-tumor immunity. Studies of dendritic cell biology in the
laboratory and preclinical studies in the mouse have facilitated the implantation of
clinical trials using DCs in the treatment of melanoma and other cancers. Importantly,
there have been no reports of serious adverse events or significant autoimmune
sequelae observed with DC vaccines apart from standard Grade I toxicities (124).
Phase I clinical trials have established the feasibility of this approach against a number
of human tumors, including renal cell carcinoma, melanoma, prostate carcinoma,
cervical carcinoma, breast carcinoma, ovarian carcinoma, multiple myeloma, and
intracranial tumors.

Animal studies and human cancer trials have shown that specific T-cell responses
against tumors as well as tumor regression can be achieved with vaccines based on
DCs. One challenge to DC-based tumor vaccines remains the difficulty of measur-
ing that a clinically relevant immune response has been induced. Thus, one would
wish to detect a clinically relevant frequency of tumor-specific cytotoxic T cells
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and tumor-specific CD4+ and CD8+ T cells capable of producing inflammatory
cytokines [reviewed in Ref. (82)].

The issues of optimal number of DCs as well as the frequency and route of
administration (i.d., intranodal, s.c. or i.v.) remains uncertain, although compelling
preclinical studies suggest that DCs should be administered either intradermally or
intranodally, at regular intervals in the case of metastatic disease. In most published
clinical trials, 4 to 70 million DCs have been administered at 2-week to 4-week
intervals. DCs injected s.c. or i.d. could migrate to draining lymph nodes with
varying efficiencies, although a significant number of cells remained at the injection
site, whereas the i.v. route resulted in the dispersal of DCs to lung, liver, spleen,
and bone marrow, but not to the peripheral lymph nodes (125). Unpolarized T-cell
and antibody responses have been demonstrated with i.v. administration, whereas
Th1 responses have been seen predominantly after i.d. and intralymphatic injections.
Additional preclinical studies will be necessary to define the optimum DC population
for use in clinical trials, with respect to the source and stage of maturation of DCs,
and the stimuli used to generate them.

Despite unresolved issues, efforts continue to evolve DC-based antitumor vaccines.
DC vaccination is currently being employed in an ever-increasing number of trials.
Careful optimization of the most promising strategies, thoughtful selection of patient
populations, and appropriate clinical trial design will be critical to the achievement
of a reproducible determination of clinical benefit or failure of DC-based vaccines
for cancer.
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INTRODUCTION

The immune surveillance hypothesis stated that tumors arose frequently, but were
recognized and then eliminated by the host immune system because they expressed
tumor-associated antigens (TAA) [1]. This theory was questioned because immune-
deficient hosts did not exhibit an increased incidence of non-virally induced tumors.
However, recent experiments in genetically manipulated mice, which have been
made deficient in both the innate and adaptive immune systems, revealed that the
immune system does indeed alter the incidence of both carcinogen-induced and
spontaneous malignancies (immunoediting). Thus, the immune surveillance hypoth-
esis has been resuscitated and has provided renewed impetus for cancer immunother-
apy [2].

TAA recognized by T cells consist of two distinct types: shared antigens and indi-
vidual tumor-specific antigens (TSA). Most of the well-characterized TAA are shared
tumor antigens. These include tissue differentiation antigens, such as melanoma-
associated antigens (MAA), e.g. MART-1 and gp100; cancer-testis antigens, e.g.
MAGE and NY-ESO-1; and over-expressed normal antigens, e.g. Her2/neu, telom-
erase and Muc-1. Shared tumor antigens are usually weak “self ” antigens, which are
poorly immunogenic because the high-avidity T cells that recognize strong MHC-
binding epitopes derived from these shared antigens have been deleted. Very few TSA
have been described thus far; and except for idiotypic determinants on malignant
lymphocytes, TSA result mainly from mutations that occur in individual tumor cells
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within a specific patient. The lack of central tolerance to these antigens may make
them more effective tumor rejection antigens. Another class of antigenic peptides
comes from alternative open reading frames of mRNA that encode longer proteins,
often using non-AUG as the initiation codon (e.g. CUG), or translation of introns
and regions spanning the intron-exon junctions. These “cryptic” peptides could add
a large number of TSA to the repertoire; however, it is not known whether cryptic
translation also occurs in normal cells or if it is unique to transformed or virally
infected cells [3].

A rationale for using undefined antigen vaccines to treat patients with cancer
is that for the most common types of malignancy, e.g. carcinomas of epithelial
origin, tumor antigens have not been well-characterized. Furthermore, in contrast
to defined antigen vaccines, vaccines using intact tumor cells, or preparations derived
from whole tumor cells, contain not only shared tumor antigens, but also many TSA,
to which the host may not have developed tolerance.

The new immunoediting hypothesis stated that tumors arising in immune com-
petent hosts after selection and sculpting processes would be less immunogenic than
tumors that developed in immune-deficient hosts. A major challenge for the rational
design of whole tumor cell vaccines will be to increase the immunogenicity of tumor
cells so that the critical threshold for priming of the existing T-cell repertoire that can
recognize and destroy tumor cells can be reached and to modulate host regulatory
mechanisms that prevent recognition of many self antigens.

cross-priming of t cells. A major goal of vaccination in cancer patients is the
induction of potent antitumor T-cell immune responses. Unless tumor cells metas-
tasize to secondary lymphoid tissues, naı̈ve T cells rarely have an opportunity to
interact with and be activated by solid tumor cells, even if the tumor cells express
MHC/peptide complexes on their surface. The activation of tumor antigen-specific
T cells relies primarily on the cross-priming pathway, which involves antigen process-
ing and presentation of tumor cell antigens by the host professional antigen presenting
cells (APC), particularly dendritic cells (DC). After they take up tumor-derived anti-
gens DC migrate into the T-cell zones of tumor-draining lymph nodes. Although
most studies indicate that the major pathways for T-cell priming by tumor cells were
mediated by host APC, equally strong evidence from Zinkernagel’s group [4] indi-
cated that localized solid tumors were largely ignored and cross-priming to antigens
from solid tumors was minimal. Priming of CTL occurred only when tumor cells
metastasized to or were injected directly into secondary lymphoid organs. Thus, the
efficiency and physiological role of cross-priming has been challenged. The analysis
of complex biological systems is greatly influenced by the model used and experi-
mental design employed. Therefore, the generalization of any theory is difficult, and
the truth probably lies between the two extremes. In fact, recent studies demon-
strated that cross-priming of antigens derived from tumor cells required high levels
of antigen expression, while antigens with a low level of expression were ignored by
T cells [5] . In some situations, direct and cross-priming were found to be redundant,
and the absence of either pathway led to T-cell priming by the other pathway [6].
The relative contribution of each pathway varied depending on many factors, such
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as level of antigen expression, and localization of tumor cells. The contribution of
cross-priming to T-cell mediated immune surveillance in cancer patients may not
be possible to ascertain; however, clinical trials of vaccination with whole tumor
cells that are designed to increase the efficacy of cross-priming may provide clues to
whether the cross-priming pathway can be co-opted to produce therapeutic activity.

This review will focus on strategies that use undefined or ill-defined antigen
preparations derived from whole tumor cells as the cancer vaccines. They include the
following: whole tumor cells (both autologous and allogeneic); gene-modified cells
(genes encoding cytokines, chemokines, and costimulatory molecules); cell-derived
materials (lysates, apoptotic bodies, exosomes, heat shock proteins); and tumor-APC
fusion cells. The basic concepts, preclinical development, and the preliminary data
from current clinical trials will be described.

WHOLE CELL VACCINES

Early versions of whole cell vaccines usually consisted of killed tumor cells or tumor
cell lysates mixed with bacterial adjuvants such as Bacillus Calmette Guerin (BCG)
and Corynebacterium parvum. Although the mechanisms of the bacterial adjuvants
are still not understood very well, the innate immune responses to various bacterial
components play a critical role in bridging the innate immune response and adaptive
immunity to tumor antigens. In contrast to the crude bacterial adjuvants used for
the generation of early cancer vaccines, more recent generations of whole cell tumor
vaccines have comprised genetically modified tumor cells using defined immune-
modulating genes, including cytokines, chemokines and costimulatory molecules.

whole cell vaccines with adjuvant. Bacterial adjuvants were used to boost anti-
tumor immunity as far back as the 1890’s [7, 8]. Studies using transplantable tumors
demonstrated that the immunogenicity of whole tumor cell vaccines was enhanced
by mixing tumor cells with bacterial adjuvants, such as BCG [9], Corynebacterium
parvum [10] and the streptococcal preparation OK-432 [11]. Cancer vaccines were
produced from autologous or allogeneic tumor cells. For an excellent historical per-
spective the reader is referred to a review by Oettgen and Old [7]. But for a few
exceptions discussed below, the clinical benefits of these tumor vaccines were min-
imal. These studies were done before the “modern age” of immunology and the
mechanisms for the immuno-potentiation effects of bacterial adjuvants remained a
mystery until the recent discovery of innate immunity receptors for bacterial-derived
molecules: the Toll-like receptor (TLR) family of proteins. Bacterial cell wall mate-
rials (LPS, lipoproteins and peptides), unmethylated genomic DNA (CpG motif),
and flagellin bind to different TLR and cause maturation of dendritic cells and
facilitate antigen presentation and T-cell activation. The involvement of other innate
immune cells, such as macrophages and NK cells is less defined; however, their role in
antitumor immunity should not be ignored. Building a bridge between innate and
adaptive immunity may well be the mechanism to improve the efficacy of whole cell
vaccines, a strategy that will be tested in the near future.

A few groups have continued to study this approach to vaccination. Morton
and his colleagues at the John Wayne Cancer Institute have employed a vaccine
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comprising three allogeneic melanoma cell lines with BCG as adjuvant [12] and
Berd et al. used autologous melanoma cells that had been chemically modified with
the hapten DNP mixed with BCG [13]. Single arm phase II studies of both vaccines
indicated that vaccination improved the survival of patients with stage III disease
and metastatic disease when compared to historical controls. Furthermore, clinical
outcome appeared to be improved in patients who developed an immune response
to the vaccine compared to patients that failed to respond. Both vaccines are being
developed by private industry. Canvaxin� is now being compared to BCG in a
randomized study of adjuvant therapy for patients with melanoma at high risk for
recurrence (state III and IV disease after complete resection) [12]. These approaches
have also been tested in other diseases. For example, based on the finding that TAA
can even be shared among tumors of different histology, Canvaxin� was tested in
patients with colon cancer. DNP-modified autologous tumor cells have been used
in ovarian cancer. Two phase III adjuvant trials of an autologous tumor cell vaccine
with BCG have been performed in patients with stage II and III colon cancer. One
study, with 412 patients failed to detect a benefit for vaccinated patients [14] while
another study with 254 patients reported an improvement in recurrence-free survival
for stage II patients [15], but failed to show benefit for patients with stage III colon
cancer. None of the vaccines described above has resulted in an improvement in
survival and therefore, they have not become part of standard therapy in the US or
Europe.

Gene-Modified Tumor Vaccines Cytokines and Chemokines

preclinical studies. The cloning of cytokine genes and development of gene
transfer technology ushered in a new era of cancer vaccines [16]. Dranoff et al. com-
pared the efficacy of vaccination with B16 melanoma cells following gene transfer
with a large array of cytokine genes using the MFG Moloney murine leukemia
retrovirus as a vector. Tumor cells elicited the best protective immunity against
tumor challenge if mice were vaccinated with irradiated gene-modified tumor cells
that produced GM-CSF compared to cells that produced IL-1, 2, 3, 4, 5, 6, 7,
10, 12, 18, TNF-α, IFN-γ, SCF, G-CSF, M-CSF, Flt3-ligand, eotaxin, RANTES,
MIP-1α, MIP-1β, or lymphotactin. The priming of antitumor CTL by GM-CSF
gene-modified tumor vaccines was mediated primarily by host professional APCs
[17]. Although similar comparisons have not been performed for the ever-growing
number of newly discovered chemokines, SLC appeared to exhibit potent anti-
tumor activity when expressed by tumor cells [18, 19]. The immune modulating
activities of cytokines and chemokines are different, and a powerful synergism of
the combination has been demonstrated between lymphotactin and GM-CSF or
IL-2 [20].

Since autologous tumor cells contain both shared TAA and TSA, theoretically they
would be preferable to allogeneic tumor cells, which contain only shared TAA, as
vaccines. However, the wide application of autologous tumor cell vaccines has been
hampered by the difficulty in obtaining adequate autologous tumor and the prob-
lems associated with the standardization of individual gene modified vaccines. Thus,
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allogeneic tumor cell vaccines have been pursued more actively [21–23]. Although
there may be a difference in efficacy between syngeneic and allogeneic whole tumor
vaccines, cross protective immune responses have generally been observed [24]. A
major concern was that the development of strong allogeneic responses might over-
ride the tumor-specific responses. However, the experimental evidence strongly
indicated otherwise; the allo reactions enhanced the antitumor immune responses
[25, 26].

clinical trials. The results of clinical trials for tumor cell vaccines transduced
with IL-2, IL-4, IL-7, IFN-γ, IL-12 and GM-CSF have been reported [27]. Gene
transfer to tumor cells has been accomplished with retroviruses, adenoviruses, lipo-
fection or with DNA-coated gold particles. To date, melanoma has been studied most
extensively, but cytokine-modified vaccines have also been used to treat patients with
neuroblastoma, lung cancer, prostate cancer, ovarian cancer, kidney cancer, sarcoma,
brain tumors and hematologic malignancies.

The most actively studied vaccines have been GM-CSF-transfected tumor cells.
Phase I clinical trials of irradiated GM-CSF-transduced autologous tumor cells
sponsored by Cell Genesys have been completed in patients with kidney cancer
[28], prostate cancer [29] , melanoma [30] and non-small-cell lung cancer [31]. To
circumvent the need for transfection of autologous tumor, a GM-CSF-producing
bystander K562 cell line has been developed and used in combination with autol-
ogous NSCLC cells. Allogeneic GM-CSF-transfected cell lines have been used in
the adjuvant setting for patients with pancreatic cancer [32] and to treat metastatic
prostate cancer. Vaccination with GM-CSF-modified tumor cells has proven to be
feasible and safe. Transduction of autologous tumors cells continues to be a challenge,
but was successful in the majority of cases. The major side effect following vacci-
nation was local tenderness at the injection site. Biopsies of vaccine sites, tumor
nodules and DTH sites revealed dense dendritic cell, macrophage, granulocyte and
lymphocytic infiltrates. Most patients exhibited DTH reactions to tumor cells after
vaccination and individual patients developed tumor-specific CTL activity and pro-
duced high titers of antibody. None of the studies were designed to assess the clinical
benefit of vaccination; however, tumor regression was observed in patients with
melanoma, renal cell cancer and lung cancer. There was also a suggestion that pan-
creatic cancer patients treated at the highest dose of the allogeneic cell vaccine had
an improvement in disease-free survival [32].

Costimulatory Molecules

In the two-signal hypothesis for T-cell activation, T cells are optimally activated
when their T-cell receptor is engaged by a peptide/MHC complex and CD28 is
engaged by a costimulatory molecule, CD80 or CD86 on the APC [33]. In con-
trast to professional APCs, most cells from solid tumors do not express costimu-
latory molecules. Therefore, gene-modified tumor cell vaccines were produced to
make tumor cells better APCs by introducing genes for costimulatory molecules
[34]. CD80 or CD86 transduction can convert tumor cells into professional APC’s
in vitro, although the precise role of such engineered APCs in the initiation of
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antitumor T-cell responses in vivo is not clear. Since naı̈ve T cells circulate primarily
in lymphoid organs, and initial priming usually takes place within the secondary
lymphoid tissues, direct activation of naı̈ve T cells by tumor cells could occur only
when tumor cell metastasize to lymphoid tissues [35, 36]. Two recent studies demon-
strated a redundant role for both direct-and cross-priming [6, 37]. Cross-priming by
host APCs was more efficient than direct priming by tumor cells even when tumor
cells were engineered to express costimulatory molecules [37]. The characterizations
of four additional CD28-related molecules and their ligands has not only increased
the complexity of regulation of T-cell activation, but has also provided additional
tools to augment antitumor immune responses [38]. Furthermore, members of the
tumor necrosis receptor family (TNFR) family, which not only costimulate T cells,
but also exhibit additional immunomodulatory effects on innate immunity present
other opportunities to evaluate costimulatory molecules in tumor immunology. [39].

clinical trials. CD80 gene-modified tumor cells have been used to treat patients
with metastatic renal cell cancer [40] and breast cancer [41]. In the former study,
autologous tumor cells infected with an adenoviral vector that contained the CD80
gene were used; the latter trial employed an HLA-A2-matched allogeneic breast
cancer cell line lipofected with a CD80-encoding DNA plasmid. Two of the 15
patients with renal cell cancer experienced a partial remission; however, the contri-
bution of CD80 to vaccine efficacy was impossible to discern because treatment also
included low-dose interleukin-2, which has activity in this disease [40]. Dols et al.
administered their allogeneic breast cancer vaccine with BCG or GM-CSF as an
adjuvant to 30 women with heavily pretreated metastatic breast cancer [41]. At the
highest tumor cell dose significant tumor-specific T-cell responses were detected,
but no objective tumor regressions were observed.

future directions. A new class of immune stimulatory receptors (NKG2D)
expressed by NK cells, T cells and macrophages has the potential to modulate
immune responses, including antitumor immunity [42]. Human NKG2D binds to
MHC class I-related molecules (MICA, MICB), and CMV UL16-binding pro-
teins (ULBP1,2,3), while mouse NKG2D binds to members of the retinoic acid
early inducible 1 (Rae-1) family, minor histocompatibility antigen H60 and murine
ULBP-like transcript 1 (MULT1) [43]. Expression of MICA and MICB was nor-
mally restricted to gastrointestinal epithelium, but can be induced by cellular stress
and is upregulated after infections, and on tumor cells of epithelial origin, such as
lung, breast, kidney, prostate, and colon tumors. Members of the Rae-1 family (Rae-
1α, β, γ, δ, ε) are expressed during early embryogenesis, but absent in normal adult
tissues. Like MICA and MICB, expression of Rae-1 is found on several mouse tumor
cell lines [44]. MIC and Rae-1 play an important role in tumor immune surveillance.
In humans, soluble MICA and MICB found in melanoma patients downregulate
surface NKG2D expression on tumor-infiltrating T cells, which dampen their anti-
tumor activity [45]. In mice, Rae-1 expression regulates the antitumor activity of γδ

T cells against cutaneous tumors [46]. Most importantly, mice vaccinated with tumor
cells that express high levels of H60 or Rae-1 not only prevented tumor growth,
but also induced CD8 T-cell dependent antitumor immunity [47, 48]. In another



9. Undefined-Antigen Vaccines 213

study, however, no protection was observed despite complete rejection of primary
challenge with Rae-1-transfected tumor cells [49]. While the efficacy of vaccination
with B7-expressing tumor cells was dependent on inherent tumor immunogenicity,
this was not the case for NKG2D costimulation. B16 melanoma cells that expressed
B7 grew as rapidly as the parental line, but H60 or Rae-1 expressing B16 tumor
cells were promptly rejected. Although the mechanisms by which NKG2D ligands
induced antitumor CD8 T-cell responses remains to be determined, these ligands
definitely add a new and potentially more powerful approach to the development of
genetically modified tumor cell vaccines.

Cell-Derived Materials

lysates. Tumor cell-derived materials, including lysates (freeze-thaw, sonication
and oncolysate [lysis by lytic viruses]), shed antigens, apoptotic bodies, exosomes,
and enriched or purified heat shock proteins have been pursued as alternatives to
whole cell vaccines. These materials should contain most of the antigens from tumor
cells; however, there have been reports that lysates were less effective than inactivated
whole tumor cells at generating antitumor immune responses [50].

Lysates from autologous tumor cells and allogeneic cell lines, with and without
adjuvant, have been tested in clinical trials. The prototype lysate vaccine that is
furthest along in development is Melacine�, a mixture of mechanical lysates from
two allogeneic cell lines coadministered with the adjuvant DETOX [51]. The lysate
contains the following melanoma antigens: gp100, the gangliosides GD2 and GD3,
MART-1, MAGE-1, −2, −3, tyrosinase, TRP-1 and HMW-MAA. The adjuvant
comprises bacterial cell wall skeleton and monophosphoryl lipid A. Melacine� has
been under investigation since the early 1980’s. It has modest antitumor activity,
which may be enhanced by coadministration of interferon-alpha, in patients with
metastatic melanoma [52]. This activity in patients with stage IV disease led the
Southwest Oncology Group (SWOG) to perform a phase III observation controlled
trial in patients with intermediate-thickness melanoma, 1.5-4.0 mm thick or
Clark’s level IV [53]. Six hundred eighty-nine patients were accrued; after a median
follow-up of 5.6 years there has been no improvement in disease-free or overall
survival among patients randomized to receive vaccine. However, among the 553
patients who had HLA typing performed, HLA-A2 and/or HLA-C3 positive
patients who were vaccinated experienced a significant improvement in 5-year
relapse-free survival (77% vs 63%, p = .004) [51]. These results suggest that HLA
expression by the host may influence the efficacy of vaccine treatment. This may
be due to direct effects on peptide presentation to T cells or indirectly by virtue
of linkage to other polymorphic genes responsible for the actual vaccine benefit
[51]. Further evaluation of Melacine� is planned in a much larger group of targeted
patients who express HLA-A2 and/or HLA-C3.

Oncolysates prepared by infecting tumor cells with lytic viruses, such as Newcastle
disease and vaccinia viruses, have been employed as cancer vaccines [54]. Oncolysates
may elicit inflammatory responses against viral components that could augment
antitumor immunity. Phase II studies in small numbers of patients with malignant
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melanoma suggested an improvement in clinical outcome for patients vaccinated
with oncolysates compared to historical controls. These preliminary results led to
the performance of two randomized phase III clinical trials. Wallack et al. [55]
compared vaccination with a vaccinia melanoma oncolysate prepared from four
allogeneic cell lines to vaccinia injection alone in 217 patients with melanoma at
high risk of recurrence following surgery. Hersey et al. [56] compared vaccination
with a vaccinia oncolysate prepared from a single cell line to no immunotherapy
in a similar group of 700 high-risk patients. Despite the promising results of the
single arm studies, neither randomized trial demonstrated a statistically significant
improvement in relapse-free or overall survival. Viral oncolysates have also been
employed in the adjuvant setting for patients with completely resected colorectal
cancer. Autologous colon cancer cells infected with Newcastle disease virus were
used to treat 48 patients with completely resected colon cancer, [57]. The authors
reported a significant improvement in 2-year survival compared to 661 historical
controls. This soft clinical finding is similar to what has been observed in patients
with melanoma and has not been confirmed in a controlled trial.

Another strategy employed by Bystryn and his colleagues at NYU, has been to
construct a melanoma vaccine from antigens shed by tumor cells [58]. The ratio-
nale for this approach is that a polyvalent, partially purified vaccine that contains
antigens expressed on the surface of tumor cells is likely to be biologically relevant.
This approach is safe and results in antibody production and CD8 T-cell responses
to a variety of MAA. In single arm studies this group observed improvements in
recurrence-free and overall survival of vaccine-treated stage III patients compared
to historical controls. This led to a double-blind, randomized, placebo-controlled
trial in which despite the small number of patients (N = 38) there was a significant
improvement in median time to disease progression for patients in the vaccine arm
[58]. Confirmation of these results is needed before this treatment can be recom-
mended in clinical practice.

Heat Shock Proteins (HSPs)

In an attempt to isolate immunogenic proteins from tumor cell homogenates (lysates)
that can elicit protective antitumor immune responses, Srivastava surprisingly found
that the key proteins were HSPs, ubiquitous proteins abundantly expressed in both
normal and malignant cells (reviewed in [59]). HSPs purified from one tumor cell
line were able to elicit antitumor responses that were specific for that tumor cell line
only and HSPs from normal tissues failed to induce immune responses to any tumor
cells. This enigma was resolved when HSPs were shown to be molecular chaperones
that bound a large collection of peptides [60]. These peptides were proposed as
the precursors to MHC-binding peptides [61]; however, currently the definitive
proof is lacking and the precise process by which these peptides are transferred to
MHC molecules in vivo is still not clear [62]. In addition, HSPs were to be able to
activate host APCs via specific receptors, such CD91, LOX-1, and Toll receptors,
and facilitate the cross-presentation of tumor antigens by host APCs [63–65]. Thus,
HSPs have the unique ability to bridge innate and adaptive immunity, and can elicit
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specific and potent antitumor responses in both prophylactic and therapeutic settings
in multiple experimental tumor models [66].

Hundreds of patients with a variety of tumor types have been treated in phase I
and phase II studies of autologous tumor-derived HSP-peptide complexes [67]. The
requirement for autologous tumor limits the number of patients that can be treated,
but vaccine preparation at a central laboratory facilitated the participation of mul-
tiple sites. Treatment was well tolerated and two complete responses were observed
among 28 patients with advanced melanoma treated with HSP gp96-peptide com-
plexes (Oncophage�; Antigenics, Inc.) [68]. The same group treated 29 consecutive
patients who underwent potentially curative resection of colorectal liver metastases
with autologous tumor-derived HSP gp96 [69]. A significant minority of patients
in both studies produced a tumor-specific T-cell response following vaccination.
There was a suggestion that production of a tumor-specific T-cell response corre-
lated with clinical response in the melanoma study and disease-free and overall sur-
vival in the patients with colorectal cancer. Tumor-derived HSP-peptide complexes
are currently being tested in two phase III trials—as adjuvant therapy compared to
observation following nephrectomy in high-risk patients with renal cell cancer and
as initial therapy compared to standard therapy (chemotherapy or immunotherapy)
for patients with metastatic melanoma.

Exosomes

Exosomes are small membrane vesicles secreted by many different cell types as a
consequence of fusion of multivesicular late endosomes/lysosomes with the plasma
membrane [70]. APCs, such as B lymphocytes and dendritic cells, secrete MHC
class-I- and class-II-carrying exosomes that stimulate T-cell proliferation in vitro
[71]. Tumor-derived exosomes contain a rich source of antigens and HSP that can
be transferred to DCs for cross-priming of T cells [72]. In addition, dendritic-cell-
derived exosomes, when used as a cell-free vaccine, can eradicate established murine
tumors [73].

Dendritic Cells

Dendritic cells initiate the T-cell response to many different antigens, including
tumor antigens [74]. Because of their unique ability to activate naı̈ve T cells, DC
have been evaluated by many investigators. In mice, three major subsets have been
identified; CD11b+ myeloid DC, lymphoid-like DC that co-express CD8, and the
IFN-α-producing plasmacytoid DC [75]. Similar subsets have been identified in
humans. Studies of myeloid DC have been possible because large numbers of DC
can be generated from GM-CSF-cultured CD34+ hematopoietic progenitor cells in
humans [76] and bone marrow-derived cells in mice [77]. Large numbers of plas-
macytoid DC can also be produced from bone marrow cells following culture with
Flt3 ligand [78]. Because both myeloid and lymphoid precursors can give rise to
CD8+ lymphoid-like DC, CD8 expression is not a reliable marker for lymphoid
DC, but serves as a maturation marker [79]. Although mouse plasmacytoid DC can
acquire CD8 expression after microbial stimulation, plasmacytoid DC are not the
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precursor for CD8+ DC found in lymphoid tissues in mice [80]. CD8+ DC appear
to be the primary APC for in vivo cross-presentation of cell-associated antigens
(e.g. tumor cells, antigen-pulsed cells, cells infected with viruses and intracellular
bacteria), soluble antigens, immune complexes and HSP [81]. Cross-presentation of
antigens in the context of infection results in extensive T-cell activation and expan-
sion, while cross-presentation in a steady state, without infection, results in premature
T-cell activation and deletion [82]. Cross-presentation of antigens from growing or
apoptotic tumor cells results in either tolerance, limited T-cell activation without
tolerance, or priming [83–86]. The vastly different outcomes might be explained
by the difference in tumor immunogenicity and level of antigen expression in the
tumor models used for these studies. Cross-presentation of antigens by endogenous
DCs has been demonstrated to be important for optimal T-cell expansion even when
mature DCs were used as the vaccine [87]. Although the concept of cross-priming
of T cells by host APC is well-accepted, its physiological significance and whether
it can be manipulated for therapeutic intent in cancer immunotherapy are still hotly
debated [4, 36]. Both GM-CSF-driven, monocyte-derived myeloid DCs and Flt3L-
driven, CD34+ hemopoietic progenitor cell-derived lymphoid DCs have been used
for clinical trials [88]. However, the optimal subset of DCs, and the best technique
for the in vitro generation of DC to induce optimal antitumor immune responses in
vivo has not been determined.

The number of clinical trials employing DCs has increased steadily in recent
years. DC-based tumor vaccines have as many variations as tumor cell-based vaccines,
including genetic modification of DC with cytokines, chemokines, cDNA encoding
defined tumor antigens, mRNA, cRNA and genomic DNA from tumor cells, DC
pulsed with recombinant tumor antigens, tumor lysates, apoptotic/necrotic cells and
DC tumor fusion cells. There is also an extensive literature of peptide-pulsed DC.
Only studies that employed DC in combination with undefined antigen preparations
will be discussed further.

DC-Based Vaccines

Even when combined with bacterial adjuvants, direct immunization with tumor
lysates was generally an inefficient method for T-cell priming. This may relate
to rapid diffusion or insufficient uptake of tumor antigens by host APC. How-
ever, immunization with tumor lysate-pulsed DC greatly improved the efficacy of
tumor lysates, underlining the importance of antigen presentation for efficient T-
cell priming [89–91]. Presentation of exogenous proteins by APCs requires antigen
acquisition, degradation, loading into MHC class I and II molecules and trans-
port to the plasma membrane. There are at least three major routes by which DCs
acquire and process exogenous antigens: receptor-mediated endocytosis, phagocy-
tosis and macropinocytosis [92]. Accordingly, various approaches have been used
to load tumor-derived antigens, including opsonized, apoptotic or necrotic whole
tumor cells, exosomes, tumor lysates or HSPs enriched from tumor lysates. Soluble
antigens, such as tumor lysates, are generally acquired via macropinocytosis, however,
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receptor-mediated endocytosis may also be important for the acquisition of antigens
included in the lysate, such as HSPs via CD91 and LOX-1 [64, 93], glycoproteins
via C-type lectin receptors and lipoprotein via scavenger receptors [92].

Immature DC are more efficient than mature DC at antigen uptake; mature
DC have reduced expression of antigen receptors and have down-modulated both
macropinocytosis and phagocytosis. Stimulation of DC with TLR ligands leads
to maturation with enhanced antigen processing and peptide-loading onto MHC
molecules and transport of peptide/MHC complexes to the plasma membrane. A
recent study suggests that the optimal conditions for MHC I and MHC II restricted
antigen presentation are very different [94]. Antigen-loading before DC matura-
tion is required for optimal CD4 T-cell activation, consistent with the notion that
activated DC have a decreased ability to take-up exogenous antigens. Surprisingly,
cross-presentation of antigen to CD8 T cells requires DC stimulation before anti-
gen loading. Furthermore, only a subset of TLR ligands, those associated with viral
infection (TLR3 and TLR9), were able to activate the MHC I restricted cross-
presentation pathway [94].

clinical studies. There have been many trials of tumor lysate-pulsed DC in
patients with advanced cancer [91, 95–100]. These trials include phase I studies
in pediatric [91] or adult cancer patients [96], and other studies that combined
components of phase I and II studies by employing different doses of DCs with
various schedules in patients with a single disease entity [90, 95, 97, 98, 100].
Each study included fewer than 20 patients. Immature DCs produced by cultur-
ing peripheral blood mononuclear cells in GM-CSF and IL-4 were employed most
commonly. They were cultured for 24 hours with a tumor lysate prepared by mul-
tiple freeze/thaw cycles before treatment. In other studies, TNFα [99] or a cocktail
of TNFα, IL-6 and IL-1β were used to induce DC maturation [100]. Most inves-
tigators included KLH in the lysate, both as a reporter antigen and for its ability
to provide help. Immunization was performed by a variety of routes e.g. intran-
odal, intradermal, subcutaneous or intravenous, and by a variety of schedules. Some
investigators employed multiple routes of administration. None of the published
studies have been powered to address the issue of efficacy; however, feasibility and
safety have been demonstrated. Not all patients will have adequate tumor accessible
for resection, but for those that do there was a high likelihood of generating suit-
able tumor lysate-pulsed DC for treatment. Except for mild fever with chills and
arthralgia, and local injection site reactions, treatment was well tolerated. Occasional
patients produced detectable serum autoantibodies, but none have been reported to
be of clinical significance. The lack of side effects indicative of autoimmune reactions
after immunization with a preparation so rich in self antigens may reflect the tight
regulatory controls in patients, which could in turn explain the small number of
responses that have been seen in each of these trials.

A summary of the immune findings reflects the difficulty in monitoring immune
responses to undefined antigens. KLH responses can be demonstrated in the majority,
but not in all of the patients to whom it was administered. DTH, ELISPOT and
intracellular cytokine staining were performed to determine whether patients had
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developed an immune response to autologous tumor antigens or peptides known
to be expressed by their respective tumors. Immune responses were seen in some
patients, but no correlation with clinical activity was detected. Complete responses
were observed in patients with renal cell cancer [97], melanoma [90], fibrosarcoma
[91] and cutaneous T-cell lymphoma [100].

Gene-Modified DC Vaccines

Gene-modified DCs can be used to increase T-cell activation. The genes that have
been studied include GM-CSF [101], CD40L [102] and TNF [103], and T-cell
growth factors, such as IL-7 [104], and IL-12 [105]. Gene modification of DC with
the T-cell chemotactic chemokines, SLC [106] and lymphotactin [107], has also
been shown to increase the efficacy of DCs pulsed with tumor-lysate or loaded with
peptide. Interestingly, SLC gene-modified DCs were able to activate tumor-specific
T cells without tumor involvement of draining lymph nodes, suggesting that the
lymphoid neogenesis activity of SLC could induce a lymphoid-like structure in a
vaccine site that enabled in situ T-cell priming [108].

DCs Transfected with Tumor Cell mRNA

Antigens from tumor cells can also be delivered into DC by transfection with mRNA
extracted from tumor cells [109]. One great advantage of RNA-based vaccines is that
RNA can be amplified after reverse transcription, providing an essentially endless
supply for vaccination [110]. Tumor mRNA can even be prepared from single cells
obtained by laser capture microdissection [111]. Autologous DCs transfected with
mRNA for specific proteins (PSA and CEA) or total mRNA from tumor cells
can stimulate T-cell responses, including CTL against specific antigens or against a
broad array of unidentified tumor antigens [110]. Clinical trials using immature DCs
transfected with PSA [112] and CEA-specific mRNA [113] have been performed,
as well as a phase I study using total RNA in 15 patients with metastatic renal cell
cancer [114]. This approach, which has been employed primarily by investigators at
Duke University Medical Center is feasible and well tolerated. Tumor- or antigen-
specific T cells have been induced in a majority of patients but there has been little
evidence of antitumor activity in patients with established tumors.

DC/Tumor Fusion Hybrid Cells

Another approach to deliver tumor-derived proteins and mRNA into DC is to fuse
tumor cells and DCs in a hybrid cell [115]. Hybrids can be created by chemical
(PEG), electrofusion and biochemical (viral fusion proteins) technologies. PEG-
mediated fusion is rather inefficient compared to electrofusion [116] or fusogenic
membrane glycoprotein (FMG) mediated fusion [117]. Multiple vaccinations have
been necessary to induce a strong antitumor immune response with fusion cells gen-
erated by PEG, whereas one immunization with hybrid cells generated by optimized
electrofusion or FMG-mediated fusion was sufficient to induce a strong antitumor
T-cell immune response that mediated rejection of established tumor in preclinical
models [116, 117]. The difference in vaccine efficacy may be related to the fusion
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efficiency of the different methods. This underscores the importance of optimiza-
tion of fusion methods. Unfortunately, like most other vaccine strategies which lack
standardization, it is not possible at this time to gauge the relative superiority of
the different methods. Hybrid cells have been tested in clinical trials in patients with
melanoma [118], renal cell cancer 119] and malignant glioma [102]. When reported,
fusion efficiency was generally <20% using the PEG-based approach. Occasional
tumor regressions were reported in patients with melanoma and glioma.

Summary

Our knowledge of the immune system and how it interacts with tumor cells con-
tinues to grow. With each advance in basic science comes a new opportunity to
develop an effective treatment strategy. Many such opportunities have arisen in the
past few decades and this chapter has attempted to describe how these new advances
have been combined with a variety of undefined cellular antigen preparations in an
attempt to develop effective cancer vaccines. None of the strategies described in this
chapter have been sufficiently effective to become part of standard therapy. However,
the approaches tested have generally been well-tolerated by patients with advanced
cancer and the evidence of immunologic activity and examples of impressive clin-
ical activity in a wide variety of malignancies, suggests that these strategies can be
the building blocks upon which new advances are added and effective treatments
developed.

REFERENCES

1. Burnet, F.M. 1970. The concept of immunological surveillance. Prog Exp Tumor Res 13:1–27.
2. Dunn, G.P., A.T. Bruce, H. Ikeda, L.J. Old, and R.D. Schreiber. 2002. Cancer immunoediting: from

immunosurveillance to tumor escape. Nat Immunol 3:991–998.
3. Shastri, N., S. Schwab, and T. Serwold. 2002. Producing nature’s gene-chips: the generation of peptides

for display by MHC class I molecules. Annu Rev Immunol 20:463–493.
4. Zinkernagel, R.M. 2002. On cross-priming of MHC class I-specific CTL: rule or exception? Eur J

Immunol 32:2385–2392.
5. Spiotto, M.T., P. Yu, D.A. Rowley, M.I. Nishimura, S.C. Meredith, T.F. Gajewski, Y.X. Fu, and

H. Schreiber. 2002. Increasing tumor antigen expression overcomes “ignorance” to solid tumors via
crosspresentation by bone marrow-derived stromal cells. Immunity 17:737–747.

6. Wolkers, M.C., G. Stoetter, F.A. Vyth-Dreese, and T.N. Schumacher. 2001. Redundancy of direct
priming and cross-priming in tumor-specific CD8+ T cell responses. J Immunol 167:3577–3584.

7. Oettgen, H.F. 1991. The History of Cancer Immunotherapy. In Biologic Therapy of Cancer. DeVita,
V.T., Hellman, S., and Rosenberg, S.A. eds. J.P. Lippincott, Inc., Philadelphia.

8. Coley, W.B. 1893. The treatment of malignant tumors by repeated inoculations of erysipelas. With a
report of ten original cases. Am J Med Sci 105:487–511.

9. Zbar, B., I. Bernstein, T. Tanaka, and H.J. Rapp. 1970. Tumor immunity produced by the intradermal
inoculation of living tumor cells and living Mycobacterium bovis (strain BCG). Science 170:1217–1218.

10. Baum, H., and M. Baum. 1974. Letter: methyl-cholanthrene-induced sarcomata in mice after immuni-
sation with Corynebacterium parvum plus syngeneic subcellular membrane fractions. Lancet 2:1397–1398.

11. Ryoyama, K., T. Murayama, and S. Koshimura. 1979. Effect of OK-432 on immunization with
mitomycin-C-treated L1210 cells. Gann 70:75–82.

12. Faries, M.B., and D.L. Morton. 2003. Melanoma: is immunotherapy of benefit? In Advances in Surgery,
Chapter 7. Mosby, Inc. 139–169.

13. Berd, D., T. Sato, H.C. Maguire, J. Jr., Kairys, and M.J. Mastrangelo. 2004. Immunopharmacologic
analysis of an autologous, hapten-modified human melanoma vaccine. J Clin Oncol 22:403–415.



220 II. Cancer Vaccine Development

14. Harris, J.E., L. Ryan, H.C. Hoover, R.K. Jr. Stuart, M.M. Oken, A.B. Benson, 3rd, E. Mansour, D.G.
Haller, J. Manola, and M.G. Jr. Hanna. 2000. Adjuvant active specific immunotherapy for stage II and
III colon cancer with an autologous tumor cell vaccine: Eastern Cooperative Oncology Group Study
E5283. J Clin Oncol 18:148–157.

15. Vermorken, J.B., A.M. Claessen, H. van Tinteren, H.E. Gall, R. Ezinga, S. Meijer, R.J. Scheper,
C.J. Meijer, E. Bloemena, J.H. Ransom, M.G. Hanna, Jr., and H.M. Pinedo. 1999. Active specific
immunotherapy for stage II and stage III human colon cancer: a randomised trial. Lancet 353:345–350.

16. Fearon, E.R., D.M. Pardoll, T. Itaya, P. Golumbek, H.I. Levitsky, J.W. Simons, H. Karasuyama, B.
Vogelstein, and P. Frost. 1990. Interleukin-2 production by tumor cells bypasses T helper function in
the generation of an antitumor response. Cell 60:397–403.

17. Huang, A.Y., P. Golumbek, M. Ahmadzadeh, E. Jaffee, D. Pardoll, and H. Levitsky. 1994. Bone
marrow-derived cells present MHC class I-restricted tumour antigens in priming of antitumour
immune responses. Ciba Found Symp 187:229–240.

18. Sharma, S., M. Stolina, J. Luo, R.M. Strieter, M. Burdick, L.X. Zhu, R.K. Batra, and S.M. Dubinett.
2000. Secondary lymphoid tissue chemokine mediates T cell-dependent antitumor responses in vivo.
J Immunol 164:4558–4563.

19. Cairns, C.M., J.R. Gordon, F. Li, M.E. Baca-Estrada, T. Moyana, and J. Xiang. 2001. Lymphotactin
expression by engineered myeloma cells drives tumor regression: mediation by CD4+ and CD8+ T
cells and neutrophils expressing XCR1 receptor. J Immunol 167:57–65.

20. Dilloo, D., K. Bacon, W. Holden, W. Zhong, S. Burdach, A. Zlotnik, and M. Brenner. 1996. Combined
chemokine and cytokine gene transfer enhances antitumor immunity [see comments]. Nat Med 2:1090–
1095.

21. Knight, B.C., B.E. Souberbielle, G.P. Rizzardi, S.E. Ball, and A.G. Dalgleish. 1996. Allogeneic murine
melanoma cell vaccine: a model for the development of human allogeneic cancer vaccine. Melanoma
Res 6:299–306.

22. Souberbielle, B.E., M. Westby, S. Ganz, J. Kayaga, R. Mendes, W.J. Morrow, and A.G. Dalgleish.
1998. Comparison of four strategies for tumour vaccination in the B16-F10 melanoma model. Gene
Ther 5:1447–1454.

23. Todryk, S.M., L.J. Birchall, R. Erlich, N. Halanek, J.K. Orleans-Lindsay, and A.G. Dalgleish. 2001.
Efficacy of cytokine gene transfection may differ for autologous and allogeneic tumour cell vaccines.
Immunology 102:190–198.

24. Ward, S., D. Casey, M.C. Labarthe, M. Whelan, A. Dalgleish, H. Pandha, and S. Todryk.
2002. Immunotherapeutic potential of whole tumour cells. Cancer Immunol Immunother 51:351–
357.

25. Nabel, G.J., E.G. Nabel, Z.Y. Yang, B.A. Fox, G.E. Plautz, X. Gao, L. Huang, S. Shu, D. Gor-
don, and A.E. Chang. 1993. Direct gene transfer with DNA-liposome complexes in melanoma:
expression, biologic activity, and lack of toxicity in humans. Proc Natl Acad Sci U S A 90:11307–
11311.

26. Hu, H.M., W.J. Urba, and B.A. Fox. 1998. Gene-modified tumor vaccine with therapeutic potential
shifts tumor-specific T cell response from a type 2 to a type 1 cytokine profile. J Immunol 161:3033–
3041.

27. Pardoll, D.M. 2000. Therapeutic vaccination for cancer. Clin Immunol 95:S44–62.
28. Simons, J.W., E.M. Jaffee, C.E. Weber, H.I. Levitsky, W.G. Nelson, M.A. Carducci, A.J. Lazenby, L.K.

Cohen, C.C. Finn, S.M. Clift, K.M. Hauda, L.A. Beck, K.M. Leiferman, A.H. Jr. Owens, S. Piantadosi,
G. Dranoff, R.C. Mulligan, D.M. Pardoll, and F.F. Marshall. 1997. Bioactivity of autologous irradiated
renal cell carcinoma vaccines generated by ex vivo granulocyte-macrophage colony-stimulating factor
gene transfer. Cancer Res 57:1537–1546.

29. Simons, J.W., B. Mikhak, J.F. Chang, A.M. DeMarzo, M.A. Carducci, M. Lim, C.E. Weber, A.A.
Baccala, M.A. Goemann, S.M. Clift, D.G. Ando, H.I. Levitsky, L.K. Cohen, M.G. Sanda, R.C.
Mulligan, A.W. Partin, H.B. Carter, S. Piantadosi, F.F. Marshall, and W.G. Nelson. 1999. Induction of
immunity to prostate cancer antigens: results of a clinical trial of vaccination with irradiated autologous
prostate tumor cells engineered to secrete granulocyte-macrophage colony-stimulating factor using ex
vivo gene transfer. Cancer Res 59:5160–5168.

30. Soiffer, R., F.S. Hodi, F. Haluska, K. Jung, S. Gillessen, S. Singer, K. Tanabe, R. Duda, S. Mentzer,
M. Jaklitsch, R. Bueno, S. Clift, S. Hardy, D. Neuberg, R. Mulligan, I. Webb, M. Mihm, and
G. Dranoff. 2003. Vaccination with irradiated, autologous melanoma cells engineered to secrete
granulocyte-macrophage colony-stimulating factor by adenoviral-mediated gene transfer augments
antitumor immunity in patients with metastatic melanoma. J Clin Oncol 21:3343–3350.



9. Undefined-Antigen Vaccines 221

31. Salgia, R., T. Lynch, A. Skarin, J. Lucca, C. Lynch, K. Jung, F.S. Hodi, M. Jaklitsch, S. Mentzer,
S. Swanson, J. Lukanich, R. Bueno, J. Wain, D. Mathisen, C. Wright, P. Fidias, D. Donahue, S.
Clift, S. Hardy, D. Neuberg, R. Mulligan, I. Webb, D. Sugarbaker, M. Mihm, and G. Dranoff. 2003.
Vaccination with irradiated autologous tumor cells engineered to secrete granulocyte-macrophage
colony-stimulating factor augments antitumor immunity in some patients with metastatic non-small-
cell lung carcinoma. J Clin Oncol 21:624–630.

32. Jaffee, E.M., R.H. Hruban, B. Biedrzycki, D. Laheru, K. Schepers, P.R. Sauter, M. Goemann, J.
Coleman, L. Grochow, R.C. Donehower, K.D. Lillemoe, S. O’Reilly, R.A. Abrams, D.M. Pardoll, J.L.
Cameron, and C.J. Yeo. 2001. Novel allogeneic granulocyte-macrophage colony-stimulating factor-
secreting tumor vaccine for pancreatic cancer: a phase I trial of safety and immune activation. J Clin
Oncol 19:145–156.

33. Mueller, D.L., M.K. Jenkins, and R.H. Schwartz. 1989. Clonal expansion versus functional clonal
inactivation: a costimulatory signalling pathway determines the outcome of T cell antigen receptor
occupancy. Annu Rev Immunol 7:445–480.

34. Chen, L., S. Ashe, W.A. Brady, I. Hellstrom, K.E. Hellstrom, J.A. Ledbetter, P. McGowan, and P.S.
Linsley. 1992. Costimulation of antitumor immunity by the B7 counterreceptor for the T lymphocyte
molecules CD28 and CTLA-4. Cell 71:1093–1102.

