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Abstract Dendritic cells (DCs) primed with tumor anti-
gens (Ags) can stimulate tumor rejection. This study was
aimed at evaluating the polarization of T-cell responses
using various DC Ag-priming strategies for vaccination
purposes. DCs cocultured with irradiated “apoptotic”
tumor cells, DC-tumor fusions, and DCs pulsed with
freeze-thaw tumor lysate Ags served as Ag-primed DCs,
with EG7 tumor cells (class II negative) expressing OVA
as the model Ag. DCs loaded with class - and class 11—
restricted OVA synthetic peptides served as controls.
Primed DCs were assessed by the in vitro activation of
B3Z OVA-specific CD8 T cells and the proliferation of
OVA-specific CD8 and CD4 T cells from OT-I and OT-II
TCR transgenic mice, respectively. In vivo responses were
measured by tumor regression following treatment with
Ag-primed DCs and by CTL assays. Quantification of IL-
2,1L-4,IL-5, IFN-y, and TNF-u« by cytometric bead array
(CBA) assay determined the polarization of TH1/TH2
responses, whereas H-2 K® /SIINFEKL tetramers mon-
itored the expansion of OVA-specific T cells. DC-EG7
hybrids stimulated both efficient class I and class Il OVA
responses, showing that DC-tumor hybrids are also
capable of class II cross-presentation. The hybrids also
induced the most potent CTLs, offered the highest pro-
tection against established EG7 tumors and also induced
the highest stimulation of IFN-y and TNF-a production.
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DCs cocultured with irradiated EG7 were also effective at
inducing OVA-specific responses, however with slightly
reduced potency to those evoked by the hybrids. DCs
loaded with lysates Ags were much less efficient at stim-
ulating any of the OVA-specific T-cell responses, showed
very little antitumor protection, and stimulated a weak
THI1 response, overbalanced by an IL-5 TH2 response.
The strategy of Ag-loading clearly influences the ability of
DCs to polarize T cells for a TH1/TH?2 response and thus
determines the outcome of the elicited immune response,
during various vaccination protocols.
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Abbreviations

DC Dendritic cell
FSC Forward scatter
SSC Side scatter

TC Tumor cells
Introduction

Characterization of the immunobiology of dendritic
cells (DCs) has established their critical role in antigen
(Ag) presentation for the initiation and maintenance of
immune responses (for reviews, see [4, 25, 31]). Several
mouse tumor models show unequivocally the efficacy of
Ag-bearing DCs as tumor vaccines [10, 20, 28, 53, 62,
64, 65]. A study using healthy recipients also proves the
immunogenicity and safety of DCs in humans, and
demonstrates that a single injection of a small number
of DCs is sufficient to rapidly expand T-cell immunity
for both naive and recall Ags [16]. DCs are now also
being investigated for their potential therapeutic ability
for cancer immunotherapy in humans (reviews [13, 22,
27, 32, 51, 56, 60, 70, 71, 78, 81]) with over 30 clinical
trials already submitted in the United States (for details
browse http://clinicaltrials.gov ). Data emerging from
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some of these studies indicate that DC vaccination can
induce both immunological and more importantly
clinical responses albeit in a very small number of pa-
tients [5, 34, 52, 57, 59, 64, 67, 74, 76, 77]. However,
for improved efficacy, several parameters still need to
be optimized, such as DC preparation, choice of Ags,
Ag-loading protocols, dosing, injection sites, and dose
scheduling, as well as adequate immune monitoring.
Some studies now suggest the use of mature, rather
than immature DCs [15, 16, 39, 44], and the s.c. rather
than i.v. route of administration [16, 18, 21, 45].

Different protocols have been described to deliver
Ags to DCs. Foremost among these have been the
pulsing of DCs with synthetic MHC class I-restricted
tumor Ag—derived peptides [3, 5, 11, 12, 58]. However,
using specific peptides can have certain disadvantages.
For example, their application is limited in patients who
express the HLA specific for that peptide and also
ignores the important role of MHC class II T-helper
responses. Additionally, peptides appear to induce weak
CTL responses and often need to be modified for
stronger binding affinity to MHC class 1 [54, 68].
Furthermore, peptides only reside on the DC surface for
short periods of time [2, 48] and more importantly can
be associated with Ag and/or MHC class I loss variants
in vivo [37]. Therefore, to avoid such disadvantages, the
strategy chosen for Ag formulation and delivery into the
DCs must ensure that Ags have access to both pathways
of MHC presentation—i.e., class I and class II—thus
allowing a wide peptide repertoire restricted by multiple
HLA alleles crucial for the polyvalent stimulation of
both CD8 " and CD4" T-cell responses [7, 31]. Such
strategies include: pulsing DCs with full-length native or
recombinant proteins; and infection with recombinant
viruses, transfection with DNA or mRNA, or even
transfection using whole tumor—derived RNA [26, 36,
38]. However, the ultimate strategy for DC Ag-loading
also needs to be clinically practical and preferably with
broad applicability. Therefore, other approaches utiliz-
ing whole tumors as source of Ag have been developed,
including DCs loaded with tumor lysates [20, 59], dying
tumor cells (apoptotic bodies and necrotic cells) [8, 14,
19, 33, 61], or DCs fused directly with tumor cells (see
review [73]).

In the absence of adequate immune monitoring, it is
unclear as to which Ag-priming stragey for DC vacci-
nation would be of most therapeutic value. For example,
we recently reported that the magnitude of induction of
an MHC class I-restricted antitumor CTL response is
dependent on the DC Ag-loading strategy [23]. How-
ever, due to lack of immune probes for the tumor model
under investigation, we were unable to fully characterize
the immune responses, thus impairing our ability to
explain the differences in the efficacy of the immune re-
sponses induced by the different Ag-loading strategies.

In this study, we use the EL4 murine thymoma cell
line (class 1", class I17) stably expressing chicken oval-
bumin as a model Ag (E.G7-OVA cells) to evaluate the
efficacy of bone marrow—derived DCs to induce class 1

and class II OVA-specific T-cell responses when loaded
with E.G7-derived Ags and used as a vaccine. The
immunological responses were monitored by quantita-
tive analysis of MHC class I and MHC class II-re-
stricted OVA-specific T-cell responses both in vitro and
in vivo, as well as the overall balance of THI1/TH2
cytokine responses. We show that different strategies of
Ag-loading into DCs can lead to the differential polar-
ization of T-cell responses, thus suggesting that the
choice of Ag-priming of DCs might be critical to the
outcome of the immune response.

