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Figure 4. Correlation between duration of symptoms and postop-
erative changes of plasma CGRP and galanin. x-axis indicates the
duration of symptoms from onset to lumbar discectomy (days).
y-axis indicates the extent of postoperative changes of neuropep-
tides (pg/mL) calculated as preoperative concentration of the
peptide — postoperative concentration. Negative values indicate
that the level of plasma neuropeptide increased after surgery. The
correlation between the duration of symptoms and postoperative
changes of plasma neuropeptide levels was analyzed by the Pear-
son correlation method. Values in parentheses in each neuropep-
tide indicate a correlation coefficient (r) and a probability {P).
There was a significant negative correlation between the extent of
postoperative changes of plasma galanin levels and the duration
of symptoms.

samples taken at an interval of 3 weeks from conserva-
tively treated patients could provide insights into the
magnitude of the changes in plasma neuropeptides.

Presently, little is known of the origin of neuropeptides
in the peripheral blood. However, it is well established that
CGRP and galanin are synthesized by DRG neurons, trans-
ported centrally and peripherally, and released at both ter-
minals.®?%?% Centrally transported peptides may in part be
released into the CSF. In this regard, Lindh et al'” reported
lower CSF levels of CGRP in patients with LDH than those
in healthy individuals. The authors of the current study also
found no significant correlation between plasma levels and
CSF levels of CGRP, galanin, and NPY in 12 patients with
LDH (Takeuchi et al, unpublished observation). These
findings indicate that the plasma levels of neuropeptides in
patients with LDH do not reflect centrally released neu-
ropeptides.

Since a herniated disc sensitizes both nerve endings and
nerve roots, peripherally transported neuropeptides are
most likely released from both the nerve endings surround-
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ing the herniated disc and the sensory nerve endings of the
affected roots in the lower extremities. Indeed, CGRP and
SP were detected immunohistochemically in the anulus fi-
brosus of rat intervertebral disc specimens?” and human
herniated lumbar disc specimens.?® Notably, in the study of
12 herniated lumbar disc specimens by Ashton et al,**
CGRP immunoreactivity was found not only in fine nerve
fibers but also in the vicinity of blood vessels and non-
perivascular locations. In contrast, SP immunoreactivity
was faintly detected and confined to a few nerve fibers.
These findings are consistent with the higher plasma levels
of CGRP than SP in the current study.

It is generally known that neuropeptides released
from the peripheral terminals exert their biochemical ef-
fects over various types of cells in its microenvironment.®
Such biochemical events are termed as neurogenic in-
flammation. In LDH, they can take place at peripheral
nerve terminals in the anulus fibrosus and the posterior
longitudinal ligament injured by a herniated disc. While
CGRP serves as a potent vasodilator and modulator of
immune system activity,®”* galanin has trophic effects
on sensory neurons.”® It is likely that galanin released
around the herniated nucleus pulposus may activate the
regeneration of injured peripheral nerves in the anulus
fibrosus and ligament tissues. Also, the CGRP stimula-
tion of chemotaxis of immune cells leads to an infiltra-
tion of these cells into the herniated disc. As our
group?”*® and others**>*" have demonstrated, such in-
flammatory infiltration plays a pivotal role in spontane-
ous regression of the herniated disc. Collectively, neuro-
genic inflammation associated with LDH occurs
primarily to provide optimal microenvironments for
healing and regeneration. However, this inflammatory
response simultancously facilitates sensitization of the
afferent neurons in the affected nerve root.

There are several limitations to the present study. First,
the present study includes a small number of patients.
Therefore, the low participation of candidates with large
changes of plasma neuropeptides after lumbar discectomy
can determine the overall trend of our findings. The results
might have been different if 2 patients who continued
with pain after surgery were included. Second, only 4
representative neuropeptides were examined. Third,
only one single time point was chosen to evaluate post-
operative neuropeptide levels. And finally, it would also
have been more practical to comparatively analyze
plasma levels of neuropeptides and their local expres-
stons in the herniated disc materials. Nevertheless, diffi-
culties in the evaluation of pain states in animal models
for LDH and the presence of species-dependent varia-
tions of neuropeptide expressions in injured nerves’?
highlight the importance in analysis of clinical materials
in pain research.

m Conclusion

This is the first study that shows the role of plasma
CGRP and galanin as the biochemical signature of pain
states in patients with LDH. Plasma levels of CGRP and
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galanin are considered a reflection of the extent of neu-
rogenic inflammation associated with LDH, which takes
place as a healing process following this internal trau-
matic event.

[ | :'I;(ey Poiﬁts

e Plasma levels of CGRP, galanin, neuropeptide Y,
and substance P were evaluated in 27 patients with
lumbar disc herniation before and 3 weeks after
lumbar discectomy.

e Preoperative plasma levels of CGRP were corre-
lated significantly with the extent of sciatica as de-
termined by VAS.

e Plasma levels of CGRP and galanin significantly

decreased after lumbar discectomy in line with the

disappearance of pain symptoms.

e These findings suggest the role of plasma CGRP
and potentially galanin as a systemic neurochemi-
cal signature of pain states in patients with LDH.

Acknowledgments

The authors thank the patients who participated in the
present study.

References

1.

2s

Grafin SR, Rydevik B, Lind B, et al. Spinal nerve root compression. Spine
1995;20:1810-20.

Martin MD, Boxell CM, Malone DG. Pathophysiology of lumbar disc de-
generation: a review of the literature. Neurosurg Focus 2002;13:E1.

. Millan MJ. The induction of pan: an integrative review. Prog Nexrobiol

1999;57:1-164.