35. Kundig, T.M., M.F. Bachmann, C. DiPaolo, J.J. Simard, M. Battegay, H. Lother, A. Gessner, K.
Kuhlcke, P.S. Ohashi, H. Hengartner et al. 1995. Fibroblasts as efficient antigen-presenting cells in
lymphoid organs. Science 268:1343–1347.

36. Ochsenbein, A.F., S. Sierro, B. Odermatt, M. Pericin, U. Karrer, J. Hermans, S. Hemmi, H. Hengart-
ner, and R.M. Zinkernagel. 2001. Roles of tumour localization, second signals and cross priming in
cytotoxic T-cell induction. Nature 411:1058–1064.

37. Bai, X.F., J.X. Gao, J. Liu, J. Wen, P. Zheng, and Y. Liu. 2001. On the site and mode of antigen
presentation for the initiation of clonal expansion of CD8 T cells specific for a natural tumor antigen.
Cancer Res 61:6860–6867.

38. Carreno, B.M. and M. Collins. 2003. BTLA: a new inhibitory receptor with a B7-like ligand. Trends
Immunol 24:524–527.

39. Weinberg, A.D. 1998. Antibodies to OX-40 (CD134) can identify and eliminate autoreactive T cells:
implications for human autoimmune disease. Mol Med Today 4:76–83.

40. Antonia, S.J., J. Seigne, J. Diaz, C. Muro-Cacho, M. Extermann, M.J. Farmelo, M. Friberg, M.
Alsarraj, J.J. Mahany, J. Pow-Sang, A. Cantor, and W. Janssen. 2002. Phase I trial of a B7-1 (CD80)
gene modified autologous tumor cell vaccine in combination with systemic interleukin-2 in patients
with metastatic renal cell carcinoma. J Urol 167:1995–2000.

41. Dols, A., J.W. Smith, 2nd, S.L. Meijer, B.A. Fox, H.M. Hu, E. Walker, S. Rosenheim, T. Moudgil,
T. Doran, W. Wood, M. Seligman, W.G. Alvord, D. Schoof, and W.J. Urba. 2003. Vaccination
of women with metastatic breast cancer, using a costimulatory gene (CD80)-modified, HLA-A2-
matched, allogeneic, breast cancer cell line: clinical and immunological results. Hum Gene Ther
14:1117–1123.

42. Soloski, M.J. 2001. Recognition of tumor cells by the innate immune system. Curr Opin Immunol
13:154–162.

43. Vivier, E., E. Tomasello, and P. Paul. 2002. Lymphocyte activation via NKG2D: towards a new
paradigm in immune recognition? Curr Opin Immunol 14:306–311.

44. Masuda, H., Y. Saeki, M. Nomura, K. Shida, M. Matsumoto, M. Ui, L.L. Lanier, and T. Seya. 2002.
High levels of RAE-1 isoforms on mouse tumor cell lines assessed by anti-“pan” RAE-1 antibody
confer tumor susceptibility to NK cells. Biochem Biophys Res Commun 290:140–145.

45. Groh, V., J. Wu, C. Yee, and T. Spies. 2002. Tumour-derived soluble MIC ligands impair expression
of NKG2D and T-cell activation. Nature 419:734–738.

46. Girardi, M., D.E. Oppenheim, C.R. Steele, J.M. Lewis, E. Glusac, R. Filler, P. Hobby, B. Sutton,
R.E. Tigelaar, and A.C. Hayday. 2001. Regulation of cutaneous malignancy by gammadelta T cells.
Science 294:605–609.

47. Diefenbach, A., E.R. Jensen, A.M. Jamieson, and D.H. Raulet. 2001. Rae1 and H60 ligands of the
NKG2D receptor stimulate tumour immunity. Nature 413:165–171.

48. Diefenbach, A., J.K. Hsia, M.Y. Hsiung, and D.H. Raulet. 2003. A novel ligand for the NKG2D
receptor activates NK cells and macrophages and induces tumor immunity. Eur J Immunol 33:381–391.

49. Cerwenka, A., J.L. Baron, and L.L. Lanier. 2001. Ectopic expression of retinoic acid early inducible-1
gene (RAE-1) permits natural killer cell-mediated rejection of a MHC class I-bearing tumor in vivo.
Proc Natl Acad Sci U S A 98:11521–11526.



222 II. Cancer Vaccine Development

50. Meltzer, M.S., E.J. Leonard, A.S. Hardy, and H.J. Rapp. 1975. Protective tumor immunity induced
by potassium chloride extracts of guinea pig hepatomas. J Natl Cancer Inst 54:1349–1354.

51. Sosman, J.A., and V.K. Sondak. 2003. Melacine: an allogeneic melanoma tumor cell lysate vaccine.
Expert Rev Vaccines 2:353–368.

52. Vaishampayan, U., J. Abrams, D. Darrah, V. Jones, and M.S. Mitchell. 2002. Active immunotherapy of
metastatic melanoma with allogeneic melanoma lysates and interferon alpha. Clin Cancer Res 8:3696–
3701.

53. Sondak, V.K., P.Y. Liu, R.J. Tuthill, R.A. Kempf, J.M. Unger, J.A. Sosman, J.A. Thompson, G.R.
Weiss, B.G. Redman, J.G. Jakowatz, R.D. Noyes, and L.E. Flaherty. 2002. Adjuvant immunotherapy of
resected, intermediate-thickness, node-negative melanoma with an allogeneic tumor vaccine: overall
results of a randomized trial of the Southwest Oncology Group. J Clin Oncol 20:2058–2066.

54. Batliwalla, F.M., B.A. Bateman, D. Serrano, D. Murray, S. Macphail, V.C. Maino, J.C. Ansel, P.K.
Gregersen, and C.A. Armstrong. 1998. A 15-year follow-up of AJCC stage III malignant melanoma
patients treated postsurgically with Newcastle disease virus (NDV) oncolysate and determination of
alterations in the CD8 T cell repertoire. Mol Med 4:783–794.

55. Wallack, M.K., M. Sivanandham, K. Ditaranto, P. Shaw, C.M. Balch, M.M. Urist, K.I. Bland, D.
Murray, W.A. Robinson, L. Flaherty, J.M. Richards, L. Rosen, and A.A. Bartolucci. 1997. Increased
survival of patients treated with a vaccinia melanoma oncolysate vaccine: second interim analysis of
data from a phase III, multi-institutional trial. Ann Surg 226:198–206.

56. Hersey, P., A.S. Coates, W.H. McCarthy, J.F. Thompson, R.W. Sillar, R. McLeod, P.G. Gill, B.J.
Coventry, A. McMullen, H. Dillon, and R.J. Simes. 2002. Adjuvant immunotherapy of patients with
high-risk melanoma using vaccinia viral lysates of melanoma: results of a randomized trial. J Clin Oncol
20:4181–4190.

57. Ockert, D., V. Schirrmacher, N. Beck, E. Stoelben, T. Ahlert, J. Flechtenmacher, E. Hagmuller,
R. Buchcik, M. Nagel, and H.D. Saeger. 1996. Newcastle disease virus-infected intact autologous
tumor cell vaccine for adjuvant active specific immunotherapy of resected colorectal carcinoma. Clin
Cancer Res 2:21–28.

58. Bystryn, J.C., A. Zeleniuch-Jacquotte, R. Oratz, R.L. Shapiro, M.N. Harris, and D.F. Roses. 2001.
Double-blind trial of a polyvalent, shed-antigen, melanoma vaccine. Clin Cancer Res 7:1882–1887.

59. Srivastava, P.K., A. Menoret, S. Basu, R.J. Binder, and K.L. McQuade. 1998. Heat shock proteins
come of age: primitive functions acquire new roles in an adaptive world. Immunity 8:657–665.

60. Srivastava, P.K., H. Udono, N.E. Blachere, and Z. Li. 1994. Heat shock proteins transfer peptides
during antigen processing and CTL priming. Immunogenetics 39:93–98.

61. Ishii, T., H. Udono, T. Yamano, H. Ohta, A. Uenaka, T. Ono, A. Hizuta, N. Tanaka, P.K. Srivastava,
and E. Nakayama. 1999. Isolation of MHC class I-restricted tumor antigen peptide and its precursors
associated with heat shock proteins hsp70, hsp90, and gp96. J Immunol 162:1303–1309.

62. Nicchitta, C.V. 2003. Re-evaluating the role of heat-shock protein-peptide interactions in tumour
immunity. Nat Rev Immunol 3:427–432.

63. Basu, S., R.J. Binder, T. Ramalingam, and P.K. Srivastava. 2001. CD91 is a common receptor for heat
shock proteins gp96, hsp90, hsp70, and calreticulin. Immunity 14:303–313.

64. Delneste, Y., G. Magistrelli, J. Gauchat, J. Haeuw, J. Aubry, K. Nakamura, N. Kawakami-Honda,
L. Goetsch, T. Sawamura, J. Bonnefoy, and P. Jeannin. 2002. Involvement of LOX-1 in dendritic
cell-mediated antigen cross-presentation. Immunity 17:353–362.

65. Vabulas, R.M., H. Wagner, and H. Schild. 2002. Heat shock proteins as ligands of toll-like receptors.
Curr Top Microbiol Immunol 270:169–184.

66. Tamura, Y., P. Peng, K. Liu, M. Daou, and P.K. Srivastava. 1997. Immunotherapy of tumors with
autologous tumor-derived heat shock protein preparations. Science 278:117–120.

67. Hoos, A.L., D.L. 2003. Vaccination with heat shock protein-peptide complexes: from basic science to
clinical applications. Expert Rev Vaccines 2:369–379.

68. Belli, F., A. Testori, L. Rivoltini, M. Maio, G. Andreola, M.R. Sertoli, G. Gallino, A. Piris, A. Cattelan,
I. Lazzari, M. Carrabba, G. Scita, C. Santantonio, L. Pilla, G. Tragni, C. Lombardo, F. Arienti, A.
Marchiano, P. Queirolo, F. Bertolini, A. Cova, E. Lamaj, L. Ascani, R. Camerini, M. Corsi, N.
Cascinelli, J.J. Lewis, P. Srivastava, and G. Parmiani. 2002. Vaccination of metastatic melanoma patients
with autologous tumor-derived heat shock protein gp96-peptide complexes: clinical and immunologic
findings. J Clin Oncol 20:4169–4180.

69. Mazzaferro, V., J. Coppa, M.G. Carrabba, L. Rivoltini, M. Schiavo, E. Regalia, L. Mariani, T. Camerini,
A. Marchiano, S. Andreola, R. Camerini, M. Corsi, J.J. Lewis, P.K. Srivastava, and G. Parmiani. 2003.
Vaccination with autologous tumor-derived heat-shock protein gp96 after liver resection for metastatic
colorectal cancer. Clin Cancer Res 9:3235–3245.



9. Undefined-Antigen Vaccines 223

70. Denzer, K., M.J. Kleijmeer, H.F. Heijnen, W. Stoorvogel, and H.J. Geuze. 2000. Exosome: from
internal vesicle of the multivesicular body to intercellular signaling device. J Cell Sci 113 Pt 19:3365–
3374.

71. Hwang, I., X. Shen, and J. Sprent. 2003. Direct stimulation of naive T cells by membrane vesi-
cles from antigen-presenting cells: distinct roles for CD54 and B7 molecules. PNAS 100:6670–
6675.

72. Wolfers, J., A. Lozier, G. Raposo, A. Regnault, C. Thery, C. Masurier, C. Flament, S. Pouzieux, F.
Faure, T. Tursz, E. Angevin, S. Amigorena, and L. Zitvogel. 2001. Tumor-derived exosomes are a
source of shared tumor rejection antigens for CTL cross-priming. Nat Med 7:297–303.

73. Zitvogel, L., A. Regnault, A. Lozier, J. Wolfers, C. Flament, D. Tenza, P. Ricciardi-Castagnoli,
G. Raposo, and S. Amigorena. 1998. Eradication of established murine tumors using a novel cell-
free vaccine: dendritic cell-derived exosomes. Nat Med 4:594–600.

74. Mellman, I., and R.M. Steinman. 2001. Dendritic cells: specialized and regulated antigen processing
machines. Cell 106:255–258.

75. Shortman, K., and Y.J. Liu. 2002. Mouse and human dendritic cell subtypes. Nat Rev Immunol 2:151–
161.

76. Caux, C., C. Dezutter-Dambuyant, D. Schmitt, and J. Banchereau. 1992. GM-CSF and TNF-alpha
cooperate in the generation of dendritic Langerhans cells. Nature 360:258–261.

77. Inaba, K., M. Inaba, N. Romani, H. Aya, M. Deguchi, S. Ikehara, S. Muramatsu, and R.M. Steinman.
1992. Generation of large numbers of dendritic cells from mouse bone marrow cultures supplemented
with granulocyte/macrophage colony-stimulating factor. J Exp Med 176:1693–1702.

78. Gilliet, M., A. Boonstra, C. Paturel, S. Antonenko, X.L. Xu, G. Trinchieri, A. O’Garra, and Y.J. Liu.
2002. The development of murine plasmacytoid dendritic cell precursors is differentially regulated by
FLT3-ligand and granulocyte/macrophage colony-stimulating factor. J Exp Med 195:953–958.

79. Traver, D., K. Akashi, M. Manz, M. Merad, T. Miyamoto, E. G. Engleman, and I.L. Weissman.
2000. Development of CD8alpha-positive dendritic cells from a common myeloid progenitor. Science
290:2152–2154.

80. O’Keeffe, M., H. Hochrein, D. Vremec, I. Caminschi, J.L. Miller, E.M. Anders, L. Wu, M.H. Lahoud,
S. Henri, B. Scott, P. Hertzog, L. Tatarczuch, and K. Shortman. 2002. Mouse plasmacytoid cells: long-
lived cells, heterogeneous in surface phenotype and function, that differentiate into CD8(+) dendritic
cells only after microbial stimulus. J Exp Med 196:1307–1319.

81. Norbury, C.C. and L.J. Sigal. 2003. Cross priming or direct priming: is that really the question? Curr
Opin Immunol 15:82–88.

82. Hawiger, D., K. Inaba, Y. Dorsett, M. Guo, K. Mahnke, M. Rivera, J.V. Ravetch, R.M. Steinman,
and M.C. Nussenzweig. 2001. Dendritic cells induce peripheral T cell unresponsiveness under steady
state conditions in vivo. J Exp Med 194:769–779.

83. Huang, A.Y., A.T. Bruce, D.M. Pardoll, and H.I. Levitsky. 1996. Does B7-1 expression confer antigen-
presenting cell capacity to tumors in vivo? J Exp Med 183:769–776.

84. Nowak, A.K., R.A. Lake, A.L. Marzo, B. Scott, W.R. Heath, E.J. Collins, J.A. Frelinger, and B.W.
Robinson. 2003. Induction of tumor cell apoptosis in vivo increases tumor antigen cross-presentation,
cross-priming rather than cross-tolerizing host tumor-specific CD8 T cells. J Immunol 170:4905–
4913.

85. Nguyen, L.T., A.R. Elford, K. Murakami, K.M. Garza, S.P. Schoenberger, B. Odermatt, D.E. Speiser,
and P.S. Ohashi. 2002. Tumor growth enhances cross-presentation leading to limited T cell activation
without tolerance. J Exp Med 195:423–435.

86. Robinson, B.W., B.M. Scott, R.A. Lake, P.A. Stumbles, D.J. Nelson, S. Fisher, and A.L. Marzo.
2001. Lack of ignorance to tumor antigens: evaluation using nominal antigen transfection and T-cell
receptor transgenic lymphocytes in Lyons-Parish analysis–implications for tumor tolerance. Clin Cancer
Res 7:811s–817s.

87. Kleindienst, P. and T. Brocker. 2003. Endogenous dendritic cells are required for amplification of
T cell responses induced by dendritic cell vaccines in vivo. J Immunol 170:2817–2823.

88. Nestle, F.O., J. Banchereau, and D. Hart. 2001. Dendritic cells: on the move from bench to bedside.
Nat Med 7:761–765.

89. Fields, R.C., K. Shimizu, and J.J. Mule. 1998. Murine dendritic cells pulsed with whole tumor lysates
mediate potent antitumor immune responses in vitro and in vivo. Proc Natl Acad Sci U S A 95:9482–
9487.

90. Nestle, F.O., S. Alijagic, M. Gilliet, Y. Sun, S. Grabbe, R. Dummer, G. Burg, and D. Schadendorf.
1998. Vaccination of melanoma patients with peptide- or tumor lysate-pulsed dendritic cells. Nat Med
4:328–332.



224 II. Cancer Vaccine Development

91. Geiger, J.D., R.J. Hutchinson, L.F. Hohenkirk, E.A. McKenna, G.A. Yanik, J.E. Levine, A.E. Chang,
T.M. Braun, and J.J. Mule. 2001. Vaccination of pediatric solid tumor patients with tumor lysate-pulsed
dendritic cells can expand specific T cells and mediate tumor regression. Cancer Res 61:8513–8519.

92. Guermonprez, P., J. Valladeau, L. Zitvogel, C. Thery, and S. Amigorena. 2002. Antigen presentation
and T cell stimulation by dendritic cells. Annu Rev Immunol 20:621–667.

93. Srivastava, P. 2002. Interaction of heat shock proteins with peptides and antigen presenting cells:
chaperoning of the innate and adaptive immune responses. Annu Rev Immunol 20:395–425.

94. Datta, S.K., V. Redecke, K.R. Prilliman, K. Takabayashi, M. Corr, T. Tallant, J. DiDonato, R. Dziarski,
S. Akira, S.P. Schoenberger, and E. Raz. 2003. A subset of Toll-like receptor ligands induces cross-
presentation by bone marrow-derived dendritic cells. J Immunol 170:4102–4110.

95. Hernando, J.J., T.W. Park, K. Kubler, R. Offergeld, H. Schlebusch, and T. Bauknecht. 2002. Vaccina-
tion with autologous tumour antigen-pulsed dendritic cells in advanced gynaecological malignancies:
clinical and immunological evaluation of a phase I trial. Cancer Immunol Immunother 51:45–52.

96. Chang, A.E., B.G. Redman, J.R. Whitfield, B.J. Nickoloff, T.M. Braun, P.P. Lee, J.D. Geiger, and J.J.
Mule. 2002. A Phase I trial of tumor lysate-pulsed dendritic cells in the treatment of advanced cancer.
Clin Cancer Res 8:1021–1032.

97. Holtl, L., C. Zelle-Rieser, H. Gander, C. Papesh, R. Ramoner, G. Bartsch, H. Rogatsch, A.L.
Barsoum, Jr. J.H. Coggin, and M. Thurnher. 2002. Immunotherapy of metastatic renal cell carcinoma
with tumor lysate-pulsed autologous dendritic cells. Clin Cancer Res 8:3369–3376.

98. Marten, A., D. Flieger, S. Renoth, S. Weineck, P. Albers, M. Compes, B. Schottker, C. Ziske, S. Engel-
hart, P. Hanfland, L. Krizek, C. Faber, A. von Ruecker, S. Muller, T. Sauerbruch, and I.G. Schmidt-
Wolf. 2002. Therapeutic vaccination against metastatic renal cell carcinoma by autologous dendritic
cells: preclinical results and outcome of a first clinical phase I/II trial. Cancer Immunol Immunother
51:637–644.

99. Stift, A., J. Friedl, P. Dubsky, T. Bachleitner-Hofmann, G. Schueller, T. Zontsich, T. Benkoe,
K. Radelbauer, C. Brostjan, R. Jakesz, and M. Gnant. 2003. Dendritic cell-based vaccination in
solid cancer. J Clin Oncol 21:135–142.

100. Maier, T., A. Tun-Kyi, A. Tassis, K.P. Jungius, G. Burg, R. Dummer, and F.O. Nestle. 2003. Vaccination
of patients with cutaneous T-cell lymphoma using intranodal injection of autologous tumor-lysate-
pulsed dendritic cells. Blood 102:2338–2344.

101. Nakamura, M., M. Iwahashi, M. Nakamori, K. Ueda, I. Matsuura, K. Noguchi, and H. Yamaue.
2002. Dendritic cells genetically engineered to simultaneously express endogenous tumor antigen and
granulocyte macrophage colony-stimulating factor elicit potent therapeutic antitumor immunity. Clin
Cancer Res 8:2742–2749.

102. Kikuchi, T., S. Worgall, R. Singh, M.A. Moore, and R.G. Crystal. 2000. Dendritic cells geneti-
cally modified to express CD40 ligand and pulsed with antigen can initiate antigen-specific humoral
immunity independent of CD4+ T cells. Nat Med 6:1154–1159.

103. Zhang, W., Z. Chen, F. Li, H. Kamencic, B. Juurlink, J.R. Gordon, and J. Xiang. 2003. Tumour necro-
sis factor-alpha (TNF-alpha) transgene-expressing dendritic cells (DCs) undergo augmented cellular
maturation and induce more robust T-cell activation and anti-tumour immunity than DCs generated
in recombinant TNF-alpha. Immunology 108:177–188.

104. Miller, P.W., S. Sharma, M. Stolina, L.H. Butterfield, J. Luo, Y. Lin, M. Dohadwala, R.K. Batra,
L. Wu, J.S. Economou, and S.M. Dubinett. 2000. Intratumoral administration of adenoviral interleukin
7 gene-modified dendritic cells augments specific antitumor immunity and achieves tumor eradication.
Hum Gene Ther 11:53–65.

105. Zitvogel, L., B. Couderc, J.I. Mayordomo, P.D. Robbins, M.T. Lotze, and W.J. Storkus. 1996. IL-
12-engineered dendritic cells serve as effective tumor vaccine adjuvants in vivo. Ann N Y Acad Sci
795:284–293.

106. Kirk, C.J., D. Hartigan-O’Connor, B.J. Nickoloff, J.S. Chamberlain, M. Giedlin, L. Aukerman,
and J.J. Mule. 2001. T cell-dependent antitumor immunity mediated by secondary lymphoid tissue
chemokine: augmentation of dendritic cell-based immunotherapy. Cancer Res 61:2062–2070.

107. Cao, X., W. Zhang, L. He, Z. Xie, S. Ma, Q. Tao, Y. Yu, H. Hamada, and J. Wang. 1998. Lymphotactin
gene-modified bone marrow dendritic cells act as more potent adjuvants for peptide delivery to induce
specific antitumor immunity. J Immunol 161:6238–6244.

108. Fan, L., C.R. Reilly, Y. Luo, M.E. Dorf, and D. Lo. 2000. Cutting edge: ectopic expression of the
chemokine TCA4/SLC is sufficient to trigger lymphoid neogenesis. J Immunol 164:3955–3959.

109. Boczkowski, D., S.K. Nair, D. Snyder, and E. Gilboa. 1996. Dendritic cells pulsed with RNA are
potent antigen-presenting cells in vitro and in vivo. J Exp Med 184:465–472.



9. Undefined-Antigen Vaccines 225

110. Heiser, A., M.A. Maurice, D.R. Yancey, N.Z. Wu, P. Dahm, S.K. Pruitt, D. Boczkowski, S.K. Nair,
M.S. Ballo, E. Gilboa, and J. Vieweg. 2001. Induction of polyclonal prostate cancer-specific CTL
using dendritic cells transfected with amplified tumor RNA. J Immunol 166:2953–2960.

111. Grunebach, F., M.R. Muller, A. Nencioni, and P. Brossart. 2003. Delivery of tumor-derived RNA
for the induction of cytotoxic T-lymphocytes. Gene Ther 10:367–374.

112. Heiser, A., D. Coleman, J. Dannull, D. Yancey, M.A. Maurice, C.D. Lallas, P. Dahm, D. Niedzwiecki,
E. Gilboa, and J. Vieweg. 2002. Autologous dendritic cells transfected with prostate-specific antigen
RNA stimulate CTL responses against metastatic prostate tumors. J Clin Invest 109:409–417.

113. Morse, M.A., S.K. Nair, D. Boczkowski, D. Tyler, H.I. Hurwitz, A. Proia, T.M. Clay, J. Schlom,
E. Gilboa, and H.K. Lyerly. 2002. The feasibility and safety of immunotherapy with dendritic cells
loaded with CEA mRNA following neoadjuvant chemoradiotherapy and resection of pancreatic can-
cer. Int J Gastrointest Cancer 32:1–6.

114. Su, Z., J. Dannull, A. Heiser, D. Yancey, S. Pruitt, J. Madden, D. Coleman, D. Niedzwiecki,
E. Gilboa, and J. Vieweg. 2003. Immunological and clinical responses in metastatic renal cancer
patients vaccinated with tumor RNA-transfected dendritic cells. Cancer Res 63:2127–2133.

115. Gong, J., D. Chen, M. Kashiwaba, and D. Kufe. 1997. Induction of antitumor activity by immunization
with fusions of dendritic and carcinoma cells. Nat Med 3:558–561.

116. Hayashi, T., H. Tanaka, J. Tanaka, R. Wang, B.J. Averbook, P.A. Cohen, and S. Shu. 2002. Immuno-
genicity and therapeutic efficacy of dendritic-tumor hybrid cells generated by electrofusion. Clin
Immunol 104:14–20.

117. Phan, V., F. Errington, S.C. Cheong, T. Kottke, M. Gough, S. Altmann, A. Brandenburger, S. Emery,
S. Strome, A. Bateman, B. Bonnotte, A. Melcher, and R. Vile. 2003. A new genetic method to
generate and isolate small, short-lived but highly potent dendritic cell-tumor cell hybrid vaccines. Nat
Med 9:1215–1219.

118. Krause, S.W., C. Neumann, A. Soruri, S. Mayer, J.H. Peters, and R. Andreesen. 2002. The treatment
of patients with disseminated malignant melanoma by vaccination with autologous cell hybrids of
tumor cells and dendritic cells. J Immunother 25:421–428.

119. Marten, A., S. Renoth, T. Heinicke, P. Albers, A. Pauli, U. Mey, R. Caspari, D. Flieger, P. Hanfland,
A. Von Ruecker, A.M. Eis-Hubinger, S. Muller, I. Schwaner, U. Lohmann, G. Heylmann, T. Sauer-
bruch, and I.G. Schmidt-Wolf. 2003. Allogeneic dendritic cells fused with tumor cells: preclinical
results and outcome of a clinical Phase I/II trial in patients with metastatic renal cell carcinoma. Hum
Gene Ther 14:483–494.



10. CANCER VACCINES IN COMBINATION
WITH MULTIMODALITY THERAPY

LEISHA A. EMENS, M.D., PhD.∗, R. TODD REILLY, PhD.,

AND ELIZABETH M. JAFFEE, M.D.

There has been a long-standing interest in manipulating the immune system for cancer treat-
ment. Our evolving understanding of the fundamental principles of tumor immunology
has accelerated the clinical development of cancer vaccines. A number of small cancer vac-
cine trials documented the induction of tumor-specific T cells in some patients, with some
promising evidence of clinical response. Despite these encouraging early results, larger clinical
trials testing cancer vaccines as a single intervention in patients with advanced cancers have
been generally disappointing. Furthermore, while few trials have incorporated cancer vaccines
directly into or in sequence with combined modality therapy, current data suggest that standard
chemotherapy regimens can significantly curtail the vaccine-mediated induction of antitumor
immunity. Here we review the development of granulocyte-macrophage colony-stimulating
factor (GM-CSF)-secreting cell-based cancer vaccines in the context of these observations.
Integrating these vaccines into standard cancer treatments should minimize the deleterious
impact of tumor burden, and the negative influences of both pre-existing tumor-specific
immune tolerance and the combined modality treatment regimens themselves. Moreover,
carefully elucidating the pharmacodynamic interactions between traditional cancer treatment
modalities and cancer vaccines in clinically relevant, preclinical models can identify novel
combinatorial strategies with the potential for augmenting vaccine-activated, tumor-specific
immunity. The scientific rationale underlying the development of future clinical trials should
be based on both preclinical and clinical data in order to maximize the information gained,
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and to facilitate the development of the most effective vaccination regimens for incorporation
into clinical practice.

INTRODUCTION

A significant focus of therapeutic cancer research over the last twenty years has been
to develop the optimal combination of the traditional cancer treatment modalities,
including surgery, radiation therapy, and drug-based therapies. Although optimal
combined modality treatment can cure a significant percentage of leukemias and
lymphomas, it is generally less effective against the solid tumors. The efficacy of
combined modality therapy in solid malignancies is generally regarded to be pri-
marily limited by a therapeutic drug resistance inherent to the tumor cell, and to a
lesser extent by the collateral damage to normal tissues conferred by the imprecise
specificity of radiation therapy and cytotoxic chemotherapy. This has led to increas-
ing enthusiasm for the development of highly targeted treatment approaches that
either disrupt the regulatory pathways that promote transformation and metastasis,
or specifically deliver a therapeutic hit by targeting the drug to a structural phe-
notype specific to the cancer cell. Immunotherapy represents a unique biologically
targeted treatment approach potentially capable of circumventing mechanisms of
intrinsic therapeutic resistance by marshalling the patient’s own immune system to
reject the tumor. Intensive research both in applied biotechnology and molecular
immunology has converged to facilitate the development of cancer vaccines as the
fourth major cancer treatment modality, and a number of initial Phase II and III trials
have suggested the promise of active immunization for cancer treatment (Table 1)
(1–8). When combined with the three historical treatment strategies, tumor vaccines
offer the added value of exquisite tumor specificity, minimal systemic toxicity, and a
persistent and durable antitumor effect by virtue of immunologic memory. Despite
these advantages, the efficacy of tumor vaccines is also potentially limited by the
magnitude of the tumor burden, vigorous pre-established mechanisms of tumor-
specific immune tolerance, and the potential antigenic plasticity of the tumor cells
themselves. Here we focus on the development of GM-CSF-secreting cellular cancer
vaccines, and review approaches for integrating these vaccines with the traditional
treatment modalities of surgery, radiation, and drug-based therapies in additive or
synergistic treatment regimens that maximize the efficacy and minimize the limita-
tions of each individual therapeutic approach.

GENETICALLY MODIFIED GM-CSF-SECRETING TUMOR CELL VACCINES

Genetically modified granulocyte-macrophage colony-stimulating factor (GM-
CSF)-secreting tumor vaccines represent an innovative cell-based cancer vaccine
platform capable of activating immunity specific for solid tumors historically con-
sidered to be inherently nonimmunogenic. An early systematic analysis compared the
ability of a variety of cytokines (including IL1, IL2, IL4, IL5, IL6, GM-CSF, IFNγ,
and TNFα) delivered to poorly immunogenic B16F10 melanoma cells by retro-
viral transduction to effect tumor rejection (9). GM-CSF clearly stood out as the
most potent inducer of an antitumor immune response capable of mediating tumor
rejection in animals with small burdens of pre-established tumors (9). GM-CSF
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Table 1. Summary of Recent Phase II and Phase III Trials of Cell-Based Cancer Vaccines

Vaccine Patient Population Phase N Intervention Results

Hapten-modified
autologous
melanoma tumor cell
Vaccine (ref 1)

Stage III/IV
melanoma after
regional
lymphadenectomy

II 77 Vaccine Improved 5 year survival
in vaccinated patients >

50 years (p = 0.011),
and who developed
DTH > 5 mm
(p = 0.031)

Allogeneic melanoma
tumor cell vaccine
(ref 2)

Metastatic melanoma
after complete
resection

II 77 Vaccine + BCG Improved survival with
the development of
DTH andαTA90 IgM
(p <0.0001 for OS)

Sialyl-Tn-KLH +
DETOX-B adjuvant
(ref 3)

Metastatic breast
cancer

II 23 Cy + Vaccine
vs.

Vaccine

Increased sialyl-Tn
immune responses with
Cy pretreatment

Autologous colon
cancer tumor vaccine
+ BCG (ECOG
5283) (ref 4)

Stage II/III colon
carcinoma after
resection

III 412 Vaccine
vs.

Observation

No arm differences (p =
0.73 for OS); improved
survival if vaccine site
reaction > 1 cm (p =
0.003 for OS)

Allogeneic melanoma
tumor cell vaccine
(ref 5)

Metastatic melanoma
after complete
resection relapsed
on vaccine therapy
(trial in ref 16)

III 194 Vaccine
vs.

Vaccine + BCG

Improved survival in
relapsed patients
reinduced with more
frequent vaccinations
and more BCG (p =
0.0178)

Conjugated ganglioside
(GM2—KLH) +
QS-21 adjuvant
(ref 6)

Stage IIB/III
melanoma after
resection

III 880 Vaccine
vs.

High dose
IFNα2B

IFNα2B superior to
vaccine (p = 0.009 for
OS)

Allogeneic melanoma
tumor cell vaccine
(ref 7, 8)

Stage IB/IIA
melanoma after
resection

III 689 Vaccine
vs.

Observation

No arm differences;
Improved survival in
HLA-A2 and HLA-A3
vaccinees (p = 0.004)

Abbreviations: DTH, delayed type hypersensitivity; BCG, Bacille Calmette-Guerin; KLH, keyhole limpet hemocyanin;
IFNα2B, interferon-α; OS, overall survival; RFS, relapse-free survival.

secretion at the vaccine inoculation site recruits and activates dendritic cells to take
up and process antigen delivered by the tumor vaccine cells, crosspriming an effec-
tive antigen-specific immune response dependent on CD4+ T helper type 1 and
2 cells as well as CD8+ cytotoxic T cells (10). Dose-finding studies have suggested
that increasing the number of tumor cells delivered, and thus the quantity of tumor
antigen, augments the induction of antitumor immunity (11). The concentration of
GM-CSF in relation to tumor cells is also important, with a minimum of 35 ng of
GM-CSF/106 cells/24 hours for 4 to 5 days after inoculation in vivo required for the
effective induction of antitumor immunity (11). The paracrine secretion of GM-
CSF induces cellular infiltrates at the inoculation site that consist of predominantly
macrophages, dendritic cells, and eosinophils up to three days after vaccination,
evolving to mature lymphocytes and eosinophils at day seven (12, 13). These latter
three observations thus establish the baseline parameters for designing and evaluating
clinical trials testing GM-CSF secreting cancer vaccines alone and combined with
other cancer treatment modalities.
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Table 2. A summary of GM-CSF-secreting cancer vaccine trials reported to date. The majority of trials
tested an autologous tumor cell vaccine platform. The 96 patient prostate cancer vaccine trial conducted
by Simons et al and the 14 patient pancreatic cancer vaccine trial conducted by Jaffee et al both tested
allogeneic tumor cell vaccine platforms. The induction of antitumor immunity was typically measured by
the induction of delayed type hypersensitivity (DTH) to autologous tumor cells. The induction of DTH
has not been reported for the 96 patient study of Simons et al, or the study of Neumanitis et al. The
interim report of Neumanitis et al included only the first 12 patients of a planned 80 patient study.
Reported clinical antitumor responses have been 25% or less in all of the reported trials. NR = not
reported; ∗Interim analysis reported one partial response and one complete response.

Number Evidence of
of Clinical

Vaccine Treated Antitumor Antitumor
Disease Platform Patients Intervention Immunity Response Reference

metastatic renal cell autologous 7 vaccine yes yes 12
carcinoma

metastatic melanoma autologous 29 vaccine yes yes 14
metastatic prostate autologous 8 vaccine yes NR 15

carcinoma
metastatic prostate cancer allogeneic 96 vaccine NR ∗ 16
early and advanced autologous 12 vaccine NR yes 17

NSCLC
surgically debulked Stage allogeneic 14 vaccine in yes yes 13

II/III pancreatic sequence with
carcinoma adjuvant

chemoradiation

Promising results in preclinical studies prompted the clinical testing of both autol-
ogous and allogeneic GM-CSF-secreting tumor vaccines as a single therapeutic
intervention in patients with metastatic renal cell carcinoma, metastatic melanoma,
metastatic prostate carcinoma, and early or advanced non-small cell carcinoma of the
lung (Table 2) (12–17). These initial trials established the safety of the vaccination
strategy, and provided clinical validation of the relevance of antigen dose, level of
GM-CSF secretion, and the cellular infiltrates at the vaccination site. The most recent
clinical trials of GM-CSF-secreting cancer vaccines have tested treatment regimens
that integrate these tumor vaccines into standard treatment modalities. The first
reported clinical trial of GM-CSF-secreting tumor vaccines integrated with com-
bined modality therapy for the treatment of pancreatic cancer was conducted by Jaffee
and colleagues (13). They conducted a dose escalation trial testing a mixture of two
allogeneic pancreatic carcinoma cell lines secreting GM-CSF at levels of 220 ng/106

cells/24 hours in patients with Stage II or Stage III pancreatic cancer after pancre-
aticoduodenectomy. Patients were initially vaccinated immediately after surgery and
just prior to adjuvant chemoradiation. Those who remained disease-free after six
months of aggressive adjuvant chemoradiation were eligible to receive an additional
three monthly vaccinations. This study identified 5 × 108 vaccine cells (the highest
dose tested) as a safe and bioactive vaccine cell dose for testing in future trials. Four
of five patients who received this dose developed serum levels of GM-CSF that reca-
pitulated the pharmacokinetics observed in preclinical models. No patient treated at
lower vaccine dose levels developed detectable levels of serum GM-CSF. Clinically
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significant delayed type hypersensitivity (DTH) responses (>1.0 cm) to dissociated
autologous pancreatic tumor cells developed after the first vaccination in 1 of 3 and
2 of 4 patients who received 1 × 108 and 5 × 108 vaccine cells respectively. These
3 patients remained free of disease for over 2 years, suggesting a potential survival
benefit. A Phase II trial of similar design to evaluate the efficacy of the integrated
treatment regimen is now in active accrual. In the aggregate, these trials have demon-
strated the safety of GM-CSF-secreting vaccines, with side effects limited primarily
to local erythema and induration at the inoculation sites. While they have provided
encouraging preliminary evidence of bioactivity, they have also more clearly defined
the challenges facing the effective clinical development of cancer vaccines. These
include the hurdle posed by established tumor burdens, the barrier of pre-existing
tumor-specific immune tolerance, the potential plasticity of the antigenic profile
displayed by the tumor as it continues to evolve, and the impact of standard cancer
therapy on vaccine-activated immunity. As discussed below, integrating tumor vac-
cines appropriately with traditional treatment modalities can potentially surmount
each of these obstacles to the efficacy of tumor immunotherapy, thereby maximizing
the antitumor immune response.

CHALLENGES IN CANCER VACCINE DEVELOPMENT

The magnitude of the tumor burden is the first significant influence on the devel-
opment of antitumor immunity (18). When tumors are small, they grow without
accessing peripheral lymphoid tissues and are essentially ignored by the immune
system. The tumor thus “sneaks through” immune surveillance at its earliest stages
(18). Once it has reached sufficient size, the tumor invades local lymphoid tissue.
This initiates an interaction with the immune system relatively late in tumor develop-
ment. At this stage immune-mediated tumor rejection is determined by the relative
balance between the growth kinetics and physical burden of the tumor cells com-
pared to the intensity and diversity of the induced effector T cell response (19, 20).
Superimposed on this imbalance, tumor cells employ several strategies to evade the
developing immune response. Tumor cells can elaborate inhibitory cytokines (inter-
leukin 10, transforming growth factor-β(TGF-β), and prostaglandin E2) that inhibit
the function of tumor infiltrating T lymphocytes (TIL) (21). They can also express
surface fasL (CD95L), thus inducing the apoptosis of TIL engaged by the tumor
cells (21).

Tumor-specific immune tolerance represents the second major barrier to the
effectiveness of cancer vaccines (reviewed in 22). Vaccination for the prevention
of infectious diseases sets the stage for a vigorous antigen-specific immune response
capable of rejecting an exogenous infectious challenge. In contrast, tumor cells arise
endogenously. Thus, with the exception of de novo genetic mutations, most tumor
antigens are recognized as self. This typically results in either the central thymic
deletion of those components of the T cell repertoire with the highest affinity for
tumor-specific antigens, or their peripheral deletion by activation-induced cell death
(AICD) in the setting of widely disseminated tumor (22). However, the process of
thymic selection is imperfect, and allows the emigration of T cells that recognize self
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antigen with low avidity or by virtue of specificity for a cryptic antigenic epitope
not commonly seen by the immune system (23). This latent population of T cells
may be activated under the appropriate conditions to exert potent antigen-specific
immunity (24). Additionally, tumor cells do not evolve to present antigen effectively,
and are typically detected by the immune system in the absence of an associated
inflammatory response. These two factors lead to the presentation of tumor antigens
in the absence of the costimulatory signals critical for immune activation, thereby
rendering potentially responsive T cells unresponsive or anergic (22). Further, the
compartmentalization of tumor antigens away from the immune system either by
expression restricted to embryologic development or immunologically privileged
sites, or by extremely low levels of antigen expression, can result in the peaceful
coexistence of tumor and tumor-specific T cells that simply fail to see their target
(22). If T cells are activated, a phenotypically skewed cytokine/chemokine receptor
profile can render them functionally impotent by virtue of cytokine deviation and
aberrant trafficking (22). Finally, novel subsets of dendritic cells and regulatory T cells
have recently been characterized (22). These can downregulate the antigen-specific
immune response, resulting in immune tolerance rather than immune activation.
Thoroughly dissecting the impact of these diverse mechanisms of immune toler-
ance on the tumor-specific T cell repertoire available for therapeutic manipulation
should facilitate the development of innovative combinatorial vaccination strategies
for overcoming them.

The third challenge for effective tumor immunotherapy is the diversity and plastic-
ity of the antigen expression profile of tumors themselves. Tumors can down-regulate
the expression of tumor antigens targeted by an antigen-specific vaccine or thera-
peutic antibody, resulting in the outgrowth of antigen loss variants resistant to the
therapeutic intervention (25, 26). The use of highly defined antigen-specific can-
cer vaccines is further limited by the fact that only a few tumor antigens are likely
to represent true tumor rejection targets. Tumor rejection antigens are defined as
antigens preferentially associated with a cancer cell that elicit an effective immune
response capable of causing clinically meaningful tumor regression (27). The distinc-
tion between tumor antigens capable of eliciting an immune response and those that
elicit an immune response that translates into a clinical response are well illustrated by
studies of the natural and vaccine-induced immune responses in melanoma patients
(28–30). Many patients have significant numbers of functional cytotoxic effector
T cells specific for the melanoma antigens MART-1/Melan-A or gp100, but their
disease continues to progress. Moreover, the numbers of antigen-specific T cells in
these patients can be augmented with targeted vaccines, but this does not influ-
ence the immunodynamics of the antitumor response in a clinically meaningful way
(28, 29, 31–33). Adding further complexity to the host-tumor interaction, tumors
can also down-regulate multiple components of the antigen-processing machinery,
including MHC Class I and Class II molecules, different proteosome subunits, and
the TAP transporter (21). Importantly, these altered antigen-processing phenotypes
have been found to correlate with poor clinical outcome (34).
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These fundamental principles of tumor immunology can be combined with the
lessons of traditional drug development to guide both the preclinical and clinical
development of cancer vaccines. It is clear from the principles discussed above and
the results of clinical cancer vaccine trials to date that cancer vaccines as a single
treatment modality are not likely to have the potency required to overcome immune
tolerance and surmount the tumor burden present in patients with established dis-
ease. Moreover, traditional drug development typically calls for early clinical testing
in heavily pretreated patients with extensive disease. Both a greater number of prior
chemotherapy regimens and close proximity to a prior chemotherapy treatment was
recently demonstrated to limit the induction of carcinoembryonic antigen (CEA)-
specific T cell prescursors in patients with advanced colorectal carcinoma treated with
the canary pox vaccine ALVAC-CEA (35). Additionally, the serial ELISPOT analysis
of post-vaccination, antigen-specific CD8+ T cell responses of patients treated on
the Phase I trial testing the integration of a GM-CSF-secreting pancreatic cancer
vaccine with adjuvant chemoradiation also demonstrated the detrimental effect of
close proximity to a prior chemotherapy treatment on vaccine-induced immune
responses (Thomas, AM and Jaffee, EM, unpublished data). The mismatch between
tumor growth kinetics and the intensity of the vaccine-induced antitumor response
achievable with current vaccination regimens is a strong argument for testing vac-
cine therapy in patients with minimal or undetectable disease after standard ther-
apy (19, 20). However, our own experience and the results of the ALVAC-CEA
trial suggest that the potential negative impact of some standard treatment modal-
ities on the potency of cancer vaccines must also be considered. The scientifically
based sequencing of tumor vaccines with surgery, radiation therapy, chemotherapy,
and biologically targeted therapy is thus a critical aspect of clinical cancer vac-
cine development that should be determined in relevant preclinical models when
possible.

THE IMMUNOMODULATORY EFFECTS OF CHEMOTHERAPY

In cancer treatment, chemotherapy agents have been historically used for their
direct cytotoxic activity on tumor cells. However, novel approaches to the use of
chemotherapy have revealed that some drugs also have dose- and sequence-specific
antiangiogenic or immunomodulatory effects (36–38). The frequent administration
of Cyclophosphamide, Paclitaxel, Doxorubicin, or Vinblastine at very low doses (so-
called metronomic administration) preferentially targets the tumor vasculature com-
pared to tumor cells (37). Additionally, many chemotherapeutic agents (including
Cyclophosphamide, the taxanes (Paclitaxel and Docetaxel), Doxorubicin, Melpha-
lan, Gemcitabine and 5′-aza-2′-Deoxycytidine) can either potentiate or antagonize
an antigen-specific immune response depending on the drug dose and timing in
relation to an antigen exposure (Table 3). Here we review the immunomodulatory
activities of these drugs in the framework of their impact on the antigen-specific
immune response, existing mechanisms of tumor-specific immune tolerance, the
tumor microenvironment, and tumor antigen expression profile of the tumor itself.
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Table 3. The immunomodulatory effects of some chemotherapeutic and biologic agents

Innate
Tumor Immune CD4+T CD8+T
Cell Effectors APC Cell Cell B Cell

Cyclophosphamide + + +
Doxorubicin + + + +
Paclitaxel + + + +
Melphalan + + +
Gemcitabine + − − −
5-aza-2′-Deoxycytidine +
Trastuzumab + + + +
Rituximab + + + −

Chemotherapy and the Adaptive Immune Response

At standard doses, many chemotherapeutic drugs clearly suppress cellular immune
responses; these include Cyclophosphamide, Paclitaxel, Gemcitabine, and Doxoru-
bicin. Cyclophosphamide in particular has been widely used for its immunosup-
pressive effects in the treatment of autoimmune disease. Importantly, the timing of
administration in relation to drug exposure is a critical determinant of the ensuing
immune response (39). The humoral response to an antigenic challenge is markedly
enhanced if Cyclophosphamide is given one to three days prior to antigen exposure
(39). Similarly, treatment of animals with Doxorubicin three to five days prior to
antigen exposure enhances the induction of adaptive cell-mediated immunity, likely
by modulating cells of the monocyte/macrophage lineage (39). In contrast, admin-
istering Cyclophosphamide at the time of antigen exposure abrogates the primary
antigen-specific humoral immune response in guinea pigs exposed to ovalbumin
(40). Re-challenge of these same animals three months later again failed to induce
an antigen-specific antibody response, although the animals did develop significant
antibody titers to an unrelated antigen (41). This observation suggests that the simul-
taneous administration of Cyclophosphamide with antigen induces antigen-specific
immune tolerance. Cyclophosphamide has a similar impact on the induction of
contact hypersensitivity, a manifestation of cellular immunity.