Materials and methods
Mice

C57/BL6 (H-2°) female mice were purchased from
Harlan, Oxford, UK. OT-I [17] and OT-II [6] TCR
transgenic mice (H-2b) were obtained from Prof. M.
Kemeny (see “Acknowledgements’). OT-I T cells rec-
ognize the OVA peptide,s7.064 (SIINFEKL) in associa-
tion with class I, whereas the OT-II T cells recognize the
OVA peptide323_339 (ISQAVHAAHAEINEAGR) in
association with class II.

Cell lines

The tumor cells used were the Ia~ lines EL4 (H-2° thy-
moma; class II7) and E.G-7 (abbreviated to EG7), a
stable transfectant of the EL4—exEressing OVA [55].
EG7 cells present OVA as H-2 K’ /SIINFEKL (also
referred to as H-2 K® /JOVA). The B3Z T-cell line, used
specifically to measure H-2 K® JOVA responses, repre-
sents a hybridoma generated by the fusion of B3 cells (a
V5-expressing CTL clone specific for H-2 K® /OVA)
and Z.8 cells (NFAT- lacZ—inducible derivative of
BW5147) [40]. The hybridoma 25-D1.16 which secretes a
mADb specific for H-2 K® /SIINFEKL [66] was provided
by Dr R. Germain (see ““Acknowledgements’). All cell
lines were cultured under normal tissue culture condi-
tions using RPMI / 10% FCS in the presence of peni-
cillin and streptomycin.

Dendritic cells

Dendritic cells were cultured from the bone marrow of
3-week-old C57/BL6 female mice as follows [49]. Bone
marrow cells were seeded at 2x10° cells per 100-mm
bacteriological plates in 10 ml of RPMI / 10% FCS /
50-uM 2-ME, supplemented with standard antibiotics.
The cultures were initiated with rGM-CSF and rIL-4,
both at 10 ng/ml (Peprotech, London, UK). At day 3,
10 ml of medium containing rGM-CSF (final concen-
tration 10 ng/ml) was added to the cells, with a further
5 ml of medium containing rGM-CSF (final concentra-
tion 5 ng/ml) added at day 6. DCs, most of which were
nonadherent, were used between days 7 and 10.



Other reagents

The class I and class I OVA peptides, sequences 257-264
and 323-339, respectively, were purchased from the
Department of Molecular Biology and Biotechnology,
University of Sheffield, UK. H-2 K°/SIINFEK L—tetra-
mer complexes (PE-conjugate) were purchased from
PROIMMUNE, Oxford, UK. The following mAbs (all
FITC-conjugates, unless otherwise stated) were obtained
from BD Pharmingen (Oxford, UK): clone 28-8-6 (anti-
H-2 K® /H-2D" unconjugated), clone AF6-120.1 (anti-I-
AP), clone HL3 (anti-CD11c¢), clone 16-10A1 (anti-B7.1),
clone GLI1 (anti-B7.2), clone RB6-8C5 (anti-Gr-1), clone
37.51 (anti-CD28:R-PE conjugate), clone 53-6.7 (anti-
CD8a:Cy-Chrome conjugate). The following mAbs were
obtained from Serotec (Oxford, UK): clone KAT-1 (anti-
ICAM-1) and clone 3/23 (anti-CD40, unconjugated).
Anti-CD40 and anti-H-2 K°/H-2D" were detected using
appropriate secondary reagents which were FITC-con-
jugated. For immunophenotyping, DCs were preincu-
bated for 15 min with FCBLOCK (anti-CD16/CD32;
clone 2.4G2 from Pharmingen).

Loading DCs with OVA synthetic peptides

Dendritic cells were resuspended at 5x10° cells/ml in
RPMI medium containing either the class I-restricted
OVA,s57.064 peptide or the class II OVAj3y3.339 peptide
(range 1 nM-1 uM). The cells were left at 37°C for 4—
6 h. Excess peptides were removed by washing the DCs
twice in RPMI medium. The binding of SIINFEKL
peptide to H-2 K® was assessed by labeling the cells with
the mAb 25-D1.16 mAb, using rabbit anti-mouse-Ig
FITC for detection, and subjected to flow cytometry.
DCs pulsed with the irrelevant RGYVYQGL peptide
served as controls. Detection of the binding for the class
IT OVA peptide to DCs was not assessed as no mAb was
available for this work.

Ag-loading strategies using whole EG7 cells

Ag-loading was performed over 4-6 h using day-§ DC
cultures. This time point resulted in optimal DC viability
and recovery, as determined previously [23].

Loading DC with EG7 lysate

Soluble EG7 lysate Ags were prepared by three freeze-
thaw cycles (—140°C/37°C) of cells in 1 ml PBS, with
removal of cell debris by centrifugation at 12,000 rpm
for 5 min (Biofuge Pico Bench centrifuge; Heraeus Inst.)
[59]. Supernatant proteins were then added to DC cul-
tures at 100 pg/5x10° DCs in 1 ml and left at 37°C.
Excess Ags were removed by washing the DCs as de-
scribed above. The uptake of proteins present in the
lysates was assessed indirectly by the uptake of albumin-
FITC which was added as a tracer protein to the lysate
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preparations. The Ag-loaded DCs were then quantified
using flow cytometry.

Loading DCs with apoptotic EG7 tumor cell fragments

“Necrotic apoptosis” in the EG7 cells was induced by
UV irradiation (302 nm) as previously described [24].
Increasing numbers of apoptotic EG7 cells were then
cocultured with DC cultures (2x10° DCs/ml), for 4-6 h
at 37°C. Excess apoptotic cell fragments not taken up by
the DCs were removed by Ficoll-Hypaque centrifuga-
tion. The uptake of apoptotic cells by the DCs was as-
sessed by flow cytometry, by labeling the EG7 cells with
PKH26 (FL2 dye), as described previously [23]. DCs
were identified using an anti-MHC class II FITC-con-
jugated mAb, a marker absent on the EG7 cells. DCs
which had taken up tumor cell fragments were identified
as double-positive cells for both FITC (FL1 channel)
and PKH26 (FL2 channel). Fluorescent microscopy was
used to confirm the presence of apoptotic cell bodies
within the DCs.

