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Abstract Recent studies, showing that cell cycle-related
nuclear proteins p105 and Ki-67 are associated with Alz-
heimer's disease (AD)-related cytoskeletal pathology,
suggested that these proteins, in addition to their functions
in regulating the cell cycle, may have more specialised
functions in the adult nervous system. In order to test this
hypothesis we studied the expression of the cell cycle-re-
lated proteins Ki-67, pPCNA and p53 in the hippocampi of
33 subjects, including some with AD or other neurodegen-
erative disorders and some with no neurological disease.
By immunohistochemistry we found nuclear expression of
Ki-67 in all subregions of the hippocampus, with the high-
est levelsin the dentate gyrus. Both neurons and glial cells
expressed this protein. The proportion of cells positive for
Ki-67 and the distribution pattern varied considerably de-
pending on the pathological diagnosis. Neuronal nuclear
expression of Ki-67 was increased in AD but was aso el-
evated in young Down’s syndrome subjects and in those
with Pick’s disease. Expression of this protein was therefore
not AD-specific. We did not find nuclear pCNA or p53 ex-
pressed in our patient groups. Contrary to previous studies
AD-type neurofibrillary tangles were not labelled with any
of the cell cycle markers used. The presence of nuclear Ki-
67 expression indicates that some hippocampal neurons are
not in the quiescent G, phase but have re-entered the cell
cycle. The absence of nuclear pCNA or p53 suggests that
the cycleisarrested in G,. The significance of our findings
and their relationship to the production of neurodegenera-
tive cell death via an apoptotic mechanism are discussed.
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Introduction

Cell proliferation markers and tumour suppressor gene
products, such as Ki-67, pCNA, p105 and p53, have been
used for the study of malignancy of different tumours, in-
cluding brain tumours [4, 14, 21, 31], but little attention
has been paid to their expression in other disease states.

Ki-67 isaDNA binding protein that plays an important
role in the regulation of cell division [8, 28]. It is ex-
pressed in the nuclei throughout the entire cell cycle with
the exception of the G, phase and the early stage of G;
[8]. It starts to accumulate at the beginning of G,, reaches
a peak at mitosis and gradually diminishes afterwards. In
dividing cells, after the breakdown of the nuclear enve-
lope, Ki-67 is localised on the chromosomes and |oosely
distributed in the cytoplasm [28].

PCNA is a cell cycle-regulated protein co-factor for
DNA polymerase d [24]. It isanuclear acidic protein and
is present throughout the cell cycle with maximum ex-
pression during the S phase [7, 8]. It has been demon-
strated that pCNA is not only a good immunologica
marker of the proliferative state of the cell, but also that a
decrease in its level correlates directly with cellular dif-
ferentiation [31]. Although its expression in the cyto-
plasm is also described, there is no convincing evidence
regarding its cytoplasmic functions [14].

p53 protein is a nuclear phosphoprotein involved in
DNA repair. It isknown to halt the cell cycleinthe late G;
phase before DNA replication can occur in the S phase
[15, 17]. In normal circumstances p53 has a short half-life
and it is not present in detectable quantities. However, the
half-life of the protein can be increased either by muta-
tions or by its stabilisation [32], which in turn results in
increased, immunohistochemically detectable, quantities
of p53. Some studies have also suggested that the loss of
p53 function leads to the over-expression of pCNA, con-
sequently leading to DNA synthesis and cell division [3,



17]. Although the presence of p53 in cytoplasm has been
described as a feature of neoplastic cells [4], like pCNA,
the possible functions of the cytoplasmic p53 are not
known.

Recent studies have suggested that cell proliferation
markers such as Ki-67 and p105 are involved not only in
the regulation of the cell cycle but that they might also
have arolein neurona plasticity in the adult nervous sys-
tem. Thisideais based on the findings that the expression
of Ki-67 and p105 is associated with Alzheimer’s disease
(AD)-related cytoskeletal pathology [16, 28]. In this study
we analyse the expression of Ki-67, pCNA and p53 in the
hippocampus in neurodegenerative disorders with specia
emphasis on AD.