In addition to modulating the induction of immunity to new antigens, Cyclophos-
phamide can also break both natural and acquired immune tolerance. For example,
animals challenged with either syngeneic or autologous testicular cells develop signif-
icant delayed type hypersensitivity (DTH) reactions consistent with adaptive cellular
immunity only if the challenge is preceded by Cyclophosphamide administration
(42). Similarly, the treatment of mice with palpable MOPC-315 plasmacytomas
initiates immune-mediated tumor rejection in 92% of animals, with cured mice
retaining the ability to reject a subsequent MOPC-315 tumor challenge (43). The
effect of Cyclophosphamide was abrogated by prior immunosuppression (44), and
markedly diminished in mice with nonpalpable tumor burdens (a tumor rejection
rate of 10%) (43), arguing for the importance of pre-existing antitumor immunity in
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tumor rejection. Cyclophosphamide, Paclitaxel, and Melphalan can also promote a
therapeutic balance between T helper type 1 and T helper type 2 lymphocytes (45,
46). As discussed below, we have found that both Cyclophosphamide and Paclitaxel
treatment one day prior to an antigen-specific vaccination can reverse immunologic
skew, favoring the development of antigen-specific T helper type 1 antitumor immu-
nity capable of orchestrating the delay of tumor outgrowth in a tolerogenic murine
model of breast cancer (46). Cyclophosphamide has also been reported to upregulate
type I interferons, an observation that has been associated with the development of
T helper type 1 immunity and ultimately correlated with an augmented production
of CD44high memory T lymphocytes in the treated mice (47). Cyclophosphamide
is also thought to abrogate regulatory T cell activity, although most of this data was
generated prior to the resurgence of interest in suppressor T cell populations as they
are currently defined (39).

The impact of Gemcitabine on adaptive immune responses is perhaps the least
studied. Importantly, it has been reported to abrogate the humoral antigen-specific
immune response. The administration of five doses of gemcitabine (120 µg/g every
three days) to hemagglutinin (HA) T cell receptor transgenic mice completely abro-
gates HA-specific IgG responses in the context of a minimal to moderate augmen-
tation of HA-specific T cell proliferation (48). We have found that Gemcitabine
potently inhibits vaccine-induced T cell immunity ( Jaffee EM, unpublished data).
Gemcitabine may thus be a chemotherapeutic agent to avoid in combinatorial cancer
vaccination regimens.

In summary, multiple chemotherapeutic agents significantly impact the adaptive
immune response. Whether the influence is positive or negative depends largely on
the agent under consideration, the dose given, and the timing of administration of
the drug in relation to antigen exposure. These observations taken together argue
for the careful pharmacodynamic analysis of cancer vaccines and chemotherapeutic
agents in clinically relevant preclinical models rather than the simple addition of a
vaccine to a treatment regimen considered to be the standard of care.

Chemotherapy and the Tumor Microenvironment

Chemotherapy can also modulate the tumor microenvironment, either discouraging
or promoting the development of an effective antitumor immune response. The pref-
erential antiangiogenic effect of metronomic chemotherapy could physically disrupt
access to the tumor by the immune system, thus abrogating the efficacy of existing
tumor-specific immunity. Furthermore, when integrated directly with active, spe-
cific immunotherapy, the metronomic scheduling is likely to inhibit the induction
of antitumor immunity due to sequencing effects. Alternatively, chemotherapy can
augment tumor-specific immune responses by inhibiting the secretion of immuno-
suppressive cytokines by the tumor, or by upregulating tumor cell expression of co-
stimulatory molecules for effective antigen presentation. For example, Bleomycin
has been shown to inhibit the production of tumor-derived TGF-β, thus par-
tially abrogating the negative effect of the tumor cells themselves in the develop-
ing immune response (49). Melphalan can induce the secretion of tumor necrosis
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factor-α (TNF-α) by tumor cells, thereby facilitating the development of a cyto-
toxic CD8+ T cell response (50). The mechanism of TNF-α upregulation was
more recently characterized, and was found to be dependent on the early produc-
tion of interferon-β(51). This is reminiscent of the influence of Cyclophosphamide
on the type I interferons discussed above. It is potentially important given the pro-
motion of the T helper type I cytokine response by the type I interferons that is
known to be critical for an effective antitumor response. Melphalan also upregu-
lates the expression of both B7-1 and B7-2 in MOPC-315 tumor cells and host
cells; a similar effect was demonstrated in P815 plasmacytoma cells (52, 53). Impor-
tantly, both Mitomycin C and γ-irradiation can also upregulate B7-1 (53). This
suggests that some chemotherapeutic agents and/or radiation therapy could poten-
tiate the induction of antitumor immunity by upregulating critical costimulatory
molecules, thereby rendering the tumor cells themselves more effective antigen pre-
senting cells.

Other cytotoxic drugs (Doxorubicin, 5-Fluorouracil, Gemcitabine, and Paclitaxel)
and γ-irradiation can modify the tumor microenvironment by inducing tumor
cell apoptosis (54, 55), potentially enhancing antigen presentation. Importantly,
several groups have successfully combined apoptosis-inducing chemotherapy or γ-
irradiation with intratumoral dendritic cell administration to induce effective anti-
tumor immunity (56–58). Paclitaxel, which is known to upregulate proapoptotic
molecules (59, 60) and phosphorylate bcl-2 (61), is of particular interest. Clinically,
the degree of induction of apoptosis and mitotic arrest after one cycle of neoadju-
vant Paclitaxel treatment was demonstrated to predict therapeutic response in women
with locally advanced breast cancer (62). Further, the first dose apoptotic response
correlated with the development of TIL in 67% of patients with clinical complete
responses and pathologic residual disease (62). In contrast, only 25% of patients with
a clinical partial response developed TIL (62). In addition to its potent apoptotic
effects, Paclitaxel also has a variety of immunomodulatory activities (63). Paclitaxel
is known to efficiently mobilize peripheral blood stem cells, likely through inducing
GM-CSF secretion by macrophages and B cells (63). Thus, Paclitaxel may increase
antigen presenting cells and cytotoxic T cells for participation in the induction of
antitumor immunity, while simultaneously creating a potent source of tumor antigen
in the form of apoptotic bodies produced due to the cytotoxic effect of the drug.
Importantly, vigorous apoptosis itself can induce dendritic cell maturation (64). This
process could be further facilitated by the lipopolysaccharide-mimetic effect of Pacli-
taxel, which results in the secretion of the proinflammatory factors interleukin 1β

(IL1β), GM-CSF, TNFα, nitric oxide (NO), and interleukin 12 (IL12) (63).
The demethylating agents represent a novel class of chemotherapeutic drugs that

exert an antitumor effect by promoting cellular differentiation (65). The drugs func-
tion by facilitating the re-expression of genes under active transcriptional repression
as the result of methylation of important transcriptional regulatory regions. Impor-
tantly, restoring the expression of MHC Class I and cancer testis antigens by pretreat-
ing tumor cells with the demethylating agent 5′-aza-2′-Deoxycytidine in vitro can
restore melanoma- and renal cell carcinoma-specific CTL activity (66, 67). These
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results suggest that treatment of tumors in vivo with demethylating agents could cir-
cumvent the development of MHC Class I and antigen loss variants that sometimes
underlie the failure of antigen-specific immunotherapy.

GM-CSF-SECRETING CANCER VACCINES AND MULTIMODALITY THERAPY

Given the cytoreductive and immunomodulatory potential of many anticancer drugs,
the integration of these agents and GM-CSF-secreting vaccines for the treatment of
locally advanced or metastatic cancer holds great appeal. Chemotherapeutic agents
are commonly used for their cytotoxic effects, and are clearly immunosuppressive at
standard doses. However, some can also either augment or reduce antigen-specific
immune responses, depending on the drug dose and timing of administration in
relation to the antigen exposure (38). Furthermore, emerging data suggests that ther-
apeutic monoclonal antibodies could synergize with active vaccination by recruiting
innate immune effectors (68). Two areas that clearly warrant further investigation are
thus the integration of GM-CSF-secreting vaccines with traditional chemotherapy,
and the integration of these vaccines with therapeutic, monoclonal antibody-based
therapy.

Chemotherapy as a Vaccine Adjuvant for GM-CSF-secreting Vaccines

The sequencing of chemotherapy and GM-CSF-secreting tumor vaccines can be
considered in the context of chemotherapy as a vaccine adjuvant, or in the context
of the altered host environment created by autologous or allogeneic bone marrow
transplantation and other types of lymphoablative therapy. The use of low to standard
dose chemotherapy as a vaccine adjuvant has been examined in two preclinical models
(46, 69). In the first, a variety of chemotherapeutic agents was tested in sequence with
a GM-CSF-secreting CT26 colon carcinoma whole cell vaccine in BALB/c mice
(69). In this nontolerogenic system, Cyclophosphamide (50–250 mg/kg) given one
or two weeks prior to vaccination failed to increase the induction of CT26-specific
CD8+ cytotoxic T cells, whereas the drug given at the time of or subsequent to
vaccination abrogated vaccine activity. Conversely, Doxorubicin (2–6 mg/kg) given
one week prior to vaccine prevented immune induction, whereas similar doses given
at the time of or subsequent to vaccination augmented CT26-specific CD8+ T cell
immunity. Vaccination followed by Doxorubicin treatment protected mice from
a lethal CT26 tumor challenge, and cured 40% of mice with established tumor
burdens. Doxorubicin alone cured 10% of such mice, whereas Cyclophosphamide
plus vaccination or vaccination alone cured between 30–35% of tumor-bearing
mice. Other chemotherapeutic agents tested in this system, including Vincristine,
Vinblastine, Etoposide, Methotrexate, 5-Fluorouracil, Cytarabine, Cisplatinum, and
Dexamethasone clearly reduced vaccine efficacy.

Because the CT26 model system is not characterized by antigen-specific immune
tolerance, we extended these studies to the neu transgenic mouse (46). These mice
are one of the most clinically relevant preclinical models for evaluating combinatorial
immunotherapy regimens. Due to MMTV-driven expression of the protooncogene
neu, the mice spontaneously develop neu-expressing breast cancers histologically
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similar to those of patients (70), and have a pre-established neu-specific immune toler-
ance (71). The impact of neu-specific immune tolerance on vaccine-activated immu-
nity is profound. Whereas parental FVB/N mice vigorously reject neu-expressing
tumors in response to neu-targeted, GM-CSF-secreting vaccination, neu transgenic
mice have at best a tepid antitumor response to the vaccine (71). In fact, tumor
outgrowth rates are similar in neu mice who receive a mock vaccine and those
who receive a neu-targeted, GM-CSF-secreting vaccine. Importantly, giving the
vaccine in sequence with some chemotherapeutic drugs can partially overcome
tolerance, and enhance vaccine efficacy in neu mice (46). Both parental FVB/N
mice and tolerized neu transgenic mice demonstrate a more robust tumor rejection
response to a neu-targeted, GM-CSF-secreting cellular vaccine preceded by either
Cyclophosphamide (100 mg/kg) or Paclitaxel (20 mg/kg) one day prior to vac-
cination compared to vaccine alone. Similar to observations in the CT26 system,
sequencing the vaccine with Doxorubicin (5–8 mg/kg) seven days later also resulted
in an enhanced antitumor response, but only in the neu mice. Underscoring the
importance of drug dose, the positive interaction between drug and vaccine dimin-
ished with nadiring T cell counts. Recapitulating previous observations, reversing
the order of Cyclophosphamide, Paclitaxel, or Doxorubicin inhibited vaccine activ-
ity. Cisplatinum was not observed to have a positive interaction with the vaccine
in neu transgenic mice. The activity of the drugs as a vaccine adjuvant was sug-
gested by their ability to enhance the rejection of a subsequent tumor challenge,
and confirmed by the documentation of augmented neu-specific T helper type 1
cellular responses by ELISPOT with combinatorial therapy compared with vaccine
alone. A combination chemoimmunotherapy regimen including specifically timed
Cyclophosphamide, vaccine, and Doxorubicin demonstrated the greatest potency,
curing pre-existing tumor burdens in up to 30% of tolerized mice. A Phase I clinical
trial testing timed sequential therapy with Cyclophosphamide, Doxorubicin, and a
GM-CSF-secreting allogeneic cell-based breast cancer vaccine will explore the safety
and bioactivity of this approach in patients with metastatic breast cancer. Additional
trials testing GM-CSF-secreting vaccines preceded by Cyclophosphamide in patients
with metastatic pancreatic cancer or metastatic non-small cell lung cancer are also
planned.

GM-CSF-Secreting Vaccines and the Lymphocyte-Depleted Host

Lymphopenia-induced homeostatic T cell proliferation is a recently described mech-
anism for restoring the memory T cell compartment (72, 73). Manipulating the T
cell repertoire with cancer vaccines during immune reconstitution after lymphoabla-
tive treatments might skew the immune system toward a desired antitumor specificity
(74). Consistent with this concept, the selective induction and expansion of func-
tional melanoma-specific T cells was documented in Rag-1-deficient, lymphopenic,
tumor-bearing mice in response to a GM-CSF-secreting melanoma vaccine (75).
The presence of this altered T cell repertoire correlated with significant tumor
regression. Highlighting the potential clinical relevance of this phenomenon, sev-
eral preclinical studies have demonstrated that vaccine-induced antitumor immunity
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can be enhanced by vaccinating tumor-bearing mice with GM-CSF-secreting tumor
vaccines during early engraftment after syngeneic or allogeneic T cell-depleted bone
marrow transplantation (76, 77). Furthermore, altering the host microenvironment
prior to the transfer of syngeneic tumor-specific T cells with sublethal irradiation in
mice can result in an effective antitumor immune response as measured by CTL activ-
ity, IFN-γ secretion, and the persistence of memory T cells (78). The most recent
study reported the efficacy of combined modality chemoimmunotherapy in the
chemotherapy–resistant 4T1 model of metastatic breast cancer (79). Tumor-bearing
animals underwent surgical resection, then treatment with a nonmyeloablative allo-
geneic stem cell transplantation where the conditioning regimen included irradiation
and Cyclophosphamide. Subsequent treatment of animals with post-transplant donor
lymphocyte infusions (DLI) and a tumor vaccine comprised of autologous tumor
cells admixed with GM-CSF-secreting bystander cells resulted in potent systemic
antitumor immunity capable of curing mice of metastatic mammary tumors. Similar
results have been observed with the adoptive transfer of melanoma-specific TIL to
patients with metastatic melanoma pretreated with a nonmyeloablative chemother-
apy regimen consisting of Cyclophosphamide and Fludarabine (80). While the phe-
nomenon of homeostatic proliferation has not yet been rigorously demonstrated in
patients, this study suggests that it could be clinically relevant. Since many stan-
dard cancer therapies result in lymphopenia, carefully delineating the influence of
radiation therapy and/or chemotherapy on the kinetics, persistence, and functional
quality of antigen-specific immune reconstitution will be required for the effective
application of cancer vaccines to the lymphopenic setting. Clinical trials evaluating
the bioactivity of GM-CSF-secreting vaccines administered in the context of autol-
ogous or allogeneic bone marrow transplantation in multiple myeloma and acute
myelogenous leukemia are currently underway.

GM-CSF-Secreting Vaccines and Therapeutic Monoclonal Antibodies

Combining GM-CSF-secreting vaccines with monoclonal antibody therapy is
another promising area for research. Trastuzumab and Rituximab are two mono-
clonal antibodies that play clear roles in the management of breast cancers (81–83) and
B cell lymphomas (84), respectively; a number of additional therapeutic monoclonal
antibodies are currently in active clinical development (85). There is emerging data
to suggest that humoral immunity may play an important role in antitumor immunity
that has not been previously appreciated (86–91). For example, we demonstrated that
the passive transfer of HER-2/neu-specific antibody and HER-2/neu-specific CTL
results in a more robust antitumor effect than the passive transfer of either alone in
the tolerogenic neu mouse model of breast cancer (88). Furthermore, we have also
demonstrated that the combination of HER-2/neu-specific monoclonal antibodies
and a GM-CSF-secreting HER-2/neu-targeted vaccine is more effective than either
vaccine or monoclonal antibody alone in neu transgenic mice (92). Consistent with
these observations, others have shown that humoral and cellular immunity can syner-
gize to mediate the rejection of established lymphomas through a process dependent
on CD8+ T cells and CD11b+, Fc-γ receptor-expressing macrophages (86, 87).
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A number of mechanisms for synergism between humoral and cellular immune
mediators have been suggested. Trastuzumab can exert an antitumor effect by inhibit-
ing growth-promoting signaling pathways (93), and could render the tumor cell more
sensitive to apoptosis (94). Like Rituximab, it can also recruit innate immune effec-
tors by functioning as a nidus for the initiation of antibody-dependent cellular cyto-
toxicity (ADCC) (68). Furthermore, Trastuzumab has been recently demonstrated
to enhance the lytic activity of MHC Class I restricted, HER-2/neu-specific CTL
against HER-2-overexpressing breast and ovarian tumor cells (95). It was proposed
that degradation of internalized HER-2/neu protein could increase the amount of
HER-2/neu peptide epitopes available for loading onto MHC Class I molecules,
thereby augmenting antigen presentation. Although not directly proven, support for
this mechanism is provided by observations that Trastuzumab promotes the ubiquiti-
nation and degradation of HER-2/neu (96). Geldanamycin, an ansamycin antibiotic
that also induces the ubiquitination and degradation of HER-2/neu, was demon-
strated to augment the presentation of HER-2/neu-specific peptide epitopes by
ovarian carcinoma cells, thereby enhancing the activity of antigen-specific CTL
against treated HER-2/neu-overexpressing ovarian carcinoma targets (97). While
recruiting innate immune effectors and augmenting antigen presentation are at least
two potential mechanisms for the positive interplay between therapeutic monoclonal
antibodies and cancer vaccines, potential also exists for antagonism. Rituximab can
inhibit the induction of primary and secondary humoral immunity (98, 99), and can
also abrogate the manifestation of antibody-mediated diseases (100) by eliminating
both normal and malignant B cells responsible for antibody production. Thus, the
integration of cancer vaccines with Rituximab might not be optimal when humoral
immunity is thought to play an important role in tumor rejection. Regardless, these
observations together demonstrate that integrating cancer vaccines with therapeutic
monoclonal antibodies is an area that clearly warrants further research.

CONCLUSIONS AND FUTURE DIRECTIONS

Improvements in our understanding of tumor immunology have facilitated signifi-
cant progress in the development of cancer vaccines. Early clinical trials have gen-
erated evidence for the safety of tumor vaccines, and have provided a suggestion
of clinically significant bioactivity. They have also highlighted the challenges of
cancer vaccine development. These include developing strategies for overcoming
immune tolerance, and approaches for identifying the most active tumor rejection
antigens for cancer vaccine formulation. Furthermore, these early studies highlight
the importance of identifying important pharmacodynamic interactions between
standard cancer treatment modalities and tumor vaccines. Surgical debulking is one
approach for minimizing the impact of tumor burden, and patients with minimal
residual disease are likely to be the most ideal candidates for vaccine therapy. The
impact of chemotherapy on vaccine activity is a developing area of clinical research,
with regard to both its positive and negative impact on the development of antigen-
specific immunity. The impact of ionizing radiation on the immune response to
cancer vaccines is an underdeveloped area that also warrants further investigation.



10. Cancer Vaccines in Combination with Multimodality Therapy 241

Finally, the advent of biologically targeted therapies such as the monoclonal anti-
bodies Trastuzumab and Rituximab offer new opportunities for combining cancer
vaccines with novel drugs in combinatorial treatment strategies with the potential for
significant synergism. It is clear that the careful preclinical and clinical investigation
of these issues will guide the most effective clinical testing of cancer vaccines, and
facilitate their ultimate incorporation into standard clinical practice.
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What is the role of the immune system in cancer? The link between the two has long been
apparent, as is illustrated by the high incidence of certain cancers such as Kaposi’s sarcoma
or lymphoma in individuals with the Acquired Immunodeficiency Syndrome (AIDS). It has
been hypothesized that deficits in immune surveillance must therefore permit tumor cell
growth under such circumstances. This chapter discusses the role of cytokines in the immune
recognition of tumor cells.

INTRODUCTION

The host response to infection or malignant transformation is composed of the
concerted actions of the innate and adaptive arms of the immune system. The
cellular components of innate immunity are characterized by natural killer (NK)
and phagocytic cells that rapidly and non-specifically attack foreign agents. Innate
effectors subsequently provide the “danger” signals to activate cells of the adaptive
immune system. The adaptive immune response includes B and T lymphocytes
and displays antigen-specificity and immunologic memory. Central to the com-
munication between innate and adaptive immunity are specialized “antigen pre-
senting” cells (APCs) called dendritic cells (DCs). Immature DCs capture foreign
antigens (or tumor antigens) in the periphery and migrate to lymphoid organs, where
they mature and activate components of the adaptive immune system, e.g. antigen-
specific CD4+ helper T cells, CD8+ cytotoxic T cells, and antibody-producing B
cells.
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The chief aim of cancer immunotherapy is to enhance the immune response
against tumor targets. This can be accomplished via stimulation with tumor anti-
gen (vaccination), provision of “tumor-killing” cells (adoptive cell transfer), and/or
administration of growth factors called cytokines that regulate immune cells (1).
Cytokine approaches for cancer therapy have three potential mechanisms of action.
They can 1) directly induce cell death programs in tumor cells, 2) increase the num-
ber or activity of immune effector cells, or 3) increase the recognition of tumor cells
by the immune system (2).

The underlying hypothesis behind cytokine therapy is that cytokines can help
overcome deficiencies in the host immune response against cancer. Cancer cells
escape immune surveillance through two key mechanisms. First, a state of immun-
odeficiency, either inherent or induced, can impair adequate anti-tumor immunity.
An example of this would be a patient with AIDS and a profound T cell deficiency or
a patient receiving chronic immune suppressive therapy to prevent allograft rejection
by T cells (3). Second, the tumor or tumor microenvironment can establish a state of
immune tolerance to tumor antigen and/or prevent proper tumor recognition and
immune cell stimulation (4).

How can cytokines be utilized to correct a deficiency in tumor immunity? Sys-
temic or local provision of specific cytokines may improve tumor antigen recog-
nition and/or subsequent stimulation of anti-tumor immunity. For example, DCs
are highly efficient APCs that can promote the antigen-specific adaptive immune
response, including anti-tumor immunity. This chapter summarizes recent progress
in cancer immunotherapy utilizing cytokines to enhance antigen presentation.

ANTIGEN PRESENTATION

A central step in the recognition of tumor cells by the adaptive immune system occurs
through tumor antigen presentation. This process selectively activates tumor antigen-
specific T cells or antibody-producing B cells. DCs often are called “professional”
APCs due to their high efficiency in capturing, processing, and presenting antigens to
T cells, thereby stimulating them and thus triggering the adaptive immune response.

DCs first were noted by Paul Langerhans in 1868, when he identified “Langer-
hans cells” with long, thin branches in sections of human epidermis (5). In 1973,
Ralph Steinman identified “accessory cells” that facilitated the induction of a specific
immune response from lymphocytes in mice and named these “dendritic” cells for
their tree-like processes (6). Thirty years later, investigators have further character-
ized DC development and the role of DCs in the immune response, with important
implications for tumor immunology.

Dendritic Cells: Phenotype

DCs are derived from bone marrow progenitor cells. Fully mature DCs are highly
capable of antigen presentation. Mature DCs cells have numerous membrane exten-
sions or processes (dendrites) that facilitate physical interaction with the environment
and other lymphocytes (Figure 1). The surface phenotype of mature DCs includes



11. Cytokine and Antigen Presentation 251

B7-1 (CD80)
B7-2 (CD86)

4-1BBL
OX40LMHC Class II 

MHC Class I

Cell Adhesion
LFA-3 (CD58)

Antigen-Presentation

ICAM-1 (CD54)

Co-stimulatory Ligands 

Figure 1. Mature dendritic cell. As “professional” APCs, mature DCs are characterized by the
expression of MHC Class I/Class II molecules and CD1 for antigenic peptide and lipid presentation, cell
adhesion molecules (ICAM, LFA) for homing to lymphoid tissues and initiating direct contact with
lymphocytes, and ligands to provide co-stimulation (B7 ligands, 4-IBB, OX40L) for T cells.

high expression of MHC Class I and II molecules, co-stimulatory molecules (CD80-
B7.1, CD86-B7.2), and cell adhesion molecules (ICAM-1, LFA-3) (7). In addition,
DCs possess the intracellular machinery for processing proteins for antigen presenta-
tion, e.g. endosomes, lysosomes. DCs are negative for lineage markers CD3 (T cell),
CD56 (NK cell), or CD19 (B cell) (7).

In addition to “danger” signals from infectious agents, immunoregulatory
cytokines can induce the expansion and maturation of DCs in mice and humans.
Initial studies demonstrated that cytokines are capable of differentiating mouse and
human DC populations from bone marrow or peripheral blood precursors in vitro.
These DCs are potent stimulators of T cells in vitro and are capable of promot-
ing anti-tumor immunity in vivo (8–10). It is now known that cytokines such as
Flt-3 ligand (FL) induce the expansion and differentiation of DC precursors in
the periphery. Additional cytokines such as interleukin-4 (IL-4) and Granulocyte-
Monocyte Colony Stimulating Factor (GM-CSF) differentiate DC precursors into
immature DCs that are highly capable of antigen uptake. These cytokines have some
functional redundancy in the development of DCs, as evidenced by genetically tar-
geted mice deficient for GM-CSF or GM-CSF receptor α-chain that display normal
hematopoiesis (11). Conversely, mice lacking FL have a reduced number of DCs (12).
Lastly, cytokines including interferons (IFN) and tumor necrosis factor-αg (TNF-α)
induce maturation of DC for maximal antigen presentation in local lymphoid tissues
(Figure 2).
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Figure 2. Dendritic cell differentiation and maturation. DC progenitors arise from the bone
marrow, and circulate as either DC precursors or immature DCs in the periphery. Cytokines affect the
differentiation, migration, and maturation of DCs. Immature DCs are specialized for the uptake of
antigen. Additional cytokine stimuli or infectious agents induce maturation and migration of DCs to
lymphoid tissues where mature DCs express genes important for antigen presentation and promote
activation of the adaptive immune response.
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Dendritic Cells: Therapy

Based on their efficient antigen presentation and ability to promote T cell activation,
the potential application of DCs for cancer immunotherapy quickly was recognized.
In 1996, several investigators demonstrated that DCs could be used to stimulate
peptide-specific immunity in vivo (8, 10). Bone marrow-derived DCs were loaded
with ova peptide and delivered to mice that subsequently were challenged with the
EL4 murine thymoma cell line expressing the ova peptide (8, 9). These experi-
ments demonstrated for the first time that peptide-loaded DC could be used to
induce antigen-specific and protective immunity against tumors in vivo. Depletion
of CD8+ T cells abrogated this protective effect, while depletion of CD4+ T cells
had no effect, illustrating the role of DCs in tumor antigen presentation and the
subsequent generation of tumor-specific CD8+ cytotoxic T lymphocytes. In the
same year, Paglia et al. successfully demonstrated that bone marrow-derived DCs
pulsed with soluble protein (β-galactosidase) elicited protective immunity against
β-gal expressing fibroblasts (10). Similarly, protection correlated with the expan-
sion of CD8+ T cells. This early work initiated a strong interest for developing a
therapeutic strategy using in vitro expanded DCs that are “pulsed” or loaded with
either tumor antigen peptides, tumor cell lysates, or transfected with tumor antigen
genes (13). Strategies using in vitro generated DCs for anti-tumor immunotherapy
are discussed with greater detail in another chapter of this text (J.J.Mule). Here, we
will discuss the application of cytokines to enhance antigen presentation through the
in vivo differentiation of DCs.

Dendritic Cells: Differentiation and Maturation

While vaccines utilizing in vitro generated DCs have demonstrated some success,
there are three key advantages to cytokine therapies that generate APCs in vivo. First,
cytokine-based therapies are “universal” since they do not require the preparation
of autologous cell-based therapies such as ex vivo generated DCs. Second, cytokine
therapies do not have the time constraints and contamination risks associated with
the preparation of autologous cellular therapies. Lastly, cytokine therapies may elicit
a broader immune response by allowing antigen processing and peptide selection to
occur in vivo.

The following cytokines have been shown to or have the potential to enhance
antigen presentation in vivo.

Colony Stimulating Factors (GM-CSF, G-CSF)

GM-CSF first was identified in the late 1970s from mouse lung-conditioned medium
and was capable of stimulating granulocyte, macrophage and mixed lineage colonies
from bone marrow (14). Signaling occurs through the GM-CSF receptor α chain
and common βc, shared with IL-3 and IL-5 receptors, with subsequent activation
of tyrosine kinases, mainly Janus family kinases (15). Early work with GM-CSF
revealed its ability to induce proliferation of progenitor cells from bone marrow and
leukemia cell lines (16, 17). In the late 1980s, several investigators demonstrated the
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role GM-CSF in the differentiation of human erythroid, granulocyte, and mono-
cyte/macrophage lineages from bone marrow and peripheral blood (18). Witmer-
Pack et al. (1987) demonstrated that GM-CSF could prolong the survival of mouse
Langerhans cells in vitro (19). Migliaccio et al. (1988) used GM-CSF and G-CSF
to differentiate macrophage lineages in vitro from human bone marrow and periph-
eral blood (18). Differentiation of macrophages is significant as these cells had the
potential to become effective APCs, and further, could be differentiated into DCs.
Markowicz and Engleman (1990) reported that GM-CSF could prolong the sur-
vival of peripheral blood DCs and induce differentiation of DCs from peripheral
blood monocytes (18). In contrast, Granulocyte Colony Stimulating Factor (G-
CSF) alone does not appear to have a significant role in the differentiation of DC
precursors in vitro, but may have some utility when combined with GM-CSF or
other cytokines in vivo (19, 20).

Following Markowicz and Englemann’s report on GM-CSF and human peripheral
blood DC survival and differentiation in 1990, several other groups demonstrated
that GM-CSF, alone or in combination with other cytokines, could differentiate
DCs from DC precursors or progenitors in vitro. In 1992, Inaba et al. reported that
GM-CSF could differentiate and cause proliferation of DCs from cultured mouse
peripheral blood (20, 21). Caux et al. induced the differentiation of DCs from human
CD34+ bone marrow stem cells with GM-CSF and TNF-α(22). Santiago-Schwarz
et al. similarly induced DC differentiation from human umbilical cord blood CD34+

stem cells with GM-CSF and TNF-α (23). In particular, the development of multiple
methods for generating large numbers of DCs in vitro was a critical step in the study
of DC biology since previous studies had been limited by the small percentage (less
than 0.5%) of DCs available from peripheral blood (22–24).

GM-CSF Provides Protective Immunity in Murine Models

Dranoff et al. sought to compare several cytokine gene therapies, including GM-CSF,
in a mouse model of melanoma (25). In this model, mice were challenged with the
B16 melanoma cell line and subsequently succumbed to fatal tumor burden within
15–40 days. Prior immunization with irradiated melanoma cells resulted in minimal
improvement in survival and immunity. As a next step, mice were immunized with
irradiated melanoma cell vaccines that had been retrovirally transduced with one of
the following murine cytokine genes: IL-2, IL-4, IL-5, IL-6, GM-CSF, IFN-γ, and
TNF-α. Immunization with GM-CSF-transduced tumors provided superior pro-
tection compared to all other cytokines tested (25). Further, the protective immunity
established with GM-CSF-transduced tumor vaccination was significantly abrogated
by prior depletion of either CD4+ or CD8+ T cells. The authors suggested that the
immunostimulatory properties of GM-CSF lie in its ability to promote DC differen-
tiation and antigen presentation, especially since the B16 tumors lacked expression
of MHC Class II and thus likely were not capable of priming the CD4+ T cell
response themselves. They later reported that GM-CSF-transduced tumor vaccines
expanded CD11c+CD80+ CD86+ DCs in vivo, with a 40-fold increase in splenic
DCs (26). This study was the first to make a broad comparison of cytokines as
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Table 1. Cytokines and antigen presentation

Cytokine Effects

GM-CSF Proliferation and differentiation of myeloid, erythroid, granulocytic cells
Increases antigen presentation through the expansion of DCs and DC precursors

alone or in combination with other cytokines including IL-4 and TNF-α

FL Proliferation of marrow progenitors
Increases antigen presentation in vivo through the expansions of DC in mice and

cancer patients

IL-4 Upregulates MHC I and MHC II in APCs
Combination with GM-CSF promotes antigen presentation through differentiation

of DCs from human peripheral blood and CD34+ stem cells

IFN-α/β Anti-viral activity
May directly induce apoptosis in mouse and human tumors
Activates macrophages
Increases antigen presentation through upregulation of MHC
Class I expression on both tumor cells and APCs
Promotes DC maturation in combination with GM-CSF

IFN-γ Produced by activated T cells and NK cells
Anti-viral and anti-proliferative activity
Major activator of macrophages
Increases MHC Class I and II antigen processing, presentation, and expression

in macrophages

TNF-α Produced by leukocytes
Enhances antigen presentation by monocytes
Promotes antigen presentation through maturation of DCs in combination with

GM-CSF

Abbreviations: GM-CSF, granulocyte-monocyte colony stimulating factor; DC, dendritic cell; TNF, tumor necrosis
factor; G-CSF, granulocyte colony stimulating factor; FL, Flt3-ligand; IFN, interferon

cancer vaccine adjuvants using mouse models and placed GM-CSF at the forefront
of cytokine therapies for cancer (25, 26). Could GM-CSF gene therapy or systemic
administration of GM-CSF promote tumor immunity in patients with cancer?

Clinical Application of GM-CSF: Gene Therapy

Based on promising results from animal models using cytokine-transduced cancer
cells and tumor antigen-loaded DCs as vaccines, Sanda et al. (1994) sought to retro-
virally transduce human GM-CSF genes into prostate cancer cells from 10 patients
(27). They showed that these cells secreted human GM-CSF in a gene-dose depen-
dent fashion. This early work demonstrated the feasibility of cytokine gene therapy
for producing autologous cancer cell vaccines. They hypothesized that co-expression
of GM-CSF with the cancer cell vaccine would induce local differentiation of DCs
capable of tumor antigen presentation. Subsequently, several Phase I clinical trials
initiated treatment with preparations of GM-CSF–transduced autologous metastatic
renal cell carcinoma, melanoma, and prostate cancer (28–30). Each trial proved to
be safe with minimal toxicity to patients with late stage or metastatic cancer. These
first studies demonstrated an immunological response to the vaccines as measured
by delayed-type hypersensitivity reactions and antibody titers against the autologous
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Table 2. GM-CSF and cancer immunotherapy

GM-CSF Clinical Application

Recombinant cytokine Differentiation of DCs and DC precursors in vitro from
peripheral blood monocytes or bone marrow/cord blood
stem cells

Alone and in combination with other cytokines (IL-4, IFN-α,
TNF-α, or FL) for in vivo expansion of mature DCs

Gene therapy Autologous or allogeneic-tumor cell vaccines transduced with
GM-CSF to promote local differentiation of DCs and
increased antigen presentation

Poxvirus delivery of GM-CSF as an adjuvant to tumor antigen
or gene

tumors (31, 32). Local differentiation and infiltration of DCs in vaccination sites
should likely have been considered as another end point of these vaccine approaches.
Overall, these Phase I trials demonstrated safety and immunologic responses, sug-
gesting approaches may be most beneficial in either in early stage cancers or in stages
of minimal residual disease (33).

Clinical Application of GM-CSF: Recombinant Cytokine

Systemic administration of GM-CSF is well tolerated by patients and now is indi-
cated for neutrophil recovery following chemotherapy and mobilization of peripheral
blood progenitors (34, 35). Further analysis revealed that GM-CSF not only mobi-
lizes peripheral blood progenitors, but also results in an increase in peripheral blood
monocytes and DC precursors in normal healthy patients. Although recombinant
GM-CSF can differentiate DCs from human bone marrow/cord blood stem cells
and peripheral blood in vitro, GM-CSF is less effective as a DC differentiation agent
when administered alone in humans. Combination treatment with GM-CSF and
IL-4 efficiently expanded peripheral blood DCs (HLA-DR+, CD11c+, CD83+) in
patients with advanced cancer (36), while IL-4 alone does not differentiate DCs. Fur-
ther, administration of GM-CSF in combination with G-CSF or FL to patients with
cancer can significantly increase the number of peripheral blood DCs (37, 38). Direct
comparisons of GM-CSF and cytokine combinations have not yet been studied in
humans. To date, GM-CSF is the most commonly used vaccine adjuvant in cancer
vaccines and currently is being used in clinical trials in the form of a systemically
administered recombinant cytokine or via gene therapy with GM-CSF-transfected
tumor cells or subcutaneous delivery of poxviruses expressing GM-CSF (30, 39–42).

Tumor Necrosis Factor-α (TNF-α)

TNF-α was the main component of the earliest cancer immunotherapy approach
attempted in the 1890s by the surgeon William B. Coley (43, 44). Coley used
bacterial extracts with tumor “necrosing” activity in patients with advanced cancer.
Today, we know that TNF-α is mainly produced by macrophages and lymphocytes in
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response to various infectious agents or cytokine stimuli. There are two receptors for
TNF-α, TNF-R1 and TNF-R2 that are expressed ubiquitously. The main actions
of TNF-α involve the direct induction of cytotoxicity and gene expression (45).

TNF-α and Antigen Presentation

In addition to the direct effects of TNF-α on tumor cells, TNF-α also regulates
antigen presentation. In 1990, Zembala et al. reported that TNF-α increased the
ability of human monocytes to present soluble protein antigen to autologous T cells
in vitro (46). A possible mechanism for this enhanced antigen presentation was the
upregulation of HLA-DR molecules after TNF-α treatment of monocytes. In 1992,
two reports demonstrated that TNF-α helped to regulate the maturation of DCs from
human stem cells, only in combination with GM-CSF (22, 23). The combination
of GM-CSF and TNF-α increased the yield of CD1a+ DCs by 10 to 20-fold from
CD34+ hematopoietic stem cells from umbilical cord blood. Culture with TNF-α
alone had no effects on the differentiation of stem cells. TNF-α now is used with
GM-CSF to mature DCs derived in vitro from human peripheral blood or stem cells
(47, 48). Application of in vitro derived-DCs using TNF-α is described further in
another chapter in this volume (J.J. Mule).

Thus, the use of TNF-α for tumor immunotherapy could be a two-pronged
attack, first by directly inducing cytotoxicity in tumors and second by potentiating
antigen presentation and subsequently promoting anti-tumor immunity.

Clinical Application of TNF-α

Systemic use of recombinant TNF-α for advanced cancers demonstrated little clinical
benefit and caused dose-limiting toxicities that included hypotension, hepatotoxicity,
malaise, fatigue, and thrombocytopenia (49). These toxicities are not surprising given
the ubiquitous expression of TNF receptors. On a positive note, a different route of
administration, “isolated limb perfusion,” resulted in a clinical benefit with reduced
toxicity for metastatic melanoma and sarcoma (50). Due to its toxicity, selection
of TNF-α for in vivo cancer treatment most likely should be reserved for localized
treatment and direct tumor cytotoxicity. Similarly, for cancer vaccines, TNF-α may
have clinical utility if delivered locally at lower doses. One Phase I trial demonstrated
that daily subcutanenous GM-CSF combined with continuous infusion of TNF-α
could increase the number of Langerhans cells in the epidermis of cancer patients
(51). However, given the higher efficacy of combined GM-CSF and IL-4 treatments
to increase the number of DCs in vivo, recombinant TNF-α likely appears better
suited for cancer vaccine strategies employing DCs generated in vitro, in combination
with GM-CSF.

Flt3 Ligand

FL is a colony-stimulating factor that can induce proliferation, self-renewal, and
differentiation of hematopoietic stem cells (52, 53). FL binds its receptor, Flt3, which
is a receptor tyrosine kinase belonging to the family that includes c-KIT and PDGFR.
Flt3 was cloned from pro-B cell lines and also is expressed in monocytic/myeloid
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Table 3. History of Flt3-ligand

Year Studies

1993 Murine FL cloned (52)
1994 Human FL homologue (53)
1996 FL therapy expands DCs in mice (56)
1997 FL therapy induces CD8+ T cell-dependent tumor regression in mice (58)
2000 FL therapy increased number (48 and 44-fold) of CD11c+ DCs in peripheral

blood of healthy human subjects (59, 60)
2000 FL −/− mice have reduced splenic DCs (3 to 12-fold)
2002 FL therapy increased number of immature DCs in patients with metastatic

renal cell carcinoma, with no effect on disease (61)
2002 FL adjuvant for HER2-neu vaccination promotes peptide-specific

interferon-secreting T cells (62)

lineage and hematopoietic stem (CD34+) cells from bone marrow or fetal liver. This
pattern of expression led to the hypothesis that FL had an important role in early
hematopoiesis. FL has been demonstrated to have an important regulatory role in DC
biology in both mice and humans. (12, 54–56). This early work identified a rationale
for the in vivo application of FL to promote DC expansion, antigen presentation,
and subsequent adaptive (antigen-specific) immunity.

FL also plays an important role in regulating innate immunity in mice. In 1998,
Shaw et al. showed that systemic administration of FL expands the absolute number
of NK cells in mice and increases their cytotoxic activity (57). Thereafter, in 2000,
McKenna et al. reported a marked deficiency of leukocytes, including NK cells, in
the FL “knockout” mouse (12). These “knockout” mice had reduced numbers of
B lymphoid and myeloid progenitors in the bone marrow, and a marked decrease in
splenic DCs (3 to 12-fold) and NK cells (5-fold).

FL Expands DCs and Enhances Tumor Immunity in vivo

In 1996, Maraskovsky et al. administered FL to wild type mice and subsequently
observed a significant expansion of DCs (56). After only nine days of daily intraperi-
toneal FL, they observed expansions of CD11c+ MHC Class II+ DCs in the spleen
(17-fold), lymph nodes (4-fold), and peripheral blood (6-fold) compared to con-
trols. In peptide-pulsing experiments and alloantigen-stimulations, these DCs were
functionally mature.

In 1997, Lynch et al. hypothesized that FL-mediated expansion of DCs in vivo
could provide protective anti-tumor immunity (58). They challenged mice with
murine fibrosarcomas and administered daily FL for nine days. FL-treated mice
displayed marked tumor regression and retarded tumor growth. Protection provided
by FL was dose-dependent and could be abrogated by in vivo depletion of CD8+

T cells but not CD4+ T cells. Further, tissues surrounding tumors in FL-treated
mice displayed greater DC infiltrates than untreated mice. Immunity was transferable
through adoptively transferred splenocytes from FL-treated mice that successfully had
rejected tumors.
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Clinical Application of FL for Cancer Immunotherapy

Given the ability of FL to promote generation of DC precursors in vivo, FL was
evaluated as a potential adjuvant for cancer vaccine strategies. In 2000, Maraskovsky
et al. and Pulendran et al. reported the ability of FL, alone or in combination with
G-CSF, to expand DCs in healthy human volunteers (59, 60). Pulendran et al.
reported that administration of FL alone after ten days led to a 48-fold increase in
CD11c+ DCs (HLA-DR+ CD86+) and a 13-fold increase in CD11c− DCs (HLA-
DR−CD86−) in the peripheral blood (59). Further, they reported that the CD11c+

DCs had allostimulatory capacity when cultured with allogenenic CD4+T cells in
vitro, while this capacity was absent in CD11c− DCs. Maraskovsky’s report confirmed
that FL alone led to a 44-fold expansion of CD11c+ DCs (HLAD-DR+CD86+),
and that this population could be further differentiated in vitro with IL-4 and GM-
CSF. CD11c+ DCs expanded in vivo resembled immature DCs but were not as
efficient at antigen uptake (60).

Recombinant FL was subsequently applied in patients with late stage cancer. FL
was shown to be effective in mobilizing DC precursors in patients with melanoma or
renal cancer (61). Again, FL expanded DCs (19-fold) with a partially differentiated
DC phenotype, CD11c+ CD86+ HLA-DR+, but CD80− CD83−. More recently,
FL has been combined with tumor antigen peptides in cancer vaccine trials. Disis et al.
studied patients with HER-2/neu overexpressing malignancies and vaccinated them
with HER-2/neu peptides, in combination with either recombinant FL or FL +
GM-CSF (62). While this approach failed to promote proliferation of HER-2/neu-
specific T cells, the immunization did increase the number of interferon-producing
HER-2/neu-specific T cells. Infiltration and differentiation of APCs at the vaccine
sites were not reported. This study demonstrated that systemic administration of FL
as a vaccine adjuvant results in the mobilization of DCs capable of presenting tumor
antigen and promoting T cell immunity against co-administered antigen (interferon-
producing T cells).

Together, these pre-clinical and clinical data show that FL alone effectively expands
DC precursors (44 to 48-fold) but that these DCs were not as effective at antigen
presentation as the more mature DCs generated with GM-CSF. The most productive
use of FL in cancer vaccines is in combination with other cytokines for either in vivo
or ex vivo differentiation of DCs. Recombinant FL is safe, but its clinical use remains
to be optimized and its production for continued clinical study in the U.S. needs to
be renewed.

Interferons

Interferons (IFN) were first described in 1957 as antiviral cytokines by Issacs and
Lindenmann when they demonstrated that IFN secretion could be induced by viral
infection of chick embryo cells (63). Type I IFNs are highly heterogeneous with over
14 proteins produced in humans that include the major subtypes IFN-α, secreted
by leukocytes, and IFN-β, secreted by fibroblasts (64). Type I IFNs signal through a
Type I IFN-α or IFN-β receptor (65). IFN-γ is the only Type II interferon known
and is secreted by activated NK cells and CD8+ cytotoxic T lymphocytes. IFN-γ
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signals through a single IFN-γ receptor expressed on nearly all cells, including tumor
cells (65).

The first biological activity described for IFNs was their anti-viral function in
virus-infected cells (63). IFNs induce three pathways that regulate virus-infected
cells: two pathways inhibit protein synthesis and a third inhibits viral transcription
(66). IFNs also demonstrate anti-proliferative and cytotoxic effects on cells, which
led to their early use in cancer therapy. In addition to these anti-viral and anti-tumor
activities, IFNs have an important role in linking innate and adaptive immunity. Early
in the immune response, innate immune effector cells (NK cells) produce abundant
IFN-γ, the strongest cytokine activator of macrophages. Activated macrophages
respond to IFN-γ by producing cytokines (e.g. IL-12, IL-15, TNF-α) that further
induce NK cell activity. These cytokines build a positive feedback loop, wherein
macrophage secreted cytokines stimulate NK cells, and NK-derived IFN-γ fur-
ther activate macrophages (67). Cytotoxic T cells also secrete IFN-γ as an effector
molecule.

Type II IFNs are also thought to have direct cytotoxic and anti-proliferative effects
on tumors (68). Neutralization of this effector cytokine in mice limited tumor
surveillance in mice chemically induced with 3-methylcholanthrene (69, 70). When
the IFN-γ-insensitive tumors from these mice were transferred to syngeneic mice,
the tumors demonstrated lower immunogencity than IFN-γ-sensitive tumors. This
process of the immune system shaping a tumor’s phenotype has been termed “cancer
immunoediting” (68).

IFNs and Antigen Presentation

IFNs induce the upregulation of MHC molecules in both immune cells and tumor
cells. Type I IFNs induce expression of MHC Class I molecules, while IFN-γ upreg-
ulates both MHC Class I and II molecules. In addition, IFN signaling initiates the
expression of genes important for antigen processing, including genes for the protea-
some enzyme complex. The proteasome is essential for the proteolytic degradation
of protein products into antigenic peptides for presentation by MHC molecules (65).
Thus, IFNs can enhance antigen processing and presentation in not only tumor cells
but also host APCs, including B cells, monocytes, and DCs.