DC-EG?7 hybrid formation

DCs and tumor cells were mixed together at different
DC to tumor cell ratios, centrifuged, and washed in
Mg®* /Ca®™ free PBS (at 37°C). Fusion was induced by
50% PEG / 10% DMSO under identical conditions as
described previously [23]. The cells were then cultured
for 4 h to allow recovery from PEG/DMSO treatment.
Unfused EG7 cells were removed by negative immuno-
selection: the mixture of cells (i.e., unfused DCs, DC-
EG7 hybrids, and unfused EG7) was labeled using a
biotinylated anti-CD11c mAb (a marker expressed by
DCs and DC hybrids but not unfused EG-7 cells), with
excess Ab removed by washing. The cells were then
mixed with Streptavidin Magnesphere Paramagnetic
Particles (1 um in size; Promega), and isolated using a
DYNAL MPC (Magnetic Particle Concentrator; Dynal,
UK), discarding the unlabeled EG7 cells.

The efficiency of PEG/DMSO-mediated hybrid for-
mation was assessed by flow cytometry using mAbs for
Ags exclusively expressed by each of the fusion partners.
These were CD28-PE and MHC class II-FITC for EG7
and DCs, respectively. The DC-EG7 hybrid cells would
express both molecules, and thus be identified as double-
labeled cells. Fluorescent microscopy was also used to
visualize the hybrid cells.

In vitro induction of OVA-specific T-cell responses
by Ag-loaded DCs

Activation of B3Z T cells assayed colorimetrically

B3Z (3x10%) T cells were added to 5x10* Ag-loaded DCs
in a 96-well plate, left to coculture for 16 h, and were
then washed once with 100-ul PBS. Any lacZ activity
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induced in the B3Z cells was measured by the addition of
100 pl of 5-mM ONPG in PBS / 0.5% NP-40 after 4 h
at 37°C, with the absorbance being read at 415 nm, as
described [72].

Proliferation of naive OT-1 and OT-1I T lymphocytes

OT-1 and OT-II lymphocytes were used to measure
OVA-specific CD8 and CD4 proliferative responses,
respectively, to the different Ag-loaded DCs. Lympho-
cytes, isolated from both the lymph nodes and spleens,
were first depleted of RBCs by lysis in an ammonium
chloride Tris buffer (Sigma) and also of B cells using
mouse pan B—specific Dynabeads (B220), according to
manufacturer’s instructions. Lymphocytes (2x10°) were
then cocultured with the Ag-loaded DCs. DCs loaded
with either class I or class II OVA peptide served as
controls. After 5 days of coculture, cells were pulsed
with *H-thymidine for 6 h, harvested using a Skatron
Micro96 Harvester and counted in aqueous phase LSC
cocktail, Ultima Gold Scintillant (Canberra-Packard),
using a liquid scintillation analyzer (TRI-CARB
2200CA; Packard).

Induction of CTLs in mice injected
with Ag-loaded DCs

Lymph nodes and spleen cells were collected and
pooled from three mice which had been immunized
21 days earlier by i.p. injection of Ag-loaded DCs
(5x10° DCs). The lymphocytes (3x10”) were stimulated
by coculture with irradiated (5,000 rads) EG7 cells
(1.5x10% for 5 days in 10-ml RPMI / 10% FCS and
50-uM 2-ME in upright 25-cm? flasks, and cells tested
for CTL activity against EG7 and EL4. The superna-
tants from these cocultures were kept for the analysis
of TH1/TH2 cytokines (see details below). For the
CTL assay, the target cells were labeled with °'Cr and
added to the responder T cells at various effector to
target (E/T) ratios (performed in triplicates). Percent-
age lysis of targets was calculated as described previ-
ously [23].

Induction of in vivo OVA-specific T-cell responses
by Ag-loaded DCs

Lymphocytes from mice immunized with Ag-loaded
DCs were cocultured with irradiated EG7 cells for 48 h
and tested for specific TCR recognition of H-2 K®/OVA
peptide. This was done by labeling cells for CD8 and
TCR using anti-CD8a Cy-Chrome conjugated Ab and
H-2 K®/SIINFEKL tetramer complex (PE-labeled),
respectively. The percentage of CD8 T cells with specific
reactivity for OVA were quantified by FACS analysis
using CellQuest software (BD).

Cytometric bead array (CBA) analysis
of THI1/TH2 cytokine responses induced
in the different immunized mice

Supernatants obtained from the 5-day cocultures of
immunized lymphocytes with irradiated EG7 cells (de-
scribed above), were analyzed for T-helper cytokines
using CBA assays. The CBA assay, performed using a kit
(BD Biosciences), allows the simultaneous detection and
quantification of soluble murine IL-2, IL-4, IL-5, IFN-y,
and TNF-« in a single sample. The principle of the CBA
assay is as follows: five bead populations of equal size but
distinct fluorescence intensities (resolved in the FL3
channel of a flow cytometer) are coated with capture
antibodies specific for the different cytokines and mixed
together to form the CBA. The cytokine capture beads
are mixed with recombinant cytokine standards or test
samples and then mixed with the PE-conjugated detec-
tion antibodies, which are resolved in the FL2 channel.
Following acquisition of sample data by flow cytometer,
the results were analyzed using the BD CBA analysis
software. Standard curves, plotted using the MFI of the
beads for cytokine values ranging from 0 to 5,000 pg/ml,
were used for quantifying the sample cytokines.