Patients and methods

Material from 33 patients was included in the study (Table 1). In
order to discriminate AD patients we used the Tierney Al inclu-
sion criteriafor AD [29]. According to these criteria patients with
one or more neurofibrillary tangles (NFTs) labelled with antibody
AT8 and one or more neuritic plagues per field in their hippocampi
(mangification x 250) were considered to have AD. Patients who
had neither AT8-positive tangles nor plagues in the hippocampus
and did not present any other nervous system pathology were con-
sidered to be controls. Patients who had some AD-related pathol-
ogy, but not sufficient to meet the above criteria, were considered
as“pre-AD".

According to these criteria our cohort included 6 patients with
AD, 2 of whom were adult Down’s syndrome (DS) sufferersand 4
of whom had sporadic AD. The “pre-AD” category contained 19
patients — 3 also had DS, 2 were epileptics, 5 had Parkinson’s dis-
ease (PD) and 9 patients had only AD-related pathology. Besides
the mild AD-related pathology, epileptic patients had non-specific
hippocampal sclerosis (cell lossin the CA1 and CA4 regions of the
hippocampus), while PD patients had cortical Lewy bodies. Fi-
nally, we also had 8 patients who did not have any AD-related
pathology. Of these 2 patients were diagnosed as Pick’s disease, 2
had DS and 4 were considered as controls (Table 1). Subjects with
DS were included because in this condition the pathological fea
tures of AD invariably develop by late middle age.
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Immunohistochemistry

The tissue was fixed in 10% formalin for at least 4 weeks. Ap-
proximately 1-cm-thick tissue blocks were taken from the hip-
pocampus at the level of, or anterior to, the lateral geniculate body.
Ten-micron-thick serial sections were cut from the paraffin-em-
bedded blocks and processed for silver impregnation and immuno-
histochemistry.

For the assessment of plaque pathology we used the methana-
mine silver stain [20]. AT8 antibody [12, 13] was used for the de-
tection of AD-related cytoskeletal pathology (neuritic plagues and
NFTs) using the standard avidin-biotin complex (ABC) technique.
Adjacent sections were incubated with pCNA, Ki-67 and p53 anti-
bodies. The AT8 and pCNA antibodies did not require any pre-
treatment. Microwave antigen retrieval was necessary for the Ki-
67 and p53 antibodies. Rehydrated sections were placed in citrate
buffer (0.01 M tri-sodium-citrate; pH = 6.0) and heated until boil-
ing twice with a 5-min interval. p53 labelling was also performed
using the standard ABC method, while for pCNA and Ki-67 we
used the direct detection method using horseradish-peroxidase-
conjugated primary antibodies (DAKO, High Wycome, UK). The
antibodies used are listed in Table 2. As a positive control for all
antibodies we used a glioma; the results for Ki-67 and pCNA are
shown in Fig.1a, b. As a negative control we used the EPOS con-
trol serum provided by DAKO (Fig. 2).

Quantification

Quantification of the immuno-positive cells and nuclel was per-
formed with an image analysis system (VIDAS 21). Neuronal nu-
clear and cytoplasmic labelling were recorded as the percentage of
positive cells in the area examined [labelling index (LI)]. The LI
was derived for each hippocampal subfield in each case using Ki-
67 and AT8 antibodies. In methenamine silver-stained sections, dif-
fuse and neuritic plaques were quantified in both the hippocampus
and the adjacent temporal neocortex and expressed as number per
square millimetre.