In fact, recent reports demonstrated that Type I IFNs facilitate the differentiation
of DCs from either CD34+ bone marrow stem cells or peripheral blood monocytes
(24, 71). Specifically, IFN-α can accelerate the maturation of DCs from immature
DCs (71). Santini et al., reported that IFN-α, in combination with GM-CSF, could
be used to quickly generate mature DCs from human peripheral blood monocytes
in vitro and that these DCs were superior to those generated using IL-4 and GM-
CSF, with respect to stronger stimulation in mixed leukocyte reactions and greater
induction of human Ig from B cells (72).

Clinical Application of IFNs for Cancer Immunotherapy

Type I IFNs have had extensive clinical use for infections, multiple sclerosis, and sev-
eral cancers (73–75). The many effects of IFNs likely are important in the mechanism
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of action for each of these diseases. For example, IFN-α has been used to treat Hepati-
tis B or C infections, taking advantage of the anti-viral and immunological properties
of IFNs (73). Further, Type I IFNs treatment of various tumor cell lines in vitro has
shown cytotoxic and anti-proliferative effects. The effects of IFNs on antigen pre-
sentation have been studied and are most apparent in the treatment of melanoma and
renal cell carcinoma (75). These studies, however, have focused on reactive cytotoxic
and helper T lymphocytes as immunological endpoints, not activity of APCs.

One of the more successful applications of IFNs was in the early 1990s, when
treatment with IFN-α was shown to induce remissions in 60–80% patients with
early phase chronic myeloid leukemia (CML) (76). More recently, CML-specific
cytotoxic T lymphocytes and antibody producing B cells have been implicated in
those patients with CML who responded to IFN-α therapy (77–79). The effects
of IFN-α on antigen presentation in these patients was first suggested when Wang
et al. reported that DCs derived from bone marrow of CML patients were less
effective in allo-stimulation than normal bone marrow-derived DCs (78). Molldrem
et al. identified peptides from Proteinase 3 that were highly expressed in myeloid
leukemias, and recognized by cytotoxic T cells that in turn could lyse the leukemia
cells (80). Using MHC Class I tetramers and a Proteinase 3 peptide called PR1, they
demonstrated that patients responsive to IFN-α2b therapy displayed PR1-specific
T cells, while non-responders lacked these T cells (79). Lastly, Paquette et al. reported
that IFN-α and GM-CSF could differentiate DCs in vitro from the peripheral blood
or bone marrow of CML patients, better than IL-4 and GM-CSF. Furthermore,
they demonstrated that CML patients responding to IFN-α had an increase in bone
marrow DCs. They hypothesized that IFN-α could facilitate antigen presentation
directly from leukemic cells through upregulation of MHC molecules and other DC
antigens (81). Additional evidence in breast and colon cancers suggests that IFN-α
treatment may also directly increase expression of select antigens on tumor cells (82).

In contrast, cancer patients treated with Type II IFNs as single agents have had
poor responses as single agents for cancer treatment. Type II IFNs have been largely
studied as effector molecules of the immune response that act in a positive feedback
loop to strengthen both innate and adaptive effectors. Although IFN-g strongly
increases MHC gene expression in APCs, the clinical trials completed thus far for
solid and hematologic malignancies have shown little promise (2). Despite these
results, IFN-γ has shown some efficacy for the treatment of chronic myelogenous
leukemia (83).

These studies suggest that in addition to direct cytotoxic effects on tumor cells,
IFNs, especially IFN-α may mediate clinical responses through the upregulation
of MHC molecules on tumor cells, increased tumor cell antigen expression, and
increased differentiation and maturation of DCs.

CHALLENGES FOR CYTOKINE THERAPY

Cytokines that can increase the number of APCs and enhance tumor antigen presen-
tation on tumor cells or on host APCs, may improve T cell recognition and responses
to such antigens. While a direct role for cytokines in minimal residual disease is



262 III. Vaccine-Enhancing Strategies

possible, a role in cancer vaccine strategies seems more promising. While preclinical
and clinical data using GM-CSF, IL-4, FL, IFNs, and TNF-α have shown potential,
however, optimal use of these cytokines may depend upon the specific cancer and
tumor antigens. Successful clinical application of cytokine strategies will most likely
require more preclinical and clinical studies. Mechanisms to make these cytokines
available for such work should be rapidly developed by the National Cancer Institute
in collaboration with industry.

REFERENCES

1. Rosenberg, S.A. 2001. Progress in human tumour immunology and immunotherapy. Nature 411:380–
384.

2. Rosenberg, S.A. 2000. Principles and Practice of Biologicial Therapy of Cancer. Lippincott Williams and
Wilkins, Philadelphia.

3. Boshoff, C., and R. Weiss. 2002. AIDS-related malignancies. Nat Rev Cancer 2:373–382.
4. Seung, S., J.L. Urban, H. Schreiber. 1993. A tumor escape variant that has lost one major histocompat-

ibility complex class I restriction element induces specific CD8+ T cells to an antigen that no longer
serves as a target. J Exp Med 178:933–940.

5. Wolff, K. 1971. The langerhans cell. Curr Probl Dermatol 4:479–145.
6. Steinman, R.M., and Z.A. Cohn. 1973. Identification of a novel cell type in peripheral lymphoid organs

of mice. I. Morphology, quantitation, tissue distribution. J Exp Med 137:1142–1162.
7. Banchereau, J., and R.M. Steinman. 1998. Dendritic cells and the control of immunity. Nature 392:245–

252.
8. Celluzzi, C.M., J.I. Mayordomo, W.J. Storkus, M.T. Lotze, and L.D. Jr. Falo. 1996. Peptide-pulsed

dendritic cells induce antigen-specific CTL-mediated protective tumor immunity. J Exp Med 183:283–
287.

9. Mayordomo, J.I., T. Zorina, W.J. Storkus, L. Zitvogel, C. Celluzzi, L.D. Falo, C.J. Melief, S.T. Ildstad,
W.M. Kast, and A.B. Deleo et al. 1995. Bone marrow-derived dendritic cells pulsed with synthetic
tumour peptides elicit protective and therapeutic antitumour immunity. Nat Med 1:1297–1302.

10. Paglia, P., C. Chiodoni, M. Rodolfo, and M.P. Colombo. 1996. Murine dendritic cells loaded in
vitro with soluble protein prime cytotoxic T lymphocytes against tumor antigen in vivo. J Exp Med
183:317–322.

11. Stanley, E., G. Lieschke, D. Grail, D. Metcalf, G. Hodgson, J. Gall, D. Maher, J. Cebon, V. Sinickas,
and A. Dunn. 1994. Granulocyte/macrophage colony-stimulation factor-deficient mice show no major
perturbation of hematopoiesis but develop a characteristic pulmonary pathology. PNAS 91:5592–5596.

12. McKenna, H.J., K.L. Stocking, R.E. Miller, K. Brasel, T. De Smedt, E. Maraskovsky, C.R. Maliszewski,
D.H. Lynch, J. Smith, B. Pulendran, E.R. Roux, M. Teepe, S.D. Lyman, and J.J. Peschon. 2000. Mice
lacking flt3 ligand have deficient hematopoiesis affecting hematopoietic progenitor cells, dendritic cells,
and natural killer cells. Blood 95:3489–3497.

13. Schuler, G., B. Schuler-Thurner, and R.M. Steinman. 2003. The use of dendritic cells in cancer
immunotherapy. Curr Opin Immunol 15:138–147.

14. Burgess, A.W., J. Camakaris, and D. Metcalf. 1977. Purification and properties of colony-stimulating
factor from mouse lung-conditioned medium. J Biol Chem 252:1998–2003.

15. Geijsen, N., L. Koenderman, and P.J. Coffer. 2001. Specificity in cytokine signal transduction: lessons
learned from the IL-3/IL-5/GM-CSF receptor family. Cytokine Growth Factor Rev 12:19–25.

16. Burgess, A.W., D. Metcalf, and S.M. Watt. 1978. Regulation of hemopoietic cell differentiation and
proliferation. J Supramol Struct 8:489–500.

17. Burgess, A.W., and D. Metcalf. 1980. Characterization of a serum factor stimulating the differentiation
of myelomonocytic leukemic cells. Int J Cancer 26:647–654.

18. Migliaccio, G., A.R. Migliaccio, and J.W. Adamson. 1988. In vitro differentiation of human granu-
locyte/macrophage and erythroid progenitors: comparative analysis of the influence of recombinant
human erythropoietin, G-CSF, GM-CSF, and IL-3 in serum-supplemented and serum-deprived cul-
tures. Blood 72:248–256.

19. Witmer-Pack, M.D., W. Olivier, J. Valinsky, G. Schuler, and R.M. Steinman. 1987. Granulo-
cyte/macrophage colony-stimulating factor is essential for the viability and function of cultured murine
epidermal Langerhans cells. J Exp Med 166:1484–1498.



11. Cytokine and Antigen Presentation 263

20. Inaba, K., R.M. Steinman, M.W. Pack, H. Aya, M. Inaba, T. Sudo, S. Wolpe, and G. Schuler.
1992. Identification of proliferating dendritic cell precursors in mouse blood. J Exp Med 175:1157–
1167.

21. Inaba, K., M. Inaba, N. Romani, H. Aya, M. Deguchi, S. Ikehara, S. Muramatsu, and R.M. Steinman.
1992. Generation of large numbers of dendritic cells from mouse bone marrow cultures supplemented
with granulocyte/macrophage colony-stimulating factor. J Exp Med 176:1693–1702.

22. Caux, C., C. Dezutter-Dambuyant, D. Schmitt, and J. Banchereau. 1992. GM-CSF and TNF-alpha
cooperate in the generation of dendritic Langerhans cells. Nature 360:258–261.

23. Santiago-Schwarz, F., E. Belilos, B. Diamond, and S.E. Carsons. 1992. TNF in combination with GM-
CSF enhances the differentiation of neonatal cord blood stem cells into dendritic cells and macrophages.
J Leukoc Biol 52:274–281.

24. Paquette, R.L., N.C. Hsu, S.M. Kiertscher, A.N. Park, L. Tran, M.D. Roth, and J.A. Glaspy. 1998.
Interferon-alpha and granulocyte-macrophage colony-stimulating factor differentiate peripheral blood
monocytes into potent antigen-presenting cells. J Leukoc Biol 64:358–367.

25. Dranoff, G., E. Jaffee, A. Lazenby, P. Golumbek, H. Levitsky, K. Brose, V. Jackson, H. Hamada, D.
Pardoll, and R. Mulligan. 1993. Vaccination with irradiated tumor cells engineered to secrete murine
granulocyte-macrophage colony-stimulating factor stimulates potent, specific, and long-lasting anti-
tumor immunity. PNAS 90:3539–3543.

26. Mach, N., S. Gillessen, S.B. Wilson, C. Sheehan, M. Mihm, and G. Dranoff. 2000. Differences in
dendritic cells stimulated in vivo by tumors engineered to secrete granulocyte-macrophage colony-
stimulating factor or flt3-ligand. Cancer Res 60:3239–3246.

27. Sanda, M.G., S.R. Ayyagari, E.M. Jaffee, J.I. Epstein, S.L. Clift, L.K. Cohen, G. Dranoff, D.M. Pardoll,
R.C. Mulligan, and J.W. Simons. 1994. Demonstration of a rational strategy for human prostate cancer
gene therapy. J Urol 151:622–628.

28. Berns, A.J., S. Clift, L.K. Cohen, R.C. Donehower, G. Dranoff, K.M. Hauda, E.M. Jaffee, A.J. Lazenby,
H.I. Levitsky, and F.F. Marshall et al. 1995. Phase I study of non-replicating autologous tumor cell
injections using cells prepared with or without GM-CSF gene transduction in patients with metastatic
renal cell carcinoma. Hum Gene Ther 6:347–368.

29. Dranoff, G., R. Soiffer, T. Lynch, M. Mihm, K. Jung, K. Kolesar, L. Liebster, P. Lam, R. Duda,
S. Mentzer, S. Singer, K. Tanabe, R. Johnson, A. Sober, A. Bhan, S. Clift, L. Cohen, G. Parry,
J. Rokovich, L. Richards, J. Drayer, A. Berns, and R.C. Mulligan. 1997. A phase I study of vaccina-
tion with autologous, irradiated melanoma cells engineered to secrete human granulocyte-macrophage
colony stimulating factor. Hum Gene Ther 8:111–123.

30. Simons, J.W., B. Mikhak, J.-F. Chang, A.M. DeMarzo, M.A. Carducci, M. Lim, C.E. Weber, A.A. Bac-
cala, M.A. Goemann, S.M. Clift, D.G. Ando, H.I. Levitsky, L.K. Cohen, M.G. Sanda, R.C. Mulligan,
A.W. Partin, H.B. Carter, S. Piantadosi, F.F. Marshall, and W.G. Nelson. 1999. Induction of immunity
to prostate cancer antigens: results of a clinical trial of vaccination with irradiated autologous prostate
tumor cells engineered to secrete granulocyte-macrophage colony-stimulating factor using ex vivo gene
transfer. Cancer Res 59:5160–5168.

31. Soiffer, R., T. Lynch, M. Mihm, K. Jung, C. Rhuda, J.C. Schmollinger, F.S. Hodi, L. Liebster, P. Lam,
S. Mentzer, S. Singer, K.K. Tanabe, A.B. Cosimi, R. Duda, A. Sober, A. Bhan, J. Daley, D. Neuberg,
G. Parry, J. Rokovich, L. Richards, J. Drayer, A. Berns, S. Clift, L.K. Cohen, R.C. Mulligan, and
G. Dranoff. 1998. Vaccination with irradiated autologous melanoma cells engineered to secrete human
granulocyte-macrophage colony-stimulating factor generates potent antitumor immunity in patients
with metastatic melanoma. PNAS 95:13141–13146.

32. Nelson, W.G., J.W. Simons, B. Mikhak, J.F. Chang, A.M. DeMarzo, M.A. Carducci, M. Kim, C.E.
Weber, A.A. Baccala, M.A. Goeman, S.M. Clift, D.G. Ando, H.I. Levitsky, L.K. Cohen, M.G. Sanda,
R.C. Mulligan, A.W. Partin, H.B. Carter, S. Piantadosi, and F.F. Marshall. 2000. Cancer cells engineered
to secrete granulocyte-macrophage colony-stimulating factor using ex vivo gene transfer as vaccines for
the treatment of genitourinary malignancies. Cancer Chemother Pharmacol 46:S67–72.

33. Ellem, K.A., M.G. O’Rourke, G.R. Johnson, G. Parry, I.S. Misko, C.W. Schmidt, P.G. Parsons, S.R.
Burrows, S. Cross, A. Fell, C.L. Li, J.R. Bell, P.J. Dubois, D.J. Moss, M.F. Good, A. Kelso, L.K.
Cohen, G. Dranoff, and R.C. Mulligan. 1997. A case report: immune responses and clinical course
of the first human use of granulocyte/macrophage-colony-stimulating-factor-transduced autologous
melanoma cells for immunotherapy. Cancer Immunol Immunother 44:10–20.

34. Antman, K.S., J.D. Griffin, A. Elias, M.A. Socinski, L. Ryan, S.A. Cannistra, D. Oette, M. Whitley,
3rd, E. Frei, and L.E. Schnipper. 1988. Effect of recombinant human granulocyte-macrophage colony-
stimulating factor on chemotherapy-induced myelosuppression. N Engl J Med 319:593–598.



264 III. Vaccine-Enhancing Strategies

35. Socinski, M.A., S.A. Cannistra, A. Elias, K.H. Antman, L. Schnipper, and J.D. Griffin. 1988.
Granulocyte-macrophage colony stimulating factor expands the circulating haemopoietic progenitor
cell compartment in man. Lancet 1:1194–1198.

36. Roth, M.D., B.J. Gitlitz, S.M. Kiertscher, A.N. Park, M. Mendenhall, N. Moldawer, and R.A. Figlin.
2000. Granulocyte macrophage colony-stimulating factor and interleukin 4 enhance the number and
antigen-presenting activity of circulating CD14+ and CD83+ cells in cancer patients. Cancer Res
60:1934–1941.

37. Gasparetto, C., M. Gasparetto, M. Morse, B. Rooney, J.J. Vredenburgh, G.D. Long, D.A. Rizzieri,
J. Loftis, N.J. Chao, and C. Smith. 2002. Mobilization of dendritic cells from patients with breast cancer
into peripheral blood stem cell leukapheresis samples using Flt-3-Ligand and G-CSF or GM-CSF.
Cytokine 18:8–19.

38. Avigan, D., Z. Wu, J. Gong, R. Joyce, J. Levine, A. Elias, P. Richardson, J. Milano, L. Kennedy,
K. Anderson, and D. Kufe. 1999. Selective in vivo mobilization with granulocyte macrophage colony-
stimulating factor (GM-CSF)/granulocyte-CSF ascompared to G-CSF alone of dendritic cell pro-
genitors from peripheral blood progenitor cells in patients with advanced breast cancer undergoing
autologous transplantation. Clin Cancer Res 5:2735–2741.

39. Rini, B.I., W.M. Stadler, R.T. Spielberger, M.J. Ratain, and N.J. Vogelzang. 1998. Granulocyte-
macrophage–colony stimulating factor in metastatic renal cell carcinoma: a phase II trial. Cancer 82:1352–
1358.

40. Gitlitz, B.J., R.A. Figlin, S.M. Kiertscher, N. Moldawer, F. Rosen, and M.D. Roth. 2003. Phase I trial
of granulocyte macrophage-colony stimulating factor and interleukin-4 as a combined immunotherapy
for patients with cancer. J Immunother 26:171–178.

41. Correale, P., G. Campoccia, K.Y. Tsang, L. Micheli, M.G. Cusi, M. Sabatino, G. Bruni, S. Sestini,
R. Petrioli, D. Pozzessere, S. Marsili, G. Fanetti, G. Giorgi, and G. Francini. 2001. Recruitment of
dendritic cells and enhanced antigen-specific immune reactivity in cancer patients treated with hr-GM-
CSF (Molgramostim) and hr-IL-2. results from a phase Ib clinical trial. Eur J Cancer 37:892–902.

42. Qin, H., and S.K. Chatterjee. 1996. Cancer gene therapy using tumor cells infected with recombinant
vaccinia virus expressing GM-CSF. Hum Gene Ther 7:1853–1860.

43. Coley, W.B. 1991. The treatment of malignant tumors by repeated inoculations of erysipelas. With a
report of ten original cases. 1893. Clin Orthop:3–11.

44. Carswell, E.A., L.J. Old, R.L. Kassel, S. Green, N. Fiore, and B. Williamson. 1975. An endotoxin-
induced serum factor that causes necrosis of tumors. Proc Natl Acad Sci U S A 72:3666–3670.

45. Wallach, D., E.E. Varfolomeev, N.L. Malinin, Y.V. Goltsev, A.V. Kovalenko, and M.P. Boldin. 1999.
Tumor necrosis factor receptor and Fas signaling mechanisms. Annu Rev Immunol 17:331–367.

46. Zembala, M., D. Kowalczyk, J. Pryjma, I. Ruggiero, B. Mytar, J. Klysik, and W.J. Stec. 1990. The role of
tumor necrosis factor in the regulation of antigen presentation by human monocytes. Int Immunol 2:337–
342.

47. Bernhard, H., M.L. Disis, S. Heimfeld, S. Hand, J.R. Gralow, and M.A. Cheever. 1995. Generation
of immunostimulatory dendritic cells from human CD34+ hematopoietic progenitor cells of the bone
marrow and peripheral blood. Cancer Res 55:1099–1104.

48. Chen, B.-g., Y. Shi, J.D. Smith, D. Choi, J.D. Geiger, and J.J. Mule. 1998. The role of tumor necrosis
factor alpha in modulating the quantity of peripheral blood-derived, cytokine-driven human dendritic
cells and its role in enhancing the quality of dendritic cell function in presenting soluble antigens to
CD4+ T cells in vitro. Blood 91:4652–4661.

49. Tracey, K.J., and A. Cerami. 1994. Tumor necrosis factor: a pleiotropic cytokine and therapeutic target.
Annu Rev Med 45:491–503.

50. Eggermont, A.M., A.N. van Geel, J.H. de Wilt, and T.L. ten Hagen. 2003. The role of isolated limb
perfusion for melanoma confined to the extremities. Surg Clin North Am 83:371–384.

51. Funakoshi, S., D. Longo, M. Beckwith, D. Conley, G. Tsarfaty, I. Tsarfaty, R.J. Armitage, W.C. Fanslow,
M.K. Spriggs, and and W.J. Murphy. 1994. Inhibition of human B cell lymphoma growth by CD40
stimulation. Blood 10:2787–2794.

52. Lyman, S.D., L. James, T. Vanden Bos, P. de Vries, K. Brasel, B. Gliniak, L.T. Hollingsworth, K.S. Picha,
H.J. McKenna, and R.R. Splett et al. 1993. Molecular cloning of a ligand for the flt3/flk-2 tyrosine
kinase receptor: a proliferative factor for primitive hematopoietic cells. Cell 75:1157–1167.

53. Lyman, S.D., L. James, L. Johnson, K. Brasel, P. de Vries, S.S. Escobar, H. Downey, R.R. Splett, M.P.
Beckmann, and H.J. McKenna. 1994. Cloning of the human homologue of the murine flt3 ligand: a
growth factor for early hematopoietic progenitor cells. Blood 83:2795–2801.

54. McKenna, H.J., P. de Vries, K. Brasel, S.D. Lyman, and D.E. Williams. 1995. Effect of flt3 ligand on
the ex vivo expansion of human CD34+ hematopoietic progenitor cells. Blood 86:3413–420.



11. Cytokine and Antigen Presentation 265

55. Brasel, K., H.J. McKenna, P.J. Morrissey, K. Charrier, A.E. Morris, C.C. Lee, D.E. Williams, and S.D.
Lyman. 1996. Hematologic effects of flt3 ligand in vivo in mice. Blood 88:2004–2012.

56. Maraskovsky, E., K. Brasel, M. Teepe, E.R. Roux, S.D. Lyman, K. Shortman, and H.J. McKenna.
1996. Dramatic increase in the numbers of functionally mature dendritic cells in Flt3 ligand-treated
mice: multiple dendritic cell subpopulations identified. J Exp Med 184:1953–1962.

57. Shaw, S.G., A.A. Maung, R.J. Steptoe, A.W. Thomson, and N.L. Vujanovic3. 1998. Expansion of
functional NK cells in multiple tissue compartments of mice treated with flt3-ligand: implications for
anti-cancer and anti-viral therapy. J Immunol 161:2817–2824.

58. Lynch, D.H., A. Andreasen, E. Maraskovsky, J. Whitmore, R.E. Miller, and J.C. Schuh. 1997.
Flt3 ligand induces tumor regression and antitumor immune responses in vivo. Nat Med 3:625–
631.

59. Pulendran, B., J. Banchereau, S. Burkeholder, E. Kraus, E. Guinet, C. Chalouni, D. Caron, C.
Maliszewski, J. Davoust, J. Fay, and K. Palucka. 2000. Flt3-ligand and granulocyte colony-stimulating
factor mobilize distinct human dendritic cell subsets in vivo. J Immunol 165:566–572.

60. Maraskovsky, E., E. Daro, E. Roux, M. Teepe, C.R. Maliszewski, J. Hoek, D. Caron, M.E. Lebsack,
and H.J. McKenna. 2000. In vivo generation of human dendritic cell subsets by Flt3 ligand. Blood
96:878–884.

61. Marroquin, C.E., J.A. Westwood, R. Lapointe, A. Mixon, J.R. Wunderlich, D. Caron, S.A. Rosenberg,
and P. Hwu. 2002. Mobilization of dendritic cell precursors in patients with cancer by flt3 ligand allows
the generation of higher yields of cultured dendritic cells. J Immunother 25:278–288.

62. Disis, M.L., K. Rinn, K.L. Knutson, D. Davis, D. Caron, C. dela Rosa, and K. Schiffman. 2002. Flt3
ligand as a vaccine adjuvant in association with HER-2/neu peptide-based vaccines in patients with
HER-2/neu-overexpressing cancers. Blood 99:2845–2850.

63. Isaacs, A., and J. Lindenmann. 1957. Virus interference. I. Some properties of interferon. Proc R Soc
Lond B Biol Sci 268–273.

64. Pfeffer, L.M., C.A. Dinarello, R.B. Herberman, B.R. Williams, E.C. Borden, R. Bordens, M.R.
Walter, T.L. Nagabhushan, P.P. Trotta, and S. Pestka. 1998. Biological properties of recombinant alpha-
interferons: 40th anniversary of the discovery of interferons. Cancer Res 58:2489–2499.

65. Stark, G.R., I.M. Kerr, B.R. Williams, R.H. Silverman, and R.D. Schreiber. 1998. How cells respond
to interferons. Annu Rev Biochem 67:227–264.

66. Sen, G.C. 2001. Viruses and interferons. Annu Rev Microbiol 55:255–281.
67. Cooper, M.A., T.A. Fehniger, S.C. Turner, K.S. Chen, B.A. Ghaheri, T. Ghayur, W.E. Carson, and

M.A. Caligiuri. 2001. Human natural killer cells: a unique innate immunoregulatory role for the
CD56(bright) subset. Blood 97:3146–3151.

68. Ikeda, H., L.J. Old, and R.D. Schreiber. 2002. The roles of IFN gamma in protection against tumor
development and cancer immunoediting. Cytokine Growth Factor Rev 13:95–109.

69. Dighe, A.S., E. Richards, L.J. Old, and R.D. Schreiber. 1994. Enhanced in vivo growth and resis-
tance to rejection of tumor cells expressing dominant negative IFN gamma receptors. Immunity 1:447–
456.

70. Kaplan, D.H., V. Shankaran, A.S. Dighe, E. Stockert, M. Aguet, L.J. Old, and R.D. Schreiber. 1998.
Demonstration of an interferon gamma-dependent tumor surveillance system in immunocompetent
mice. PNAS 95:7556–7561.

71. Luft, T., K.C. Pang, E. Thomas, P. Hertzog, D.N.J. Hart, J. Trapani, and J. Cebon. 1998. Type I IFNs
enhance the terminal differentiation of dendritic cells. J Immunol 161:1947–1953.

72. Santini, S.M., C. Lapenta, M. Logozzi, S. Parlato, M. Spada, T. Di Pucchio, and F. Belardelli. 2000.
Type I interferon as a powerful adjuvant for monocyte-derived dendritic cell development and activity
in vitro and in Hu-PBL-SCID mice. J Exp Med 191:1777–1788.

73. McHutchison, J.G., and M.W. Fried. 2003. Current therapy for hepatitis C: pegylated interferon and
ribavirin. Clin Liver Dis 7:149–161.

74. Filippini, G., L. Munari, B. Incorvaia, G.C. Ebers, C. Polman, R. D’Amico, and G.P. Rice. 2003.
Interferons in relapsing remitting multiple sclerosis: a systematic review. Lancet 361:545–552.

75. Belardelli, F., M. Ferrantini, E. Proietti, and J.M. Kirkwood. 2002. Interferon-alpha in tumor immunity
and immunotherapy. Cytokine Growth Factor Rev 13:119–134.

76. Faderl, S., M. Talpaz, Z. Estrov, and H.M. Kantarjian. 1999. Chronic myelogenous leukemia: biology
and therapy. Ann Intern Med 131:207–219.

77. Pawelec, G., M. Reutter, M. Owsianowsky, A. Rehbein, and F.W. Busch. 1991. Cytotoxic and non-
cytotoxic mechanisms involved in the in vitro anti-leukaemia effects of T cell clones established from a
chronic myelogenous leukaemia patient during treatment in vivo with interferon alpha. Cancer Immunol
Immunother 33:54–60.



266 III. Vaccine-Enhancing Strategies

78. Wang, C., H.M. Al-Omar, L. Radvanyi, A. Banerjee, D. Bouman, J. Squire, and H.A. Messner.
1999. Clonal heterogeneity of dendritic cells derived from patients with chronic myeloid leukemia
and enhancement of their T-cells stimulatory activity by IFN-alpha. Exp Hematol 27:1176–1184.

79. Molldrem, J., P.L. Lee, C. Wang, K. Felio, H.M. Kantarijan, R.E. Champlin, and M.M. Davis. 2000. Evi-
dence that specific T lymphocytes may participate in the elimination of chronic myelogenous leukemia.
Nat Med 6:1018–1023.

80. Molldrem, J., S. Dermime, K. Parker, Y. Jiang, D. Mavroudis, N. Hensel, P. Fukushima, and A. Barrett.
1996. Targeted T-cell therapy for human leukemia: cytotoxic T lymphocytes specific for a peptide
derived from proteinase 3 preferentially lyse human myeloid leukemia cells. Blood 88:2450–2457.

81. Paquette, R.L., N. Hsu, J. Said, M. Mohammed, N.P. Rao, G. Shih, G. Schiller, C. Sawyers, and J.A.
Glaspy. 2000. Inteferon-alpha induces dendritic cell differentiation of CML mononuclear cells in vitro
and in vivo. Leukemia:1484–1489.

82. Greiner, J.W., P.H. Hand, P. Noguchi, P.B. Fisher, S. Pestka, and J. Schlom. 1984. Enhanced expression
of surface tumor-associated antigens on human breast and colon tumor cells after recombinant human
leukocyte alpha-interferon treatment. Cancer Res 44:3208–3214.

83. Kurzrock, R., M. Talpaz, H. Kantarjian, R. Walters, S. Saks, J.M. Trujillo, and J.U. Gutterman. 1987.
Therapy of chronic myelogenous leukemia with recombinant interferon-gamma. Blood 70:943–947.



12. TINKERING WITH NATURE: THE TALE
OF OPTIMIZING PEPTIDE BASED
CANCER VACCINES

OLIVIER MICHIELIN1,2, JEAN-SEBASTIEN BLANCHET3,

THERES FAGERBERG1, DANILA VALMORI4,5, VERENA RUBIO-GODOY5,

DANIEL SPEISER5, MAHA AYYOUB4, PEDRO ALVES5,

IMMANUEL LUESCHER6, JEAN-EDOUARD GAIRIN7,

JEAN-CHARLES CEROTTINI6, PEDRO ROMERO5,6

1Office of Information Technology, Ludwig Institute for Cancer Research, Epalinges, Switzerland, 2Multidisciplinary

Oncology Center, University Hospital (CHUV), Lausanne, Switzerland, 3Translational Medicine and Technology,

GlaxoSmithKline R&D, Ware, UK, 4College of Physician and Surgeons. Columbia University, New York, USA,
5Division of Clinical Onco-Immunology, Ludwig Institute for Cancer Research, Lausanne, Switzerland, 6Ludwig

Institute for Cancer Research, Lausanne branch, Epalinges, Switzerland, 7Institut de Pharmacologie et Biologie

Structurale, UMR 5080, CNRS, Toulouse, France

INTRODUCTION

Methodological progress at the end of last century in the identification of tumor
associated antigens specifically recognized by cytolytic T lymphocytes (CTL) made
possible the characterization of numerous peptides (p) presented by class I Major
Histocompatibility Complexes (MHC). These p-MHC complexes are the ligands
for clonotypically distributed T cell receptors (TCR). The latter are heterodimers
of α and β chains bearing structural homology with immunoglobulins. As such,
they are composed of constant and variable segments. Three hypervariable regions
can be identified, of which the Complementary Determining Region 3 (CDR3) is
both the most variable and involved in the interactions with the peptide amino acid
residues in the p-MHC complex (1, 2).

The tumor associated antigenic peptides identified thus far are derived from a large
variety of cellular polypeptides. These may include regular proteins from different
cellular compartments, isoforms encoded by alternatively spliced genes, the products
from alternative open reading frames, mutated genes or frameshifts and may even
result from the transcription of the antisense strand of DNA (3–5). In one case,
the antigenic peptide was shown to be generated by a protein splicing mechanism,
thus far unknown in the eukaryotic world (6). Thus, the variety of cell biological
mechanisms uncovered so far as giving rise to antigenic peptides reveal the highly
opportunistic nature of tumor recognition by CD8 T lymphocytes. This is the result
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of two concurrent mechanisms leading to antigen recognition by T lymphocytes.
On one hand, the process of antigen recognition involves a sophisticated molecular
apparatus able to discriminate as few as 1–10 p-MHC complexes on the surface of
the antigen presenting cell that normally display up to 104–105 p-MHC complexes
(7). Thus, the system has evolved to attain an exquisite sensitivity and is endowed
with powerful discrimination and amplification properties. On the other hand, the
repertoire of αβ T cells is shaped by positive and negative selection processes during
thymic development. As a result the majority, up to 95% of immature thymocytes
that successfully rearrange TCRs, are eliminated from the mature repertoire (8, 9).
The coupling of these two thymic selection forces ensures that the TCRs expressed
by T cells exported for immunesurveillance in the periphery possess sufficient affinity
for interaction with self MHC molecules but are depleted of potentially dangerous
TCRs with high affinity for self p-MHC complexes. As a result self tolerance is
firmly established. However, this does not mean absence of autoreactive T cells.
In fact, these cells exist in the peripheral T cell repertoire but possess a low to
intermediate avidity for a high number of self antigens (10–14). Thus, despite the
considerable diversity of tumor associated peptides, many of those identified thus far
are derived from conventional polypeptides that are expressed by both normal and
tumor cells.

Practical issues in specific therapy of cancer favour the use of those antigens that
are expressed in the maximum number of patients with a given type of tumor. In
this regard, most of the antigenic peptides from mutated gene products are poor
candidates for widely applicable vaccines because their expression is limited to indi-
vidual tumors. Consequently, the best candidates for vaccine development in terms
of cancer population coverage are those derived from self antigens. Thus, an expected
limitation of these generic cancer vaccines is the existence of self tolerance. Such
constraints have been clearly demonstrated in studies conducted in experimental
mouse models. For instance, large differences in TCR avidity for a p53-derived class
I restricted T cell epitope can be measured when comparing the TCR repertoires
of wild type mice and p53-genetically deficient counterparts (15). Similar findings
were reported in a transgenic mouse model system for CTL recognizing a dom-
inant viral antigen (16). Another elegant illustration of this phenomenon comes
from the comparative analysis of the HLA-A2 restricted CD8 T cell repertoire for a
tyrosinase-derived melanoma associated antigen in strains of mice expressing or not
the tyrosinase gene product (17).

Attempts to vaccinate patients with such peptides result in the selection of a specific
CTL response. Moreover, appropriate immunization may elicit a tumor protective
response mediated by the low avidity CD8 T cell repertoire in a mouse model
(18). Interestingly, it has been shown in well defined animal models that similar or
even more efficient CTL responses can be obtained by immunization with peptides
modified at key residues (16, 19–23). These studies clearly demonstrate that this
class of peptide analogues have the ability to mobilize the intermediate/low avidity
T cell repertoire and induce protective anti-tumor CTL responses. Here we review
the sequence and structural basis of p-MHC complexes formation and show how
antigenic peptide modifications can improve the peptide’s immunogenicity.
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PEPTIDE BINDING TO MHC

Sequence Analysis

To fulfil their immunological functions, MHC Class I molecules have evolved to
bind with sufficient affinity a large number of peptides with widely divergent amino-
acid sequences. Sequence analysis of the peptide population obtained by elution of
immunoaffinity purified MHC class I molecules (24) revealed the presence of allele-
specific binding motifs. For instance, HLA-A∗0201 encoded molecules selectively
bind peptides with L, M or I at the second position of the peptide, or P2, and V or
L at P�, i.e. the residue occupying the carboxyl terminal position of the peptide. In
contrast, P2 needs to be a Y or F and P� an I or an L in peptides binding to the mouse
Kd molecule as well as in those binding to the human HLA-A24 molecule (24–26).
Nearly identical results were obtained by a completely functional approach using
substituted peptides as competitors of antigenic peptides to inhibit lysis of chromium
labelled targets by H2 Kd restricted CTL clones (27). These results suggested that
there are distinct amino acid residues in the peptide that are directly involved in
MHC binding, while the remaining peptide residues are relatively unconstrained at
the sequence level.

Since this pioneering work, large amounts of data have been collected on the
nature of peptide sequences restricted to different MHC allelic products. For instance,
the MHCPEP database (28) has been regularly updated and contains information on
peptide binding for several MHC together with experimentally determined affinity
constants for MHC. There are currently over 2500 peptide sequences known to
bind HLA-A2, allowing statistics to be made, though care should be taken since the
peptide population is subject to certain bias (28). Table 1 shows the occurrence of
each of the twenty naturally occurring amino acids at specific peptide positions for
the panel of peptides known to be naturally associated with HLA-A2 in somatic cells.
The first number is computed for the entire database, and the second one for high
affinity peptides only (246 sequences). The main anchor residues described above
are clearly still predominant and the Table provides information on which alternate
residues are allowed.

Due to the strong selectivity at positions P2 and P�, these two residues are referred
to as main or primary anchor residues and those occupying the less selective positions
P1, P3 and P�-3, P�-2 to as secondary anchor residues (29). An additional regular
feature of MHC class I binding peptides is their defined length of 9–10 residues.
Indeed, despite the identification of occasional T cell epitopes whose optimal length
is clearly at variance with this rule (e.g. (30, 31)), the large majority of known
T cell epitopes as well as sequenced MHC class I-associated peptides are nona or
decapeptides. Thus, relatively simple sequence motifs can be defined for sets of
peptides binding to well defined class I MHC molecules, both from murine and
human origin. These motifs can be defined by three components. The first, the
primary anchor residues. The second, the secondary anchor residues and the third
component is a defined peptide length.

The sequence motifs described here find their explanation in the specific p-MHC
architecture in three dimensions, detailed in the next chapter. An immediate
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Table 1. Anchor residues specificity for the different pockets of HLA-A2.

Amino acid P1 P2 P3 P(�-3) P(�-2) P(�)

A 13/6a 4/3 10/5 9/3 13/10 5/4
C 0/1 0/0 1/0 2/0 1/1 0/0
D 0/0 0/0 6/2 1/1 2/0 0/0
E 2/0 0/0 2/1 1/0 2/0 0/0
F 10/13 0/0 5/10 9/13 13/25 0/0
G 11/23 1/0 7/8 5/7 4/7 1/1
H 1/0 0/0 2/1 1/0 3/2 0/0
I 6/5 13/15 4/4 7/6 5/3 10/6
K 9/8 0/1 2/3 2/1 1/2 0/0
L 7/11 60/64 17/25 9/7 11/8 28/30
M 2/1 7/6 1/2 1/1 0/0 1/1
N 1/1 0/0 5/3 1/1 2/2 0/0
P 1/0 0/0 7/9 8/7 8/14 0/0
Q 2/1 0/0 1/0 2/3 2/1 0/0
R 3/4 0/0 1/0 1/0 1/0 0/0
S 6/5 0/0 5/5 5/7 3/3 0/0
T 2/2 4/3 2/1 5/4 3/2 3/2
V 4/3 3/1 5/4 15/24 9/7 42/52
W 1/2 0/0 4/4 0/0 2/2 0/0
Y 5/6 0/0 3/4 2/4 2/1 0/0

a The first digit represents the percentage of the particular amino acid residue in all the
peptides known to bind to HLA-A2, the second one represents the same quantity for the
set of high affinity binding peptides only.

application of these insights has been the design of computer algorithms to
identify candidate peptides in proteins of known sequence that would bind a
given MHC class I molecule. Two such computer programs have gained wide
recognition: the bioinformatics and molecular analysis section (BIMAS) algorithm
(http://bimas.dcrt.nih.gov/molbio/hla bind, (32, 33)) and the one based on the
SYFPEITHI database (http://syfpeithi.bmi-heidelberg.com, (34)). Another algo-
rithm with the same purpose has been reported recently (35). These algorithms
have been thoroughly reviewed recently (36). Numerous studies have been per-
formed leading to the identification of potential T cell epitopes in proteins of inter-
est for immunotherapy of infectious or autoimmune diseases and cancer. Such an
approach has been dubbed “reverse immunology” to emphasize the fact that, in
contrast to the initial methods leading to CTL-defined antigen identification, the
starting “reagent” is the bioinformatic tool and the end-product the isolation of the
peptide-specific T cell (37).

Structural Analysis

A major step in the understanding of peptide binding to MHC molecules was
the elucidation, by X-ray crystallography, of the three dimensional structure of
the p-MHC complex. It allowed to derive general rules on the strategy of pep-
tide binding by MHC, see for example (38–40). So far, the structures of around
60 different p-MHC complexes have been solved by X-ray crystallography with
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Non-Natural Peptide Antigen Analogues Resistant to Biodegradation

The efficient use of antigenic peptides as therapeutic agents may be limited by the
high sensitivity of peptides to degradation by peptidases present in biological flu-
ids (82, 83). Initial in vitro studies showed that peptide degradation by proteases in
serum could decrease the presentation of exogenous antigenic peptide by MHC on
the surface of presenting cells (84, 85). In addition, the degradation of the anti-
genic peptide in vitro was correlated with a diminution of their persistence in vivo
(86). Further studies indicated that local persistence of the antigenic peptide could
be associated with the induction of an optimal immune response (87). Together,
these factors could limit the immunogenicity of the antigenic peptide as tumor vac-
cine. Thus, rendering antigenic peptides resistant to degradation by peptidases could
have important implications in the design of efficient peptide based vaccines for
immunotherapeutic treatment of cancer.

To this end, an effective approach consists in introducing structural modifications
to the antigenic peptide. This has been showed for both MHC class-I (88–90) or
class-II (91) restricted antigenic peptides. The structural changes in the antigenic
peptide involve either a variety of chemical modifications of the peptide bond (92–
95) or substitutions with non-natural amino acids (a.a.) (88, 89, 96). A drawback,
however, was the simultaneous appearance of dramatic negative effects on the MHC
binding properties of the antigen and/or on the recognition by antigen specific T
lymphocytes (88, 89). Such detrimental effects must be minimised in order to use
such peptidase resistant pseudopeptides as efficient therapeutic compounds. To pre-
serve the antigenicity and immunogenicity of the antigenic peptides, a more rational
approach was taken to introduce minimal modifications of the peptide structure. In
this approach, the knowledge of the degradation mechanism of the antigenic peptide
guides the choice of structural modifications targeted to the appropriate position in
the peptide’s structure, the one(s) susceptible to proteolytic attack (88).

The detailed mechanism of tumor antigenic peptide degradation was initially
determined by the analysis using an on-line HPLC mass spectrometry (HPLC/ESI-
MS) method of the degradation fragments generated after incubation of the antigenic
peptide in human serum for various periods of time (97). In line with the findings of
this study, the analysis of the degradation of the MelanA/MART-1 related peptide
MelanA26-35 A27L indicates the involvement of aminopeptidases and di-peptidyl-
carboxypeptidases (Figure 6) (94). Interestingly, the degradation of the antigenic
peptides from their amino- and the carboxy-terminal ends was found to be sequential
and no endopeptidase activity was involved. The kinetics of amino- and carboxy-
terminal degradation can be different from one peptide to another leading to slightly
different degradation profiles. The analysis of the degradation of Melan-A/MART-1
nona- and decapeptide related peptides suggest that the nature of the amino-terminal
residues has a direct or indirect effect on both amino- and carboxy-peptidase enzy-
matic activities (94).

The degradation model of the peptide MelanA26-35 A27L predicts that the pep-
tidase sensitive bonds are the first (Glu1-Leu2) and the eighth (Leu8-Thr9). Within
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Figure 6. Degradation model of Melan-A26-35 A27L antigenic peptide.
The degradation model of the antigen Melan-A26-35 A27L (ELAGIGILTV) has been established from
qualitative and quantitative data obtained from HPLC-mass spectrometry analysis. The peptide is cleaved
by aminopeptidases (dotted arrows) and dipeptidyl-carboxypeptidases (full arrows). Reprinted with
permission from (94). Copyright 2001. The American Association of Immunologists, Inc.

the MelanA26-35 A27L sequence, the peptidase sensitive peptide bonds were tar-
geted for the introduction of a variety of structural modifications. Protection of the
N-terminal and C-terminal ends of the peptide was explored by acetylation and
amidation, respectively. Peptides with backbone modifications such as reduced or
retro-inverso peptide bonds were also synthesised. Finally, substitutions of peptide
residues by non-natural amino acids such as the D series amino acids, β-amino acids,
cyclic amino acids, N-hdroxylated amino acids or methylated amino acids (NMe-
amino acids or αMe amino acids) were also investigated (94).

Although the introduction of one structural modification in only one of the
sensitive peptide bonds does not significantly improve the half-life of the peptide
in human serum (94), most of the structural modifications were efficient to locally
protect the peptide against peptidase. The short half-life of the mono-protected
analogues was related to the degradation of the non-protected end of the peptide.
We have shown that only the analogues carrying both amino- and carboxy-terminal
modifications of the peptide were fully protected against degradation and display a
remarkable stability in the serum with a half-life superior to 24 hours, compared to
2 minutes for the natural peptide (94).

Not all the structural modifications were efficient to locally protect the peptide
against peptidase activities. We have found that the amidation of the carboxy terminal
end of the peptide were not fully protective against the degradation. The doubly
protected analogues with amidated C-terminal ends display a half-life between 11 to
20 hours. This result confirms previous observations showing that the Angiotensin
Converting Enzyme (ACE), the most abundant dipeptidylcarboxy peptidase in the
serum, was able to cleave peptide with amidated carboxy-terminal ends (98, 99).

Structural modifications of antigenic peptide could have a negative impact on
its immunological properties (88, 89, 96). The first important biological property
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Figure 7. HLA-A∗0201 binding affinity and Melan-A antigen specific CTL recognition of the
Melan-A26-35 A27L non-natural analogues. A, HLA-A∗0201 binding affinity of the Melan-A26-35 A27L
non-natural analogues were determined using a competition assay based on the inhibition of the
recognition of the tyrosinase368-376 peptide by a specific T cell clone 156/34. B, Melan-A antigen specific
CTL recognition of the Melan-A26-35 A27L non-natural analogues was determined using a chromium
release assay. In each graph, the data corresponding to the Melan-A26-35 A27L protease resistant analogues,
indicated in the upper part of each panel, are in black (filled symbols). The HLA-A∗0201 binding (A) and
antigenic (B) properties of the Melan-A related peptides are in grey (open symbols).

affected by structural modifications of the antigenic peptide is its binding to MHC
molecules. We have shown that most of the structural modifications of MelanA26-35

A27L have a negative effect on the MHC binding properties of the antigen (94)
(Figure 7A). Not surprisingly, this could occur even when the MHC non-anchor
residues are modified (88, 94). In case of the amino- and carboxy-modified ana-
logues, the negative effects of the modifications are always additive. Structural mod-
ifications could modify the peptide ability to fit properly the MHC peptide-binding
groove. For example, methylated or cyclic residues could increase the steric hin-
drance. Other studies indicate that the peptide backbone flexibility could be reduced
by the introduction of retro-inverso or reduced peptide bonds (100, 101). Molecular
modeling of the non-natural analogues in the MHC binding groove indicates that
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the hydrogen bond network between MHC residues and the peptide backbone or
the peptide ends could be disturbed (88, 100). In rare cases, structural modifications
of the peptide could have a positive impact on MHC binding. Indeed, non-natural
antigenic peptides including structural modifications such as β-amino acid (96) or
N-hydroxylation (102) have been shown to display a better affinity for the MHC
compared to the unmodified peptide. In our study, the introduction of β-amino acid
or N-hydroxylation within the first peptide bond of the MelanA26-35 A27L peptide
did not significantly change binding to HLA-A∗0201 (94). We have also shown
that other structural modifications such as α-, or N-methylation of appropriate
residues in the peptide sequence have minimal effects on the MHC binding proper-
ties of the non-natural analogues. We have identified MelanA26-35 A27L non-natural
analogues bearing both amino- and carboxy-terminal structural modifications with
MHC binding properties very similar to the unmodified peptide. In addition to the
MHC binding affinity, the peptide-MHC complex stability could also be consid-
ered to determine if the non-natural analogues could be efficiently presented by the
MHC (96).