Treatment of EG7-tumors by vaccination
using Ag-loaded DCs

Tumors were established in 6-8-week-old female C57/
BL6 mice by s.c. injection of 4x10° EG7 cells, and
treated on days 3 and 10 by the i.p. injection of 5x10°
Ag-loaded DCs. All procedures were carried out in
accordance with the guidelines set out for the welfare of
animals under a project licence issued by the UK Home
Office and under guidelines set out by the local ethical
committee. Tumor growth was monitored at regular
intervals and mice culled when tumor growth exceeded
21 mm. Data are presented as the percentage of mice
surviving over time, and a column scatter graph (dot
plot) showing each value for tumor size in a group using
Graphpad Prism Version 3.0.

Results

Cell surface phenotype of BmDCs generated
by GM-CSF and low-level 1L-4

Bone marrow cells cultured for 6-8 days in high doses of
GM-CSF and one initial low dose of IL-4 yielded a
population of cells with 70-85% displaying typical DC
markers as judged by expression of cell surface H-2 K/D,
I-A, CDll1c, B7.1, B7.2, ICAM-1, and CD40 (Fig. 1A).
Under these culture conditions, the DCs expressed very
low or no GR-1 (an early myeloid/granulocyte marker)
and very low F4-80 (macrophage marker), suggesting
that low-level IL-4 is necessary to prevent neutrophil and
macrophage contamination, respectively (Fig. 1B). In
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Fig. 1 A FACS profiles of day 7 bone marrow—derived DCs
cultured in GM-CSF and low levels of 1L-4, showing that the cells
express high levels of H-2 K°/D®, I-A, CDlIc, B7.1, B7.2, ICAM-
1, and modest levels of CD40 consistent with DC phenotype. B
FACS profiles showing that DCs cultured without the addition of
IL-4 express significant levels of the neutrophil marker GR-1 and
macrophage marker F4-80, indicating that IL-4 is essential for DC
differentiation

addition, DCs had a spontaneous secretion of low levels
of IL-12 (measured by ELISA) which increased signifi-
cantly on exposure to LPS or TNF (data not shown),
showing that the combination of cytokine concentrations
used generates DCs which are responsive to maturation
signals [50]. We also analyzed the DC phenotype after
Ag-priming of the DCs by various loading strategies and
found insignificant changes in the levels of B7.1, B7.2,
CD40, H-2 K/D, I-A, and CD40, when compared to-
gether (data not shown).

Detection, quantification and optimization
of Ag-loading of DCs

DC peptide pulsing

The amount of surface detectable H-2 K® /SIINFEKL
after peptide-pulsing was directly proportional to the
initial peptide concentration (Fig. 2A) and was optimal
at 37°C with very little binding at 4°C (data not shown).
DCs pulsed with an irrelevant peptide were negative for
25-D1-16 staining (Fig. 2B). The amount of peptide
used to obtain physiological levels of H-2 K° /SI-
INFEKL on DCs was determined from the levels
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Fig. 2 A FACS profiles of DCs after being pulsed with SIINFEKL
peptide and stained with the mAb 25-D1.16 specific for the H-2 K°
/SIINFEKL complex. Graphs show that the relative staining of the
cells (i.e., binding of SIINFEKL to the H-2 KP) is proportional to
the initial dose of the peptide used. B DCs pulsed with an irrelevant
peptide are negative for 25-D1.16 staining, showing that this mAb
is only specific for H-2 K®/SIINFEKL. C FACS analysis of the
EG7 cells shows significant expression of surface H-2 K°/SI-
INFEKL compared with the parental line EL4. On comparison to
the DCs pulsed with SIINFEKL in A, the physiological levels of
SIINFEKL on the EG7 cells are estimated to be 1 nM

expressed by EG7 and estimated by FACS analysis to be
around 1 nM (Fig. 20).

DCs loaded with EG7 lysate

The uptake of protein from the lysates by DCs was in-
ferred indirectly from the simultaneous uptake of albu-
min-FITC. Although the uptake of albumin by DCs
does not necessarily mean uptake of other proteins in the
lysate preparation, it provides a means of assessing
protein uptake by the DCs. After 4 h, the majority of the
DCs were positive for the uptake of albumin-FITC
(Fig. 3A), with the amount of albumin-FITC being di-
rectly proportional to the initial dose of albumin (range
from 1 to 1,000 ug/ml; Fig. 3B). This suggests that over
this time period and dose range, the DCs were not lim-
ited by the amount of Ag they could take up. Thus, in
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Fig. 3 A Histogram profiles of DCs after coculture with tumor-
derived lysate proteins with (dotted line) or without (solid line) the
addition of albumin-FITC protein used as a tracer for protein
uptake. As shown in the overlay histograms, 90% of the DCs are
positive for FITC-protein indicating active protein uptake by the
DCs. B FACS analysis of DCs after being pulsed with increasing
doses of albumin-FITC showing that at this dose range the amount
of albumin-FITC taken up by the DCs is proportional to the intial
protein concentration

terms of determining the number of EG7 cells used for
lysate preparation for DC loading, we used the highest
number of cells required for the maximal DC loading
determined by the other loading strategies (see below).
This was calculated to be five EG7 cells per one DC.

DC loaded with apoptotic EG7 cells

The uptake of apoptotic cells by the DCs was monitored
by PKH26-labeled EG7 cells. Within 4 h of coculture,
apoptotic tumor fragments could be detected within
43% of the total DCs (DCs labeled with class II-FITC),
as assessed by the percentage of double fluorescent cells
(blue pseudocolor dots, Fig. 4A). Presence of apoptotic
cells within the DCs was confirmed by fluoresence
microscopy (Fig. 4B). Excess apoptotic cells that were
not taken up by the DCs were successfully removed by
Ficoll centrifugation (Fig. 4C). Maximal DC-loading
was obtained with an optimal ratio of five EG7 cells to
one DC (Fig. 4A). Increasing the number of apoptotic
cells did not result in a significant increase of their up-
take by DCs, as judged by either the number of DCs that
take up the apoptotic cells or the amount of apoptotic
cells taken up by the DCs (data not shown).