Statistical analysis

This was carried out using Statgraphics software. The differences
in protein expression between the different diagnostic groups and
different areas of the hippocampus were examined using the one-
way analysis of variance (ANOVA) test. Differences between
groups were regarded as significant if P < 0.05. However, since the

Table1l Patient groups, num-

ber and age of patients in- Diagnosis Abbreviations Na?i e?wfts A;gﬁ 3(/eears mean
cluded in the study (AD Alz- p (range)
heimer’s disease) Control c 4 46.2 (18-79.4)
Down’s syndrome DS 2 13 (13-13)
(without AD-related pathology)
All AD patients AD 7
Down’s syndrome DS/AD 3 45 (12-65)
Sporadic AD patients AD 4 80.2 (74-90.1)
Patients with AD-related pathology Pre-AD 18
insufficient for the diagnosis of AD
Down’s syndrome DS/pre-AD 2 41 (4042
No other pathology pre-AD 9 83.7 (77.1-90.6)
Epileptic patients E/pre-AD 2 74 (71-77)
Lewy body disease pre-AD+ 5 80.7 (61-93.3)
Pick’s disease Pick’'s 2 63.5 (59-68)
Tota 33
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Table2 Antibodies used in

the study (IgG immunoglobu- Antibody Concentration  Second layer Third layer Chromogen
lin, HRP horseradish peroxi- . . . -
dase, DAB diaminobenzidine, AT8 Innogenetics 1:50 ﬁm;r;?:ns;e 19G, gt;e}gtgvﬂm HRP, DAB
AEC aminoethylcarbazde) 1:200 1:200
pCNA DAKO-EPOS* Assupplied AEC
Ki-67 DAKO-EPOS*  Assupplied DAB
p53 Santa-Cruz 1:100 Anti-rabbit 1gG, Streptavidin HRP, DAB
Amersham DAKO
aNegative control serum aso 1:200 1:200

provided by DAKO

Fig.1a, b Expression of cell division markers in glioma. a Nu-

clear Ki-67 expression. b Nuclear pCNA expression

Fig.2a, b Expression of Ki-67 in Alzheimer’s disease. a Ki-67-
positive nuclei in the dentate gyrus of an Alzheimer’s disease pa-
tient. b Ki-67-positive pyramidal cell in the CA3 region of the hip-
pocampus of an Alzheimer’ s patient. ¢ Negative control section for

the EPOS antibodies provided by DAKO

>
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number of casesin each patient group were relatively small, the re-
sults of the analysis are interpreted as trends only. Relationships
between the different markers were analysed using the Spearman
rank correlation.

Results

Neuritic and diffuse plaque densities were used as a refer-
ence for the evaluation of AD-related pathology (data not
shown). The expression of AT8 antigen in neurons was by
definiton higher in AD patients than in controls or the pre-
AD categories (data not included).

Ki-67 expression

Ki-67 labelling of neurona and glial nuclei was found in
al patient groups (Fig.2a, b). The percentage of neurons
with labelled nuclei inindividual subjects varied from O to
41.2%, depending on patient category and hippocampal
subfield.

Analysis of the regional distribution of Ki-67 labelling
showed that in most of our patient categories the dentate
gyrus was significantly more involved than any other re-
gion of the hippocampus (Fig.3). The exceptions were
young subjects with DS subjects with AD alone and those
with Pick’s disease, in which the LI was higher in CA4 or
CA3 than in the dentate gyrus. In most disease categories,
CA1 and subiculum had the lowest Lls.

Comparing the Ki-67 LIs in the hippocampus (all sub-
fields pooled together) in the different patient categories
we found that AD patients had significantly higher values
than control subjects, DS cases with AD-related pathol-
ogy (both DS/AD and DS/pre-AD groups) and epileptic
patients (with AD-related pathology insufficient to make
a pathological diagnosis of AD) (Fig.3). The control
group had significantly lower LIs than patients with some
AD-type pathology insufficient to make the diagnosis of
AD. Llsin young subjects with DS without any AD-re-
lated pathology were significantly higher than those found
in DS cases with AD and DS patients with pre-AD. LIs
in DSfell progressively as pre-AD and AD pathology su-
pervened (Fig. 3).