The second aspect of the antigenicity that could be impaired by structural modifi-
cation of antigenic peptides is the efficiency of recognition by specific T cells. After
normalizing the efficiency of T cell recognition to the change in binding to MHC
((94), Figure 7B), non-natural analogues could be recognised in very different ways
by the T cell receptor. Previous studies, including ours, reported that non-natural
antigens with reduced peptide bond, although showing similar or improved binding
to MHC, were poorly recognised by antigen specific T cell clones (94, 95, 101).
Other studies have shown that recognition of the non-natural analogues could be
clone specific depending on the region of the peptide recognised by each clone
(88, 95), illustrating how the peptide backbone and structural modifications of non-
anchor residues could modify the shape adopted by the peptide in the MHC binding
groove and ultimately affect the recognition by the specific T cell receptor.

Fortunately, in some cases, structurally modified antigenic peptides can be recog-
nised efficiently by antigen specific T cells. In our studies, we have identified amino-
and carboxy-modified analogues of MelanA26-35 A27L that were efficiently recog-
nised by a Melan-A specific T cell line ((94), Figure 7B). We have shown that the
non-natural peptides bearing α-methylation, N-hydroxylation or β-amino acid were
recognised by the Melan-A specific T cells within a concentration range similar to
that of the non-modified peptide in cytolytic assay (94). Thus a stepwise approach
to design the non-natural analogues of MelanA26-35 A27L allows the identification
of fully protected peptides against peptidases with a binding to the MHC and a
recognition by the Melan-A specific T cells similar to the non-modified peptide
(Figure 7).

However, even when they are efficiently recognised by antigen specific T cells, the
non-natural analogues can yet trigger T cell effector functions different from those
triggered by the native antigenic peptide (100, 103). Thus, structural modification
of the antigenic peptide could have profound effects on the functional properties of
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the antigen, and the effector functions of the antigen specific T cells recognising the
non-natural analogue must be carefully checked.

An essential requirement for their use as therapeutic agents is that the non-natural
peptide analogues must be able to induce an efficient antigen specific immunity
after vaccination mediating recognition and elimination of tumor cells express-
ing the antigen. The immunogenicity of the non-natural analogues resistant to
peptidase degradation was initially tested in vitro. Using the ELISpot method, a
previous study described the cross-reactivity of T cells induced by Melan-A27-35

non-natural analogues with the non-modified peptide (89). In our study, we used
HLA-A∗0201/MelanA26-35 A27L tetramers to quantify the number of Melan-A
specific cells induced after in vitro stimulation of PBMC from healthy donors with
the structurally modified analogues. We showed that amino- and carboxy-modified
analogues, efficiently presented by the MHC and recognised by the antigen specific
T cells, were able to induce the expansion of Melan-A specific cells from PBMC of
healthy individuals (Figure 8). Three MelanA26-35 A27L protease resistant analogues
induced a higher number of Melan-A specific cells than the non-modified peptide,
indicating that protection against proteolysis could significantly enhance the in vitro
immunogenicity of the antigenic peptide.

More importantly, the Melan-A specific CD8+ T cells induced by stimulation
with some of the protease resistant Melan-A peptide analogues were also able to
recognise not only the unmodified MelanA26-35 A27L peptide, but also Melan-
A26-35 or MelanA27-35 native peptides (Figure 8). Finally, the Melan-A specific T
cells induced by the non-natural Melan-A analogues showed robust cytolytic activity
against Melan-A expressing melanoma tumor cell lines, indicating their ability to
recognise the Melan-A antigen naturally processed and expressed by tumor cells
(94). The immunogenicity of structurally modified antigenic peptides has been also
shown in vivo. Indeed, immunization of mice with antigenic pseudopeptides with
reduced bonds induced a native antigen-specific immune response and conferred
a better resistance against lethal challenge with tumor cells expressing the target
antigen (104).

CONCLUSION

From the above considerations, one can draw the following strategy for rational
peptide modifications; the two main anchor positions (P2 and P�) should be con-
sidered first as they might be less prone to modify the overall peptide conformation.
These positions should be replaced by the well known main anchors for the MHC
molecule of interest. Alternatively, non-natural aminoacid modifications can also be
used. Theoretical prediction techniques can be used to select modifications that do
not alter the conformation and that do not affect TCR affinity using free energy
calculations. The secondary anchor positions are much more delicate to use as they
are less deeply buried than the main anchors and can interact with TCR directly or
through a conformational change of the peptide. Here theoretical structure based
approaches are expected to play an important role. Again natural or non-natural
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Figure 8. Antigenic specificity of and tumor recognition by CTL induced with the non-natural Melan-A
analogues. After in vitro stimulation of PBMC from a healthy donor (HD224) with the Melan-A peptides,
the tetramer+ CD8+ lymphocyte populations were sorted on a FACSvantage cell sorter. These
populations were then expanded to sufficient cell numbers and their cytolytic activity was measured. A)
Dot plot representation of the flow cytometry analysis of PBMC cultures after in vitro stimulation with
Melan-A26-35A27L or with the doubly modified analogues. The gate defined for cell sorting of the
tetramer+ CD8+ populations is represented. B) Melan-A peptide recognition by the sorted tetramer+
CD8+ lympphocytes from the corresponding gate shown in panels A (Melan-A27-35, open triangles;
Melan-A26-35, open squares; Melan-A26-35A27L, open circles; Melan-A doubly modified analogue, full
circles). C) Melanoma tumor cell recognition by the sorted tetramer+CD8+ lymphocytes from the
corresponding gate shown in panels A. Cytolytic assay was performed with 51Cr-labeled tumor cells (Me
275 and Me 290 : HLA-A∗0201+, Melan-A+; NA8-MEL : HLA-A∗0201+, Melan-A−) with increasing
effector to target cell (E:T) ratios. (Me 275, full squares; Me 290, full circles; NA8-MEL, open circles,
NA8-MEL sensitized with the Melan-A peptide, cross symbols). Reprinted with permission from
(94).Copyright 2001. The American Association of Immunologists, Inc.

substitutions can be used. Finally, backbone or side chain modifications can be used
to improve peptide’s protease resistance.

In the past 7 years, intensive efforts were deployed to overcome the limitation
of antigenic peptide degradation in biological fluids in order to design efficient
therapeutic tumor vaccines. Structurally modified antigenic peptide analogues fully
resistant to exopeptidase degradation with an improved in vitro immunogenicity
were successfully designed. Such compounds could be very attractive candidates to
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improve the efficacy of peptide based tumor vaccines. Nevertheless, further studies
are required to extend and validate this approach to an increased number of tumor
derived antigenic peptides. Finally, to consider the use of non-natural antigenic
peptides as therapeutic agents, the safety and the in vivo immunogenicity of these
compounds should be determined more precisely in clinical studies. It can be antic-
ipated that such stable peptides should be carefully confined in such way that they
selectively reach mature professional antigen presenting cells. The risks of induc-
ing tolerance when delivery of immunogenic peptides allows prolonged systemic
persistence has been demonstrated in an animal model (105).

In summary, any peptide modification should be followed by both MHC binding
assays and analysis of the CTL fine specificity of recognition for a large panel of
clones. Some modifications might abrogate recognition by some of the TCR but
not by others as the affected part of the epitope might be more or less important for
each individual TCR. Tinkering with nature offers many opportunities but it should
be carefully monitored and the many variants of natural peptides should undergo a
rigorous, experimentally driven selection process.
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ADOPTIVE CELLULAR IMMUNOTHERAPY

In 1909 Paul Ehrlich proposed the idea that immunological defenses provide a nor-
mal host with some resistance against malignant cells. Subsequently, Medawar doc-
umented that the transfer of immune cells could mediate graft rejection (1, 2). This
seminal finding provided the basis for the work of Mitchinson (3, 4), and Brncic,
Hoecker and Gasic (5) who in the early 1950’s documented that the adoptive trans-
fer of lymphoid cells from immunized mice could confer immunity to tumor chal-
lenges. In the following Decade investigators began to immunize pigs and rabbits
with patient’s tumors to obtain immune cells. Subsequently, peripheral blood, lymph
node and spleen cells from these animals were adoptively transferred to the peri-
toneum or pleural cavity of patients with cancer (6) (7). At the same time, Nadler
and Moore immunized pairs of melanoma patients with each other’s tumors. Fol-
lowing subcutaneous transplant of malignant cells, patients exchanged white blood
cells with reports of clinical improvement in approximately one third of the patients
(8). These studies provided the base on which other investigators, taking advantage
of developments in the field of cellular immunology, helped evolve the application
of adoptive cellular immunotherapy to where it is today. This chapter will review
these developments, provide an overview of the preclinical animal models, their
translation into clinical trials and the exciting new strategies that have evolved from
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an in-depth analyses of basic T cell immunobiology. The focus of this chapter will
be on T cells and the “three-signal” paradigm (9) for improving efficacy of adoptive
immunotherapy. This focus emanates from the appreciation that T cells have the
unique capacity to recognize unique or shared determinants on tumor cells, mediate
destructive anti-tumor effects, replicate to mobilize additional effector T cells and
differentiate into memory cells that can provide long-term anti-tumor immunity.

In 1954, Billingham, Brent and Medawar first used the term “adoptive immunity”
to describe “an immune state transferred from one animal to another by immunolog-
ically activated cells” (10). Today, adoptive T cell immunotherapy of cancer can be
defined as the transfer, to the tumor-bearing host, of T cells with anti-tumor proper-
ties that can mediate therapeutic effects through direct and/or indirect mechanisms.
The earliest studies used fresh isolated immune cells, obtained by repeated immu-
nization of naı̈ve animals with irradiated, killed or sub-tumorigenic doses of tumor,
or by ligation or excision of a growing tumor. Subsequent developments allowed for
the isolation of tumor-specific T cells in a more clinically applicable setting. A key
finding of most studies is that adoptive transfer of tumor-specific T cells routinely
eliminates micrometastatic disease and provides long-term anti-tumor immunity to
treated animals. While results of a recent clinical trial appear to be promising (11),
the majority of clinical studies to date only occasionally report objective responses.
Why are objective clinical responses so infrequent and why do the patients which
respond, in contrast to their animal counterparts, often relapse? In our opinion it
is essential to address a number of fundamental questions before it will be possible
to consistently develop effective adoptive cellular immunotherapy for cancer. These
questions include: Which T cells mediate tumor regression and what are their prop-
erties? Are the same cells responsible for mediating the initial tumor regression and
maintaining long-term immunologic memory and preventing recurrence? Are there
cells that can suppress or regulate the generation of anti-tumor T cells to be used for
adoptive transfer? Can these cells suppress the immediate anti-tumor activity or the
development of effective immunological memory following adoptive transfer? How
many T cells are required to mediate tumor regression? What can be done to generate
more and/or better T cells for adoptive immunotherapy? Following adoptive transfer
the majority of transferred T cells die, is it possible to manipulate the environment to
expand and maintain the transferred T cells? What is required to promote trafficking
of transferred T cells to tumor sites? We will review studies in animal models that
address some of these questions, however the importance of these findings ultimately
lies in whether their translation into clinical trials improves outcomes.

T CELL-MEDIATED TUMOR REGRESSION

The vast majority of preclinical adoptive immunotherapy studies identified CD8+ T
cells as the primary mediators of tumor regression (12–17) and implicated cytolytic
activity as the central effector mechanism (18–22). Tumor regression could usually be
achieved by the adoptive transfer of cytolytic CD8+T cell clones or bulk cultures, in
the absence of CD4 help, if IL-2 was administered to the recipient animal. Subsequent
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studies demonstrated that significant therapeutic activity could be obtained by the
adoptive transfer of tumor-specific T cells that lacked cytolytic activity at the time
of transfer (23–25). However, a subsequent study documented that non-cytolytic
CD8+ T cells could acquire cytolytic activity following interaction with tumor in
vivo (26). This highlights a major limitation of studies that attempted to identify
the mechanism of effector T cell-mediated tumor destruction in vivo indirectly by
characterizing the in vitro phenotype of transferred T cells.

Are Cytotoxic T Cells Responsible for Tumor Regression?

Lymphocyte-mediated cytotoxicity is traditionally defined as the ability of effec-
tor T cells to lyse 51Cr-labelled target cells in a 4- to 6-hour in vitro assay. This
cytolytic event is mediated by either the perforin-dependent granule exocytosis
pathway and/or the Fas ligand (FasL)/ Fas pathway (27). The development of mice
with mutations in the genes encoding either perforin or FasL allowed the first direct
examination of whether these pathways were essential for T cell-mediated tumor
regression. In both instances, adoptive transfer of tumor-specific T cells generated
from perforin or FasL deficient mice were as capable of mediating regression of
pulmonary metastases and cure of animals with systemic tumor as wild type (wt) T
cells (28). Since the tumor used in these studies was resistant to killing via the
Fas/FasL pathway, the experiments with PKO effector T cells argued against a
role for the cytotolytic pathway in T cell-mediated tumor regression. However,
cured PKO mice were less resistant to a subsequent s.c. tumor challenge (29).
Consistent with this observation, tumor-specific PKO effector T cells mediated
regression of pulmonary (30) or intracaranial tumor and pulmonary metastases,
but were ineffective against the same tumor at a subcutaneous site (31). In this
model, regression of subcutaneous MCA-205 sarcomas required the adoptive trans-
fer of effector T cells that expressed perforin. Other studies suggested that perforin
was required for regression of EL4 tumor located in the peritoneum (31). Thus it
appears that the mechanisms T cells utilize to mediate tumor regression vary depend-
ing on the location of the tumor and are also likely be dependent on the tumor
type.

CD4+ T Cells can also Mediate Tumor Regression

The early 1980s saw the accumulation of substantial evidence arguing that CD4+

T cells could also be effective mediators of tumor regression. Fernandez-Cruz and
colleagues were the first to show that adoptive transfer of noncytolytic CD4+ T cells
could mediate regression of tumors in rats (32). Subsequent studies by Greenberg and
colleagues, confirmed that adoptive transfer of nonlytic CD4+ T cells in combination
with cyclophosphamide could mediate regression of the FBL3 leukemia in mice
(33). However, since this tumor was strongly immunogenic, induced by virus and
the CD4 response directed against viral genes was therapeutic, there were questions
about how translatable this observation was to tumor immunology (34). Interest
in CD4+ effector cells waned in the mid 1980s as cells with a CD8 phenotype
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and/or cytolytic function were reported to mediate regression of newly-induced
“weakly” immunogenic tumors (35) (36) (37). While CD4 T cells played a critical
role in priming cultured CD8 effector T cells; tumor regression was mediated by the
adoptive transfer of cultured CD8 T cells (38). These same studies showed that both
CD4 and CD8 T cells were required when non-cultured “fresh” immune spleen
cells were used for adoptive transfer, but since the clinically applicable cell was one
that could be expanded by in vitro culture, most investigators focused on the CD8
T cells. Interest in CD4 T cells was further reduced by evidence that their in vivo
depletion did not affect IL-2-induced T cell-mediated regression of large 10-day
pulmonary metastases (39).

Recently, Hu and colleagues, used mice that were congenitally deficient in MHC
class II-restricted CD4 T cells (MHCII KO) to reevaluate the role for endoge-
nous CD4 T cell help in tumor regression mediated by adoptive transfer of CD8
effector T cells. Unlike previous studies where animals were transiently depleted
of CD4 T cells by mAb, the MHCII KO animals could not recover endogenous
help. Similarly to previous reports, adoptive transfer of CD8+ T cells was highly
effective at eliminating pulmonary metastases at the time animals were sacrificed, ten
days following adoptive transfer. However, when survival studies were performed,
CD8+ T cells that were effective at curing established tumor in wt mice failed
to cure any tumor-bearing MHCII KO mice (40). Thus, in this model, where
adoptive transfer of CD8 T cells, but not CD4 T cells, is effective at mediat-
ing tumor regression in wt mice, endogenous CD4 T cells are playing a critical
role. These results, summarized in Figure 1, suggest that CD4 T cells promote
the maintenance and/or development of memory CD8 T cells with therapeu-
tic activity (40) and provides a rationale for why the transfer of both CD4 and
CD8 T resulted in the dramatic objective responses seen in a recent clinical trial
(11).

One reason for the failure of CD4 T cells to mediate tumor regression in the
preceding studies may have been that a greater number of tumor-specific cells were
required to mediate the regression of pulmonary metastases than were transferred.
However, the detection of tumor-specific class II-restricted CD4 responses is prob-
lematic and is less advanced than that for CD8 responses. With the recent identifica-
tion of class II-restricted tumor-associated antigens, improved culture techniques for
expanding and monitoring CD4 T cells and a new appreciation for the role of CD4
T cells in developing and maintaining immunity, there has been a renewed interest
in the antitumor effector function of CD4 T cells (reviewed in (41)). Exploiting
magnetic bead methods, Kagamu and Shu isolated CD62Llow TDLN cells and, after
culture, obtained CD4 effector T cells that were highly polarized to a tumor-specific
type 1 cytokine profile, secreting greater than 100 fold more IFN-γ than IL-4, and
cured mice of intracranial tumor in adoptive transfer studies (42). A recent report
from Mattes and colleagues identified CD4 T cells as mediating the regression of
pulmonary and visceral metastases of a CTL-resistant tumor (43). Together these
reports document that the CD4 T cells are capable antitumor effectors that need to
be understood and harnessed to improve immunotherapeutic approaches to treat
cancer.
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Figure 1. Tumor-vaccine draining lymph node T cells were activated with anti-CD3 for 2 days and then
expanded for 3 days in CM supplemented with 60 IU/ml IL-2 to generate ‘effector’ T cells. Effector
T cells generated from intact mice contained both CD8+ and CD4+ Effector T cells. CD8+
effector T cells were generated from mice depleted of CD4+ T cells by treatment with anti-CD4 mAb.
CD4+ T cells were generated from mice depleted of CD8+ T cells by treatment with anti-CD8 mAb.
Effector T cells were adoptively transferred into mice with 3-day established pulmonary metastases that
were otherwise untreated (wild type), treated with anti-CD4 mAb (CD4 depleted), or genetically deficient
of classical CD4+ MHC class II-restricted T cells (MHC II KO). Mice were sacrificed at 10 to 14 days
following adoptive transfer and the number of pulmonary metastases enumerated or followed for survival.

Type 1 and Type 2 Cytokine Responses—the Ying and Yang

What mechanisms are non-cytolytic CD8 and CD4 T cells using to mediate tumor
regression? An observation of adoptive transfer studies using effector T cells deficient
in either perforin or FasL was that the effector T cells released “inflammatory” type
1 cytokines (IFN-γ or TNF-α) in response to in vitro stimulation with specific
tumor. This is likely an important observation as the immune response is not limited
to inflammatory cytokines. In the early 1970s it was suggested that an immune
response was a composite of two antagonistic T-cell populations (44, 45). Today it
is generally accepted that these two T-cell populations, composed of both CD4+

T helper (Th) cells and CD8+ T cytotoxic (Tc) cells, can be segregated based on
their cytokine release patterns (46–54). A type 1 T cell selectively secretes, IFN-
γ, TNF-α, TNF-β/LT and/or IL-2, whereas type 2 T cells secrete IL-4, IL-5,
IL-6, IL-10, and/or IL-13. This simplistic view of immune regulation has become
more complex with the description of Th3 cells, that immunosuppress through the
secretion of TGF-β (55), and the observation that some IL-4 is required to obtain
type 1 T cell responses (56).

The differentiation of T cell subsets along a type 1 or type 2 path depends on the
type of antigen, the route and dose of entry of the antigen, the nature of costimulatory
signals provided, as well as the genetic background of the host (57–60). In addition
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the most clearly defined factor determining T cell differentiation is the cytokine
environment present at the initiation of the immune response. IL-4 is the dominant
cytokine influencing type 2 polarization (61, 62), signaling through the IL-4 receptor
and activating Stat-6 (63–65) and the transcription factors, c-Maf and GATA-3 which
commit the T cell to type 2 differentiation (66) (67). In contrast, IL-12 and IFN-γ are
the cytokines that drive type 1 polarization (68, 69). IL-12 directly influences type
1 polarization by activating Stat-4 in naı̈ve T cells (70). More controversial are the
effects of IFN-γ, which likely augment type 1 polarization indirectly by upregulating
expression of IL-12 by macrophages (71). However, since type 1 responses are not
completely abrogated in IL-12 p40 deficient mice (72) and IL-12 poorly induces T-
bet, a transcription factor associated with type 1 differentiation, it has been suggested
that IFN-γ may also directly influence type 1 polarization. Supporting this reasoning
is the observation that T-bet expression is dependent on Stat-1, which is efficiently
induced by IFN-γ (73). Other cytokines, such as IL-18 and IL-1α were thought
to act as polarizing signals, but both molecules appear to amplify responses that are
already polarized (74). The antagonistic nature of these T cell populations is evident
in that the cytokines that drive polarization of their respective phenotypes inhibit
polarization toward the opposing phenotype. The most dominant effect is exerted
by IL-4, which induces type 2 polarization and inhibits type 1 polarization (75, 76).
If IL-4 reaches a certain threshold at the beginning of an immune response then a
type 2 cytokine profile will dominate that response. One way IL-4 exerts its effect is
by down-regulating expression of IL-12Rβ2, thereby blocking the effects of IL-12
on differentiating T cells (77). IL-4 also inhibits type 1 polarization indirectly by
downregulating IL-12 production of dendritic cells (78, 79).

Cytokine Profile is Relevant to Disease

The relevance of type 1 or type 2 polarized T cell responses to disease states was
first appreciated in infectious disease models (reviewed in (53)). An example is the
protection against the parasite, Leishmania major (L. major), that is associated with
a type 1 polarized immune response and this protection is lost in IL-12Rβ2 defi-
cient mice (80) (81). Mouse strains that are susceptible to L. major infection mount
predominantly a type 2 immune response. Converting the type 2 immune response
toward a type 1 response, in these susceptible mice, provides protection from an
infection with L. major (82). The process of promoting a non-therapeutic immune
response, as seen in the mouse strains that are susceptible to L. major, has been termed
‘immune deviation’ (83). However, it must be noted that all immune pathologies
cannot be explained by immune deviation. For example, the cell-mediated disease
experimental autoimmune encephalomyelitis (EAE) is believed to be mediated by
Th1 immune responses that can be ameliorated by Th2 responses. Yet suscepti-
ble strains of mice that have the IFN-γ gene disrupted are still susceptible to EAE
whereas resistant strains of mice become susceptible to EAE when this gene is dis-
rupted (84). Whether other type 1 cytokines, such as TNF-α, might be responsible
for the pathology observed in EAE is unclear and only underscores the complexity
of the immune system. Nonetheless, appreciation of immune deviation has changed
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the way immunologists look at many disease states. But is this paradigm relevant to
cancer?

A Type 1 Cytokine Response is Essential for Tumor Regression

Various studies have implicated the type 1/ type 2 paradigm in the regulation of the
host’s immune response to cancer however the significance of these two T-cell pop-
ulations has been controversial (85–91). While several reports had made correlations
between type 1 responses being therapeutic (87, 88), Hu and colleagues were the first
to show that a poorly immunogenic tumor that failed to prime therapeutic T cells
for adoptive immunotherapy, had not ignored the tumor, but had initiated a tumor-
specific type 2 response that was non therapeutic (86). Vaccination with the same
tumor that was lipofected with an allogeneic MHC class I gene, primed T cells that
exhibited a tumor-specific type 1 cytokine profile and were therapeutic in adoptive
transfer studies. These results suggested that the failure of adoptive immunotherapy,
in this model, was not the result of T cells failing to recognize the tumor; rather,
it was because the host mounted an ineffective (type 2) immune response. Win-
ter and colleagues examined whether other poorly immunogenic tumors (tumors
where vaccination fails to provide protection from a subsequent tumor challenge)
stimulated a tumor-specific type 2 cytokine response in the vaccinated host. Examin-
ing a panel of tumors, ranging from strongly to poorly immunogenic, they showed
that immunogenic tumors primed immune responses that were highly polarized
towards a type 1 cytokine response, while a type 2 cytokine response was dominant
for poorly immunogenic tumors (85). Further, To and colleagues, working in the
weakly immunogenic MCA-205 tumor model, showed that tumor-specific CD4 T
cells polarized to a type 1 response were significantly more therapeutic than CD4+
T cells polarized to a type 2 cytokine profile (89). In contrast to these findings other
groups have suggested that type 2 polarized T cells can mediate tumor regression
(92–94). However, a careful study using adoptively transferred type 1 or type 2 polar-
ized OT-1 transgenic T cells demonstrated that the type 2 T cells were markedly less
therapeutic than T cells from type 1 polarized immune responses (95). Additionally,
the therapeutic type 2 response was non-therapeutic if the T cells were adoptively
transferred into IFN-γ knockout mice (96). Thus therapeutic type 2 polarized T
cells were dependent on the type 1 cytokine, IFN-γ, derived from the recipient,
underscoring the importance of a type 1 immune response. Chamoto et al., used the
same tumor model system, but transferred non-transgenic T cells and reported that
only the adoptive transfer of Th1 cells, but not Th2 cells, induced tumor-specific
cytotoxic Tc1 cells in the recipient that led to eradication of the tumor mass in
vivo (94). In another study the adoptive transfer of Th2 cells led to tumor eradica-
tion; however by inducing necrosis with an infiltration of inflammatory cells into
the tumor mass (97). It is unclear from the design of this last study whether type
1 cytokines played a major role in mediating tumor destruction. Recently, Mattes
and colleagues reported that type 2 CD4 T cells mediated, through an eosinophil-
dependent process, the regression of pulmonary and visceral metastases of a CTL-
resistant tumor (43). Thus, while the majority of studies support the importance of
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a type 1 response, there are some examples of type 2 responses mediating tumor
regression.

IFN-γ is Critical for in situ Priming but not Effector Function
or Protective Memory

In the absence of IFN-γ vaccination fails to provide protective antitumor immunity
(98, 99). In spite of the lack of protection, effector T cells generated from TVDLN
of GKO mice exhibited tumor-specific cytotoxicity and adoptive transfer of GKO
effector T cells mediated complete regression of pulmonary metastases in both wt and
GKO mice (99). Further, mice cured of experimental pulmonary metastases were
resistant to a secondary tumor challenge documenting that IFN-γ is neither required
to maintain a protective memory response or to mediate regression of subcutaneous
tumor. These results are generally consistent with an earlier study by Peng et.al.
using the MCA-205 sarcoma model (31). However, this report found that effector T
cells from GKO mice were less effective than wt effector T cells, requiring transfer
of greater numbers of effector T cells or combination with radiation of the tumor-
bearing host. In contrast to these two reports, studies from Prevost-Blondel et. al.,
using effector T cells from GP33 TCR-tg wt or GKO mice did not see regression
of pulmonary metastases when IFN-γ was absent from their system (100). However,
TCR-Tg effector T cells from GKO mice were able to mediate efficient regression of
pulmonary metastases in wt hosts, excluding the possibility that these GKO effector
T cells were not efficiently “primed”. The authors suggest that given the low level of
class I on their B16 the lack of therapeutic efficacy may be related to a dependence
on IFN-γ to upregulate expression of class I on the tumor in vivo. In the studies
of Winter et. al., it is interesting that the effector T cells from GKO mice did
not develop a tumor-specific T2 cytokine profile. Subsequent studies showed that
effector T cells generated from GKO mice secrete TNF-α in response to stimulation
with specific tumor, providing a possible alternative mechanism for these T cells to
mediate tumor regression.

Perforin, IFN-γ and TNF—A Triad of Effector Molecules

While the aforementioned studies using gene knock-out or mutant mice deficient
in a single effector molecule examined the requirement for that molecule in T cell-
mediated tumor regression, they failed to rule-out the likelihood that the immune
system of the deficient host would utilize other elements of the immune system to
compensate for absence of that molecule. To evaluate whether perforin and IFN-
γ were able to compensate for each other when either was absent, T cells from
mice deficient in both molecules were evaluated for their ability to mediate tumor
regression in the poorly immunogenic B16BL6-D5 melanoma model. While slightly
less effective than T cells from either PKO or GKO mice, effector T cells from
perforin-IFN-γ double ko (PKO/GKO) mice could eliminate pulmonary metastases
and cure mice of three day established tumor (101). Analysis of the effector T cells
revealed they maintained a type 1 cytokine profile, secreting TNF–α in response to
stimulation with specific tumor. Poehlein and colleagues went on to show that the
therapeutic efficacy of these T cells could be blocked by treatment with soluble TNF
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receptor. These results suggest that a triad of effector molecules exist, any of which
may be able to mediate tumor regression. However, strategies that can generate all
three responses will likely be the most effective. Consistent with this hypothesis are
earlier reports that the administration of type 1 cytokines (IFN-γ, IFN-α, and or
TNF-α) together with the adoptive transfer of a cytolytic tumor-specific T cell clone
further augmented therapeutic efficacy (102, 103). Since the additional cytokines
were not expected to support T cell growth better than IL-2, which was administered
to all animals, the authors suggested that the IFN-γ, IFN-α or TNF-α worked to
augment the susceptibility of the tumor to killing by cytolytic T cells, or that the
cytokines mediated antitumor effects independent of CTL.

A Type 1 Immune Response Correlates with Therapeutic Response in Humans

In 1994, Kawakami and colleagues showed a strong correlation with the adoptive
transfer of T cells exhibiting tumor-specific IFN-γ secretion and objective clinical
response (104). While a highly selected group of patients, this report supports the
link between a type 1 cytokine response and tumor regression. Subsequently, Lowes
and colleagues, identified an increase in TNF-β (LT-α) mRNA in melanoma lesions
undergoing spontaneous regression and absent in progressing nodules (105). Since
TNF-β is a type 1 cytokine it provides additional support for this paradigm.

However, in tumors that are not undergoing regression, elevated levels of type 2
cytokines have been observed (106). Another study of melanoma and renal cell
carcinoma patients reported that T cells from the peripheral blood of patients with no
current evidence of disease displayed Th1 responses to the tumor-associated MAGE-
6 peptide (107). Additionally, this report identified that the majority of patients with
active disease had a MAGE-6 peptide-specific type 2 immune response, characterized
by secretion of IL-5. Other studies have observed tumor-specific type 2 cytokine
responses in patients that have progressed following immunotherapy. Meijer and
colleagues detected a mixed tumor-specific type 1 and type 2 cytokine response
in the peripheral blood of some patients following adoptive immunotherapy (108).
Mixed type 1 and type 2 responses have also been reported in patients receiving a
breast cancer vaccine (109). While to our knowledge there is no direct evidence
that a tumor-specific type 2 response can suppress the therapeutic activity of tumor-
specific type 1 effector T cells, it is expected that an established tumor-specific type
2 memory response would interfere with endogenous epitope spreading and the
propagation of newly primed tumor-specific type 1 T cells (110–112).

A Three-Signal Paradigm for Effective Generation of Therapeutic T Cells

Overall the above noted data strongly argue that a type 1 cytokine response is critical
for T cell-mediated tumor regression in most models. Further, evidence for immune
deviation in additional animal tumor models (85, 86, 88) as well as evidence from
clinical studies correlating a type I response with therapeutic effects (104, 113), spon-
taneous regression (105) or absence of disease (107) provides additional support for
the hypothesis that the development of a tumor-specific type 1 response is critical
for effective immunotherapy. These early findings led, in 1999, to the proposition
of a three-signal paradigm for the development of effective T cells for adoptive
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Figure 2. Generation of therapeutic effector T cells requires three signals. This includes the well
established first “two signals”; including T-cell receptor interaction with MHC-peptide complexes (signal
1) and the interaction of costimulatory molecules with their ligands (signal 2). The third signal (signal 3)
polarizes the responding T cell along a type 1 (Th1/Tc1) phenotype. This third signal promotes
generation of a type 1 response by blocking type 2 polarizing signals (ie. IL-4 receptor antagonists) and
providing type 1 polarizing signals (IL-12).

immunotherapy (9). The first signal is that of specific antigen, presented by MHC
to the TCR. The second is a costimulatory signal(s) and the third are those that
polarize the developing immune response to a type 1 cytokine profile and/or block
the development of a type 2 cytokine response. This three-signal paradigm provides
a basic strategy to induce, augment and maintain the generation of T cells with
therapeutic activity. Figure 2 provides a schematic of how this paradigm might be
used to optimize the development of a tumor-specific type 1 immune response. This
includes the elimination of factors and/or cells that interfere with these three signals.
Combining these strategies with homeostasis-driven expansion and regulatory T cell
depletion (discussed below) provide a basis for a new generation of adoptive cellular
immunotherapy trials.

MANIPULATING THE DEVELOPING ANTI-TUMOR IMMUNE RESPONSE

Since the transfer of T cells with a type 1 polarized tumor-specific cytokine
response exhibited enhanced therapeutic efficacy a possible strategy for adoptive
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immunotherapy is to examine whether type 2 polarized responses could be “repo-
larized” toward a type 1 phenotype. T cells from lymph nodes draining a poorly
immunogenic tumor that routinely develop a non-therapeutic tumor-specific type
2 cytokine response could be “repolarized” towards a tumor-specific type 1 cytokine
response by in vitro culture with anti-IL-4 mAb and exogenous IL-12. Coincident
with expression of the type 1 cytokine response these T cells exhibited therapeutic
efficacy in adoptive transfer studies (85). The mechanism of this effect is unclear. Did
the altered cytokine milieu actually change the cytokine profile of the tumor-specific
type 2 cells that were not fully differentiated (114, 115) or did the IL-12 enhance
expansion of a small population of tumor-specific type 1 T cells from the mixed
population of tumor-specific type 1 and type 2 T cells residing in tumor-vaccine
draining lymph nodes (116)? While a better understanding of the mechanisms oper-
ational in these short-term animal experiments will provide important information,
applying these strategies to patients with advanced disease will likely be different and
require additional research with clinical specimens to optimize the conditions for
obtaining a tumor-specific type 1 immune response. However, a recent report from
Knutson and colleagues shows that CD4 T cells from vaccinated cancer patients
maintained antigen-specific type 1 CD4 T cells better when cultured with IL-12
and IL-2 than standard culture conditions (117).

In addition to manipulating the cytokine environment, infectious disease models
have provided additional insight into strategies that can influence T cell polarization.
For example, strain-specific differences within dendritic cells influence the ability
of inbred mice to mount polarized immune responses that protect against L. major
(118). Adding to the complexity, various groups have segregated dendritic cells
based on their ability to induce type 1 or type 2 T cell responses (119–121). The
role of costimulation by antigen-presenting cells in skewing immune responses is
another potential target for augmenting the generation of tumor-specific T cells
for adoptive cellular immunotherapy. CD80 (B7-1) and CD86 (B7-2) have been
among the most studied ligands of T cell activation, are critical for priming tumor-
specific T cells in vivo and may also affect T cell polarization (122) (123) (60)
through a series of interactions; including the strength of signal through the T-cell
receptor and differential upregulation of costimulatory molecules (57). Additionally,
constimulation may broaden the repertoire of tumor antigens recognized by the
responding T cells, allowing them to respond to subdominant epitopes (124). This
approach, together with polyclonal stimulation with anti-CD3 in vitro, has shown
efficacy for improving expansion of effector T cells for adoptive immunotherapy
(125,126).

While not a polarizing signal, strategies that block the inhibitory signal provided
to CD28 through interaction with CTLA4 have already been shown to substantially
augment immune responses in preclinical models and clinical trials (127) (128) (129)
(130). CD137 (4-1BB) is a costimulatory molecule expressed on activated T cells
that appears to augment type 1 polarization. In vitro activation of tumor-vaccine
draining lymph node cells with antibodies to CD137, CD3, and CD28 increased
tumor-specific IFN-γ secretion more than activation with anti-CD3 and anti-CD28.
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In adoptive transfer studies T cells activated with all three antibodies were more
effective mediators of tumor regression than T cells activated with anti-CD3 and
anti-CD28 (131, 132). Another co-stimulatory molecule is CD134 (OX40). This
member of the TNF receptor family is expressed on recently activated CD4+ T
cells. Ligation of CD134 augments proliferation and cytokine secretion and has been
shown to augment the immune response to weakly immunogenic tumors (133–136).
While some controversy exists, most data suggests that CD134 stimulation augments
both type 1 and 2 immune responses (137–140). Thus, providing co-stimulation via
CD134 will likely have the greatest therapeutic effect when it is administered with
a type 1 polarizing signal or in adoptive transfer studies where tumor-specific CD4
T cells are already polarized towards a type 1 cytokine profile.

Costimulation Following Adoptive Immunotherapy

Another way to augment the effectiveness of adoptive immunotherapy is by supply-
ing costimulatory signals to the T cells following adoptive transfer. While a number
of investigators have transfected tumors with CD80 for use as vaccines (122), Bai
and colleagues showed that administering an anti-CD28 mAb augmented the ther-
apeutic efficacy of tumor-specific (Tg-TCR) T cells (141). In conjunction with
adoptive immunotherapy, the administration of antibodies against 4-1BB or OX40
also increased therapeutic efficacy of the transferred T cells (142)(143).

An alternative to providing costimulatory signals is to block inhibitory signals
provided by host cells or the tumor. Blocking the inhibitory effect of CTLA-4 is
one approach, but as yet we know of no studies that have combined this strategy to
promote survival or activity of antitumor effector T cells in adoptive immunother-
apy studies. However, given its activity in combination with vaccines, these studies
will certainly be performed soon. B7-H1 is a B7 family molecule that provides
an inhibitory signal to T cells and is expressed by some tumors (144). Recently,
Strome and colleagues showed that by blocking B7-H1 in vivo at the time of adop-
tive immunotherapy it was possible to increase therapeutic efficacy against a B7-H1
expressing tumor (145).

SUPPRESSION AND REGULATORY T CELLS

In addition to the inhibitory signals noted above, the immunogenic potential of
tumor antigens is dependent on a variety of host immune mechanisms that avoid
autoimmunity by ensuring tolerance to self antigens. There is accumulating evidence
that immunological tolerance is maintained by T cell-mediated suppression of self-
reactive T cells. T cell-mediated regulation is not a new concept as lymphocyte pop-
ulations that can suppress antigen-specific immune responses were described more
than three decades ago (146, 147). The suppressive lymphocyte population was char-
acterized mainly by function since molecular markers defining this population were
unavailable at the time. Subsequent studies demonstrated that CD4+ T cells were
responsible for the T cell-mediated suppression (148–150). A suppressive lymphocyte
population was further characterized as the CD4+ T cell subpopulation expressing
the IL-2Rα chain (CD25) that if depleted prior to T cell transfer into athymic
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nude mice resulted in autoimmune disease (151). Other groups demonstrated that
elimination of CD25+ T cells resulted in the development of autoimmune diseases
such as colitis and diabetes (152–156). This CD25+CD4+ T cell population, which
represents 5–10% of peripheral CD4+ T cells in mice, is nonproliferative to antigenic
stimulation in vitro and potently suppresses the proliferation of other CD4+ or CD8+

T cells (157–159). Recently, other markers associated with CD25+CD4+ regula-
tory T cells have been described, including GITR (160, 161), CTLA-4 (162), Foxp3
(163, 164), CD103 (165), CD45RBlow (166, 167) and Lag-3 (CD223) (168). Human
CD25+CD4+ regulatory T cells isolated from peripheral blood express CD45RO+,
CD62L, and CTLA-4 and can suppress the proliferation of CD25−CD4+ T cells
(169). It appears that CD25+CD4+ regulatory T cells require antigen-induced acti-
vation to become suppressive, but their suppressive function is antigen independent
(170, 171). They mediate suppression via secretion of immunosuppressive cytokines,
TGF-β and IL-10 (172–174), but some mechanisms appear to require direct cell-cell
contact (175–177).

Early on it was postulated that the elimination of “suppressor” T cells could
enhance effective antitumor immunity in tumor-bearing hosts (178). Studies from
North and Colleagues showed that CD4+ T cells from tumor-bearing mice could
inhibit therapeutic adoptive cellular immunotherapy (148). These results, under
appreciated for the past 15 years, correspond closely to what we now appreciate
as regulatory T cells. Recent studies have shown that depletion of CD25+ cells aug-
mented both CD4+ and CD8+ T cell responses against tumor (179–183). Addition-
ally, In vivo depletion of CD25+CD4+ regulatory T cells using the anti-CD25 mAb,
PC61, promoted regression of several leukemias, sarcomas, and a myeloma (184).
Reactivity to the tumor-associated antigen, tyrosinase-related protein-2 (TRP-2),
was enhanced in CD25+CD4+ depleted mice challenged with B16 melanoma and
injected with an antibody that blocks CTLA-4 (181). Furthermore, depletion of
CD25+CD4+ regulatory T cells in tumor-vaccinated mice augmented the sensiti-
zation of tumor-vaccine draining lymph node cells, which upon adoptive transfer
demonstrated augmented antitumor therapy. In support of an important role for IL-2
in the developing anti-tumor immune response, enhanced activity of tumor-vaccine
draining lymph nodes did not occur if depletion of CD25+CD4+ regulatory T cells
was performed after tumor vaccination (183).

The accumulation of data obtained from tumor models has led to a search for
CD25+CD4+ regulatory T cells in humans. Increased percentages of CD25+CD4+

T cells expressing TGF-β were present in non-small cell lung cancer (NSCLC)
tumor-infiltrating lymphocytes and ovarian cancer tumor-associated lymphocytes
compared to PBMCs from normal patients (185). CD25+CD4+ T cells isolated
from NSCLC could inhibit proliferation of autologous peripheral blood T cells
(186). Similarly, CD25+CD4+ T cells from pancreas or breast cancer involved lymph
nodes suppressed the proliferation and secretion of IFN-γ of activated CD8+ cells
or CD4+CD25− cells (187). Clinical trials designed to deplete CD25+CD4+ regu-
latory T cells or block their function will be important steps to determine whether
these cells, which play such an important role in preclinical models, are obstacles
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to effective immunotherapy in humans. One treatment that is already available to
delete CD25+ cells is the IL-2-diptheria toxin fusion protein (ONTAK), which
could provide a novel strategy for depleting CD25+CD4+ regulatory T cell popu-
lation in patients (188).

WHEN IT COMES TO TUMOR-SPECIFIC T CELLS “MORE IS BETTER”!

In 1955, Mitchison was the first to demonstrate that the adoptive transfer of greater
numbers of tumor-specific T cells increased therapeutic efficacy (189). This paradigm
is now well established in all adoptive transfer models we know of (102, 190, 191).
While obtaining increased numbers of tumor-specific T cells in animal models is
often a trivial problem, simply requiring additional mice, obtaining increased num-
bers of tumor-specific T cells in patients with cancer represents a therapy-limiting
obstacle to potentially effective treatment. What limits the expansion of T cells
responding to vaccination or following adoptive transfer into a tumor-bearing host?
In normal non-lymphopenic hosts homeostatic mechanisms work to maintain a
constant level of lymphocytes and the expansion of tumor-reactive T cells is limited.
However, in lymphopenic hosts, T cells expand to fill the void. Several hypothe-
ses have been proposed to explain homeostasis-driven T cell proliferation. One of
the earliest to be suggested was the “space” hypothesis. Here, the creation of space
allows responding tumor-specific T cells to expand, unencumbered by their neigh-
bors and/or inhibitory signals those neighbors may provide (192–195). A second
is the “suppressor cell” hypothesis, which emphasizes the selective elimination of
“suppressor” or CD4+CD25+ regulatory T cells by the lymphopenic insult result-
ing in increased expansion of tumor-reactive T cells (196–203). This research has
provided solid information on the requirements for T cell expansion in lymphopenic
hosts and provides insight into how this information may be exploited to buttress
antitumor immunity.

What Controls Homeostatic Proliferation?

The expansion of CD4+ and CD8+ T cells in lymphopenic hosts is dependent
primarily on TCR - peptide interactions (204) (205), with clonal competition for
these interactions being a limiting factor for ultimate expansion (206). However,
these interactions are not the sole mechanism for expansion, as an IL-7-mediated
component can also drive proliferation independent of TCR signaling (207) and
IL-12, which does not play an essential role in T cell expansion, can augment the
response (208). Further, IL-2, costimulation via CD28 or interactions with 4-1BB/
4-1BBL and CD40/CD40L are not required for homeostasis-driven proliferation
(209, 210). During expansion naı̈ve T cells express a “pseudo” memory phenotype
and never revert back to a naı̈ve phenotype (211). Importantly, T cells undergo-
ing homeostasis-driven expansion are hypersensitive to antigen stimulation with a
lowered threshold for activation and expression of effector functions (209, 212, 213).

Augmented Priming of T Cells in Vaccinated Lymphopenic Hosts

Mackall and colleagues were the first to appreciate how exposure to antigen dur-
ing immune reconstitution of a lymphopenic host could be exploited to skew the
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T cell response to vaccination (204). Subsequently Borello and colleagues showed
how vaccination, with a GM-CSF transduced B-cell lymphoma, A20, in the post
bone marrow transplant (BMT) setting could augment therapeutic efficacy more
effectively than in a normal host (214). They also showed how this strategy led to
increased expansion of tumor-reactive T cells by reconstitution with trace levels of
transgenic TCR T cells reactive with the model antigen expressed by the tumor.
Asavaroengchai and colleagues used tumor lysate-pulsed dendritic cells to vaccinate
mice post BMT against the MT-901 mammary cancer (215). This provided effective
protection in challenge studies and reduced outgrowth of pulmonary metastases in
animals with established tumor prior to BMT and vaccination. Hu and colleagues
transfused normal spleen cells into either irradiated or congenitally lymphopenic
Rag1-/- mice and vaccinated with a GM-CSF secreting tumor vaccine. Tumor
vaccine-draining lymph nodes (TVDLN) harvested from reconstituted lymphopenic
mice contained an increased frequency of tumor specific CD4+ and CD8+ T cells
and were significantly more effective in adoptive transfer studies (216, 217). This
demonstrated that neither BMT nor the cytokine storm accompanying whole body
irradiation were required to obtain the beneficial anti-tumor effects provided by vac-
cinating a lymphopenic host. Dummer and colleagues reported how lymphopenic
animals, either sublethally irradiated or Rag1 -/- mice, reconstituted with normal
lymph node cells were more resistant to tumor challenge then either control or
lymphopenic animals (218). This response, in non-vaccinated animals, correlated
with an increase in tumor-specific cytotoxicity and IFN-γ release. Together, these
reports suggest, that by initiating vaccine strategies during periods of lymphopenia-
driven T cell expansion it is possible to skew the T cell repertoire towards tumor
antigens, resulting in a dramatic expansion of tumor-specific T cells. Since adoptive
immunotherapy has been limited to tumors where it is possible to generate substantial
numbers of tumor-specific T cells, this maneuver could be used to obtain tumor-
specific T cells in malignancies where it has previously been impossible to do so.