DC-EG7 hybrid formation

Hybrid cells, DC-EG7, were quantified by the coex-
pression of CD28-PE (EG7 marker, Fig. 5A) and MHC
class II-FITC (DC marker, Fig. 5B). After PEG/DMSO
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Fig. 4 A Dot plot showing FACS analysis of DCs (labeled with
MHC class II-FITC, FLI channel) after the uptake of apoptotic
cell bodies (labeled with PKH26 red dye, FL2 channel) after a 6-h
coculture of the DCs with apoptotic EG7 cells. The DCs that have
taken up the apoptotic cells are fluorescent in both channels (shown
as blue pseudocolor dots). B Flourescence microscopy confirms the
presence of apoptotic cell bodies (red) in the DCs. C Dot plot
showing the successful removal by Ficoll centrifugation of any
apoptotic EG7 cells that are not taken up by the DCs

treatment, the fusion efficiency at a DC/EG?7 ratio of 1:1
was 31.7% of total DCs (double-labeled cells shown as
pseudoblue dots, Fig. 5D). No significant numbers of
double-labeled cells were present in a control mixture of
EG7 and DCs lacking PEG/DMSO treatment (Fig. 5C).
Increasing or decreasing the ratio of the fusion partners
beyond 1:1 resulted in a significant decrease in fusion
efficiency (data not shown). Unfused EG7 cells were
successfully removed by immunomagnetic selection as
shown by their absence after re-FACSing (Fig. SE).
Following fusion, the proportion of DCs staining posi-
tive for H-2 K°/SIINFEKL was 29.6% of total DCs,
which agreed with a fusion efficiency of 31.7% obtained
for this experiment (Fig. 5F). The cells that did not stain
positive for H-2 K°/SIINFEKL in Fig. 5F represent
unfused DCs.

In vitro induction of OVA-specific T-cell responses
by Ag-loaded DCs

Colorimetric assay using B3Z T-cell line

Activation of B3Z T cells by H-2 K?/SIINFEKL com-
plex is measured by the induced expression of the re-
porter gene product f-galactosidase [72]. Addition of
increasing doses of SIINFEKL peptide to DCs elicits a



Fig. SA-F FACS analysis for
the detection and quantification
of DC-EGT7 hybrid cells. The
fusion partners are detected by
the unique expression of CD28
on EG7 cells marked by PE
labeling in the FL2 channel (A)
and Class II on DC marked by
FITC labeling in the FL1
channel (B). Following PEG/
DMSO treatment, a fusion
efficiency of about 30% is
obtained and the hybrid cells
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dose-dependent B3Z response (data not shown), indi-
cating that the B3Z T-cell response is sensitive to dif-
ferences in levels of MHC/peptide expressed on the DCs.
The level of activation of the B3Z cells by the Ag-loaded
DCs was dependent on the Ag-priming strategy, as
shown by the much higher level of activation of the B3Z
by the DC-EG7 hybrid cells, or the DCs loaded with
apoptotic EG7 cells, compared with DCs loaded with
lysate Ags (Fig. 6A). The activation of B3Z cells was
only marginally increased when the amount of lysates
added to the DCs was increased by up to a 100-fold. In
addition, lysate-pulsed DCs were never as efficient at
B3Z activation as other Ag-loaded DCs. This suggests
strongly that cell-associated ovalbumin is cross-pre-
sented much more efficiently than soluble Ag, a finding
reported by other independent investigators [47]. DCs
pulsed with 1-nM SIINFEKL peptide served as positive
controls, whereas unloaded DCs provided negative
controls (Fig. 6A). DCs loaded with EL4-derived Ags
were incapable of stimulating the B3Z cells, thus show-
ing that the activation was specific to the OVA Ag rather
than the parental EL4-derived Ags (data not shown).

Proliferative responses using naive OT-I lymphocytes

Responses to H-2 K°/OVA by Ag-loaded DCs were also
measured by the induction of a proliferative response in
naive OT-I T cells. As shown in Fig. 6B, the levels of
T-cell activation paralleled the B3Z assay, again

suggesting strongly that the source and strategy used for
Ag-loading determines the efficiency of cross-presenta-
tion of OVA by the DCs.

Proliferative responses using naive OT-II lymphocytes

Responses to OVA cross-presented by class II after DC
Ag-loading were determined by the proliferation of na-
ive OT-II lymphocytes. DCs pulsed with 1-nM OVA
peptidesys.339 served as positive controls. The levels of
activation of the OT-II cells were dependent on the
priming strategy for DCs, as shown by the much higher
level of activation of the OT-II cells by the DC-EG7
hybrid cells and the DCs loaded with apoptotic EG7
cells, compared with DCs loaded with lysates Ags
(Fig. 6C). The activation of the OT-II cells was only
moderately increased when the amount of lysate added
to the DCs was increased by up to a 100-fold (data not
shown). This suggests that, similar to the cross-presen-
tation by class I, soluble Ags are also cross-presented
inefficiently by class II on the DCs when compared with
cell-associated Ags, such as those obtained from apop-
totic cells or hybrid cells.

Induction of CTLs in mice injected with Ag-loaded DCs

Unimmunized mice, mice immunized with SIINFEKL
peptide alone or with a control mixture of DCs and EG7
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Fig. 6 A Activation of the B3Z T-cell hybridoma. B Proliferation
of OT-I naive T cells by DCs loaded with EG7-derived Ags, by
various methods. DCs pulsed with SIINFEKL peptide served as
positive control. The data shows that the methods used to load the
DCs induce differential cross-presentation of OVA to the T cells;
however, the fusion strategy gives the highest efficiency of T-cell
activation, reflecting higher levels of H-2 K®/SIINFEKL after
loading. C Activation of naive OT-II T cells by Ag-loaded DCs.
The data show that the DC-EG7 hybrid cells and DCs cocultured
with irradiated EG7 cells are much more efficient at cross-
presentation of class IFOVA peptide and hence T-cell activation,
than DCs pulsed with tumor lysate Ags

cells (i.e., no priming) gave no significant CTL responses
against either EG7 or EL4 cells (Fig. 7). Mice immu-
nized with irradiated tumor cells alone gave a very weak
but similar CTL response against both EG7 and EL4,
suggesting that there was no OVA-specific response.
Mice immunized with DCs pulsed with the SIINFEKL

peptide mounted a strong CTL response against EG7
cells, but as expected, not against the parental EL4 cells,
showing that the response was OVA-specific, and that
this particular OVA peptide, as shown by several others,
is immunogenic.