Comparison of different subfields of the hippocampus
in controls, patients with pre-AD and those with AD
showed that pre-AD subjects had Lisin CA2, 3and 4 in-

Fig.3a—f Distribution of nuclear Ki-67 labelling. Ki-67 labelling
index in a subiculum, b CA1, c CA2, d CA3, e CA4, f dentate
gyrus (X axis patient groupsin our study, y axis labelling index, i.e.
the ratio of labelled cells expressed in percent; C control subjects,
DS patients with Down’ s syndrome without AD-related pathology,
E/preAD epileptic patients with AD-related pathology insufficient
to make the diagnosis of AD, DSpreAD Down’s syndrome pa-
tients with some AD-related pathology insufficient to make the di-
agnosis of AD, C/preAD patients with no other than AD-related
pathology insufficient for the diagnosis of AD, preAD+ cortical
Lewy body disease patients with AD-related pathology insufficient
for the diagnosis of AD, DSAD Down’s syndrome-related AD,
AD patients with AD, Pick’'s Pick’s disease patients)

termediate between those of controls and those with AD
(differences were not statistically significant). In the
subiculum, CA1 and dentate gyrus the L1swere highest in
the pre-AD stage of pathology. However, a statistically
significant difference was found only when comparing
dentate gyrus LIs in control subjects with those found in
patients with AD-related pathology insufficient for the di-
agnosis of AD (Fig.3). Young DS patients had signifi-
cantly higher LIs in the CA1 region of the hippocampus
than patients with DS-related AD or sporadic AD (Fig. 3).

No significant relationship was found in any disease
category between the Ki-67 L1 and that of AT8. Similarly
Ki-67 LI did not relate to neuritic or diffuse plague densi-
ties (data not shown). Age at death of the patients did not
relate to the expression of Ki-67.

Ki-67 reaction with glia cell nuclei showed no clear
relationship to disease category or hippocampal region. It
seemed to be related to the extent of gliosis occurring in
different areas in hippocampus. The expression of Ki-67
in our cases was not influenced by the post-mortem delay
(data not included).

PCNA and p53 expression

No nuclear pCNA expression was detected in the hip-
pocampi of any of our patients. However, in some patients
varying degrees of cytoplasmic and white matter labelling
was found. No nuclear p53 was detected in our cases.
NFTs were not labelled by Ki-67, pPCNA or p53 antibod-
ies.

Discussion

Until recently the expression of cell proliferation markers,
such as Ki-67 or pPCNA and tumour suppressor gene prod-
ucts, such as p53 in the CNS were associated only with
malignancy [4, 14, 21, 31]. However, some studies have
shown the expression of pCNA in reactive glia cellsin
the human [19] and animal [18, 23] CNS and the report of
p105, but not Ki-67, being associated with AD-related
neurofibrillary changes drew attention to the possible in-
volvement of these proteins in the plasticity of adult neu-
rons[16]. Recently it was demonstrated that, in contrast to
the previous report [16], Ki-67 is aso associated with
neurofibrillary changes of AD [28].

In the present study we found that Ki-67 is expressed
in the nuclei of neurons and of glia cells in the hip-
pocampus of AD patients (sporadic or DS-associated) as
well as in patients with other forms of neurodegeneration
(i.e. Pick’'s disease, epilepsy) and controls. The presence
of Ki-67 indicates that these cells are not in the quiescent
G, phase. However, the complete lack of nuclear pCNA
labelling suggests that these cells have not passed beyond
the G; phase of the cell cycle. These findings with respect
to glial cells are not entirely unexpected, given the known
capacity of glial cellsto proliferate in response to damage.
However, with respect to neurons the findings were unex-



pected, since it is generally accepted that differentiated,
adult neurons are in the resting G, phase of the cell cycle
[25]. It is aso believed that during development neuronal
differentiation and the formation of synaptic connections
occurs after cells have ceased to proliferate [25]. In the
present study, although some neuronal nuclear Ki-67 ex-
pression was seen in controls as well as in disease states,
there were interesting differences in the extent and distri-
bution of this expression. Thus, it was low in controls and
generaly higher in disease states. In relation to AD
pathology, the expression of Ki-67 in the subiculum, CA1
and dentate gyrus was higher in pre-AD (i.e cases with
AD pathology insufficiently severe to meet the Tierney
A1l criteriafor AD) than in full-blown AD, while the in-
volvement of CA2, CA3 and CA4 increased with the ac-
cumulation of AD-related pathology. In DS, on the other
hand, there was more neuronal nuclear Ki-67 expression
in young subjects not yet expressing AD-type pathology
than in cases with any AD pathology. Overall, the granule
cells of the dentate fascia most commonly expressed nu-
clear Ki-67 and cells of the subiculum and CA1 were less
affected, though this varied somewhat between disease
groups.