Adoptive Immunotherapy in Lymphopenic Hosts Augments Therapeutic Activity

Homeostasis-driven proliferation can also have a tremendous impact when exploited
at the efferent stage of immunotherapy. The adoptive transfer of antigen-specific
lymphocytes into a lymphopenic host, has been shown to augment the effector
activity of the transferred cells. This was first shown by Harris and colleagues, who in
1954 reconstituted irradiated rabbits with immune lymph node cells and documented
substantial increases in antibody production (219). Over the intervening decades the
observation that immunosuppression prior to adoptive transfer improves therapeutic
efficacy has remained consistent (220) (221) (222) (36). While the creation of space,
elimination of suppressor cells or a direct anti-tumor effect were frequently used to
explain the advantage conferred by immunosuppression, in some models it is likely
that all three mechanisms played a role in the augmented antitumor effect. Based on
the preponderance of preclinical data supporting its use, many clinical studies used
immunomodulatory doses of cyclophosphamide prior to infusion of transferred cells
even though there was little clinical evidence to support its use. The recent success
of stem cell transplant strategies in renal cell cancer (223, 224) prompted Rosenberg
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and colleagues to reevaluate the degree of immunosuppression employed prior to
adoptive transfer. Their success in adoptive cellular immunotherapy in melanoma
patients receiving a mix of tumor-specific T cell clones and bulk CD4+ and CD8+
TIL following a non-myeloablative conditioning regimen (discussed latter—(11)) has
created a great deal of enthusiasm in the field of adoptive immunotherapy (225). The
unparalleled expansion and persistence of tumor-specific T cells, greater than 70%
of circulating CD8+ T cells in some patients, will undoubtably lead to additional
trials of this approach in melanoma and other malignancies.

While trials exploiting homeostasis-driven proliferation at the afferent limb (prim-
ing) or the efferent limb (transfer of effector cells) are underway or have recently
been reported. Given the strong preclinical and recent clinical data it is only a matter
of time before studies will be instituted that exploit the advantages of homeostasis-
driven proliferation at both the afferent and efferent stages of the immune response. In
the following sections we will review clinical trials of adoptive cellular immunother-
apy, in some cases discussing preclinical studies that were relevant to the clinical trial.
Table I presents an overview of adoptive cellular immunotherapy strategies that made
their way to clinical trials for patients with cancer.

ADOPTIVE CELLULAR THERAPY USING NON-SPECIFIC CELLS

Macrophages

Macrophages play an important role as antigen presenting cells and as effector cells in
humoral and cellular immunity; however, their role in mediating anti-tumor effects
is not well established. The infiltration of macrophages and monocytes into many
different tumors, e.g. colon carcinoma (226) (227), mammary carcinoma (228) and
melanoma (229), has been shown, although the degree of infiltration can vary greatly
even in tumors of the same histology (230). Preclinical adoptive transfer experiments
with in vitro activated macrophages revealed their potential to inhibit pulmonary
metastases (231) and to induce regression of transplanted human melanoma cells
in SCID mice (232). Although activated macrophages were effective at inhibiting
the formation of metastases, they were generally ineffective at mediating regression
of established tumors (233). Additionally, strategies that activated macrophages in
vivo, using lymphokines or synthetic analogs of muramyl dipeptide, had limited
success mediating tumor regression (233) (234). Further, macrophages can release
growth factors that promote angiogenesis (235) and support tumor growth (236)
complicating their application to treat cancer.

However, these preclinical studies were sufficiently encouraging that clinical trials
employing adoptive transfer of macrophages were performed. To increase the number
of macrophages in the peripheral blood prior to leukapheresis, patients were pre-
treated for 7 days with GM-CSF. Harvested macrophages were stimulated in vitro
with IFN-γ and LPS and adoptively transferred (237). Macrophages accumulated
at sites of tumor metastases (238), but no objective responses were observed in the
treatment of 22 colorectal cancer patients (239) (240) (241), 10 melanoma patients
(242) and 11 non small cell lung cancer patients (NSCLC) (243). A recent study
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Table 1. Adoptive Cellular Immunotherapy of Cancer in Humans

Donor Vaccine Cell source Cultured Transferred Ref

Fresh cells

Xenogeneic
Pigs autol tumor PBMC, LN? no peritoneum (7)
Rabbits autol tumor spleen? no pleural cavity (6)

Allogeneic
Non-related autol tumor leukocytes no i.v. (8)

Cultured cells

Syngeneic
Autologous none leukocytes yes/autol tu i.p. (8)

Monocytes
GM-CSF∗ PBMC Yes /IFN-γ LPS i.v. (239–243).
none PBMC Yes /IFN-γ i.vesicularly (244)

NK/LAK cells
None PBMC yes/TCGF i.v. (262)
none PBMC Yes /IL-2 i.v. (269–272)
none PBMC Yes /IL-2 i.p. (273, 274)
none adh PBMC Yes /IL-2 i.v. (278).

T cells
none PBMC Yes /PHA i.t. (251)
none PBMC Yes /PHA i.v. (252)
none TIL Yes /tumor/IL-2 i.v., intra arterial (290–295)
IFN-α TIL Yes /tumor/IL-2 i.v., (296).
none CD8 TIL Yes /tumor/IL-2 i.v. (297)
none PBMC Yes /anti-CD3 i.v., + IL-2 (280)
tumor LN Yes /tumor/IL-2 i.v. (305).
tumor LN Yes /anti-CD3/IL-2 i.v. (309–311)
tumor PBL Yes /anti-CD3/IL-2 i.v. (312).
none CD4 + PBL Yes /anti-CD3/IL-2 i.v., + IL-2 (283)
autol tumor LN Yes /Bryostatin+Ca+IL-2 i.v. (342)
autol tumor LN Yes /SAg/IL-2 i.v. (314, 317–319)
gene-mod tu LN Yes /anti-CD3/IL-2 i.v. (108, 322)
peptide PBMC/TIL cloned i.v. (331, 332)
none PBMC Bulk IVS i.v. (333)
gp100 PBMC cloned i.v. N-Myelo# (334).
Mixed % TIL cloned + Bulk i.v. N-Myelo# (11).

∗GM-CSF administered to increase recovery of Monocytes from PBMC.
#Non Myeloablative chemotherapy administered prior to T cell infusion.
%Some patients previously treated on other vaccine trials.

repeatedly administered, intravesicularly, IFN-γ activated macrophages to 17 patients
with superficial bladder cancer following transurethral tumor resection. 15 patients
received 6 or more infusions of 0.9 to 2.5×108 activated macrophages. Urinary IL-8
and GM-CSF were markedly increased and the recurrence rate in the 12 months
following initiation of therapy was significantly less than the year preceding the
first adoptive transfer (244) (245). Future studies will be needed to confirm these
promising findings. Another possible strategy to improve the efficacy of this approach
would be to combine adoptive transfer of macrophages with bi-specific antibodies
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that exploit FcγR or FcαR expression of macrophages to target these effector cells
to antigens expressed on cancers (246) (247) (248).

Phytohemagglutinin-Activated Killer Cells (PAK)

Phytohemaglutinin (PHA) is a plant lectin that is mitogenic for T cells. PHA-
activated peripheral blood lymphocytes mediate cytolytic activity against fresh autol-
ogous and allogeneic tumor targets, but not normal cells, through lectin-dependent
cellular cytotoxicity (249, 250). While the adoptive transfer of PHA-activated killer
cells (PAK) directly into the tumor (251) or intravascularly (252) had little therapeutic
success, the later was an important step as it proved the feasibility of expanding large
numbers autologous lymphocytes and adoptively transferring them back to cancer
patients.

Lymphokine—Activated Killer Cells (LAK)

The discovery that it was possible to generate lymphokine-activated killer (LAK)
cells, that could lyse fresh “non-cultured” tumor cells, simply by culturing lym-
phocytes for three days with a high concentration of IL-2 created a good deal of
excitement in the 1980’s (253) (254) (255). The earliest studies used lectin-stimulated
lymphocytes to generate T cell growth factor (TCGF) that was used as the source of
IL-2. The availability of recombinant IL-2 rapidly expanded the number of inves-
tigators studying LAK cells (256). Initially controversy existed over whether LAK
activity was derived from T cells or NK cells. The earliest studies using TCGF char-
acterized LAK cells as being T cells while later studies identified them as being NK
cells (254) (255) (257) (258) (259) (260). Subsequently it was shown that the varia-
tions in LAK precursor phenotype were due to whether TCGF or recombinant IL-2
were used to generate LAK; TCGF induced both T cells and NK cells to generate
LAK activity while IL-2 worked predominantly on NK cells (261).

The first clinical trial of “LAK” cells adoptively transferred TCGF cultured
PBMC, that exhibited lysis of autologous tumor, into three patients. There were
no clinical responses, but relatively few cells were given and patients did not receive
systemic IL-2 (262). The failure of this approach would subsequently be predicted
from animal models which showed that therapeutic efficacy of LAK cells was optimal
when maximal numbers of cells were transferred and the maximal tolerated dose of
exogenous IL-2 was administered (263) (264) (265). Translation of these observations
to the clinic required that patients first be treated with IL-2 alone. The first clinical
studies administered Jurkat cell-derived, or recombinant IL-2 alone at different doses,
routes and schedules to 39 cancer patients. No therapeutic effect was observed in
these trials but the toxicity of IL-2, particularly the increased vascular permeability
was identified (266–268). The knowledge that IL-2 could be administered safely
paved the way for trials that combined adoptive cellular therapy with IL-2 support.
A prospective randomized trial of high dose IL-2 alone or in conjunction with LAK
cells in patients with melanoma, renal cancer, colorectal cancer, non Hodgkin lym-
phoma and other tumors revealed no significant difference between the two groups
with 10 CR and 4 PR among 85 patients treated with IL-2 and LAK versus 4 CR
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and 12 PR among 79 patients treated with IL-2 alone (269). These findings were
similar to those of the cytokine working group (270–272).

One explanation for the failure of adoptively transferred LAK cells to mediate
tumor regression is the possibility that they are not able to traffic in large numbers
to the tumor site. To overcome this roadblock, local administration of LAK cells was
studied in patients with peritoneal disease. One study treated patients with ovarian
cancer and reported 1 PR for 10 patients treated (273). A second study reported 2
PR for 10 ovarian cancer patients and 5 PR for 12 colon cancer patients treated by
intra-peritoneal administration of LAK cells and IL-2 (274). Both studies identified
ascites, abdominal pain and intraperitoneal fibrosis as limitations to this approach
(273, 274).

Another explanation for the limited success of adoptive immunotherapy is that
patients treated on these trials generally have advanced disease that is more difficult
to treat. Since preclinical models predict that adoptive immunotherapy would be
more effective against minimal residual disease some have sought to combine adop-
tive immunotherapy in the adjuvant setting. Kimura and colleagues performed a
prospective, controlled study that randomized stage IIIA NSCLC patients, following
curative resection of locally advanced primary lung cancer, to either no adjuvant
therapy, chemotherapy alone or chemotherapy and adoptive immunotherapy with
LAK cells and IL-2. Patients receiving chemo-immunotherapy had a significantly
better 5-year survival rates (53.4%, n = 25) versus chemotherapy alone (33.4%, n =
26), or no additional adjuvant therapy (15.3%, n = 13) (275). These encouraging
results may be due to applying immunotherapy in the adjuvant setting and/or to the
combination of adoptive immunotherapy under conditions that support homeostasis-
driven proliferation of adoptively transferred cells. Future studies will address both
components.

Enriching for the subset of LAK cells that mediate anti-tumor effects is another
approach to increase the efficacy of adoptive immunotherapy. IL-2-activated NK
cells selected by their adherence to plastic surfaces (adherent NK cells, ANK) were
shown to have increased anti-tumor activity in vitro and in animal models (276,
277). However, initial clinical trials with adoptively transferred ANK have had little
success (278).

Anti-CD3 Activated PBL

In 1989 Anderson and colleagues reported that anti-CD3 activated spleen cells exhib-
ited cytolytic activity against NK-resistant tumor targets and mediated regression of 5
day established pulmonary metastases (279). An advantage of this approach compared
to LAK cells was a substantially increased yield of activated killer cells. A clinical
trial of this approach adoptively transferred PBMC that had been activated by an
overnight in vitro culture with anti-CD3. Subsequently, all patients received systemic
administration of IL-2 to support in vivo expansion of the transferred T cells. In this
trial all patients received low dose cyclophosphamide for the purpose of reducing
“suppressor” cell activity. There was one PR in 24 treated patients (280). Additional
preclinical studies using anti-CD3 stimulation of naı̈ve spleen cells demonstrated that
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the dominant mediator of therapeutic activity was a CD4+ T cell. In this model,
transfer of anti-CD3 activated CD4 T cells was more effective than the transfer of
anti-CD3-activated CD8 or bulk unseparated spleen cells (281). Based on this and
other in vitro human studies supporting this concept (282), Curti and colleagues
performed a second clinical trial using CD4 T cells obtained by negative selection
of leukapheresis product (283). Isolated CD4 T cells were activated with anti-CD3
and expanded in IL-2 (90 IU/ml) for 4 days prior to being adoptively transferred
with all patients receiving systemic IL-2. An interesting component of this trial was
that PBMC were obtained from patients following cyclophosphamide treatment at
a time when their WBC count was dropping towards its nadir or as the WBC was
recovering from its nadir. Recovery of CD4 T cells was greatest when leukapheresis
was performed when the WBC was dropping following cyclophosphamide admin-
istration. Most patients were treated with CD4 T cells obtained in this way. There
was 1 CR and 2 PRs for 31 treated patients, but 8 of 17 patients with the greatest
CD4 expansion exhibited some anti-tumor effects.

ADOPTIVE CELLULAR THERAPY USING TUMOR-SPECIFIC T CELLS

Tumor-Infiltrating Lymphocytes

Reports of tumor-specific T cells in the peripheral blood of melanoma patients
encouraged the idea that the immune system might be exploited to treat melanoma
(284) (285) (286) (287) (288). However, the inability to regularly isolate these tumor-
specific T cells or obtain them in large numbers was one limitation to their application
in adoptive transfer studies (262). This changed when it was discovered that by cul-
turing freshly isolated tumor preparations with high doses of IL-2, it was possible to
routinely generate cultures of Tumor-infiltrating lymphocytes (TIL). In preclinical
studies the TIL exhibited tumor “specificity” and were 50 to 100 times more effective
at reducing established pulmonary metastases than LAK cells (36) (16). Consistent
with preclinical reports, TIL generated from some melanoma patients could lyse
autologous tumor targets specifically (289). The initial clinical trial of TIL adminis-
tered with IL-2 and cyclophosphamide (25 mg/kg), showed 11 partial responses in
the 20 patients treated (290). A subsequent study of 86 melanoma patients reported
an objective response rate of 34% with 5 CR and 24 PR. In this study approximately
2/3rds of the patients were pretreated with cyclophosphamide (25 mg/kg) 36 hours
prior to adoptive transfer. However the overall response rate was not different: 31%
for TIL + IL-2 and 35% for cyclophosphamide, TIL + IL-2 (291).

A general disadvantage faced by immunotherapists, is that most patients treated
on adoptive immunotherapy trials have advanced and bulky disease that is difficult
to treat. Recently, there have been two reports using adoptive immunotherapy with
TIL as adjuvant therapy for resected stage III-IV melanoma, i.e. patients with min-
imal residual disease. In one trial, lymph node metastases from stage III patients,
rendered disease free by surgery, were randomly assigned to receive either TIL plus
interleukin-2 (IL-2) for 2 months, or IL-2 only. Eighty-eight patients entered the
trial with 44 in each group. While there was no difference in overall survival for the
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2 groups, subset analysis suggested a significantly increased survival for that group of
patients with only a single invaded lymph node that received TIL and IL-2 (292).
Labarriere and colleagues further analyzed the in vitro properties of TIL generated
from 40 patients where autologous melanoma cell lines were available and showed
that patients receiving TIL specific for autologous tumor, measured by intracellular
staining for IFN-γ, had a longer relapse free interval than patients receiving TIL
that were not specific (113). The second trial treated 25 stage III and IV patients
with TIL and IL-2. Eight of 22 stage IIIC (>3 lymph nodes involved) patients that
received between 0.27-to 85 × 1010 TIL were disease free at a median follow-up of
5 years (293).

The initial success in treating melanoma patients encouraged investigators to con-
sider other malignancies. Kradin and colleagues, generated TIL and treated 7 patients
with adenocarcinoma of the lung, but saw no responses where there was greater than
50% reduction at all sites (294). Bukowski and colleagues treated 18 renal cell carci-
noma patients with TIL alone or supported with escalating doses of IL-2 and saw no
objective clinical responses and were unable to generate TIL from 7 patients (295).
While TIL from most patients exhibited non-specific cytotoxicity, TIL from one
patient exhibited tumor-specific cytolytic function. A subsequent trial from Bellde-
grun and colleagues pretreated patients with IFN-α prior to radical nephrectomy
for TIL generation. TIL were then adoptively transferred and patients received IL-2
and IFN-α (296). TIL were generated in 11 of 11 patients attempted and there were
2 CR and one surgical CR. Subsequently, a large multi-center trial of CD8 TIL for
renal cancer enrolled 178 patients, randomizing 160 to either TIL + IL-2 (n = 81) or
IL-2 alone (n = 79). Of the 81 patients enrolled to TIL + IL-2 only 72 were eligible
for TIL therapy and sufficient numbers of T cells could be grown on only 39 patients
(297). Intent-to-treat analysis demonstrated objective response rates of 9.9% (8/81)
and 11.4% (9/79), which was not different for the two groups. Notable differences
between this trial and the 86 patients treated by Rosenberg and colleagues were the
requirement to transport tumor specimens to a central facility, the isolation of only
CD8+ TIL for expansion and infusion, the relatively low number of T cells infused
in some patients and the selection of patients with renal cancer.

Why didn’t more renal cancer patients respond? In concert with some clinical
trials, investigators looked for surrogate markers of therapeutic effector T cells. The
first report of a correlation was provided by Aebersold et al., who showed that
tumor-specific cytolytic activity of TIL was associated with clinical responses in
melanoma patients (298). Another study of selected melanoma patients observed
a significant correlation between the adoptive transfer of gp100-specific, IFN-γ
secreting T cells and tumor regression (104). However, of the renal cancer studies
listed above, only one reported functional analysis of TIL cultures and only a sin-
gle patient was noted to express autologous tumor-specific cytolytic activity. More
extensive characterization of TIL in vitro function might have provided additional
insights about why the response rate is so low. However, immunological monitoring
in renal cancer patients has been somewhat limited by the absence of defined renal
cancer-specific/associated antigens. Recently, determinants have been identified that
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appear to represent common renal cancer tumor antigens; brightening the prospects
for immunological monitoring in this disease (299) (300). However, since the gener-
ation of renal cancer-specific T cells from TIL is a rare event (295, 301, 302), better
ways of generating renal cancer-specific T cells are needed before increased response
rates are likely to be seen for this disease.

Tumor Vaccine-Draining Lymph Node T Cells—in vitro Sensitization

While tumor-specific T cells can be grown from TIL of most melanoma patients,
it is not possible to reliably generate autologous tumor-specific T cells for adoptive
transfer from most other tumors. One potential problem with TIL is that the T cells
present at the tumor site may be suppressed by association with tumor factors and/or
T reg cells and be ineffective at mediating tumor regression. Simultaneous with the
identification of TIL, Shu and colleagues, showed that T cells from the lymph nodes
draining a progressively growing tumor were a good source of anti-tumor T cells.
These tumor-draining lymph node (TDLN) T cells, following in vitro sensitization
(IVS) with tumor cells and IL-2, exhibited tumor-specific cytolytic activity in vitro
and were highly therapeutic in adoptive transfer studies (37, 303, 304). It was spec-
ulated that this approach, utilizing in vitro activated tumor vaccine-draining lymph
node T cells (TVDLN) or vaccine primed lymph nodes (VPL) might circumvent
some of the obstacles associated with TIL. The clinical application of IVS-TVDLN
cells was studied in 17 melanoma patients and 3 renal cell cancer patients. In these
studies irradiated autologous tumor cells were combined with Bacillus Calmette
Guérin (BCG) and used as the vaccine. TVDLN were harvested 10 to 14 days later,
stimulated with cryopreserved autologous tumor and expanded in media contain-
ing 600 IU/ml of IL-2 and subsequently transferred to the patient in combination
with IL-2. One patient receiving adoptively transferred T cells developed a partial
response compared to none in the IL-2 control cohort (305). An interesting observa-
tion from this study was that T cell transfer conferred DTH reactivity to autologous
tumor while vaccination and IL-2 treatment alone did not. A serious limitation of
this strategy was the requirement for large numbers of tumor cells to perform IVS.

Tumor Vaccine-Draining Lymph Node T Cells—Anti-CD3 Activation

Frustrated by the limitation of the prior trial, Shu and colleagues investigated alter-
natives to using tumor to drive in-vitro expansion of T cells with therapeutic effi-
cacy. They found that stimulating TVDLN cells with anti-CD3 appeared to mimic
antigen-specific stimulation, supporting the maturation of T cells that were specific
for the tumor used in the vaccine. In animal models anti-CD3-activated TVDLN
cells mediated regression of tumors in the brain, skin and lung (24, 306) (307, 308).
In a clinical trial 11 melanoma and 12 renal cell cancer patients were vaccinated with
autologous tumor cells and BCG. The TVDLN were activated with anti-CD3 and
IL-2 and adoptively transferred in combination with IL-2. A 33% response rate was
achieved in RCC patients (2 PR and 2 CR), while only one PR was observed in
melanoma patients (309). A subsequent Phase II trial of 39 stage IV renal cell cancer
patients reported 4 CRs and 5 PRs for an overall response rate of 27% (310). An
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interesting observation of this report was the correlation of clinical response with
the transfer of T cells that exhibited a high IFN-γ: IL-10 ratio for tumor-specific
cytokine release. Chang and colleagues applied this same approach to 6 patients with
advanced advanced head and neck cancers. Patients were vaccinated with autologous
tumor and BCG, TVDLN were harvested, expanded with anti-CD3 and IL-2, and
infused into patients who received 15 doses of IL-2 (311). Analysis of infused TIL
for 4 of 5 patients identified tumor-specific secretion of IFN-γ and GM-CSF but
no IL-4 or IL-10 (3 of 3 patients reported). No objective clinical responses were
observed. A similar approach vaccinated 21 NSCLC patients with autologous tumor
cells and GM-CSF. After 2 vaccinations lymphocytes were activated with anti-CD3,
expanded in IL-2 and patients received T cells numbering between 0.5-to 6.1 ×
1010, with 18 patients receiving more than 1.6 × 1010 T cells (312). Median survival
of all 21 patients was 18.6 months, with a 1-year survival of 51.6%.

Tumor Vaccine-Draining Lymph Node T Cells—Superantigen Activation

The staphylococcal enterotoxins also known as microbial superantigens are small
proteins that can cross link distinct Vβ subunits of the TCR with MHC Class II
molecules and lead to selective expansion of T cells, which express the appropri-
ate Vβ TCR. Preclinical studies demonstrated that staphylococcal enterotoxin C or
staphylococcal enterotoxin B two potent microbial superantigens, exhibited to spe-
cific IFN-γ release and were therapeutic in the treatment of murine pulmonary (25)
and intracranial metastases (313). In humans, staphylococcal enterotoxin A (SEA) is
the most potent mitogen, and activates greater than 80% of human T cells (314).
There have been four clinical trials performed by Shu and colleagues where SEA-
activated TVDLN were expanded in low dose IL-2 in vitro and adoptively trans-
ferred to patients with advanced disease. A major difference between these four
studies and most other adoptive cellular immunotherapy trials is that they did not
provide systemic IL-2 to support in vivo survival of transferred T cells. This strat-
egy was undertaken based upon this group’s preclinical data showing that adoptive
immunotherapy with activated TVDLN was more effective against intracaranial and
subcutaneous tumor when systemic IL-2 was not provided (315) (42) (308) (316).

In the first clinical trial, ten patients with malignant glioma were vaccinated with
irradiated autologous tumor cells and received GM-CSF. The TVDLN cells were
stimulated ex vivo with SEA, expanded in IL-2 and then expanded a second time
with anti-CD3 and IL-2 in order to generate high numbers of T cells. Patients
were administered 10 mg/kg cyclophosphamide and 24 to 48 hrs later had their T
cells infused. Three patients experienced a PR lasting 6, 7 and >13 months (317).
A subsequent trial was performed with newly diagnosed gliomas. Patients were
vaccinated with autologous tumor and GM-CSF. In this study harvested TVDLN
cells were activated once with SEA, expanded in low dose IL-2 for 6–8 days and
adoptively transferred to patients pretreated with cyclophosphamide (314). Four
patients experienced a PR lasting 11, 14, 17 and >29 months. A third clinical trial
repeated this strategy in patients with metastatic renal cell carcinoma. Patients were
vaccinated with autologous tumor mixed with GM-CSF and TVDLN were activated
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by culture with SEA, expanded in IL-2 and adoptively transferred. All patients
pretreated with cyclophosphamide and no systemic IL-2 was administered. There
was 1 PR reported for 20 patients treated (318). The fourth trial was undertaken in
patients with unresectable squamous cell carcinoma of the head and neck (SCCHN).
Patients were treated as noted above and sufficient T cells were obtained to treat 15
of 17 patients enrolled. There were no objective clinical responses in this trial (319).
Overall this approach had the greatest success in Glioma where there were 7 PRs
for 22 patients treated.

Tumor Vaccine-Draining Lymph Node T Cells—Gene Modified Vaccines

Although murine models show that vaccination with poorly immunogenic tumors
fails to sensitize therapeutic T cells, genetic modification of these ineffective vaccines
can convert them to effective inducers of effective T cells for adoptive immunother-
apy. Modification with an allogeneic MHC class I gene or a construct encoding
GM-CSF are two approaches that are effective in preclinical models (320, 321).
The first to enter clinical trials was modification of alloantigen-modified autolo-
gous tumor. Patients received unmodified autologous tumor cells and BCG in one
extremity and HLA-B7-lipofected autologous tumor in an alternate extremity. Ten
to 14 days later TVDLN draining both vaccine sites were isolated and expanded
independently so that possible differences in vaccine effectiveness could be evalu-
ated by in vitro assays. For adoptive cellular therapy anti-CD3 activated TVDLN
draining both vaccine sites were combined and administered together with systemic
IL-2. This report failed to observe any responses in 9 melanoma and 11 renal cancer
patients treated. In contrast to preclinical studies that saw lipofected vaccines shift-
ing the tumor-specific T cell response towards a type 1 cytokine profile (86), here
the HLA-B7-modified vaccine promoted a tumor-specific IL-5 response that was
higher than that observed for the TVDLN draining autologous tumor and BCG
(108). Given this and other findings of tumor-antigen specific IL-5 in patients with
progressive disease, future investigations will need to explore whether tumor-specific
IL-5 responses might interfere with therapeutic efficacy or be a marker of other type
2 cytokines that have that ability.

Chang and colleagues used a similar trial design to study the effectiveness of a
GM-CSF-transduced autologous tumor vaccine to prime tumor-specific T cells for
adoptive immunotherapy. Five melanoma patients were vaccinated with autologous
tumor transduced with a vector encoding GM-CSF in one extremity and unmodified
tumor cells alone at a different site (322). TVDLN were harvested 7 days later,
activated and expanded separately so that immunological comparisons could be
made and the two populations of T cells were combined for adoptive transfer. Four
patients received T cells and IL-2 with one patient undergoing a CR. Tumor-specific
immunological monitoring was possible on 2 patients, but did not include the patient
with the CR. While there were no consistent differences between tumor-specific T
cells primed by either vaccine, the yield of TVDLN cells was consistently greater in
the LN-draining the GM-CSF-modified vaccine. While this report of Chang and
colleagues is preliminary, the application of GM-CSF secreting autologous tumor



13. Tumor Immunology and Cancer Vaccines 317

vaccines is an approach that is already showing promising results in NSCLC (323).
The combination of a GM-CSF transduced-tumor vaccine with other strategies
(eg. Non-myeloablative conditioning and/or CD25+ T cell depletion) and adoptive
cellular immunotherapy will certainly be tested in clinical trials in the near future.

Selected Tumor-Specific T Cells

An underlying tenant of adoptive immunotherapy is that if you could select and
transfer only tumor-specific T cells with therapeutic activity you could improve the
response rate of treated patients. Thus strategies that identify the tumor-specific T
cells maybe crucial to the success of adoptive immunotherapy. Recently, Kagamu
and colleagues developed an approach to select the subset of T cells that have been
specifically sensitized to tumor during vaccination (315). T cells that expressed a low
level of L-Selectin (L-selectinLo), a well-established marker for recently activated
and memory T cells (324) (325) (326) (327), were isolated using magnetic bead
technology, expanded in vitro and studied for their ability to mediate regression
of the weakly immunogenic MCA-205 (315). Consistent with its ability to mark
recently activated “responding” T cells, the L-selectinLo TVDLN T cells contained
all of the therapeutic activity. Others have repeated this observation using therapeutic
vaccine strategies in different tumor models with similar success (86, 328).

But is this strategy translatable to cancer patients? Currently efforts are underway to
characterize the in vitro anti-tumor properties of L-selectinLo TVDLN T cells from
cancer patients (343). Combining this approach with the polarizing signals suggested
above (three-signal paradigm) this approach might improve not only the therapeutic
efficacy but also help to reduce the high costs of expanding large numbers of cells
for AIT.

Tumor-Specific T Cell Clones and Lines

In review of the proceeding clinical trials, one limiting factor has been the require-
ment to generate large numbers of tumor-specific T cells. For many cancers, there
is still a paucity of evidence that this feat can be routinely accomplished. However,
for melanoma and EBV associated malignancies, while technically challenging, it
is a therapy, which can be attained by experienced laboratories. Proof of the fea-
sibility and efficacy of this approach was provided by Walter and colleagues, who
reconstituted cellular immunity against cytomegalovirus (CMV) in patients follow-
ing bone marrow transplant (329). While the development of anti-virals limited the
application of this technology for CMV, it paved the way for its application in can-
cer. Stimulated with tumor cells or APC and T cells are cloned or cultured in bulk
to generate CTL lines. Rooney and colleagues have used adoptive immunotherapy
with EBV-specific CTL lines to either prevent or treat EBV-induced lymphoma in
allogeneic transplant recipients. In their prevention study they successfully generated
CTL lines for 69 of 70 patients attempted. None of 39 evaluable patients developed
EBV lymphoma, contrasting with an incidence of 11.5% in a control population
from the same institution (330). This same group also reported CTL transfer was
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effective at treating lymphoma in two patients who received CTL transfer following
onset of disease.

Unfortunately, the efficacy of Tumor-specific CD8+ T cell clones has been disap-
pointing. In 2001 Dudley reported on 13 patients treated with CD8+ T cell clones
reactive with gp100 epitope (331). The first 12 patients received T cell clones alone
with no evidence of clinical response. Eleven of these patients and one previously
untreated patient went on to infusions of T cell clones and either subcutaneous
or intravenous IL-2. There was one minor response in a patient receiving T cells
and intravenous IL-2. Subsequently, Yee and colleagues transferred T cell clones
generated by in vitro culture with autologous dendritic cells pulsed with an HLA-
A2-restricted peptide for either MART1/MelanA or gp100 (332). Clones were
selected for their ability to lyse antigen positive tumor targets in 51Cr-release assays.
They reported 2 minor responses but no PR or CR in 10 patients treated with 4
cycles of CTL infused at two-week intervals. An interesting component of their
study was an internally controlled comparison of how T cell survival was affected
by IL-2 administration. The median T cell survival following the initial infusion of
CTL, when no IL-2 was administered, was 6.68 days. This compared to a median
T cell survival of 16.92 days.

Mitchell and colleagues obtained T cells by leukapheresis and used tyrosinase
peptide-pulsed Drosophila cells transduced with HLA-A2.1, CD80, and CD54 to
prime/expand T cells in IVS (333). T cells were adoptively transferred and patients
immunized with peptide. One PR was seen in 10 patients treated with adoptive
transfer of 108 cells.

Tumor-Specific T Cell in Non-Myelo Ablated Patients

Dudley and colleagues reported on a similar trial that transferred Tumor-specific
CD8+ T cell clones into patients who first received a non-myeloablative regimen of
cyclophosphamide and fludarabine (334). The first 6 patients received no systemic
IL-2 treatment following T cell infusion. The next three received 15 doses of 72,000
IU/Kg and the remaining six received 720,000 IU/Kg every 8 hours till tolerance
(mean 11 doses). There were no clinical responses for the 15 patients enrolled.
One reason for the disappointing result of these studies could be the use of T cells
directed against a single antigenic epitope. A recent report using a human MART-1-
specific T cell clone for the adoptive immunotherapy of human melanoma in SCID
mice showed that this treatment leads to immunoselection of MART-1 antigen-loss
variants and treatment failure (335).

Rosenberg and colleagues performed a subsequent trial where patients received
the same non-myeloablative chemotherapy regimen and high dose IL-2 but instead
of receiving Tumor-specific CD8+ T cells alone, received a mixture of CD4+ and
CD8+ T cells. In striking contrast to previous trials where CD8+ T cell clones or
lines rapidly disappeared from circulation, some patients on this trial had T cells
expand and persist at frequencies as high as 75% of CD8+ T cells for 120–140
days (11). The most striking finding of this report was that 6 of 13 patients had
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objective clinical responses. These observations raised several important questions.
First, why did a high percentage of patients respond? Is it solely a result of transferring
CD4+ T cells that may contain some HLA-DR-restricted tumor-specific cells? One
supposition is that it is likely a combination of creating “space” in the lymphopenic
host and deleting CD4+ T reg cells that promotes the expansion and persistence of
transferred T cells. A second supposition is that the expansion and persistence of
the transferred T cells relies on the presence of some tumor-specific CD4+ T cells.
There is some evidence from preclinical models that CD4+ T cells play a valuable
role in maintaining anti-tumor immunity long-term (336) (40).

Approaches to Expand Tumor-Specific T Cells

The encouraging results seen in trials combining CD4 and CD8 T cells with non-
myelo ablation will lead to additional trials of this approach. As noted above, a three-
signal paradigm has been proposed to generate T cells with therapeutic efficacy.
However, methods are still needed for the large-scale expansion of antigen-specific
T cells. Artificial APC is one approach that is being explored. Maus and colleagues
developed used a cell line that expressed ligands for the TCR, CD28 and 4-1BB and
have used it to expand functional CD8 T cells (337). Others have used beads coated
with either anti-CD3 and anti-CD28 (338). This approach can rapidly expand T
cells and has already seen application in a clinical trial (339). A similar approach
generated a bead with a soluble class I molecule and anti-CD28. An advantage to
this approach is that it can be loaded with specific peptides (340). Multiple expan-
sions with this approach triggered expansion of T cells that retained antigen-specific
function. A similar approach provided TCR signaling to CD 4 T cells with good
results (341).

Conclusions

From our perspective a great deal has changed in the past few years. We now appre-
ciate that tumor-specific T cells have at least a triad of properties (perforin, IFN-γ,
and TNF) that they can utilize to mediate tumor regression. We also have a basic
understanding of in vitro methods to polarize primed T cells towards a “therapeutic”
type 1 cytokine profile (IFN-γ and TNF). Additionally, combining vaccination at
a time when host T cells are undergoing homeostasis-driven proliferation has been
shown to dramatically increase the frequency of tumor-specific T cells generated by
the host. The discovery of CD25+CD4+ regulatory T cells at tumor sites and the
success of combining adoptive transfer of CD4 and CD8+ TIL with a non myeloab-
lative conditioning regimen that includes fludarabine, a drug that that preferentially
decimates CD4+ T cells, are likely to be related. The availability of antibodies or
ligands that block negative signals (CTLA4) or provide costimulatory signals (4-1BB,
OX40) will be extended or initiated soon. The next several years should prove par-
ticularly informative as trials incorporating combinations of strategies make their
way to the clinic.
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1. INTRODUCTION

Many aspects of the usual paradigm for the clinical development of cytotoxic anti-
cancer drugs are not appropriate for therapeutic cancer vaccines (1). In this chapter
we explore some of these differences and recommend designs and strategies more
suited for the development of effective therapeutic vaccines.

2. DOSE-ESCALATION STUDIES

2.1. Safety Studies

Phase I studies usually involve dose escalation in cohorts of three patients, starting
with a very low dose, in an effort to identify a maximally tolerated dose. Phase I
studies are generally conducted in patients with advanced metastatic disease who
have failed all other available treatments. Tumor vaccines are often based on DNA
constructs, viral vectors and cytokines that have been determined as safe in previous
clinical trials. Peptide vaccines generally seem inherently safe as long as the cytokine
adjuvants are used in combinations and doses previously demonstrated to be safe.
Consequently, no phase I safety study should be required for most therapeutic cancer
vaccines.

On the other hand, a novel virus or plasmid used as a recombinant vaccine vector
for the first time should be evaluated for safety. A dose escalation design may be
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appropriate but patients whose immune systems have not been compromised by
extensive chemotherapy are the most relevant subjects. If such vectors are proven to
be nontoxic at substantial doses, then subsequent dose-escalation safety trials using
the same vectors but with different recombinant inserts may not be required.

2.2. Immunogenicity Studies

Feasibility issues limit the maximum doses of certain vaccines that can be produced
for administration to patients. In many cases, the dose selected will be based on
pre-clinical findings or on practical considerations.

For cancer vaccines, it is not always the case that more is better. In studies of
peptide vaccines based on non-mutated melanoma antigens, in vitro analysis did not
reveal any correlation between peptide dose and the generation of specific T cell
reactivity from the peripheral blood lymphocytes of vaccinated patients (2, 3). Thus,
for subsequent trials using similar peptides, an intermediate fixed dose of 1 mg was
chosen for vaccination, bypassing repetitive phase I studies.

Dose ranging to find the minimal active dose may be feasible but the 3–6 patients
per dose level used in conventional toxicity trials may not be adequate. Those small
sample sizes are only sufficient to exclude high toxicity rates. Suppose that an assay
is used in a binary manner to define immunogenic response. Table 1 shows the
probability of no immunogenic responses in n patients as a function of the true
immunogenic response probability. If one wants a dose at which the immunogenic
response probability is at least 30% say, then if you observe no immunogenic responses
in 7 patients it would be appropriate to escalate to the next dose level.

Korn et al. (4) defined a sequential procedure for finding a biologically active
dose, although not necessarily the minimal active dose. During an initial accelerated
phase one patient per dose level is treated until a biological response is seen. After
the first response is seen, cohorts of 3–6 patients are treated per dose level. With 0–1
biological responses among the 3 patients at a dose level, escalate to the next level
for the next cohort of patients. With 2 or 3 responses out of the 3 patients, expand
the cohort to a total of 6 patients. With 5 or 6 biological responses out of the 6
patients, declare that dose level to be the biologically active level and terminate the
trial. With fewer than 5 biological responses out of the 6 patients, a new cohort of
3 patients is accrued at the next higher dose level, etc. Korn et al. (4) describe some
of the statistical properties of this sequential design.

Table 1. Finding the minimum active dose

Probability of immunologic Number of patients treated Probability of no immunologic
response at dose responses

0.20 11 0.09
0.25 9 0.08
0.30 7 0.08
0.40 5 0.08
0.50 4 0.06
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Trying to determine whether there is a dose-response relationship involves com-
paring immunological responses for different dose levels. Such trials, if designed
properly, require larger sample sizes. Consider, for example, planning a study of two
dose levels to test whether there is a relationship between dose and immunologic
response. If the immunologic response probabilities at the two dose levels are 50%
and 90%, then 20 patients treated at each dose level are required for a one-sided sta-
tistical significance level of 0.10 and a statistical power of 0.90 (5). Larger sample sizes
are required to detect smaller differences. Using more than two dose levels allows
one to treat somewhat fewer patients at each dose level, but the total number of
patients required to detect a dose-response relationship will actually be much larger
than if only two dose levels are tested. This is because the two most extreme dose
groups are the most informative for detecting a dose-response relationship.

Trying to characterize the shape of the dose-activity relationship or finding an
optimum biologic dose is an even more ambitious objective that is rarely practical
in a phase I tumor vaccine study.

3. PHASE II STUDIES

The general objectives of the phase II vaccine trial are similar to those of the phase II
cytotoxic trial. The primary objective is to determine whether the regimen has
biologic activity that is likely to translate into patient benefit. The second objective
is to optimize the regimen.

With cytotoxics, the generally accepted endpoint for phase II trials is objective
tumor response; that is, tumor shrinkage by at least 50%. Tumor shrinkage is not a
direct measure of patient benefit, although it sometimes is predictive of benefit. The
most commonly accepted direct measures of patient benefit are survival, disease free
survival and symptomatic relief. Therapeutic effect on these endpoints cannot be
reliably established outside of a phase III trial with an appropriate control group not
receiving the experimental therapy. Investigators sometimes like to infer that a reg-
imen prolongs survival because the responders live longer than the non-responders,
but this analysis has long been known to be invalid (6,7).

Tumor shrinkage is generally used as the endpoint for phase II trials of cytotox-
ics for two reasons. First, because response represents biological activity that can
be attributed to the therapy (i.e. tumors rarely shrink spontaneously by 50%). Sec-
ondly, if the degree, duration and abundance of responses are sufficient, then it is
plausible to hope that tumor response may translate into patient benefit. There are
many cytotoxic regimens which were active in phase II trials but which subsequently
had no identifiable effect on survival in phase III trials. Torri et al. (8) performed
a meta-analysis of randomized trials to quantify the relationship between improve-
ment in response rate and improvement in survival outcome for advanced ovarian
cancer studies. They found that a very substantial improvement in response rate was
necessary to have any identifiable effect on survival.

For phase II tumor vaccine studies, clinical endpoints and/or immunological end-
points are commonly used. Clinical endpoints include tumor shrinkage, reduction
in tumor marker levels or delay in time to tumor progression.



342 IV. Clinical Trials Design

Table 2. Optimal two-stage designs (8)

Number of
Target First stage Maximum responses
response rate sample size sample size required for Probability of
(p1) (N1) (N) activity (A) early termination

20% 12 37 4 .54
25% 9 24 3 .63
30% 7 21 3 .70
35% 6 12 2 .74

3.1. Single-Arm Trials Using Clinical or Immunologic Response Rate

If tumor shrinkage is the endpoint, then phase II designs used for cytotoxics can
be employed (9, 10, 11). Simon’s “optimal two-stage” designs are widely used for
phase II cytotoxic trials to test whether a regimen has a response rate above a back-
ground level p0 (10). Frequently, p0 = 0.05 is used. With clinical response, this
assumes that no more than 5% of the patients will have apparent responses caused
by variability in response assessment or spontaneous remissions. The 2-stage design
incorporates an early termination point, which allows the investigator to discontinue
patient accrual if a desired endpoint has not been achieved in the first stage of the trial.

At the conclusion of the clinical trial, the regimen will be declared active or inac-
tive. Table 2 shows several designs with 10% false positive rate, 10% false negative
rate and p0 = 0.05. The false positive rate (α) is the probability of declaring the regi-
men active when the true response probability is p0. The false negative rate (β) is the
probability of declaring the regimen inactive when its true response probability is the
target response rate p1, the level of activity that we wish to be able to detect. In the first
stage, N1 evaluable patients are entered and treated. If no responses are observed, then
the trial is terminated and the regimen is declared inactive. Otherwise accrual con-
tinues to a total of N evaluable patients. At that point accrual is complete. If the total
number of responses is at least A, then the regimen is declared active. The last column
of the table indicates the probability of early termination after the first stage when
the true response probability is p0. For example, if p0 = 5% and the target response
rate is 25%, then 9 patients are treated in the first stage of the trial. If no responses
are observed, the trial is terminated. Otherwise, accrual is continued to a total of 24
patients. If at least 3 responses are seen in the 24 patients, the regimen is declared
active. The probability of declaring a regimen active when it’s true response rate is 5%
or less is 10%. The probability of missing the activity of a regimen with a true response
rate of 25% is 10%. With a regimen having a response rate of 5%, the probability
of stopping after only 9 patients is 63%. This design with p1 = 25% and p0 = 5%
seems reasonable for many initial vaccine trials using tumor regression as endpoint.

An optimum two stage design can also be used with a binary immunologic response
endpoint. In such a case, however, the values of p0 and p1 will generally be much
higher than for a tumor regression endpoint. Optimum two-stage designs for any
values of p0, p1, α, and β are easily generated using computer program OTSD
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(optimum two-stage design) available at http://lib.stat.cmu.edu/designs. The
required number of patients depends strongly on the difference p1-p0.

A variety of alternative single-arm designs for evaluating binary endpoints have
been published. For example, Garnsey-Ensign developed three stage designs (11),
and Thall and Simon (12) developed continuous monitoring Bayesian designs. The
essential characteristics of this class of designs is that the endpoint is binary and that the
objective is to evaluate the response rate of the regimen on it’s own, not in comparison
to the response rate for some other regimen. If the objective is comparative, then even
for a single arm trial, the design and method of analysis should take into account the
variability in the estimate of response rate for the external control regimen. Methods
such as that of Makuch and Simon (13), Dixon and Simon (14) and Thall and Simon
(12, 15) attempt to take that variability into account.

For therapeutic vaccines, the current situation for most diseases (other than
melanoma) is that few if any partial or complete tumor responses have been observed
with any regimen but that varying degrees of immunogenicity have been obtained.
It is usually very difficult to compare the degree of immunogenicity obtained with
different regimens by different investigators because of differences in assays, variation
in procedures and reagents, and differences in patient selection. It is even difficult to
compare the degree of immunogenicity obtained by the same investigator in differ-
ent studies with different regimens because of assay variability. There is also generally
some uncertainty in what measures of immunogenicity are most appropriate. There
are currently no measures that can be considered true surrogates for clinical response.

It takes fewer patients to determine whether a regimen causes any clinical responses
than it does to compare it to another regimen with regard to immunologic response
rate. The optimum two-stage design recommended above for evaluating clinical
response rate has a first stage of only 9 patients. Consequently, a reasonable phase II
development strategy is to design phase II trials using the optimal two-stage design for
distinguishing a 5% clinical response rate from a 25% clinical response rate with error
rates of 10%. If after accruing the 9 patients in the first stage, no clinical responses
are seen, then the trial is terminated. If one or more clinical responses are seen,
accrual should continue unless the level of immunologic response is so inadequate
that the investigator would like to make some modifications to the regimen. In cases
where accrual is terminated after 9 patients because of lack of clinical responses,
the immunological activity of the regimen for the 9 patients accrued will provide
information for modifications of the vaccine regimen.

3.2. Multiple Arm Screening Trials Using Immunological Response Rate

One of the complexities of therapeutic vaccine development is the many options
available for attempting to enhance immunological recognition of a specified tumor
antigen. In addition to the vector or mode of presentation of the antigen to the
immune system, there are alternative adjuvants, preparative regimens, routes and
schedules of administration. Because of the difficulty and time required for clinical
trials, it is best to optimize vaccines to the extent possible using animal models.
Nevertheless, there may be several vaccine candidates available for clinical trial. One
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approach would be to perform a two-stage 9–24 patient clinical trial on all candidate
regimens, stopping at 9 patients unless partial remissions are seen. An alternative
strategy is to perform a multi-arm phase II trial to optimize the regimen with regard
to immunogenicity before focusing on clinical endpoints. The reason for using a
multi-arm randomized phase II design is to ensure comparability of patients on the
different regimens and to control for assay variability.