In addition, all the other groups of mice immunized
with the different Ag-primed DCs mounted CTL re-
sponses; however, the magnitude of the response was
dependent on the Ag-loading strategy for the DCs. DCs
loaded with lysate-derived Ags induced only a weak
CTL response with equal potency against EG7 and EL4,
thus the response was unlikely against OVA recognition.
The DCs loaded with apoptotic EG7 cells induced effi-
cient CTL responses which were both OVA-dependent
and independent. The DC-EG7 hybrid cell vaccine in-
duced the most potent CTL response and again this was
both OVA dependent and independent.

Induction of in vivo OVA-specific T-cell responses
by Ag-loaded DCs

The induction of an OVA-specific CD8 " T-cell response
in the immunized mice was analyzed by the use of tet-
rameric complexes, after 48-h coculture of the immu-
nized lymphocytes with irradiated EG7 cells. H-2 K®/
SIINFEKL-specific T cells were only detected in mice
vaccinated with DCs pulsed with SIINFEKL peptide,
DCs loaded with apoptotic EG7 cells, and DC-EG7
hybrids (Fig. 8). The mice immunized with DCs loaded
with EG7-derived lysate Ags did not show a significant
OVA-specific T-cell response, as seen by the lack of
CD8 " /tetramer * cells.

Analysis of TH1/TH2 cytokine responses induced
in Ag-loaded DC vaccinated mice

Cytokine responses, analyzed by a CBA assay, were used
to determine the effect of Ag-priming on the balance of
TH1 and TH2 responses. Unimmunized naive mice
showed no cytokine response, and none of the immu-
nized mice mounted a significant 1L-4 response (Fig. 9
and Table 1). Mice which lacked a significant CTL
response (i.e., those immunized with control mixture of
DCs and EG7, tumor cells alone, or peptide alone)
showed a high IL-5 response (TH2 cytokine) and a high-
to-moderate TNF-a and IFN-y (TH1) response, but no
significant I1L-2 (TH1) response (Fig. 9 and Table 1).
Mice which gave good CTL responses (i.e., those
immunized with DCs pulsed with either peptide, or
apoptotic EG7 cells as well as DC-EG7 hybrids) showed
a very low or no IL-5 response but a moderate-to-high
IL-2 response and a moderate to very high IFN-y and
TNF-o response (Fig. 9 and Table 1). The mice which
mounted weak CTL responses (i.e., those immunized
with DCs pulsed with tumor lysates) showed a moderate
IL-5 response, with a very weak IL-2, but a moderate
IFN-y and TNF-a, response (Fig. 9 and Table 1). Taken
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Fig. 7 Induction of CTL activity in mice immunized by different
Ag-loaded DCs. After immunization, the lymphocytes were
cocultured with irradiated EG7 cells and tested for CTL activity
against EG7 (solid squares) and parental EL4 cells (open diamonds).
Unimmunized mice, or mice injected with a control mixture of DCs
and EG7, EG7 alone, or peptide alone, failed to give any significant
CTL activity. Mice immunized with DCs pulsed with SIINFEKL
peptide gave high levels of CTLs specific against the target cells that
expressed that Ag, i.e., EG7 and not EL4. Mice immunized with
the different Ag-loaded DCs showed a differential potency in the
induction of CTLs, with the DCs pulsed with lysates showing the
weakest response and the hybrid cells giving the strongest response.
Additionally, the CTLs induced by the mice immunized with DCs
cocultured with apoptotic cells or the hybrid cells also showed a
higher CTL response against the EG7 cells compared with the EL4
cells, indicating that some of the CTLs were OVA specific

together, these data strongly suggest that the choice of
strategy for Ag-loading of DCs can influence the overall
TH1/TH2 cytokine balance and thus the polarization of
a T-cell response. In addition, the data also suggest that
IL-2 and IFN-y are both necessary for CTL induction
and that when the levels of IFN-y are low to moderate,

Table 1 Quantification of TH1/TH2 cytokines by cytometric bead
array (CBA) assay on flow cytometry. Cytokines are expressed as
pg/ml. Mice were immunized with DCs loaded with EG7-derived
tumor antigens by four different strategies: DCs pulsed with the
class I-restricted SIINFEKL peptide, DCs cocultured with irradi-
ated apoptotic EG7 cells, DCs loaded with EG7-derived lysates
antigens, and DC-EG7 hybrids. Naive mice, mice immunized with
a control mixture of DCs and EG7 cells, mice immunized with EG7

secretion of IL-5 can be detrimental to the induction of a
successful CTL response.

Treatment of established EG7 tumors by immunization
using Ag-loaded DCs

Ag-primed DCs were tested for their efficacy in the
treatment of established tumors, induced by the subcu-
taneous injection of live EG7 cells. Untreated mice were
culled by day 21, mice injected with control vaccine
(DCs mixed with EG7 without loading) were all culled
shortly afterward (day 28), whereas 4/8 mice vaccinated
with DC-EG7 hybrid, 3/8 mice vaccinated with DCs
cocultured with apoptotic EG7 cells, and 2/8 mice vac-
cinated with DCs pulsed with tumor lysates were tumor
free until day 65 (Fig. 10A). The average size of tumors
varied in the different groups of immunized mice, with
control unimmunized mice showing the largest, fastest
growing tumors, and mice immunized with DC-EG7

cells alone, or mice immunized with peptide alone served as
“negative” controls. Lymphocytes from immunized mice were then
cocultured with irradiated EG7 cells for 5 days. Supernatants from
these cocultures were then used as cytokine sources for the CBA
assay. Recombinant cytokines were used for standard curves used
for the quantification of sample cytokines by software provided by
BD Biosciences

Cytokine Control DCs mixed with EG7 Peptide DCs pulsed DCs cocultured DCs loaded DC-EG7
(levels in mice control EG7 cells alone alone with peptide with irradiated with lysates hybrids
pg/ml) apoptotic EG7 antigens