Possibly relevant to these findings are the relationships
between the cell cycle and apoptosis [22], and the rela-
tionships between the cell cycle and cytoskeletal changes
found in neurodegeneration. With regard to apoptosis, a
suggested mechanism of cell death in neurodegenerative
disorders including AD [27], it has been observed that
cells arrested in G; phase may subsequently proceed to
apoptotic cell death if they are unable to divide [30]. This
observation might predict that, in AD, cellsin G; would
be concentrated in the subiculum and CA1, subregions of
the hippocampus in which cell death occurs [34]. How-
ever, this predicted pattern is not the one we observed in
this study, since neurons of the CA4, CA3 and CA2 most
frequently expressed nuclear Ki-67 in AD patients, and
the fascia dentata was the most affected region in pre-AD
cases. Likewise, in epilepsy the distribution of maximal
Ki-67 expression in the dentate gyrus did not resemble the
distribution of neuron loss, which in maximal in CA1.

A possible aternative explanation of this distribution
of Ki-67 that is worth considering is that it is related to
loss of hippocampal synaptic connections. In AD, but also
in ageing to amuch lesser extent, thereis agradual 1oss of
synaptic input to the hippocampus [26, 33]. The first neu-
ronal changes in both AD and ageing appear in the en-
torhinal cortex [6], probably reducing the entorhinal input
to the dentate fascia of the hippocampus [26]. Could this
explain why thereis most abundant expression of Ki-67 in
the dentate fascia of the hippocampus in the pre-AD
cases? It would need to be postulated that cells that lose
their synaptic input leave G, and re-enter G, (therefore
becoming Ki-67-positive). Their fate thereafter in unclear,
but since cell death in AD occurs in hippocampal regions
with low Ki-67 expression it would seem that other mech-
anisms than entry into the cell cycle may lead to cell death
in AD. The finding of higher Ki-67 labelling in DS with-
out AD-related changes and DS cases with pre-AD thanin
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DS with full-blown AD might suggest that cell-cycle per-
turbances may be an early event in the development of
AD-related pathology and that as cells die the number of
remaining cellsin G, decreases. Thisis also supported by
the finding that elevated levels of mitogenic factors[1, 9,
10] in AD precede the formation of paired helica fila-
ments. Mitogen-activated protein (MAP) kinase, a likely
candidate for tau phosphorylation, has also been found to
be elevated early during the course of AD [2]. It has been
found that activation of MAP kinases can trigger cells to
exit the quiescent G, phase and re-enter the cell cycle [5]
and it has also been found recently that p21, a protein in-
volved in the arrest of the cell cycle via a p53-dependent
pathway, was expressed at high levels in tangle-bearing
neuronsin AD [11].

It could, then, be speculated that cell death in AD oc-
curring viathe apoptotic pathway may involve an aberrant
re-entry into the cell cyclethat inturnisarrested in ap53-
dependent manner. Our observation of the expression of
Ki-67 as a marker of re-entry into the cell cycle in other
neurodegenerative processes as well asin AD and control
patients indicates that the phenomenon is not AD-spe-
cific. Nor isit clearly age-related. Moreover, the regiona
distribution of nuclear Ki-67 in the hippocampus does not
parallel neuronal loss. However, it is possible that the phe-
nomenon of neuronal Ki-67 expression is enhanced by
any condition, including AD, Pick’s disease, ischaemia,
epilepsy, etc., leading to functional disconnection of neu-
rons and it is possibly accelerated in AD by the accumu-
lation of mitogenic growth factorsin senile plagques. How-
ever, for the elucidation of the phenomena involved, fur-
ther studies looking at other, more specific markers of the
cell cycle are necessary. It isalso important that such stud-
ies should involve more patients and controls to allow a
more accurate analysis of the factors that influence or are
influenced by the possible re-entry of neuronsinto the cell

cycle.