3.2.1 Factorial Screening Designs

Two types of randomized phase II trials are potentially relevant for optimizing a vac-
cine regimen. One method is the use of a phase II factorial design. Suppose that there
are m binary factors that represent dimensions in which a basic vaccine may be mod-
ified. For example, one factor might be route of administration and another might
be whether a specified adjuvant is administered. Since there are m binary factors,
there are 2m possible combinations of levels of the factors. For example, let the levels
of each factor be denoted 0 or 1. Then with two factors the possible combinations
of factors are (0,0), (0,1), (1,0), and (1,1). The study is conducted by randomiz-
ing N patients into the 2m treatment groups. If the factors affect immunogenicity
independently, then in comparing the two levels of one factor, one can ignore the
other factors. Actually, a stratified or model based analysis is more powerful than
simple pooling, but the point is that the two levels of each factor are compared based
on the assumption that the difference does not depend on the levels of the other
factors. Consequently, comparing level 0 of a factor to level 1 of that factor involves
comparing average immunogenicity for the N/2 patients with the factor at level 0
to average immunogenicity for the N/2 patients with the factor at level 1. The trial
is sized, i.e. N is selected, for m independent two-arm comparisons involving N/2
patients per arm, not for one 2m arm comparison. If there are 3 factors (m = 3), then
there are 23 = 8 arms to the trial. If N = 32, then 4 patients are randomly assigned to
each of the arms, but the comparisons of the levels of each factor involve comparing
average immunogenicity for two groups of 16 patients. The value of N is selected
based on the manner in which immunogenicity is measured (e.g. continuous scale or
binary), assay and biological variability among patients, and size of difference to be
detected. Suppose, for example, that immunogenicity is measured on a continuous
scale, and let x denote the change in immunogenicity from baseline for a patient after
treatment. Assume that x is approximately normally distributed and let σ denote the
standard deviation for x for different patients receiving the same vaccine regimen. Let
δ denote the size of the difference in mean value of x we wish to be able to detect in
comparing vaccine groups, and let α and β denote the type 1 and type 2 error rates
for the comparison. Then N/2 patients are required in each of the two groups with:

N = 4
(

zα/2 + zβ
δ/σ

)2

(1)

where z�/2 is the 100(α/2)’th percentile of the standard normal distribution and zβ

is the 100β’th percentile. For 5% type 1 error and 80% power, we have zα/2 = 1.96



14. Clinical Trial Designs for Therapeutic Cancer Vaccines 345

and zβ= 0.84. To detect a difference in means that represents one standard deviation
of inter-patient variability in immunogenicity requires N = 32 patients randomized.
This gives 16 patients in each level of each binary factor. With 3 binary factors, there
are 8 treatment groups. Hence randomly assigning 4 patients per treatment group
will satisfy this requirement. The required sample size is very dependent on the δ/σ
ratio. Reducing σ by improving the assay reproducibility will increase this ratio for
a fixed δ. The quantity σ reflects both biological variability and assay variability,
and so using a more homogeneous group of patients may also serve to reduce σ.

3.2.2. Randomized Selection Design

An alternative approach to optimizing a vaccine regimen is to conduct a randomized
phase II trial of the variants and to select the regimen that has the best average
immunogenicity in the trial. This type of approach has been described by Simon et al.
(16), Strauss and Simon (17) and Yao et al. (18). The analysis does not result in any
conclusions of which factors are important to immunogenicity or which regimens are
significantly better than which other regimens, but merely a selection of a regimen
which is most promising for further investigation. There are two approaches to
establishing sample size per treatment group for such selection designs. One approach,
described in Simon et al. (16) is to require that the sample size per treatment be large
enough to assure with high probability that if one treatment is superior to all other
treatments by a specified amount δ, then it will have the largest sample mean and
will therefore be selected. With normally distributed measures of immunogenicity,
the probability of correct selection depends on the ratio of δ/σ and on the number
of treatment arms. If there is one best arm and the rest are inferior by δ, then the
probability of correct selection decreases as the number of arms increases. Table 3
shows the sample size required to have a probability of correct selection of 0.90 as a
function of δ/σ and the number of treatment arms. For δ/σ values of 0.75 or greater,
the design requires fewer than 15 patients per arm for up to 8 randomized arms.

Another approach to establishing sample size for randomized selection designs is
based on the assumption that the true mean immunogenicity for a regimen can be
regarded as a random draw from some hypothetical super-distribution of activity
levels (17, 18). By studying more regimens in a randomized trial, one has a greater
chance of including a very active regimen. If the number of patients available for

Table 3. Number of patients per arm for randomized selection design

Number of Patients per arm
treatment arms δ/� = 0.5 δ/� = 0.75 δ/� = 1.0

2 13 6 4
3 21 9 6
4 24 11 6
5 27 13 7
6 30 14 8
7 31 14 8
8 35 15 9
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Table 4. Expected immunogenicity of selected regimen for randomized
selection designs that utilize 50 patients assumes µ = 0 and ν = 1

Expected immunogenicity of selected regimen

regimens regimen σ = 2 σ = 1 σ = 0.75
Number of Patients per

2 25 0.52 0.55 0.56
5 10 0.99 1.10 1.13

10 5 1.15 1.40 1.44
25 2 1.14 1.60 1.73

the trial is fixed, there is a trade-off between the number of arms in the trial and
the number of patients per arm. If we assume that the super-distribution is normal
with mean µ and standard deviation ν, then we can compute the expected mean
immunogenicity level for the regimen that has the best sample mean in the ran-
domized K arm selection trial. Table 4 shows the expected mean immunogenicity
levels as a function of the number of randomized arms and the sample size per arm
when the total number of patients is fixed at 50. Four cases are shown: 2 arms of
25 patients, 5 arms of 10 patients, 10 arms of 5 patients, and 25 arms of 2 patients.
The mean µ and standard deviation ν of the super-distribution are set at 0 and 1
respectively, and the table shows results for different values of the standard deviation
σ of immunogenicity measurement for patients receiving the same vaccine regimen.
It can be seen from the table, that in most cases the best treatment is identified by
studying 25 treatment arms, each with only 2 patients. This is not really practical and
reflects the unrealistic assumption that an unlimited number of regimens are available
and that the activities of these regimens are independent and can be regarded as draws
from a normal distribution. Nevertheless, the model does highlite the principle that
there is an opportunity cost to studying few regimens thoroughly. The approach
provides some justification for screening many regimens with a smaller sample size
than is used for non-selection based trials.

3.3. Controlled Phase II Trials with Time to Tumor Recurrence or
Progression Endpoint

Therapeutic vaccines may be more effective in patients with lower tumor burdens,
and may slow progression rather than cause regression of bulk tumor. Patients with-
out clinical evidence of disease may have more intact immune systems and be more
appropriate candidates for tumor vaccines than patients with more advanced mea-
surable metastatic disease.

Evaluating the effect on a regimen on time to progression of sub-clinical disease is
very problematic in a single arm phase II trial. It is easy to devise a definition of disease
stabilization, i.e. lack of recurrence or progression for a specified period of time, but
the validity of the definition depends on the existence of data that establish that such
stabilization does not occur in the absence of treatment. This is difficult to establish
reliably because of the usual difficulties of identifying comparable non-randomized
controls and because of special difficulties involved with measuring time to disease
progression in a consistent manner for different cohorts of patients. Consequently,
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use of disease stabilization or time to progression as an endpoint in single arm trials
should only be considered when data from a specific set of contemporaneous controls
from the same institution are available. In such a case, rather than attempting to define
disease stabilization as a dichotomous endpoint (e.g. present or absent based on some
threshold), it is preferable to compare the time to progression for the patients in the
phase II trial to the distribution of time to progression of a specific set of control
patients not receiving the vaccine regimen. Dixon and Simon (14) provide formulas
for computing the number of patients required in the single arm trial.

Phase III trials are generally randomized comparisons of a new regimen compared
to a standard treatment using an endpoint of established medical importance to the
patient such as survival or quality of life. Phase III trials are usually planned using a
5% type one error parameter (α) because the results of phase III trials are viewed as
definitive and are used as a basis for marketing approval and practice guidelines. In
the development of cancer vaccines, there is a role for what might be called a “phase
2.5” trial (1). Such a clinical trial would also be randomized, but may use an endpoint
measuring biological anti-tumor activity even though the endpoint might not be
established as a valid surrogate for survival or quality of life. The phase 2.5 trial might
also be based on an elevated statistical significance level since the objective of the trial
would not be for marketing approval or for establishing general practice guidelines.

To detect a large effect of a treatment in delaying tumor progression in a rapidly
progressive disease such as pancreatic cancer or melanoma with visceral metastases
does not require many patients in a randomized trial. With exponentially distributed
times to progression, a 40% reduction in the hazard of progression corresponds
to a 67% increase in median time to progression. In order to have 80% power
(β = 0.20) for detecting this size of effect using an α = 0.10, only about 87 patients
are required (assuming accrual rate of about 3 patients per month, median time
to progression of 12 months for control group and follow-up time of 24 months
after end of accrual) (19). Hence, with 44 patients randomized to vaccine and the
same number randomized to control, one can conduct a randomized “phase 2.5”
trial for evaluating whether the vaccine reduces the hazard of progression by 40%.
This design would be a “phase 2.5” design because of the unconventional use of a
one-sided α = 0.10 significance level and because time to progression might not be
established as representing clear patient benefit. The phase 2.5 design is similar to
the phase III design in the respect that it contains a control group for evaluating the
experimental regimen and the intent is comparative.

Statistical power for detecting a specified reduction of the hazard of an event is
determined by the number of events, not the number of patients. The number of
events required to have power 1-β for detecting a treatment effect of size δ with a
one-sided statistical significance level of α is approximately:

E = 2
(

zα + zβ
ln (δ)

)2

(2)

where δ is the ratio of median time to events if the distributions are exponential
(19). In the calculation of the previous paragraph, δ = 1.67, α = 0.10, β = 0.20 and
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consequently E = 35 events. The number of patients needed to obtain 35 total events
depends on the accrual rate, accrual period and follow-up period. With a slowly
progressive disease, it may take many patients to be entered in order to observe a
specified number of events unless the follow-up time following the close of accrual
is very long. If the disease is rapidly progressive and all patients are followed until
progression, then only 35 patients need to be randomized to observe 35 events.

Two different vaccine regimens can be evaluated in a randomized controlled
phase II trial with time to progression endpoint by utilizing a three arm design.
One arm would be the control group that does not receive either vaccine. For sep-
arate evaluation of each vaccine group without adjustment of the significance level
for the fact that two vaccines are being evaluated, the number of events and patients
required increases by one third compared to the two-arm trial. For example, if 44
patients per arm are required for the two-arm trial above, then 44 patients per arm
are required for the three arm trial.

Trials using time to progression endpoints can be terminated early if interim results
are not promising. One simple strategy is to perform an interim analysis when half of
the planned total number of events have been observed. Accrual can be terminated
if the number of events in the treatment group is greater than the number of events
in the control group at that time. This interim analysis does not effect the type 1
error rate and causes negligible loss in statistical power (20). More sophisticated and
efficient interim analysis plans for early termination when results are not promising
are also possible (21). For a trial with multiple vaccine arms and one control arm,
the interim monitoring can be used to evaluate each vaccine arm and stop accrual
to those for which results are not promising.

Randomized phase 2.5 trials may be structured so that all patients first receive
tumor reduction with other modalities prior to randomization.

4. PHASE III TRIALS

Phase III trials are generally randomized comparisons of a new regimen compared
to a standard treatment using an endpoint of established medical importance to the
patient such as survival or quality of life. Phase III trials of therapeutic cancer vaccines
do not differ in important respects from phase III trials of conventional treatments;
a randomized trial is required in both cases with a medically relevant endpoint and
an appropriate control group.

5. SUMMARY

Therapeutic cancer vaccines have characteristics that require a new paradigm for
phase I and phase II clinical development. Effective development plans may take
advantage of some of the following observations:

Dose ranging safety trials are not appropriate for many cancer vaccines.
Dose ranging trials to establish an optimal biologic dose are often not practical.

We have presented an efficient design of Korn et al. (4) to identify an immunogenic
dose.
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Vaccine efficacy can be efficiently evaluated with tumor response as endpoint
utilizing a two stage design with only 9 patients in the first stage. If no partial
or complete responses are observed in the initial 9 patients, accrual to the trial is
terminated.

Optimization of vaccine delivery by comparing results of single arm phase II
studies using immunological response as endpoint is problematic because of assay
variation and potential non-comparability of patients in different studies.

Randomized screening studies can be used to efficiently optimize vaccine
immunogenicity. Efficiency in use of patients depends on having assay variation
and inter-patient variability small relative to the difference in immunogenicity to be
detected.

Phase II studies using time to progression as endpoint are most interpretable if
they employ randomized designs with a no-vaccine control group. Such designs
may use an inflated type 1 error rate, and need not be prohibitively large if patients
with rapidly progressive disease are studied. Interim monitoring plans may effectively
limit the size of the trials by terminating accrual early when results are not consistent
with the targeted improvement.
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INTRODUCTION

Tumor immunology began, over 100 years ago, with the observation that inflam-
mation induced by infectious agents or their products could induce tumor regres-
sion (1). While numerous attempts to produce either active or passive immunity to
tumors have been based on models of successful vaccines for infectious agents, graft
rejection of foreign antigens, or induction of breaks in self-tolerance, the potential
of the immune system to prevent and control tumor growth has yet to be fully
exploited. Stimulated by the identification of human tumor rejection antigens, an
emerging understanding of human immunobiology, and advances in biotechnology,
the last decade has seen a marked increase in clinical trials of therapeutic cancer
vaccines (2–11). Methods to identify effector T-cells and their epitopes (4, 6, 7,
12–17), to augment immune responses with cytokines (18–24) and costimulatory
molecules (25–28), to manipulate regulatory T-cells, and to use dendritic cells to
present tumor antigens (29–33), have entered the clinical arena. As illustrated in
Figure 1, these advances have led to a steady increase in the number of Investiga-
tional New Drug Applications (INDs) filed by the Division of Cancer Treatment
and Diagnosis (DCTD), National Cancer Institute (NCI), starting in 1990.

Cancer vaccines speak to the hope of biologic control of cancer with minimal
toxicity. The earliest attempts to use vaccines consisted of using the patient’s own
killed or lysed tumor cells or tumor cell lines as a vaccine, or to create anti-sera for
passive immunity (34–39). More recently, cancer vaccines often utilize well-defined,
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Figure 1. The number of Investigational New Drug Applications (INDs) for vaccines filed by the
DCTD, NCI for each of the years from 1986–2002. The number of vaccines is further delineated by type
of vaccine (i.e. cellular therapy, peptides and polypeptides, viral vectored peptides/proteins and plasmid
DNA.)

purified tumor-specific (40–46) and tumor-associated antigens (47–51), in various
forms including synthetic peptides and larger proteins (41, 47, 52–54), peptide-
pulsed dendritic cells (29, 55–57), plasmids (58), and virus vectors (59–69). In this
chapter we provide guidance on the regulatory and clinical issues relevant to cancer
vaccine trials. It should be noted that the scientific evaluation of non-cytotoxic
agents is an ongoing process, with the Food and Drug Administration (FDA) review
of investigational products evolving as clinical experience with these products is
attained. Information provided in this chapter should be used as a framework or
guide in considering product issues and the design of clinical trials. The FDA should
always be consulted prior to the filing of an IND. One method of discussing product
and clinical issues for a specific product with the FDA is the Pre-IND meeting.
Reference to a FDA guidance on Pre-IND meetings is provided at the end of this
chapter.

REGULATORY REVIEW ISSUES

In order to conduct a clinical trial with an experimental biologic agent, an IND
application must be submitted to the Center for Biologics Evaluation and Research
(CBER) of the FDA as well as to a local or central Institutional Review Board (IRB).
Gene therapy products are also subject to further review by the National Institutes
of Health (NIH) (see below).

In June 2003, CBER was reorganized and several offices were transferred to the
Center for Drug Evaluation and Research (CDER). Therapeutic vaccines remain
under the auspices of CBER. In particular, gene- and cell-based cancer vaccines are
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the regulatory responsibility of the Office of Cellular, Tissue and Gene Therapies in
CBER. For the categorical distribution of biologics amongst CBER and CDER, see
the Federal Register: June 26, 2003 (vol. 68, No. 123) or the web site http://www.fda.
gov/cber/transfer/transfer.htm. General guidance on IND submission can be found
at http://www.fda.gov/cber/ind/ind.htm.

Cancer vaccines range over a broad spectrum of biological products and combina-
tions of products. These products include plasmid DNA, RNA, tumor cells, tumor
cell lysates, peptides, proteins (including immunoglobulin idiotypes), recombinant
viruses, peptide-pulsed dendritic cells, as well as passive immunization agents such
as antibodies and adoptive cellular therapy utilizing antigen-specific T-cells. Many
are combined with adjuvants such as incomplete Freund’s adjuvant (water-in-oil
emulsions), saponins, monophosphoryl lipid A, and aluminum salts (alum) as well as
cytokines and immune stimulating agents.

Within each of the above categories many different products are being evaluated
in preclinical models or are in clinical trials already. Retrovirus, vaccinia, canary-
pox, fowlpox, adenovirus, adeno-associated virus, herpes and lentivirus are cur-
rently being used as expression vectors to carry cytokines, costimulatory molecules,
differentiation antigens and tumor-associated antigens in an attempt to generate a
therapeutic immune response. For example, the DCTD, NCI has evaluated 28 dif-
ferent poxvirus, two adenovirus, and three plasmid vectors expressing recombinant
vaccine products alone or in combination. Tumor-cell vaccines gene-modified to
contain immunostimulatory molecules, dendritic cells, dendritic/tumor cell fusions,
and even bacteria can be enlisted to present tumor antigens. NCI has sponsored
seven INDs for whole-cell vaccines. Peptide vaccines that represent basic tumor
antigenic epitopes are well defined, relatively inexpensive, and easy to manufacture
and administer. The ability to create agonist peptides by changing critical amino acids
that bind to MHC or T-cell receptor molecules, adds to the potential efficacy and
complexity of peptide vaccines. Passive immunization or adoptive immunotherapy
clinical trials sponsored by the NCI have included the use of tumor-infiltrating
lymphocytes (in some cases retrovirally-transduced with a marker gene or cytokine),
autologous peripheral blood lymphocytes peptide-sensitized ex vivo, cloned T-cells,
and expanded activated T-cells. Because cancer vaccines cover such a wide spectrum
of products, they are subject to a wide variety of product-specific FDA regulatory
guidelines and guidances in addition to the general FDA guidelines for all biologic
products.

Oftentimes, multiple products are used together or in sequence in order to boost
an immune response. For example, a vaccinia-vectored vaccine may be used as a
priming immunization, followed by boosts with a fowlpox-vectored vaccine con-
taining a gene encoding the same antigen, given along with GM-CSF (70). To
facilitate a multi-agent trial such as this, the original IND filing should include all
of the products. A single IND might also be used to compare a number of similar
candidate vaccines for the purpose of selecting the most promising one for further
development. One example would be an IND that includes multiple peptides rep-
resenting CTL or CD4+ epitopes of a particular differentiation antigen in the early
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phase of drug development (phase 1/2). By late phase 2/3, information relevant to
the chosen product should be made into a new IND to support further development
and eventual licensure. The DCTD’s NCI’s experience with the early development
of vaccines and regulatory agencies is described below. Please note that the NCI’s
experience may not be universally applicable as each vaccine brings unique issues that should
be considered on a product specific basis.

Gene-based Vaccine Products

Cancer vaccines that contain recombinant DNA (rDNA) such as DNA plasmids
and viral-vectored vaccines are a special case, which may be subject to NIH review.
Cancer vaccines are included in this category for review by the Office of Biotech-
nology Activities (OBA) in the NIH Guidelines for Research Involving rDNA
Molecules (Section V: Appendix M-VI-A). A footnote to Appendix M states that,
“Human studies in which induction or enhancement of an immune response to a vector-
encoded microbial immunogen is the major goal, such an immune response has been demon-
strated in model systems, and the persistence of the vector-encoded immunogen is not expected
to persist are exempt from Appendix M-1”. Since this footnote identifies agents that
are not subject to OBA submission, this is meant to imply that cancer vaccines
containing human genes are subject to the NIH Guidelines and therefore require
submission to OBA for review. This applies to studies that utilize any federal fund-
ing for recombinant DNA research and those for which the sponsor or institution
conducting the study receives such funding. Protocols plus supporting documen-
tation must be submitted to the Office of Biotechnology Activities (OBA), NIH
per the NIH Guidelines for Research Involving Recombinant DNA Molecules,
Section 1-C (see http://www4.od.nih.gov/oba/). These protocols must also be
submitted to the Institutional Biosafety Committee (IBC), as well as to the Insti-
tutional Review Board (IRB). IRB, IBC and FDA review and approval are not
required prior to OBA submission, but are necessary prior to the start of the clinical
trial.

PRODUCT ISSUES

FDA guidance on the manufacture of biological products is based on ensuring the
identity, potency, purity, stability, bioavailability and safety of the product prior to
human use. In general, there should be an adherence to the current Good Manufac-
turing Practices (cGMP) (21 CFR 210–211), with full cGMP adherence by the time
clinical studies reach phase 3. These general principles apply to all cancer vaccines.
Below, we will discuss select issues most relevant to cancer vaccine development.

An important product issue that is frequently overlooked in early trials is the
development of a potency assay. This assay should be an in vivo or in vitro measure
of the biological function of the product. While such a potency assay is not
mandatory for early clinical development, in our experience, an assay measuring
the intended biologic activity is essential for interpreting clinical results, espe-
cially those based on individualized products such as cellular vaccines. Prior to
phase 3 clinical trials or, for that matter, any clinical trial that is intended to support
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product registration, a validated potency assay based on biological function must
be utilized (FDA-NCI Workshop on Tumor Vaccines, December 10–11, 1998,
http://www.fda.gov/cber/minutes/workshop-min.htm). The assay must be robust,
sensitive, specific, quantitative, and reproducible (FDA communication).

As biological agents, many cancer vaccines are manufactured using animal-derived
reagents including fermentation broth, serum, amino acids, transferrin, albumin,
enzymes, and lipids. Since 1991, the FDA has issued several guidances and Letters to
Manufacturers, regarding the use of ruminant-derived reagents and the FDA’s con-
cern about potential transmission of classic and variant Creutzfeldt-Jakob disease (see
http://www.fda.gov/cber/bse/bse.htm). There is evidence that variant Creutzfeldt-
Jakob disease may be associated with the causative agent of bovine spongiform
encephalopathy (BSE). Therefore, the FDA has requested that, materials derived
from ruminants that have resided in countries where BSE has been diagnosed, or
where they are unable to assure that BSE does not exist, not be used in product
manufacture. (Letter to Manufacturers of Biological Products- Recommendations
Regarding BSE, April 2000). The United States Department of Agriculture (USDA)
maintains a list of countries at risk for BSE (9CFR 94.18). Because this list continues
to grow as more and more ruminants infected with BSE are identified, it may be
preferable if no ruminant-derived (or even animal-derived) products are used in the
manufacture of cancer vaccines, regardless of their country of origin. Regarding
products manufactured prior to the issuance of FDA guidance on BSE, FDA advi-
sory committees acknowledged that risks posed by the use of bovine materials are
theoretical and negligible, but they also advocated that there should be public dis-
closure regarding these risks and that materials from countries on the FDA BSE list
be replaced as soon as possible. (Special Joint Meeting of Transmissible Spongiform
Encephalopathy and Vaccines and Related Biological Products Advisory Commit-
tees, July 27, 2000) In general, if any animal-derived reagents of unknown origin
were used during product manufacture, the Informed Consent should contain this
information as well, noting the unlikely but possible risk of BSE transmission. Prac-
tically speaking, the origin of all animal-derived raw materials should be listed in the
IND/Master File submission.

Gene-based Vaccine Products

Individual categories of cancer vaccine agents have particular product issues worth
specific mention. Gene-based vaccines less than 40 kilobase pairs in length must be
entirely sequenced prior to phase 1 clinical trials. For vectors 40 kilobase pairs or
greater in length, the insert plus flanking regions (e.g., 500–1000 base pairs upstream
and downstream), as well as transcriptional control regions for the inserted transgene,
any other portion of the vector genome manipulated during derivation of the vector,
or any regions with known toxic effects should be sequenced prior to phase 1 clinical
trials (communication from FDA). A comparison of the sequence with existing
human sequences using the Basic Local Alignment Search Tool (BLAST) is also
recommended in order to detect any potentially harmful sequences and homology
with human proteins (http://www.ncbi. nlm.nih.gov/BLAST/).
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Whole Cell and Tumor Lysate Products

Whole cell and tumor lysate vaccines are complex mixtures and as such present
challenges with respect to lot-to-lot consistency. (FDA-NCI Workshop on Tumor
Vaccines, December 10–11, 1998, http://www.fda.gov/cber/minutes/workshop-
min.htm) Lot-to-lot reproducibility must be demonstrated with respect to identity,
purity, and potency. To achieve consistency, one must have a defined isolation, culture
and expansion procedure that yields a well-defined cellular product. Products must
be characterized with respect to morphology, immunophenotype, and function. It is
desirable to identify several immunologically relevant antigens on the tumor cells and
demonstrate their consistency from lot-to-lot. The proportion of irrelevant contam-
inating cells may need to be quantified in order to assess purity. Where appropriate,
contamination with live tumor cells must be quantified. If cells or lysate are cry-
opreserved, validated assay methods should be used to demonstrate that there has
been no change in viability, phenotype, and function upon thawing. Criteria for
standardization are still in development for most products.

Other Issues for Gene- and Cell-based Products

In March 2000, the Office of Therapeutics, CBER sent out letters to sponsors of all
gene-based INDs and Master Files requesting specific manufacturing information
in an attempt to determine if current standards for the manufacture and testing of
products were being followed (Dear Gene Therapy IND or Master File Sponsor
Letter, March 2000). In particular, they requested manufacturing data, a summary
of quality control/quality assurance (QC/QA) procedures, and a description of the
clinical oversight and monitoring programs. Requested manufacturing data included
product characterization and testing (methods, specifications, results), disqualifica-
tion of lots, stability program, and a listing of all products made in the facility.
More details on CBER’s requests regarding gene therapy products can be found at
http://www.fda.gov/cber/ltr/gt030600.htm. These issues should be addressed in any
gene transfer or cellular therapy IND and updated in subsequent Annual Reports.
More recently, similar types of letters have been sent to sponsors of cell therapy
INDs. Amongst other items the FDA requested a description of the QC/QA pro-
grams for cellular therapy products that included the qualification program for cells,
critical reagents, and equipment; and product tracking/labeling, as well as personnel
qualifications and procedures for auditing contractors.

Long-term follow-up of patients is required for all gene-based products. The FDA’s
Biological Response Modifiers Advisory Committee has recommended that long-
term follow-up extend over 15 years and should focus on the collection of clinical
information pertaining to de novo cancer, neurologic, autoimmune, and hematologic
disorders. (Biological Response Modifiers Advisory Committee Meeting, October
24, 2001) Unexpected medical problems including information on hospitalizations
and medications should be collected. For retrovirus-based products in particular,
testing for replication-competent retrovirus should be conducted on patient samples.
In some cases, the clonality of vector integration sites should also be assessed using
patient samples.
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PRECLINICAL SAFETY/EFFICACY ISSUES

Preclinical studies must support the safety and rationale for the proposed clinical dose
and schedule. Studies should be conducted in the most relevant species and model
available utilizing a dosing schedule close to or identical to the proposed clinical
use. There are many biologic products that are species-specific and, therefore, may
be best tested in a pharmacologically relevant species, not necessarily a traditional
toxicology species (71). For some agents, such as human cytotoxic T-lymphocytes,
there may be no relevant animal model. In such cases, extremely cautious phase
I safety testing may be most appropriate. Pharmacokinetic studies should also be
conducted where appropriate. Preclinical toxicology studies should be designed to
determine a dose range and potential dose-related toxicities in order to monitor
safety in human trials. Animal models of disease can be utilized to address efficacy
and, at the same time, some safety issues (72). For cancer vaccines, immunological
activity should be studied, either in vitro or in vivo, depending on feasibility. Murine
models expressing human transgenes for MHC molecules or tumor antigens are
available to examine MHC restriction and tolerance. Cancer vaccines are intended
to stimulate the immune system so one must separate intended effects from aberrant,
toxic effects (immunotoxicity).

If there is prior human experience that demonstrates the safety of a class of agents,
then this may be sufficient to support entry of a new member of this class into clin-
ical trials. For example, extensive clinical data demonstrating the safe use of a tumor
antigen plus extensive experience with vaccinia and avipox vaccines may allow a
new poxvirus vaccine product containing the gene for the same tumor antigen, to
enter into phase 1 clinical trials without further in vivo toxicity testing. However,
additional non-clinical safety studies in relevant animal models may be needed prior
to large-scale clinical trials in, for example, less critically ill or a more heterogeneous
patient population. The FDA should be consulted regarding this option. Toxicology
studies are required for first generation vectors, those with new molecular entities
and for agents when adverse events have been observed with a similar vector or
transgene construct. Compliance with Good Laboratory Practice (GLP) regulations
is generally expected for all non-clinical studies supporting safety. (ICH: Guid-
ance on Preclinical Safety Evaluation of Biotechnology-derived Pharmaceuticals,
July 1997).

The FDA will be reviewing the pharmacology/toxicology studies to assess the risk
versus benefit of the product. The patient population, the severity of the disease, as
well as the availability of alternative therapies will be considered during this process.
Particular categories of cancer vaccines will have particular pharmacology/toxicology
issues and these are discussed below.

Gene-based Products

Biodistribution studies to evaluate the tissue distribution, persistence, and integration
potential of a vector must be conducted with gene transfer agents. Such non-clinical
safety studies can identify potential target organs for toxicity (distribution of vector to
non-target sites) in addition to determining the potential for germline transmission.
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Information regarding the level and duration of gene expression in vivo should also
be obtained whenever possible.

A biodistribution study would be expected pre-phase 1 for a first generation vec-
tor or a new molecular entity, a change in formulation, a change to systemic route
of administration, or if the transgene has the potential to induce toxicity if expressed
in non-target tissue. ( June 14, 1999 Recombinant DNA Advisory Committee pre-
sentation by Anne Pilaro, CBER/FDA) A biodistribution study does not necessarily
need to be performed prior to phase 1 studies if there is already extensive human
experience with that class of vectors and the inserted product or expression cassette
is not expected to influence the toxicity or the biodistribution of the product. A
bridging study comparing the pharmacological activity and transfection efficiency
of two related vector preparations, may supplant the need for toxicology testing as
well (72).

Peptide Vaccine Products

Peptide vaccine products are often considered to be of low risk. Since peptides
themselves do not usually have any biological activity except for their intended
immunogenicity, there is often more concern about the toxicity of the adjuvant
rather than the peptide. For novel adjuvants, preclinical studies should be conducted
with the adjuvant, using single and repeat dosage with the route used in clinical
studies, and usually in more than one species. If toxicology studies exist and there
is previous human experience with a particular adjuvant alone and in combination
with other antigens, then a complete toxicology study may not be needed, if the
antigen-adjuvant combination does not pose a special risk.

INTRODUCTION TO CLINICAL TRIALS

As we begin the 21st century, there are still no therapeutic cancer vaccines licensed
for use in the United States. This reflects the fact that no phase 3 clinical cancer
vaccine trials have been consistently successful in demonstrating a clinical benefit.
There are currently 15 or more phase 3 clinical trials in progress in a variety of cancer
types and which utilize different therapeutic approaches. The wide variety of vaccine
products and approaches also reflects the fact that there is no consensus regarding the
best way to produce an effective anti-tumor response and no clear understanding of
how best to develop cancer vaccines that are very likely to be effective.

The development of an effective therapeutic cancer vaccine presents a difficult
problem. Due to the number of combinations of potential tumor-specific and tumor-
associated antigens, adjuvants, and varieties of strategies for immunization that could
be used for a therapeutic cancer vaccine, it is impossible to test them in a systematic
manner using clinical end points while immunologic endpoints still require valida-
tion. In addition, current stratagems for designing and producing vaccines are often
based as much on intellectual property owned by individual companies or investiga-
tors as on experimental data. In our experience, independent clinical investigators
have initiated most therapeutic cancer vaccine development. Sponsoring companies,
the majority of which are biotechnology companies, usually have a limited number
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of products in development and are relatively new to therapeutic vaccine develop-
ment. With a few exceptions, the pharmaceutical industry has limited experience in
the development of therapeutic cancer vaccines. The few companies that specialize
in vaccines develop prophylactic vaccines intended to protect against infection (73).
Effective methods for choosing potential candidates based on pre-clinical data and
for conducting phase 1 and phase 2 trials in an efficient manner are progressing along
with our ability to manipulate the human immune system. Toward this end some
standardization of study methods and immunologic evaluation is essential in order
to compare and contrast results from different studies.

In one respect there is a currently approved vaccine for cancer. A vaccine already
exists that prevents cancer by preventing infection by the cancer-causing virus, Hep-
atitis B (hepatoma). In addition, a vaccine for the human papilloma virus (cervical
cancer) has had clinical success. Also, there is interest in a vaccine for the bacteria,
H. pylori for the prevention of ulcers, which would also have the benefit of prevent-
ing gastric cancer. Licensing guidelines for a papilloma virus vaccine discussed at a
November 2001 meeting of the Vaccine and Related Products Advisory Commit-
tee follow more generally the path of traditional vaccines with the most significant
discussion centered on the use of virologic measures as surrogate end points for
tumor prevention rather than reduction of the incidence of dysplasia as a clinical end
point (http://www.fda.gov/ohrms/dockets/ac/01/transcripts/3805t1.doc). There is
much less experience to guide the development of therapeutic vaccines. At least one
vaccine, MelacineTM for prevention of recurrence of resected stage II melanoma,
was approved for use in Canada but not approved by the U.S. FDA as clini-
cal trials failed to meet primary end points. Further interest in the MelacineTM

vaccine was stimulated by a retrospective subset analysis showing a 30% survival
advantage for patients who are HLA A1 and/or C3 positive. Further clinical
studies will need to be conducted to determine efficacy in this patient subset.
The complex biologic, clinical, and regulatory questions raised by the develop-
ment of this whole cell lysate vaccine were extensively discussed at an ODAC
meeting (http://www.fda.gov/ohrms/dockets/ac/02/transcripts/ 3838t1.pdf ). One
comment deserves close attention by anyone engaged in therapeutic cancer vac-
cine development. Ultimately, it is prudent to get FDA input before putting in 7
to 10 years, tens of millions of dollars, and hundreds of patients in clinical trials to
make sure it will satisfy not only the Agency but also what expert advisors feel is
appropriate. Prior to study implementation, the FDA will provide a special proto-
col assessment upon request. This is a procedure whereby the FDA will review a
proposed phase 3 study whose data will form the primary basis for an efficacy claim.
They will assess whether it is adequate to meet the scientific and regulatory require-
ments identified by the sponsor (Guidance for Industry: Special Protocol Assessment,
May 2002).

Regulatory guidelines perhaps have most impact at two stages of clinical trials.
The first is during the pre-clinical development and the safety evaluation of the
product in order to meet the requirements for filing an IND and conducting a phase
1 trial. The second is for the design and interpretation of phase 3 trials to meet
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the statutory requirements for demonstration of safety and efficacy and providing
labeling information required to license and define the use of the drug.

PHASE 1 CLINICAL TRIALS

Phase 1 trials are typically designed to test the safety of an agent and to determine
a recommended phase 2 dose to evaluate efficacy. The typical dose escalation trial
of cytotoxic drugs is premised on determining the maximum dose of any agent or
combination that can be given (74). Phase 1 clinical trials with cancer vaccines on
the other hand are designed to determine not only the safety of the vaccine but
the optimal dose for eliciting the measured immune response which may involve a
threshold as well as an upper limit. Since immunologic responses are generally not
dose-dependent beyond a threshold response, demonstration of an immunologic
response in a significant proportion of patients might be a reasonable end point for
phase 1 trials. There are two significant ways that, in our experience, vaccine trials
differ from more traditional trials of phase 1 cytotoxic drugs. First, the direct toxicity
of vaccines and adjuvants is often minimal; the most frequent toxicities include
local reaction, adenopathy, and constitutional symptoms such as fever, headache, and
fatigue. Systemic toxicity when observed is most often associated with cytokines
such as GM-CSF or IL-2, which are often given to enhance immunologic responses.
Second, autoimmunity is a consideration for any vaccine that enhances immunologic
responses. For example, IL-2 is frequently associated with autoimmune hypothyroid
disease. Recently an agent thought to enhance immunologic responses, anti-CTLA-
4 antibody, has been administered in conjunction with cancer vaccines, and has been
reported to be associated with autoimmune reactions, sometimes severe.

The patient population selected for phase 1 trials has typically been patients with
incurable or otherwise untreatable metastatic malignancy and this tradition has been
maintained for vaccine trials. Since immune responses may be impaired in patients
with advanced disease, it is possible that safety and efficacy questions may require
studying patients with less advanced disease. The ability to administer high doses
of vaccines and the understanding that the largest dose may not be the optimal
dose requires an evaluation of the targeted immunologic response to determine a
biologically active dose. Beyond safety, phase 1 (or early phase 2 trials) may be very
useful to identify appropriate phase 2 end points, obtain and validate immunologic
studies or surrogate end points, and evaluate factors in patient selection (including
the presence of the target, the ability of the patient to mount an immune response,
and the immunologic susceptibility of tumor). The average phase 1 trial may take
between 6 to 24 months to complete depending on size, accrual, immunization
schedules, and the time required between patient cohorts to allow dose escalation.
In our studies, phase 1 trials have ranged from very simple dose escalation designs
requiring no more than 12–18 patients to more elaborate phase 1/2 designs that
gather significant information on immunologic efficacy and clinical activity of both
single and combination agents. Clinical studies should have a study design, end
points, defined patient population, and correlative studies that can be related to clearly
identified objectives. The more information that is obtained regarding the biology



15. Regulatory Issues for Therapeutic Cancer Vaccines 361

and potential anti-tumor mechanisms in early trials, the more likely meaningful
information would be obtained to support later trials. The number of currently
active phase 1 trials of therapeutic cancer vaccines is difficult to estimate but probably
represents the introduction of 50–100 new products over the past two years.

PHASE 2 CLINICAL TRIALS

Phase 2 clinical trials are usually disease and stage specific since it is assumed that
this would identify a reasonably uniform population and provide consistent results
in larger trials. Since most phase 2 trials are not randomized, the selection of patients
may be the critical factor in trying to establish efficacy based upon historic com-
parison and in the failure to replicate apparently successful trials in larger settings.
The primary objective of phase 2 trials defines the range of responses at an optimal
dose and schedule from phase 1 trials. For conventional cytotoxic drugs this is most
conveniently accomplished using measurements of decreases in tumor size to define
an objective response as a decrease in overall tumor burden. The Response Evalu-
ation Criteria in Solid Tumors (RECIST) defines an objective response as a 30%
or greater decrease in the sum of long diameters of measurable tumor (75). Other
disease specific criteria are available for lymphoma, myeloma, and PSA responses in
prostate cancer. Whether or not these objective criteria represent the most appropri-
ate way to evaluate the clinical benefit of vaccines is a matter for continued analysis.
The presence of partial responses may demonstrate activity but often not clinical
benefit, while mixed responses, with some lesions resolving while others progress,
perhaps reflects local determinants of the ongoing battle between tumor and T-cell.
Occasionally pathologic complete response can be determined when biopsy shows
absence of viable tumor but lesions are still measurable. While vaccines for infectious
diseases are evaluated after a single course there is reason to think that therapeutic
vaccines would require continued boosting or even retargeting of antigens as part of
maintenance regimens for patients with responses or stable disease. Such long term
protracted approaches remain to be evaluated. And, while complete responses are
most frequently associated with the potential for long-term survival for an individual
patient, the lack of objective responses may not capture ongoing anti-tumor activity
that could be reflected by increases in time to progression and overall survival.

Since tumors may initially progress while patients are being vaccinated, trials
should attempt to allow sufficient time for the patient to develop an immunologic
response before concluding a vaccine is not effective. In addition, there are clear
examples reported in which a tumor may respond after initial progression if enough
time is permitted to complete a vaccine regimen and observe a response (76). An
effective vaccination is most likely to be completed in the adjuvant setting. In patients
with advanced disease, progression may limit the therapy. Modifications to allow
continued treatment after limited progression need to be evaluated.

Designs for cancer vaccine trials that could be used for efficient evaluation of
candidate vaccines have been reviewed. Randomized phase 2 designs have been
suggested that could serve to identify promising agents and regimens, utilizing clinical
progression endpoints or surrogate markers (77). The appropriate sizing of phase 2
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trials may vary from small trials that demonstrate large treatment effects to larger
trials intended to show smaller differences. Asking phase 3 efficacy questions that
require randomization, survival endpoints, and appropriate controls of smaller phase
2 designed trials may be highly misleading. For example, a randomized design in
patients with renal cell cancer using monoclonal anti-VEGF antibody, bevacizumab,
while demonstrating only a 10% objective response rate succeeded in demonstrating
a significant increase in time to progression in patients receiving the antibody. The
critical factor that made this study successful was a carefully constructed, conducted,
credible study design, but all depended on the strong effect of the agent, representing
a hazard ratio of 2.5 compared to placebo. However, it is clear from this illustration
that a less active agent would not have been likely to have a significant result (78).

PHASE 3 CLINICAL TRIALS

Phase 3 trials intended to support regulatory marketing approval require, substantial
evidence of efficacy from adequate and well-controlled investigations (79). Studies
must allow a valid comparison to a control group and adequate quantitative assess-
ment of the drug’s benefit, which is interpreted as prolongation of life, a better
quality of life or an established surrogate. An application must also provide sufficient
information to allow the product label to describe the effective and safe use of the
agent in a defined population. The Federal Food Drug and Cosmetic Act requires
that drugs be safe for intended use and an amendment in 1962 to that Act codifies
the efficacy requirements.

In 1992 an addition, Subpart H (Accelerated Approval of New Drugs for Serious
or Life Threatening Illnesses), to the new drug application regulations allowed accel-
erated approval on the basis of a surrogate end point such as response rate or time to
progression, if it appears to provide benefit. The accelerated approval requires post-
marketing studies to demonstrate the treatment is beneficial. Of 57 drugs approved
between 1990 to 2002, about one third were approved based on survival and almost
one half were approved based on response rate.

CONCLUSIONS

What is the appropriate end point for a therapeutic vaccine? Although we have begun
to see objective tumor responses in some patients, response rates of 10 to 20% are
not generally adequate to use as end points in phase 2 trials. In order to see reliable
differences in survival in a phase 2 trial, a very striking treatment effect in a well-
controlled setting is probably required. As a practical matter, to show benefit, most
phase 3 studies of therapeutic vaccines have used overall survival in advanced disease
or time to recurrence either in the adjuvant setting or following complete resection
with a high risk of recurrence. It is important to understand some of the reasons phase
3 vaccine trials have consistently failed to meet expectations following promising
phase 2 trials. Phase 2 trial results may be strongly influenced by patient selection
and retrospective analysis of subgroups, which may contribute to inadequate phase 3
trials even when based on positive phase 2 data. However, even with well designed
trials, rational vaccine development beyond the empiric evaluation of individual
products will require a deeper understanding of human tumor immunobiology.
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SELECT SOURCES OF REGULATORY GUIDANCE

Title 21 of the Code of Federal Regulations

Informed Consent of Human Subjects (21 CFR 50, Subpart B).
Institutional Review Boards (21 CFR 56).
Good Laboratory Practices for Nonclinical Laboratory Studies (21 CFR 58).
Current Good Manufacturing Practice in Manufacturing, Processing, Packaging, or Holding

of Drugs; General (21 CFR 210).
Current Good Manufacturing Practice for Finished Pharmaceuticals (21 CFR 211).
Investigational New Drug Application, Part 312 (21 CFR 312).
Adequate and Well-Controlled Clinical Trials (21 CFR 314.126).
Biological Products: General (21 CFR 600).
General Biological Products Standards (21 CFR 610).

FDA/ICH GUIDANCES, GUIDELINES AND POINTS TO CONSIDER

(http://www.fda.gov/cber/guidelines.htm)

Good Clinical Practice in FDA-Regulated Clinical Trials (http://www.fda. gov/oc/gcp/)
E6 Good Clinical Practice: Consolidated Guideline May 1997.
Guidance for Industry: Special Protocol Assessment, May 2002.
Manual of Standard Operating Procedures and Policies; Regulatory-Communication; Schedul-

ing and Conduct of Regulatory Review Meetings with Sponsors and Applicants (SOPP
8101.1, Version 3) October 23, 2002 (http://www.fda.gov/cber/regsopp/81011.htm)

Guidance for Industry: IND Meetings for Human Drugs and Biologics (Chemistry, Manufac-
turing, and Controls Information) May 2001.

Guidance for Industry: Formal Meetings with Sponsors and Applicants for PDUFA Products
February 2000.

Guidances specific to IND submissions (http://www.fda.gov/cber/ind/indpubs.htm)
Content and Format of INDs for Phase 1 Studies of Drugs, including Well-Characterized,

Therapeutic, Biotechnology-Derived Products, 11/95.
Draft Guidance for Industry: INDs for Phase 2 and 3 Studies of Drugs, Including Specified Ther-

apeutic Biotechnology-Derived Products, Chemistry Manufacturing and Controls Content
and Format, April 1999.

ICH Guidance on Viral Safety Evaluation of Biotechnology Products Derived from Cell Lines
of Human or Animal Origin, September 1998.

ICH Guidance on Quality of Biotechnological/Biological Products: Derivation and Charac-
terization of Cell Substrate Used for Production of Biotechnological/Biological Products,
September 1998.

Points to Consider in the Characterization of Cell Lines Used to Produce Biologicals, May
1993.

Guidance for Industry for the Submission of Chemistry, Manufacturing, and Controls Infor-
mation for Synthetic Peptide Substance, January 1998.

Points to Consider in the Manufacture and Testing of Monoclonal Antibody Products for Human
Use, February 1997.



364 IV. Clinical Trials Design

Points to Consider in the Manufacture and Testing of Therapeutic Products for Human Use
Derived from Transgenic Animals, 1995.

ICH guidance for Industry: S7A Safety Pharmacology Studies for Human Pharmaceuticals, July
2001.

ICH Guidance for Industry: S6 Preclinical Safety Evaluation of Biotechnology-Derived Phar-
maceuticals, July 1997.

ICH Topic S6: Preclinical Testing of Biotechnology-Derived Pharmaceuticals.
Guidance for Industry: Providing Clinical Evidence of Effectiveness for Human Drugs and

Biological Products, May 1998.
ICH Guidance on M4 Common Technical Document, October 2001.

GENE TRANSFER PRODUCTS

Guidance for Human Somatic Cell Therapy and Gene Therapy. CBER, FDA, March 1998.
Guidance to Industry Supplemental Guidance on Testing for Replication Competent Retroviral

Vector Based Gene Therapy Products and During Follow-up of Patients in Clinical Trials
Using Retroviral Vectors, October, 2000.

Guidance for Submission of Chemistry, Manufacturing, and Controls Information and Estab-
lishment Description for Autologous Somatic Cell Therapy Products, CBER, January 1997.

Guidance for Industry for the Submission of Chemistry, Manufacturing, and Controls Infor-
mation for a Therapeutic Recombinant DNA-Derived Product or a Monoclonal Antibody
Product for In Vivo Use, 8/96.

Points to Consider in the Production and Testing of New Drugs and Biologicals Produced by
Recombinant DNA Technology, April 1985 and Supplement: Nucleic Acid Characterization
and Genetic Stability, April 1992.

Points to Consider in the Collection, Processing, and Testing of Ex-Vivo Activated Mononuclear
Leukocytes for Administering to Humans, August 1989.

Dear Gene Therapy IND or Master File Sponsor Letter, March 2000.
Long-Term Follow-up of Gene Transfer Patients, 31st Biological Response Modifiers Advisory

Committee Meeting, October 24, 2001 (http://www.fda.gov/ohrms/dockets/ac/
cber01.htm- transcripts and briefing material)

Office of Biotechnology Activities (http://www4.od.nih.gov/oba). This includes the NIH
Guidelines for Research Involving Recombinant DNA Molecules.
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A fundamental aspect of developing effective cancer vaccines is the process of evaluat-
ing the immune response to such therapeutic interventions. Despite the availability
of a number of immunologic assays for evaluating tumor antigen-specific immu-
nity, no single test has emerged as an unequivocally superior metric for judging the
efficacy of cancer vaccines. Nonetheless, there have been several technologic devel-
opments that will likely impact the search for the ideal biomarker for tumor-specific
immunity. The available tools, major advancements, and current challenges in this
quest for reliable immune monitoring techniques are the focus of this chapter.