IL-2 2.2 10.7 2.8 6.0 138.7 146.6 26.7 36.1
IL-4 33 5.7 3.5 3.6 0.0 1.6 4.7 34

IL-5 3.7 530.2 28.7 81.6 3.1 2.1 20.3 29.9
IFN-y 2.3 280.9 16.8 52.8 340.4 347.1 101.6 > 5,000
TNF-o 5.6 186.9 91.5 117.4 28.7 30.5 136.6 5339
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Fig. 8 FACS analysis of immunized mouse lymphocytes for the
induction of Ag-specific T-cell response by the different Ag-loaded
DCs. As shown in the figure, the only mice that induced an Ag-
specific response (marked by tetramer staining of CD8" T cells)
were the mice immunized with DCs pulsed with SIINFEKL
peptide (used as a positive control), mice immunized with DCs
cocultured with apoptotic cells and DC-EG7 hybrid cells. Values
represent percentage number of total cells that stained positive for
CD8 and H-2 K°/SIINFEKL tetramers

hybrid tumors showing the least aggressive growth
(Fig. 10B). In addition, in some of the mice, particularly
those immunized with the DC-EG7 hybrids, some of the
tumors initially started to grow but then subsequently
regressed (Fig. 10C), indicating the induction of potent
anti-EG7 responses by the Ag-loaded DCs.

Discussion

DCs primed with tumor Ags can stimulate an immu-
nological as well as clinical response in selected patients
[5, 34, 52, 57, 59, 64, 67, 74, 76, 77]. Despite such clinical
efficacy, a significant proportion of patients with meta-
static tumors remain unresponsive to immunomodula-
tory therapy, mandating improved understanding of DC
function and Ag-priming as a means to enhance clinical
efficacy. Multiple techniques for Ag-priming of DCs
have been reported, as described above. However, it
remains unclear as to which of these techniques would
polarize the T cells for the most efficacious antitumor
immunity. Both the mechanism of Ag presentation by
DCs and the ability to stimulate antitumor immune T
cells are most likely influenced by the Ag formulation
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[75]. The present study describes a model for the rapid
assessment of different Ag-loading and priming of DCs
in their ability to polarize T-cell responses, using OVA
as a strong immunogen model Ag.

In a previous study, we have shown that different
strategies for Ag-priming of DCs lead to different
efficiencies of Ag-loading. For example during PEG-in-
duced fusion only a small number of DCs become
DC-tumor hybrids. Similarly during coculture of DCs
with apoptotic tumor cells only a small number of DCs
take up apoptotic tumor fragments [23]. In contrast, the
present study shows that the majority of DCs become
loaded when pulsed with peptide or soluble Ag, and
additionally, do not seem to be limited by Ag uptake
(Figs. 2 and 3). Therefore, in the present study, we first
optimized the conditions for achieving the highest level
of fusion efficiency and also the highest uptake of
apoptotic cells by the DCs. We then used the highest
tumor to DC ratios from these experiments and used this
for the loading of DCs with tumor lysate Ags.

Results show that DCs loaded with EG7-derived Ags
induce different T-cell responses depending on the Ag-
loading strategy, as indicated by different potencies of
CTL activity, and by differences in the profile of TH1
and TH2 cytokines in the immunized lymphocytes.
Interestingly, the DCs which appeared to induce the
most potent CTL activity—i.e., the DC-EG7 hy-
brids—also induced the strongest in vitro MHC class 1
OVA-T-cell response (B3Z assay and proliferation of
OT-I T cells), the highest expansion of OVA-specific T
cells (based on the number of Ag-specific T cells by
tetramer staining [Fig. 8]), the strongest IFN-y response,
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Fig. 9 Analysis of THI1/TH2 response by the CBA assay. This
assay shows the relative amounts of the different cytokines secreted
by the immunized lymphocytes after immunization by different Ag-
loaded DCs. IL-4 was not detected during the assay; however,
raised 1L-5 levels (TH2 marker) and very low or absent IL-2 (TH1
marker) were present in the same mice that lacked CTL activity,
i.e., mice immunized with control mixture of DCs and EG7, EG7
alone, or peptide alone. High IL-2, low or absent IL-5, and high
IFN-y were all present in the mice which gave significant CTL
responses

and an overall TH1 cytokine response. In addition, the
DC-EG7 hybrids were capable of inducing both class 1
and class II-OVA-specific responses, thus suggesting
that in addition to class I presentation, hybrids are also
capable of class II cross-presentation. The CBA data for
the TH1/TH2 cytokines strongly suggest that different
Ag-loaded DCs are capable of polarizing the T-cell re-
sponse to a dominant THI or TH2 response, thus
emphasizing the critical nature of the Ag-loading strat-
egy to the vaccine design and the outcome of the clinical
response.

The differential effect on T-cell responses by the dif-
ferent Ag-loaded DCs is unlikely to be due to differential
effects on DC maturation, since the levels of B71, B72,
CDA40, class I, and class II on the DCs did not vary with
the different Ag-priming strategies (data not shown).
Furthermore, the data also suggest that the potency of
CTL induction is not a function of the number of Ag-
loaded DCs per se, especially since the number of DCs
used for CTL induction was based on the total number
of DCs and not on the percentage of DCs that become
loaded with Ag. For example, from the albumin-FITC
experiments we know that the large proportion of DCs
(over 90%) become loaded with soluble Ag present in
the lysates, but these DCs are poor stimulators of CTL
activity. On the other hand, a much smaller number of
DCs become loaded with apoptotic tumor cells, and an

even smaller number of DCs are capable of becoming
DC-tumor hybrids, but they do induce strong CTL re-
sponses. Thus, the potency of CTL induction appears to
be related to the mechanisms by which the DCs acquire,
process, and present Ags, with the ultimate outcome
being dependent on the dose of Ag which is being cross-
presented [43, 80].