Acknowledgements We would like to acknowledge al members
of OPTIMA and Dr. B. McDonald for kindly providing the tissue.
We would aso like to thank Mrs. S. Litchfield and Miss M. Read-
ing for valuable technical help. The study was supported by a grant
from Bristol-Myers Squibb.

References

1.Araujo DM, Cotman CW (1992) Beta-amyloid stimulates glial
cellsin vitro to produce growth factors that accumulate in se-
nile plagues in Alzheimer’s disease. Brain Res 569: 141-145

2.Arendt T, Holzer M, Grossmann A, Zedlick D, Bruckner MK
(1995) Increased expression and subcellular translocation of
the mitogen activated protein kinase kinase and mitogen-acti-
vated protein kinase in Alzheimer’s disease. Neuroscience 68:
5-18

3.Ariza A, Mate J, Fernandez-Vasalo A, Gomez-Plaza C,
Perez-Piteira J, Pujol M, Navas-Palacios JJ (1994) p53 and
proliferating cell nuclear antigen expression in JC virus-in-
fected cells of progressive multifocal |eukoencephal opathy.
Hum Pathol 25:1341-1345

4.Barbareschi M, Girlando S, Mauri FA, Arrigoni G, Laurino L,
Dala-Palma P, Doglioni C (1992) Tumour suppressor gene
products, proliferation, and differentiation markersin lung neu-
roendocrine neoplasms. J Pathol 166: 343-350



300

5.Boulikas T (1995) Phosphorylation of transcription factors and
control of the cell cycle. Crit Rev Eukaryot Gene Expr 5:1-77
6.Braak H, Braak E (1991) Neuropathologica stageing of Alz-
heimer-related changes. Acta Neuropathol 82:239-259
7.Bravo R (1986) Synthesis of the nuclear protein cyclin (PCNA)
and its relationship with DNA replication. Exp Cell Res 163:
287-293
8.Coltrera MD, Gown AM (1991) PCNA/cyclin expression and
BrdU uptake define different subpopulations in different cell
lines. J Histochem Cytochem 39: 23-30
9.Crutcher KA, Scott SA, Liang S, Everson WV, Weingartner J
(1993) Detection of NGF-like activity in human brain tissue:
increased levels in Alzheimer's disease. J Neurosci 13:2540—
2550
10. Cummings BJ, Su JH, Cotman CW (1993) Neuritic involve-
ment within bFGF immunopositive plagues of Alzheimer's
disease. Exp Neurol 124:315-325
11. Gértner U, Holzer M, Heumann R, Arendt T (1995) Induction
of p21'in Alzheimer pathology. NeuroReport 6: 1313-1316
12.Goedert M, Jakes R, Vanmechelen E (1995) Monoclonal anti-
body AT8 recognises tau protein phosphorylated at both serine
202 and threonine 205. Neurosci Lett 189:167-169
13.Hyman BT, Van-Hoesen GW, Wolozin BL, Davies P, Kromer
LJ, Damasio AR (1988) Alz-50 antibody recognizes Alzhei-
mer-related neuronal changes. Ann Neurol 23:371-379
14.Korkolopoulou P, Christodoulou P, Papanikolaou A, Thomas-
Tsagli E (1993) Proliferating cell nuclear antigen and nucleolar
organizer regions in CNS tumors:. correlation with histological
type and tumor grade. A comparative study of 82 cases on
paraffin sections. Am J Surg Pathol 17:912-919
15.Lane DP (1992) Cancer. p53, guardian of the genome. Nature
358:15-16
16.Masliah F, Mallory M, Alford M, Hansen LA, Saitoh T (1993)
Immunoreactivity of the nuclear antigen pl05 is associated
with plagues and tangles in Alzheimer’s disease. Lab Invest
69:562-569
17.Mercer WE, Shields MT, Lin D, Appella E, Ullrich SJ (1991)
Growth suppression induced by wild-type p53 protein is ac-
companied by selective down-regulation of proliferating-cell
nuclear antigen expression. Proc Natl Acad Sci USA 88:1958—
1962
18.Miyake T, Okada M, Kitamura T (1992) Reactive proliferation
of astrocytes studied by immunohistochemistry for proliferat-
ing cell nuclear antigen. Brain Res 590: 300-302
19.Morris CS, Esiri MM, Sprinkle TJ, Gregson N (1994) Oligo-
dendrocyte reactions and cell proliferation markers in human
demyelinating diseases. Neuropathol Appl Neurobiol 20:272—
281
20.Nagy Z, Esiri MM, Jobst KA, Morris JH, King EM, McDonald
B, Litchfield S, Smith A, Barnetson L, Smith AD (1995) Rela-
tive roles of plagues and tangles in the dementia of Alzhei-
mer’s disease: correlations using three sets of neuropathologi-
cal criteria. Dementia 6: 21-31