1. INTRODUCTION

When patients are treated for minor ailments with highly effective agents, such as
the treatment of a local bacterial infection with an appropriate oral antibiotic, the
initial response to treatment typically can be evaluated on clinical grounds alone. For
most cancer patients with life-threatening conditions, the scenario is quite different.
In many cases, the only available systemic therapies may produce a modest to poor
response, and months to years may be required to confirm any survival benefit.
Although clinical evaluation may include a variety of laboratory tests and imaging
studies, the ability of many such tests to demonstrate a true benefit to survival is
poor. Because immunotherapy remains a largely unproven therapeutic modality for
the treatment of cancer, similar issues arise in the setting of cancer vaccines.
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A second major obstacle in the evaluation of immune responses to vaccines is iden-
tifying the optimal patient population to be evaluated in clinical trials. Early phase
studies are typically undertaken in patients with advanced disease, in part because
the relative impact on patient survival and quality of life in case of an adverse event
is expected to be small in a patient with a short life expectancy. If a vaccine is found
to be safe, subsequent studies may also be performed in patients with minimal to no
measurable disease following treatment, or in patients with earlier stage disease. Some
investigators believe that tumor vaccines are not (and may never be) potent enough to
eradicate extensive tumor burden, and that these patients may simply be too immuno-
suppressed to mount an adequate response. Patients with earlier stage disease generally
have lower tumor burden and may be more immunocompetent than patients with
advanced disease. They may have such long survival, however, that large numbers of
patients would have to be followed over a number of years in order to prove a vaccine
effective. Consequently, many investigators have focused on patients with advanced
disease whose treatment has eradicated gross or “measurable” disease. In theory, these
patients should be relatively immunocompetent despite a relatively short recurrence-
free and overall survival. Despite these efforts, cancer vaccines to date have exhibited
at best modest clinical impact regardless of the patient population examined.

Another barrier to progress in immune monitoring is an incomplete understanding
of relevant immunoregulatory mechanisms. It is likely that identification of critical
signaling events necessary and sufficient for stimulating antitumor immunity will lead
to recognition of reliable biomarkers for effective antitumor vaccines. Because no
existing cancer vaccines induce sufficiently robust antigen-specific T cell responses,
there is no standard vaccine preparation available for evaluating immune monitoring
assays. Instead, investigators are left with the task of trying to optimize immunologic
assays based on T cell responses that in many cases may be difficult to detect above
background.

Finally, despite the publication of thousands of articles on active specific
immunotherapy for the treatment of cancer, few properly controlled, prospective,
randomized trials have been reported. Numerous vaccine strategies nonetheless have
been abandoned as ineffective. This has made interpretation of the literature in this
field difficult and has promoted skepticism about the promise of tumor vaccines.
The challenge of developing and systematically testing methods of immunologic
monitoring to identify promising vaccine candidates is therefore one of the most
important objectives in immunotherapy at this time. This article will describe how
existing strategies have been used to address this problem and will discuss techno-
logic advancements that may facilitate the development of reliable biomarkers for
clinically effective antitumor immunity.

2. PRINCIPLES OF IMMUNOLOGIC MONITORING

Although it is likely that many elements of humoral and cellular immunity have some
influence on the ability to generate antitumor immune responses, most investigators
agree that T cells play a pivotal role. Therefore, T cell biology has been a primary
focus of active specific immunotherapy for a number of years and will be the focus



16. Immune Monitoring 371

Table 1. Proposed properties of an ideal immune monitoring assay

Property

Reliable indicator of true clinical efficacy/effect on survival
Reliable indicator of true tumor-specific immunologic activity
Superior sensitivity, specificity, reproducibility
Ability to perform test on minute quantity of biological material
Adaptability to automation and high throughput analysis
Time-efficient, cost-effective

of this chapter on immunologic monitoring. Previous chapters have described key
immunologic events that appear to be critical for the induction of potent antitumor
T cell responses. An open question is which of these processes most closely reflect
the true clinical impact of tumor vaccines, and how such processes can be evaluated
in a simple assay system.

Most assay systems designed to quantitatively measure phenotypic and/or func-
tional properties of T cell populations contrast sharply with those used to evaluate
humoral responses to prophylactic immunizations against infectious agents. In the
latter case, regardless of the complex immunologic processes that ultimately lead
to an antibody response, evidence has shown that a reliable biomarker for clinical
efficacy of such immunizations is the titer of neutralizing antibodies present in the
serum (1, 2). While it is possible that a reliable serum biomarker for antigen-specific
T cell immunity exists, none has been identified thus far. Hence, most existing assays
for the measurement of antitumor activity depend upon phenotypic and/or func-
tional properties of T cells themselves. This has presented challenges along several
fronts: (i) determining the most appropriate source of T cells, such as peripheral
blood, the vaccination site, lymph nodes draining the vaccination site, or the tumor
itself; (ii) optimizing the procurement, processing, storage and (if necessary) ship-
ping of cells without compromising cell viability and function; (iii) identifying the
phenotypic and/or functional properties of T cells that most accurately reflect antitu-
mor immunity; (iv) establishing which subpopulations of T cells should be evaluated
(e.g., CD4+ [helper], CD8+ [cytotoxic], CD25+ [regulatory] T cells); (v) selecting
the appropriate timing for immunologic monitoring following vaccination; and (vi)
selecting the specific methods for evaluating tumor-specific T cell properties that
most likely reflect the true antitumor response. In view of these challenges, an ideal
immunologic monitoring technique might have the following properties similar to
those listed in Table 1. Unfortunately, at the present time no method of immune
monitoring has all these characteristics.

3. TECHNIQUES OF IMMUNE MONITORING

A variety of methods have been used to evaluate the antitumor response to
immunotherapy. These may be divided into clinical and immunologic assessments,
the latter being the focus of this chapter. The standard endpoint according to which
all methods of assessment ultimately must be compared is overall survival. As discussed
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earlier, however, judging the efficacy of each individual candidate tumor vaccine on
the basis of overall survival is extremely costly in terms of time and resources, and
is therefore impractical. Evaluation of clinical response by measuring tumor shrink-
age is common practice, and standard guidelines for this method of evaluation are
available (3). Unfortunately, measurement of tumor shrinkage is a relatively unre-
liable technique for determining the response to immunotherapy, and it does not
contribute to an understanding of underlying regulatory mechanisms.

The development of immunologic assays to evaluate tumor-specific T cell
responses has been an area of intense investigation. Such immunologic tests com-
prise both in vivo and in vitro approaches. Both types of tests have been utilized
extensively in the evaluation of cancer vaccines and are reviewed herein.

3.1. In Vivo Testing: Delayed Type Hypersensitivity

Delayed type hypersensitivity (DTH) testing is a classical method for measuring
type IV (cellular) immune responsiveness. This technique involves administering
an intradermal injection of an antigen preparation and recording the amount of
erythema and induration produced after 48 to 72 hours. This response is believed to
reflect antigen-specific activation of CD4+ T cells to release T-helper 1 cytokines
such as interferon-gamma (IFN-γ) in the region of the injection site (4). These
cytokines recruit monocytes and other inflammatory cells to the site and cause an
increase in vascular permeability and extravasation. CD8+ T cells also appear to
have the capacity to mediate such a response (5).

DTH testing requires little training, does not require sophisticated or costly equip-
ment, and can be performed readily in the clinic or at the bedside. This technique
of immune monitoring consequently has played a prominent role in the monitor-
ing of immunotherapy trials. The procedure for applying DTH testing to immune
monitoring is not standardized, however. Doses of peptide antigens, for example,
may vary from the low microgram to milligram range and typically are administered
in volumes of 0.1 to 1.0 ml (6–8). Preparations may contain one or more peptides,
adjuvant(s), antigen-presenting cells and/or a variety of other agents designed to
enhance immune reactivity. The procedure for measuring the response (erythema
and induration) and the definition of a positive result also varies among studies, and
there is a significant subjective component. Due to the lack of standardization of the
injection procedure, measurements, and interpretation, meaningful comparison of
DTH results among immunotherapy trials may can be difficult.

Another problem with DTH testing is that responses are not always antigen-
specific. In one study, for example, erythema and induration were noted in response
to injections with peptide-loaded dendritic cells (DC), but DC that were not loaded
with any antigen produced a similar DTH response (9). In another study in which
patients were injected with CEA peptide-loaded DC, some patients without appar-
ent erythema or induration at the injection site were noted to have inflamma-
tory infiltrates on histopathologic examination (10). The potential for nonspecific
contributions to the DTH reaction may be particularly apparent when adjuvant
agents are used. For example, GM-CSF, a cytokine included in some vaccine
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preparations, itself may induce a DTH response (11). Responses to other antigens
in the vaccine preparation may also occur, as may occur when fetal bovine serum is
used to cultivate cells during vaccine preparation (12).

Although not all studies have demonstrated DTH reactivity to be a reliable marker
of antitumor immunity, some have shown concordance with other assays and/or
an association with clinical response. In a study of HER2/neu peptide vaccine,
a DTH induration of diameter 10 mm or greater was associated with an antigen-
specific proliferative response, while lesser degrees of induration were not (6). Hsueh
and colleagues reported that tumor-specific DTH reactivity was associated with a
significantly better overall survival in stage IV melanoma patients with no measurable
disease who were treated with a polyvalent allogeneic cellular melanoma vaccine (13).

Because DTH testing is easily incorporated into the design of immunotherapy
trials and appears to have some relationship to antigen-specific immunity, it will
likely remain an integral part of the immune monitoring repertoire until a supe-
rior approach is available. However, in the interim, a system of standardizing the
application of this test to immune monitoring could enhance its utility.

3.2. In Vitro Methods

3.2.1. Sources of Specimens for Immune Monitoring

The optimal source of specimens for use in immune monitoring assays is unknown.
Most assays of antigen-specific T cell immunity are based on evaluation of T lym-
phocytes themselves. There are many potential sources of lymphocytes, such as the
peripheral blood, tumor deposits, injection sites, or draining lymph nodes. Because
the peripheral blood is the most convenient source of T cells, it has been the most
widely utilized. Whether the peripheral blood T cell response to a vaccine cor-
relates with the clinical response has been called into question, however. Lee and
colleagues administered a gp100 peptide vaccine with or without IL-2 and found
that the only subset of patients who showed evidence of a clinical response did not
have detectable gp100-specific T cells in the peripheral blood (14). One explanation
offered for this was that the tumor-specific T cells in patients with clinical responses
migrated to tumor deposits or other site(s). Consistent with this hypothesis, some
tumors are known to harbor tumor-specific T cells (15), but the presence of such
tumor-infiltrating lymphocytes (TIL) does not necessarily correlate with clinical
response (16).

Another potential source of T cells is the DTH (vaccine injection) site, but whether
these antigen-specific T cells would have similar properties to TIL is unclear. Drain-
ing lymph nodes may also contain antigen-specific T cells, although such T cells
have been found even in healthy patients without malignances (17). Nonetheless,
this is a particularly attractive source of T cells in part because of the frequency
with which regional lymph node dissections are performed for melanoma and other
malignancies.

Recently, Slingluff ’s group reported a promising method for harvesting tumor-
specific T cells from lymph nodes of melanoma patients using a procedure adapted
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from the sentinel lymph node biopsy technique (18). The lymph node directly
draining the peptide vaccine site (the sentinel immunized node, SIN) was harvested
from each of five patients. While CTL activity could be demonstrated in T cells
from the SIN in 5/5 patients, similar activity was identified in only 2/5 patients
with T cells from the peripheral blood. Further work will be necessary to determine
whether procedures such as this will replace peripheral blood as a source of T cells
for monitoring the immune response to cancer vaccines.

An alternative strategy to examining T cells themselves is to identify a surrogate
biomarker for T cell activity in tissues or body fluids. Most previous studies in
which serum markers were used as indicators of immune responsiveness to cancer
vaccines have focused on the measurement of antibodies or immune complexes
(19–21). This strategy represents an attractive option because of the difficulty of
procuring, processing and storing T cells in a manner such that antigen-specific
T cell activity is properly retained. One example of this approach is the analysis
of serum T cell cytokine levels. While the measurement of serum cytokine levels
has not yet been demonstrated to be of value in immune monitoring, this strategy
could assume a more dominant role with the advent of increasingly sophisticated
proteomics instrumentation and methodologies.

Regardless of the source of T cells or other specimens, the procedures for col-
lection, processing, and in some cases storage of these samples may be critical to an
accurate readout of immune assays. For example, whether and how best to cryop-
reserve peripheral blood mononuclear cells (PBMC) could have a dramatic impact
of T cell activity. In part because it is generally easier to preserve molecular rather
than cellular integrity and activity, a progressive shift toward molecular approaches
appears likely.

3.2.2. Types of In Vitro Methods for Immune Monitoring

Although there is no gold standard technique for immune monitoring, a number
of assays are currently in use, and there has been no shortage of novel approaches
or improvements in existing ones in the published literature. These techniques may
be categorized according their common properties, as shown in Table 2. Although
increasingly the divisions among these categories are becoming blurred and some
strategies may incorporate a combination of these features, the conceptual framework
is useful.

First, these methods may be distinguished according to whether they examine cell
biological or molecular properties. For example, T cell proliferation and microcytotox-
icity assays reflect biological processes that may occur in response to antigen-specific
T cell activation, but do not indicate the specific molecules responsible for these
processes. In contrast, one can measure specific cell surface molecules or cytokines
that are believed to be involved in these processes without directly examining such
T cell functions. A second category applies specifically to molecular techniques and
is becoming increasingly useful in light of the rapid rate of technologic advance-
ment in this field. This regards the class of molecules that are detected by molecular
techniques: DNA, RNA or proteins.
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Table 2. Properties of selected in vitro immune monitoring assays

Molecular Assay
Approach: Analysis Detects: Parameter(s) Examined:
Cell biological (CB) DNA, RNA or Primarily Phenotypic or

Method or Molecular (M) Protein Functional

T Cell Proliferation CB — Functional
Microcytotoxicity CB — Functional
Tetramer analysis M Protein Phenotypic
Spectrotyping M DNA Phenotypic
TCR subfamily M RNA or Protein Phenotypic
analysis
ELISA M Protein Functional
ELISpot M Protein Functional
CFC M Protein Phenotypic and

Functional
Proteomics M Protein Phenotypic and/or

Functional

Abbreviations: RT-PCR, reverse transcriptase polymerase chain reaction; TCR, T cell receptor; ELISA,
enzyme-linked immunosorbent assay; ELISpot, enzyme-linked immunospot; CFC, cytokine flow cytom-
etry.

Finally, in vitro immune monitoring assays can be classified according to whether
they evaluate phenotypic or functional properties of T cells. For example, quanti-
tating the frequency of a T cell population based on a cell surface marker is a
phenotypic assay, while cytolytic assays are functional. Although cytokine based
methods in one sense could be viewed as phenotypic assays, these experiments typ-
ically involve measuring cytokines produced in vitro over a certain time period in
response to antigen-specific stimulation and are generally categorized as functional
assays.

A number of modifications also may be made to virtually any of these assays, but
do not themselves define distinct categories. For example, in order to address the
relatively poor signal-to-noise ratio of microcytotoxicity assays, one or more rounds
of in vitro T cell stimulation and expansion may be carried out prior to analysis.
Such manipulations may be performed prior to virtually any immunologic assay,
although one could argue that this should not be necessary for the detection of truly
significant antigen-specific T cell responses. Other platforms, such as multiplex and
high-throughput analyses, represent additional modifications that may be applied to
a variety of immune assay systems.

3.3. Assays for Immune Monitoring

3.3.1. Assays that Measure Cell Biological Process

Traditional immune monitoring techniques monitor cellular processes that are asso-
ciated with antigen-specific T cell stimulation. Among these are T cell proliferation
and microcytotoxicity assays. The use of these techniques in conjunction with
limiting dilution analysis (LDA) enable one to obtain an estimate of T lymphocyte
precursor frequency.
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3.3.1.1. T Cell Proliferation Assay

The T cell proliferation assay is generally believed to reflect the amount of CD4+
T lymphocyte proliferation in response to stimulation with a specific antigen. This
method involves incubation of the patient’s T lymphocytes (or PBMC) and antigen
with or without added antigen-presenting cells (for example, irradiated autologous or
HLA-matched dendritic cells). After approximately three to five days, cells are pulsed
with tritiated thymidine, and DNA synthesis is quantitated by measuring the amount
of tritiated thymidine incorporated into DNA using a gamma counter. Relative
proliferation may be estimated using a stimulation index, which is defined as the ratio
of the [radioactivity incorporated into T cells following stimulation with antigen] to
the [radioactivity incorporated into the control T cells in the absence of antigen].

The evaluation of in vitro T cell proliferation as an index of tumor antigen-
specific immunity induced by vaccine therapy has been a fundamental component
of the immune monitoring assessment (22–24). A major advantage of this strategy
is its relative simplicity. Furthermore, it is not very labor-intensive and requires
only standard reagents and equipment that are found or easily obtained at most
research facilities. Its disadvantages from a technical standpoint include the lengthy
incubation period of several days and its requirement for radioactivity. Of particular
concern, because the proliferation assay evaluates a process (DNA synthesis) that is
not associated specifically with antigen-specific activation of T cells, results may be
influenced by nonspecific stimulation. Not surprisingly, proliferation assay results
have not correlated strongly with clinical activity of cancer vaccines (22, 25). Some
of the drawbacks of the traditional proliferation assay may be circumvented with a
recently described flow cytometry-based strategy for evaluating proliferation (26).

3.3.1.2. Microcytotoxicity

The ability of CD8+ cytotoxic T lymphocytes (CTL) to lyse target cells may be
monitored directly with microcytotoxicity assays. In this technique, effector T cells
or PBMC are mixed with target tumor cells at a variety of effector:target ratios, and
target cell lysis is measured after a specified time interval. The traditional approach
involves using target cells loaded with a radioactive tracer such as (51) Chromium
prior to the assay and measuring the quantity of tracer released during a defined
incubation period. Percent specific lysis may be calculated from the amount of tracer
released using the following formula:

% Specific Lysis = Total Release − Background Release

Maximum Release − Background Release
× 100%,

where Total Release is the amount of radioactivity released into the medium in the
presence of effector cells, Maximum Release is the amount released when target
cells are completely lysed with detergent, and Background Release is the amount
released in the absence of effector cells. Percent specific lysis is then plotted versus
the effector:target ratio for each assay condition.
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A distinct advantage of this approach is that the T lymphocyte mediated lysis of
tumor cell targets in vitro is relevant to the desired effect of tumor vaccines in vivo.
However, the tracers may not be taken up avidly by certain types of target cells, and
the (51) chromium-based assay requires handling of radioactive material. Although a
europium-based fluorometric cytolytic assay is available, this technique has not been
applied as widely as the (51) chromium-based method, possibly due to problems
with reproducibility. Due to the relatively poor signal:noise ratio of the microcy-
totoxicity assay, detection of tumor-specific CTL activity directly from PBMC or
other sources of T cells may be difficult or impossible, and therefore one or more in
vitro stimulations of T cells are often necessary prior to performing the assay. These
in vitro manipulations appear to amplify, but may also distort the relative magnitude
of tumor-specific CTL present in the patient. In addition, because autologous
tumor cells may not be readily available for use as targets, alternative targets such as
HLA-matched tumor cell lines or tumor antigen-loaded antigen-presenting cells,
may be used instead. Consequently, the relevance of microcytotoxcity assays to the
true tumor-specific CTL activity induced by tumor vaccines has been called into
question.

Alternative methods for evaluating CTL cytotoxicity in vitro have been developed
in order to circumvent some of the problems associated with the traditional (51)
chromium release assay. For example, a flow cytometry-based technique in which
target cells are stained with a green fluorescent membrane dye (DiO18) and the
nuclear dye propidium iodide (27). The percentage of target cells in each well that
are lysed during an incubation period may be calculated because all cells are stained
by the membrane dye, but only nonviable cells take up the propidium iodide. An
alternative cytotoxicity assay is based on the flow cytometric detection of target
cell Annexin I expression, which increases in response to attack by effector T cells
(28, 29). These alternative methods do not involve radioactive materials and are not
dependent upon the ability of target cells to take up tracer material as in the release
assays. Whether the results of these alternative cytotoxicity assays will predict clinical
response to tumor vaccines remains to be determined.

3.3.1.3. Limiting Dilution Analysis

The classical approach to determining cytotoxic T lymphocyte precursor frequency is
through LDA (30). In this technique T cells are serially diluted into a large number
of wells of a microtiter plate, and cells are stimulated with an antigen of interest.
A Poisson distribution analysis is used to calculate the proportion of wells with a
given T cell number that contained at least one antigen-specific precursor at the
beginning of the stimulation. This allows an estimate of the antigen-specific T cell
precursor frequency to be calculated. LDA is labor-intensive, cumbersome, and may
be difficult to reproduce. Although this method is worthy of mention as a foundation
for discussion of microcytotoxicity assays, its utility in the context of cancer vaccine
trials is limited.
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3.3.2. Assays that Detect Molecular Markers of Immunity

As knowledge regarding the molecular basis of immunity and tumor immunol-
ogy has grown and molecular techniques have become more powerful, there has
been an increasing focus on detection of molecular biomarkers for tumor-specific
immunity. Because of an incomplete understanding of these processes at the molec-
ular level, however, it is unclear which factors would most accurately reflect the state
of the immune system and would serve as the best surrogate markers of immunity.
Nonetheless, several strategies already are in use, and a number of exciting modifi-
cations and entirely novel approaches have recently been described or are currently
in development.

3.3.2.1. Techniques Based on Molecular Determination of Phenotype

Phenotypic and functional immunologic analyses are complementary methodolo-
gies. It appears likely that these two approaches increasingly will be used in con-
junction in immune monitoring protocols and ultimately will merge seamlessly
into one analysis. Purely phenotypic analyses are useful in that detailed quantitative
and qualitative information can be obtained regarding a particular T cell popula-
tion of interest. However, functional activity of such cell populations can only be
inferred.

3.3.2.1.1. T cell receptor v region analysis. Antigen-specific T cells may be quantitated
by examining the frequency of cells that harbor specific T cell receptor (TCR) V-J
region sequences. The basis of this method is that a significant T cell response to a
vaccine should elicit an expansion of T cells that express specific J-alpha, J-beta, V-
alpha and V-beta chains that correspond to recognition of the index antigen. Flow
cytometry may be used to estimate the frequency of such a T cell response with
antibodies that recognize specific subfamilies of the TCR alpha or beta chains (31).
Alternatively, polymerase chain reaction (PCR) technology may be used to derive
similar information (32, 33).

TCR V region analysis requires only a small amount of specimen and may be
performed on T cells isolated directly from the peripheral blood without prior
ex vivo expansion. Although it is somewhat cumbersome, an automated, rapid,
fluorescence-based variation of the PCR technique has been developed for detect-
ing complementarity-determining region 3 (CDR 3) length analysis of TCR gene
families (34). This approach is able to distinguish among polyclonal, oligoclonal and
monoclonal CDR3 distributions.

3.3.2.1.2. Mhc-peptide tetramer analysis. An alternative approach to quantitating
antigen-specific T cells is to use a flow-based technique in which fluorophor-
conjugated complexes bind specifically to a TCR of interest. Tetramers consist
of tetrameric complexes of a particular type of major histocompatibility complex
with a defined peptide that binds to that major histocompatibility (MHC) com-
plex. Four such complexes are bound together to a fluorophor-conjugated avidin
molecule through avidin-biotin linkages, allowing for an extremely stable tetrameric
unit. Such tetrameric complexes have been shown to bind stably and specifically to
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cognate antigen-specific T cells (35). An alternative reagent that may be used to
detect antigen-specific T cells is a dimer of MHC-peptide complexes that is bound
together through an antibody (36, 37). A tetramer may be prepared for virtually any
MHC class I-restricted peptide, provided the sequence of the immunogenic peptide
is known and a stable tetramer can be synthesized.

MHC-peptide tetramers have proven to be a useful tool for quantitating antigen-
specific T cells in the context of immunotherapy trials (14, 38, 39). One group has
used tetramer staining and flow cytometry to sort antigen-specific T cells isolated
from the peripheral blood or lymph nodes (40). They found that these T cells
produced cytokines in response to antigen-specific stimulation.

Although the availability of tetramers represents a significant technologic advance-
ment in immune monitoring, these reagents have several limitations. First, tetramers
can only be developed for peptides of a defined sequence for a specific antigen, and
stable tetramers may be difficult to synthesize for certain peptides. Although tetramers
are available for a variety of MHC class I-restricted peptides, tetramers for class II-
restricted peptides have been introduced more recently (41, 42). Therefore, far fewer
tetramers are available for MHC class II-restricted peptide antigens than for class I
peptides. Furthermore, tetramers are HLA class-restricted, most available tetramers
being restricted to HLA-A2.01. Consequently, any particular tetramer is only useful
in a minority of patients. Finally, although functional activity has been documented
in antigen-specific T cells detected with tetramers, the precise composition and func-
tion of tetramer-positive cells is not completely clear at this point. One approach
to circumventing this problem is the combined use of tetramer staining with other
types of flow cytometry based analyses, such as cytokine flow cytometry (43). There
also appear to be phenotypically distinct subsets, such as memory versus effector T
cells, that are not evident unless appropriate markers (e.g., CD45RA/CD45RO) are
examined (31).

3.3.2.2. Techniques Based on Cytokine Production

Several immunological methods are available that evaluate antigen-specific T cell
activation by measuring some functional property of T cells, such as the elaboration of
cytokines. Although nonspecific stimulation of T cells, for example by mitogens, may
induce the production of cytokines, antigen-specific cytokine production usually can
be determined by cytokine-based methods if appropriate controls are incorporated.
An advantage of these approaches is that the pattern of cytokines detected reflects
whether the immune response has primarily a T helper 1 (Th1) or Th2 bias. In
addition, cytokine-based methods can be used to quantitate T cell responses. Finally,
most of these techniques are fairly sensitive and, in theory, could detect a specific
antitumor T cell response at a frequency of one in 1,000 T cells or lower.

3.3.2.2.1. Cytokine elisa. The enzyme-linked immunosorbent assay (ELISA) is a
widely used immunoassay for the detection of specific proteins both in the research
and clinical laboratory setting. This assay is easily standardized, is reproducible across
investigators and institutions, and kits are commercially available for the detection
of a variety of cytokines. In this assay, antigen-specific stimulation of T cells or
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PBMC is carried out in microtiter plates by the methods previously described. After
a defined incubation period, usually about 24 to 48 hours, supernatants are tested
for the cytokine(s) of interest using a sandwich immunoassay with a colorimetric or
fluorescence based detection method. This typically involves coating nitrocellulose-
bottom microtiter plates with a monoclonal antibody against the cytokine of interest,
adding an aliquot of each T cell supernatant, adding an enzyme conjugated form
of the anti-cytokine antibody, and incubating with a substrate that is converted to
a soluble colored product by the conjugated enzyme. The reaction product can
be measured by colorimetric or fluorometric detection, and the relative amount
of cytokine released in each well is then determined using a linear regression plot
created using a cytokine standard.

In the context of cancer vaccine trials, the cytokine most frequently examined
using this method is IFN-γ, which reflects a Th1 pattern of cytokine production.
A number of studies have reported significant antigen-specific cytokine release by
T cells from patients treated with tumor vaccines. However, experiments typically
have been performed using T cells previously treated with one or more rounds of
in vitro stimulation. In addition, although the quantity of cytokine released may be
related to the strength of the immune response, the precise frequency of antigen-
specific T cells present in a sample cannot be determined by this method. Still more
concerning is the relatively poor correlation of cytokine release data with clinical
response.

3.3.2.2.2. Elispot. The ELISpot (enzyme-linked immunospot) method is based on
similar principles to those of the ELISA and represents a modification of the latter
technique. This assay is set up in a similar fashion as the ELISA, but the T cell stimu-
lation is performed directly in the nitrocellulose-bottom microtiter plates pre-coated
with antibody against a particular cytokine. As the cytokine of interest is released
during the course of the incubation period, some of it binds to the nitrocellulose in
the region of the T cell of origin in a pattern reflecting its concentration gradient.
This results in a “footprint” of bound cytokine at that site. At the end of the assay,
cells are washed away with a detergent. The plate is then developed as in the ELISA,
but using a substrate that produces an insoluble colored product, which appears as a
spot on the bottom of the plate. The number of spots per well is counted and is
expressed as a frequency relative to the total number of input T cells or PBMC.

Unlike the ELISA, the ELISpot allows an estimation of the antigen-specific T cell
frequency. Data analysis may be more cumbersome and subjective, however, due to
the large number of spots that must be counted amidst a variable amount of back-
ground staining. Special automated plate readers are available that address both of
these concerns. Kits available for performing ELISA and ELISpot assays are expen-
sive, however, and sending ELISpot plates for professional reading or purchasing an
ELISpot reader represent considerable added costs. Modifications of the ELISA may
circumvent some of these problems. For example, one group has developed a mul-
tiplex, fluorescence-based immunoassay that requires about 100-fold less primary
antibody than the ELISA and is conducive to high-throughput analysis (44). The
recently developed Lysispot assay represents another derivative of the ELISpot (45).
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This method enables one to quantitate cytokine-secreting T cells and cytotoxic T
cells simultaneously. Interestingly, the investigators found that cytokine secretion and
cytotoxicity can be independently regulated.

The ELISpot has been demonstrated to have excellent sensitivity (approximately 1
in 100,000) and specificity for antigen-specific T cell responses and to be reproducible
across laboratories (20, 45, 46). A number of groups have used this technique as a
method for immune monitoring in clinical trials (48–51). Consequently, the ELISpot
increasingly is being touted as a standard component of the armamentarium of
immune monitoring tools for cancer vaccine trials.

3.3.2.2.3. Flow cytometry based cytokine detection. Flow cytometry based methods
also may be used to evaluate antigen-specific cytokine production by T cells follow-
ing the administration of a vaccine. In cytokine flow cytometry (CFC), T cells or
PBMC are stimulated in vitro with an antigen or cellular target of interest in the
presence of stimulating anti-CD28 monoclonal antibody, which enhances costim-
ulation. The secretion inhibitor brefeldin A is added so that cytokines elaborated
during the assay build up within the cell of origin. At the end of the assay, the T
cells are fixed, permeabilized, and stained with commercially available fluorophor-
conjugated monoclonal antibodies against cell surface markers (e.g., CD8), an acti-
vation marker (i.e., CD69), and one or more intracellular cytokines (e.g., IFN-γ).
Multi-parameter flow cytometry is used to analyze the frequency of T cells within
the population of interest that stain positively for CD69 and the cytokine of interest.
These “double-positive” T cells are presumed to represent functional antigen-specific
T cells.

CFC has a number of advantages. It evaluates not only the relative amount of
cytokine produced (i.e., relative fluorescence intensity), but also the frequency of the
cytokine-producing cells. Assays are relatively easy to set up, and typical incubation
periods range from four to six hours. It is also quite sensitive, allowing detection of T
cells present at a frequency of one in 10,000, provided the background is adequately
low. Furthermore, any T cell subpopulation of interest may be examined. In addition,
with proper instrumentation, multiple cytokines may be analyzed simultaneously.
The method may be even more powerful in combination with other flow-based
methods, such as tetramer analysis, which enables one to precisely determine the
concordance of cytokine production with the antigen-specific T cell population
of interest as defined by its MHC-peptide specificity. Finally, CFC has also been
adapted so that cytokine production by other immune cells of interest, such as DC,
may also be examined (52). Therefore, the flow cytometric platform for cytokine
production in principle allows for the acquisition of a large amount of quantitative
and qualitative information of direct relevance to describing the T cell response to
a tumor antigen of interest.

CFC unfortunately has several pitfalls. Although this technique is extremely sensi-
tive, the background is variable and may be high enough that the limit of detection is
determined more by signal:noise ratio than by the theoretical sensitivity. Like many
assays of cellular immune function, it is highly dependent upon the quality of input
cells and is critically dependent upon proper specimen acquisition and processing.
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Not only is this method dependent upon access to costly multi-parameter flow
cytometry instrumentation, but the types of instruments that allow analysis of sev-
eral cytokines and cell surface markers simultaneously (i.e., with more than four or
five channels) are extremely expensive and are not available at most centers. Finally,
cells must be fixed prior to permeabilization, and therefore live cells cannot be ana-
lyzed. This eliminates the ability to perform functional and molecular analyses on
specific cytokine-producing subpopulations of cells.

Improvements in the technology for flow-based detection of cytokine-producing
cells are occurring at an alarming pace and will likely increase the value of this
method in immune monitoring over the next several years. For example, one modi-
fication allows the detection of cytokine-producing cells without prior fixation (53).
This technique utilizes an anti-CD45/anti- IFN-γ bispecific monoclonal antibody-
antibody conjugate to capture elaborated IFN-γ on the surface of the T cell of
origin. Application of this technology in conjunction with MHC-peptide tetramers
enabled the investigators to identify live, cytokine-secreting antigen-specific T cells.

3.3.2.2.4. Detection of cytokine mrna. The detection of cytokine messenger RNA
(MRNA) is yet another approach to evaluating cytokine production by antigen-
specific T cells. Quantitative reverse transcriptase-PCR (RT-PCR) represents one
method of measuring the abundance of a particular transcript in a sample and has
been applied to the detection of cytokine mRNA (54–56). Kammula applied this
technology to the evaluation of T cell responses in a melanoma peptide vaccine trial
(57). In this study, cytokine mRNA levels of T cells within PBMC and within fine
needle aspirates of tumor tissue were examined. The authors demonstrated that this
method could be used successfully to examine antigen-specific T cell immunity in
response to tumor vaccines.

3.2.2.3. Proteomics in Immune Monitoring

Proteomics is the study of the proteome, the protein complement of the genome.
The goal of proteomics is to elucidate not only protein composition, but also pro-
tein state and function and the nature of protein-protein interactions. Proteomics
is increasingly being applied to challenging areas of medical research. This trend
is related to technologic advancements in mass spectrometry instrumentation and
software, as well as the automation and miniaturization of analytical tools for protein
analysis. The application of proteomics to clinical problems already has led to the
development of a promising serum test that may be useful for the early detection of
ovarian cancer (58).

Immunoproteomics, the application of proteomics to immunologic problems,
offers novel strategies for target antigen identification and for monitoring the
immunologic response to therapeutic interventions. Proteomics has not yet been
applied as a tool for immune monitoring in cancer vaccine trials, but offers substan-
tial promise in this regard due to a number of theoretical advantages.

The ability to analyze serum, PBMC or other specimens that have previ-
ously been cryopreserved could increase the feasibility of multi-center trials and
enhance the reproducibility of immune assays. With existing technology, multiplex
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immunohistochemical analysis of a wide array of cytokines and regulatory proteins
simultaneously from a minute quantity of biological material is feasible. In addition,
the availability of monoclonal antibodies against a variety of immune regulatory
proteins phosphorylated on specific residues should enable investigators to obtain
information about the regulatory mechanisms underlying tumor-specific immunity.
In addition, protein profiling may allow evaluation of the immune response to a
cancer vaccine from a drop of serum, and this method does not require knowledge
of the identity of specific peptide species that best predict immune responsiveness.
Despite the theoretical advantages of proteomics for immune monitoring, however,
significant work will be necessary to establish whether this approach will have an
eventual role in the context of cancer vaccine trials.

4. STATISTICAL CONSIDERATIONS IN IMMUNE MONITORING

Without question, as the reliability and standardization of immune monitoring tests
improve, the importance of proper statistical data analysis will only grow. Like the
methods themselves, however, there is a lack of standardization and consensus among
investigators with regard to the optimal methods for data analysis. Progress toward
standardized biostatistics for immune monitoring will be expedited if several fun-
damental problems can be addressed. These include variability in the readout of
immunologic tests, lack of consensus regarding definitions used in the interpretation
of tests, and failure to apply appropriate methods of statistical analysis.

4.1. Variability in Immunologic Assays

Three sources of variability of the immunologic assay results are encountered: vari-
ability within the same specimen, variability among specimens from the same patient
drawn at different times, and variability among patients. Variability in the results of a
single immunologic test performed on the same specimen results largely from error
that is inherent in measurements associated with each step of the assay (e.g., slightly
more or less reagent is pipetted into a well). Contributions from the instrument
and operator both may be minimized through proper quality control, but cannot be
eliminated. Of course, it is critical to avoid systematic contributions to this variability.
For example, wells on the edge of a microtiter plate may loose more volume due to
evaporation over time than wells further in the center of a plate, thereby affecting the
concentration of reagents and introducing a systematic error into the results obtained
from those wells. Most sources of systematic error can be mitigated through standard-
ization and automation of as many steps in immunization and immune monitoring
protocols as possible.

The measure of variability of a test on individual specimens is the coefficient of
variation, which is defined as [standard deviation ÷ mean] × 100%. Low coefficients
of variation indicate that the reproducibility of the assay is good. The reproducibility
or reliability of an assay can also be assessed by attempting to replicate the measure-
ment on the same specimen at different times and places. In this case, variability is also
introduced by differences in equipment used, differences in handling or storage of the
specimen, and the analysts performing the assays. The agreement among laboratories
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or analysts (inter-observer), or even within the same analyst (intra-observer), can be
described by the kappa statistic, which is defined as [agreement beyond chance] ÷
[amount of agreement possible beyond chance].

Characterizing the variability in the results obtained from the same patient over
time is essential for interpretation of results of studies involving immunologic
manipulations such as vaccines. Presently, this type of variability cannot be controlled
because the immune system reacts continuously to a variety of poorly defined factors
(e.g., stress or invasion by micro-organisms). It is possible to vaccinate subjects with
control foreign antigens, such as kehole limpet hemocyanin (KLH), at the same time
the tumor vaccine is administered. This should allow an estimation of the temporal
variability in immune responsiveness.

Finally, there is significant patient-to-patient variability. This arises, in part, from
a variable degree of immune responsiveness or competence. Such differences among
patients may be related to variations in tumor burden or overall medical condition.
Specific characteristics of the tumors themselves also could influence responsive-
ness, such as the relative complement or abundance of the tumor antigens that
are represented in the vaccine. In addition, some patients will have detectable
baseline, pre-immunization antigen-specific T cells, while others may not. One
strategy that can decrease patient-to-patient variability is the selection of similar
patients for a trial, although this may not be feasible in studies restricted to uncom-
mon malignancies or certain HLA types. Another approach to this heterogeneity
among patients is to appropriately standardize immune responses during data analy-
sis. For example, if a pre-immunization tumor antigen-specific T cell population
is detectable, then one may examine the increase in antigen-specific T cell fre-
quency. Standardization of responses to those against control antigens also should
enable one to control for the variable overall state of immune competence among
patients.

4.2. Definitions and Statistical Methods in Data Analysis

Perhaps the most important issue for the statistical analysis of results from immune
assays remains the definition of what comprises a positive or negative result. Unlike
many situations in medicine in which there is general agreement on how to define
an entity (for example, a malignancy is defined by a number of microscopic fea-
tures), there is no consensus on how to define an immune response. Because of this,
there is no established gold standard against which other assays may be compared.
Consequently, it has been difficult thus far to provide clear determinations of the
sensitivity or specificity of a given assay. The recent workshop by the Society for Bio-
logical Therapy (59) intended to provide recommendations on the assays that might
provide the most utility in monitoring clinical trials is an excellent first step in this
regard. Nonetheless, the cut-offs chosen for positive and negative responses remain
largely arbitrary. Our group has suggested that one way to empirically determine
the appropriate cut-offs for positive and negative immune responses is to base them
on responses to a potent immunogen, such as the cytomegalovirus (CMV) matrix
protein, pp65. We performed ELISPOT, tetramer, and CFC assays on PBMC from
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CMV-seropositive and seronegative donors. This enabled us to identify a cut-off
point between the two groups at which the sensitivity, specificity and accuracy were
acceptable.

A final concern in the evaluation of immunologic assays is the appropriate applica-
tion of valid statistical tests. This issue arises particularly often with regard to multiple
comparisons. Typically, immune assays are performed at several time points during
a vaccine study, and several assays may be performed at each time point. This raises
the possibility that a false positive will arise by chance. Clearly, it is important to
use stringent methods of adjustment (such as Bonferroni corrections) to determine
whether differences are truly statistically different.

5. SUMMARY AND CONCLUSIONS

A wide array of immunologic tests are available for immune monitoring in cancer
vaccine trials, and the number of novel assays and technical modifications continues
to burgeon. Because only a small fraction of all proposed vaccine trials tested in phase
I-II trials, for practical reasons, will ultimately move forward to be tested in phase III
trials, there must be a system of establishing the most promising immunization strate-
gies. This evaluation of cancer vaccine will require standardization of the immune
assays and statistical methods used in immunologic monitoring. Furthermore, the use
of a systematic approach to evaluating and adopting novel technologies for immuno-
logic assessment would likely lead to timely implementation of more reliable, prac-
tical and cost-effective methods of immune. It should be the goal and expectation
that this rational approach to immune monitoring will allow the critical appraisal
of the most promising vaccine candidates in the context of pivotal, multi-center
trials.
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molecules 11
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evasion 21–22
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vaccine strategies 21
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haplotype 194
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peptide complex 138, 184
peptide tetramer analysis 378
restriction and tolerance 357

microcytotoxicity 374
minimal active dose 340
minimal systemic toxicity 228
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MLS102 monoclonal antibody 170
Mo-DCs (Monocyte-Derived DCs) 188
monoclonal antibodies 162
Montanide ISA-51 117
mouse bone marrow 182
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antigen 100, 101, 122–23
vaccine 171–73
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antigen, inability of antibodies against 173
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muetastatic melanoma (stage IV) 76
mullerian duct differentiation antigen 164 see also
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multimodality therapy 227–41
multiple arm screening 343
multiple defects 17
multiple myeloma 192, 196
murine CTL 122
murine DCs generation of 182
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murine monoclonal anti-idiotype (ACA125) 172
murine tumor 117
muscle cells 140
mutant oncogene 119
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mutimodality therapy 237–40
mycobacterium tuberculosis 143
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myeloma 361

naı̈ve CD4+ T helper cells 189
nasopharyngeal carcinoma 99
native antigenic peptide 282
negative regulatory pathways and signals, blockade of
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neonatal Fc receptor 7
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cancer 38
neuroectodermal cancer origin 159
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NK (natural killer)

cell recognition 17
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NKG2D 212
NK/T cells 7

non-classical class I molecules 7
non-Hodgkins lymphoma 76, 310
non-mutated melanoma antigen 340
nonmutated peptides 5
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biodegradation 279
non-small cell carcinoma 230
non-small cell lung cancer 123
non-small cell lung carcinoma 20, 66
non-virally induced tumor 207
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oncogenic virus 61
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monoclonal antibodies 163
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pancreatic tumor 147
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vaccine 359

PBDCs (peripheral-blood-derived DCs) 189
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pediatric sarcoma 122
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peptide vaccine 115–26, 340, 353, 358
strategies using 116–18
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PGE2 77
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poxvirus 353
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proteasome
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protective immunity in murine models 254
protein trafficking 15
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PSA 148, 361
PSMA (prostate specific membrane antigen) 164

vaccine 172
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pulmonary metastasis 308
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radiation 89
radiation therapy 173, 228

treatment 158
radiotherapy, side effects 147
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mutant peptides 120
RCC 70
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361
recombinant cytokine 256
rectal tumor 147
regulatory T Cells 74
renal cancer 93, 310, 313, 316

specific T cells from TIL 314
renal cell cancer 47, 211, 215, 218, 219, 307
renal cell carcinoma, 61, 76–77, 192–93, 196, 230
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reticulo-endothelial system 158
retrovirus 353
reverse immunology 95
rituximab 234, 239–40

SAGE (serial analysis of gene expression) 94
sarcoma 121, 159, 211
SART-1 antigen 100
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316
SCF (stem cell factor) 182
SCLC (small cell lung cancer) 70, 159, 163, 175

melanoma 69
TAP1 downregulation 71
vaccine against 171

SCP1 93
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sialyl-Tn-KLH + DETOX-B adjuvant 229
specified tumor antigen, immunological recognition of
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sporadic renal cell carcinoma 121
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sTn-KLH vaccine 170
sTn(c)-KLH conjugate vaccine 170
stomach carcinoma 63
stomach tumor 147
streptococcus superantigen 75
superantigen activation 315
surgery treatment 89, 158, 173, 228
surgically debulked stage II/III pancreatic carcinoma

230
synovial sarcoma 122
synthetic antigen-antibody complex 10
synthetic oligodeoxynuchleotide 184
systemic immunity 190

T cell 90, 139, 184, 190 see also B cell
activation 218
adoptive immunotherapy 294
avidity 42–46
based immune therapy 52
biology 37–52, 370
cross-priming of 208
cytokine secretion 192
cytotoxic 295
emigration of 231
function 46–49
function, modulation of 77–78
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immunity 165
mediated immune surveillance 209
mediated suppression 304
mediated tumor regression 294–302
naı̈ve 8, 11, 138, 139, 141, 183, 222
polarization 303
polyclonal cultures 42
proliferation 42

assay 374
lymphopenia-induced homeostatic 238

reactivity 340
receptor 5, 7
receptor v region analysis 378
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tumor cells 40–49
repertoire, analysis of 96
responses by vaccination, augmentation of 165
signal transduction 75–78
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stimulation 5
suppression and regulatory 304
TDLN (tumor-draining lymph node) 314
tumor-specific 6, 9, 227, 232, 306, 312–19
TVDLN (tumor vaccine-draining lymph node)

314
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adoptive transfer of 73
anti-Id 194
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TAA (tumor associated antigen) 38, 145, 150, 193,
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alteration of 16

TAP1 69
TAP2 70
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TCD4+ (CD4+ T lymphocytes) 3–4, 7, 11
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TCGF (T cell growth factor) 310
TCR (T cell receptor) recognition 38, 64, 75, 267
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TF (Thomsen-Friedenreich antigen) 162
TF(c)-KLH conjugate vaccine 170
TFF1 cancer-specific gene 98
TF-KLH vaccine 170
TGF-� (transforming growth factor-beta) 91
therapeutic antibody 232
therapeutic cancer vaccine 339–49, 351–62
therapeutic monoclonal antibodies 239–40
therapeutic T cell, effective generation of 301
therapeutic tumor vaccine 284
therapeutic vaccine 89, 343, 346
thimet oligopeptidase 12
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papillary 6
treatment with peptide-pulsed dendritic cells 123

TIL (tumor-infiltrating lymphocyte) 73, 92, 231,
312, 373
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antigen recognition 46
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TNFR (tumor necrosis receptor family) 212
TNF-� (tumor necrosis factor-�) 9, 255–57

antigen presentation 256
clinical application of 257
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TPPII ( tripeptidyl peptidase II) 12
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transplant-related lymphomas 64
trastuzumab 234, 239, 240
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tryptophan 77
TSA (tumor-specific antigen) 207, 210
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and immune system, interactions between 73
associated peptides 268
derived exosomes 215
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immunity 227, 258
immunogenicity 216
microenvironment 235–36
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restricted RNA 193
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specific CD4+ and CD8+ T cells 197
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T-cell responses against 165
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tumor immunology 240, 250, 251,

293–319
immunity, invivo 258
immunogenicity 216
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therapeutic tumor vaccine 284
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uveal melanoma 66
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vectored vaccine 353
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