The efficacy of DC-EG7 hybrids is likely to be related
to the fact that the tumor cells supply ready-synthesised
Ags in the context of appropriate MHC molecules and
the DC provides all the requisite costimulatory mole-
cules. In addition, the DC not only acquires ready-made
MHC-Ag complexes already expressed on the surface of
the tumor cell partner (as seen from the staining of the
25-D1.16 Ab on the hybrid cells), but any Ags expressed
from the tumor partner will now function as endogenous
Ags with full access to the classical pathway of MHC
class I presentation. Therefore, the level of expression of
the Ags and thus MHC class I-petide complexes in these
hybrids is maintained at a high level. In fact, according
to the B3Z assay, which is sensitive to the levels of H-
2 K°/SIINFEKL, the hybrids expressed the highest
levels of H-2 K°/OVA compared with the other Ag-
loaded DCs. This study also shows activation of OT-II
cells by the hybrid cells, thus suggesting that hybrids are
capable of cross-presenting class II Ags. Thus DC-tumor
hybrid cells are capable of simultaneous and efficient
stimulation of both class I and class II T-cell responses.

The efficacy of DCs primed with irradiated ‘“‘necrotic
apoptotic” tumor cells is most likely due to efficient
cross-priming of the Ags by the DCs. UV irradiation
induces stress-induced death [24], a mechanism also
thought to be important for DC maturation and
enhancement of specific Ag presentation to CD8 cells
[69, 75]. However, DCs cocultured with irradiated EG7
cells were not as potent in inducing antitumor responses
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Fig. 10A-C Effect of Ag-loaded DCs on survival and treatment of
EG7 tumors using eight mice/group. A Survival curve of mice
treated with different Ag-loaded DCs after establishment of EG7
tumor. The DC-EG7 hybrid cells offered the highest protection in
the immunized mice with 50% of the mice being long-term tumor
free. The mice immunized with DCs pulsed with tumor lysates
offered the least protection for mice survival. B The graph shows
the relative size of the tumors in the different immunized mice. The
mice treated with DC-EG7 hybrids showed the smallest tumors,
control mice reached 23-mm sized tumors and were all culled by
day 21. The data show that the different Ag-loaded DCs offer
different degrees of protection to the mice. C Each mouse is plotted
as an individual to emphasize that in some of the immunized mice
(for example, the mice treated with the DC-EG7 hybrids) some of
the mice never form any tumors, and some tumors that form also
regress, indicative of a potent anti-EG7 immune response
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as the DC-EG7 hybrids. This is probably related to the
mechanism of uptake of exogenous Ags such as apop-
totic cell fragments, which relies on phagocytosis. The
data presented suggest that although coculture of
apoptotic cell fragments provides an efficient method of
loading Ags into DCs, it also limits the total amount of
Ags that they can take up. Although the Ags from the
irradiated EG7 cells appear to end up for processing on
MHC class I as seen by the activation of B3Z and OT-I
cells, a proportion of the exogenous Ags are also pro-
cessed for MHC class 11, as seen by the activation of OT-
IT cells, thus lowering the level of Ags available for
MHC class I-restricted presentation. This was probably



reflected in the lower response by the B3Z and the OT-I
cells when compared with the levels of T-cell activation
by the DC-EG?7 hybrid cells.

The inefficiency of tumor lysate—pulsed DCs to induce
Ag-specific responses could be explained by the ineffi-
cient cross-presentation of soluble Ags by the DCs, and
by a weak THI1 cytokine response. In a study docu-
menting the quantitative analysis of cross-presentation,
it was reported that cell-associated OVA is presented
500-fold more efficiently than soluble OVA to CD4 OT-
IT cells and 50,000-fold more efficiently to CD8 OT-I cells
[47]. In the present study, DCs pulsed with EG7-derived
lysate were very inefficient at both the stimulation of
class I OVA T-cell responses, as seen by the inefficient
stimulation of either B3Z or the OT-I cells, and the
stimulation of class I OVA T-cell responses. The acti-
vation of B3Z cells was only marginally increased when
the amount of lysate added to the DCs was increased a
100-fold, demonstrating the inefficiency of cross-pre-
sentation of soluble Ags. Additionally, this activation
was never as efficient as the other loading strategies (data
not shown), irrespective of the increased level of protein
loading. We were also unable to detect any H-2 K® /
OVA peptide on the surface of the DCs after EG7-lysate
uptake, irrespective of the DC to lysate ratio (data not
shown). However, the fact that lysate-pulsed DCs were
capable of stimulating the B3Z and the OT-I cells, sug-
gests that some of the OVA Ag from the lysate is in fact
cross-presented by MHC class 1 pathway of the DC;
however, the level of H-2 K® JOVA on the surface is too
low based on lack of its detection by FACS, and prob-
ably too low for efficient CTL induction. The relative
inefficiency of CTL stimulation by DCs pulsed with tu-
mor lysates is in accord with other independent studies
[19, 75], yet other reports have demonstrated that tumor
lysate—priming of DCs can stimulate a tumor-specific
T-cell response, both in a murine model [20] and in a
human clinical trial for stage IV melanoma [59]. How-
ever, we wish to emphasize that the methods of lysate
preparation and vaccination schedules in these studies
were different from those employed in this study. It is
possible that to enhance cross-presentation of exogenous
soluble Ags by DCs, the Ags would need to be modified
for uptake by phagocytosis, such as by linking to latex
beads [42] or coating with immune complexes [9].

In conclusion, this study clearly shows that the
strategy used for Ag-DC priming influences the outcome
of the T-cell responses, with DC-tumor hybrids inducing
the more potent responses. Although one could argue
that this might only apply to strong immunogens such as
OVA, our previous study also suggests the same out-
come for weak self-Ags [23]. Thus, our data, together
with several other independent studies, strongly suggest
that DC-tumor hybrid vaccines are potent inducers of
antitumor immune responses [1, 28—30, 35, 41, 46, 79].
DC hybrids offer several advantages over other Ag-
bearing DCs. For example, the hybrid cells are likely to
provide one of the best means of generating polyepitope
vaccines, and thus polyvalent immune responses, by the
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expression of a much broader range of the TAA. An-
other major advantage for hybrid cell vaccination is the
ease with which the hybrids can be generated. This is
particularly relevant for cancers such as leukemia. Not
only is it easy to obtain large numbers of blast cells from
the patient but in addition there are no requirements for
the mechanical or chemical disruption of tissue to obtain
single cells as required for the generation of DC-hybrid
cells for solid tumors. Ag-priming strategies that rely on
a small number of defined peptides or single Ags leave
too much to chance and run the risk of leaving out
crucial antigenic components.
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