21.Nigro M, Baker SJ, Preisinger AC, Jessup JM, Hostetter R,
Cleary K, Bigner SH, Davidson N, Baylin S, Devilee P (1989)
Mutations in the p53 gene occur in diverse human tumour
types. Nature 342: 705708

22.Pardee AB (1989) G1 events and regulation of cell prolifera-
tion. Science 246: 603—608

23. Prayoonwiwat N, Rodriguez M (1993) The potential for oligo-
dendrocyte proliferation during demyelinating disease. J Neu-
ropathol Exp Neurol 52:55-63

24.Prelich G, Tan CK, KosturaM, Mathews MB, So AG, Downey
KM, Stillman B (1987) Functional identity of proliferating cell
nuclear antigen and a DNA polymerase-delta auxiliary protein.
Nature 326:517-520

25.Ross ME (1996) Cell division and the nervous system: regul at-
ing the cycle from neural differentiation to death. Trends Neu-
rosci 19:62-68

26.Samuel W, Masliah E, Hill LR, Butters N, Terry R (1994) Hip-
pocampal connectivity and Alzheimer’'s dementia: effects of
synapse loss and tangle frequency in a two-component model.
Neurology 44 : 2081-2088

27.Smae G, Nichols NR, Brady DR, Finch CE, Horton WE Jr
(1995) Evidence for apoptotic cell death in Alzheimer's dis-
ease. Exp Neurol 133:225-230

28.Smith TW, Lippa CF 81995) Ki-67 immunoreactivity in Alz-
heimer’ s disease and other neurodegenerative disorders. J Neu-
ropathol Exp Neurol 54:297-303

29.Tierney MC, Fisher RH, Lewis AJ, Zorzitto ML, Snow WG,
Reid DW, Nieuwstraten P (1988) The NINCDS-ADRDA
Work Group criteria for the clinical diagnosis of probable Alz-
heimer’'s disease: a clinicopathologic study of 57 cases. Neu-
rology 38:359-364

30.Ucker DS (1991) Death by suicide: one way to go in mam-
malian cellular development? New Biol 3:103-109

31.Veri A, Verzeletti S, Mazzarello P, Spadari S, Negri M,
Bunone G, Della-Valle G, Hubscher U, Focher F (1992) DNA
synthesis enzymes and proliferating cell nuclear antigen in nor-
mal and neoplastic nerve cells. Anticancer Res 12: 1099-1105

32.Vogelstein B, Kinzler KW (1992) p53 function and dysfunc-
tion. Cell 70:523-526

33.Wakabayashi K, Honer WG, Masliah E (1994) Synapse alter-
ations in the hippocampal-entorhinal formation in Alzheimer’s
disease with and without Lewy body disease. Brain Res 667:
24-32

34.West MJ, Coleman PD, Flood DG, Troncoso JC (1994) Differ-
ences in the pattern of hippocampal neuronal loss in normal
ageing and Alzheimer’s disease. Lancet 344: 769772