. Millan M]. Descending control of pain. Prog Neurobiol 2002;66:355-474.
. Nassel DR, Neuropeptides in the nervous system of Drosophila and other

insects: multiple roles as neuromodulators and neurohormones. Prog New-
robiol 2002;68:1-84,

. Schaible H-G, Del Rosso A, Matucci-Cerinic M. Neurogenic aspects of in-

flammation. Rkeum Dis Clin North Am 2005;31:77-101.

. Hunt SP, Mantyh PW, The molecular dynamics of pain control. Nat Rev

Neurosci 2001;2:83-91.

. Edvinsson L, Udddman R. Neurobiology in primary headaches. Brain Res

Rev 2005;48:438-56.

. Wenstein |. Report of the 1985 ISSLS Traveling Fellowship. Mechanisms of

spinal pain: the dorsal root ganglion and its role as a mediator of low-back
pain. Spine 1986;11:999-1001.

—190—

18.

23.

24,

25.

26.

(=]
=

28.

29,

30.

. Weinstein ], Pope M, Schmidt R, et al. Neuropharmacologic effects of vibra-

tion on the dorsal root ganglion: an animal model. Spine 1988;13:521-5.

. Kobayashi S, Yoshizawa H, Yamada S. Pathology of lumbar nerve root

compression. Part 2: morphological and immunchistochemical changes of
dorsal root ganglion. | Orthap Res 2004;22:180-8.

. Rothman SM, Kreider RA, Winkelstein BA. Spinal neuropeptide responses

in persistent and transient pain following cervical nerve root injury. Spine
2005;30:2491-6.

. Onuoha GN, Alpar EK. Levels of vasodilators (SP, CGRP) and vasoconstric-

tor (NPY) peptides in early human burns. Eur | Clin Invest 2001;31:253-7.

. Onuoha GN, Alpar EK. Elevation of plasma CGRP and SP levels in ortho-

pedic patients with fracture neck of femur. Neuropeptides 2000;34:116-20.

. Alpar EK, Onuoha G, Killampalli VV, et al. Management of chronic pain in

whiplash injury. | Bone Joint Surg Br 2002;84:807-11.

. Lindh C, Liu Z, Lyrenas S, et al. Elevated cerebrospinal fluid substance P-like

immunoreactivity in patients with painful osteoarthritis, but not in patients
with rhizopatic pain from a herniated lumbar disc. Scand | Rheumatol 1997;
26:468-72.

. Lindh C, Liu Z, Welin M, et al. Low calcitonin gene-related, peptide-like

immunoreactivity in cerebrospinal fluid from chronic pain patients. Neu-
ropeptides 1999;33:517-21.

Yamashita T, Kanaya K, Sekine M, et al. A quantitative analysis of sensory
function in lumbar radiculopathy using current perception threshold testing.
Spine 2002;27:1567-70.

. Onuoha GN, Alpar EK. Calcitonin gene-related peptide and other neuropep-

tides i the plasma of patients with soft tissue injury. Life Scr 1999;65:
1351-8.

. Weinstein J, Claverie W, Gibson S. The pain of discography. Spine 1988:13:

1344-8,

. Weinstein J. Neurogenic and nonneurogenic pain and inflammatory media-

tors. Orthap Clin North Am 1991;12:235-46.

. Ashina M, Bendwsen L, Jensen R, et al. Plasma levels of calcitonin gene-

related peptide in chronic tension-type headache. Neurology 2000;55:
1335-40.

Landry M, Liu HX, Shi T}, et al. Galaninergic mechanisms at the spinal level:
focus on histochemical phenotyping. Neuropeptides 2005;39:223-31.
Ashton IK, Roberts S, Jaffray DC, et al. Neuropeptides in the human inter-
vertebral disc. | Orthop Res 1994;12:186-92.

Gharta S, Nimmagadda D. Calcitonin gene-related peptide: understanding
its role. Indian | Pharmacol 2004;36:277-83.

Holmes FE, Mahoney SA, Wynick D. Use of genetically engineered trans-
genic mice to investigate the role of galanin in the peripheral nervous system
after injury. Neuropeptides 2005;39:191-9.

7. Kawaguchi §, Yamashita T, Yokogushi K, etal. Inmunophenotypic analysis

of the inflammatory infilcrates in herniated intervertebral discs. Spime 20015
26:1209-14.

Kawaguchi S, Yamashita T, Katahira G, et al. Chemokine profile of herni-
ated intervertebral discs infiltrated with monocytes and macrophages. Spine
2002;27:1511-6.

Gronblad M, Virri |, Tolonen J, et al. A controlled immunchistochemical
study of inflammatory cells in disc herniation tissue, Spime 1994;19:
2744-51.

Ito T, Yamada M, lkuta F, eral. Histologic evidence of absorption of seques-
teation-ty pe herniated disc. Spine 1996;21:230-4,



Immunogenetics (2007) 59:99-108
DOT 10.1007/s00251-006-0186-2

Mapping of susceptibility and protective loci for acute
GVHD in unrelated HLLA-matched bone marrow
transplantation donors and recipients using 155
microsatellite markers on chromosome 22

Tomoki Kikuchi « Taeko K. Naruse - Makoto Onizuka -
Suyun Li - Tetsuaki Kimura - Akira Oka -

Yasuo Morishima « Jerzy K. Kulski - Shingo Ichimiya -
Noriyuki Sato « Hidetoshi Inoko

Received: 15 August 2006 / Accepted: 21 November 2006 / Published online: 3 January 2007

© Springer-Verlag 2007

Abstract Despite matching donors and recipients for the
human leukocyte antigens (HLAs) expressed by the major
histocompatibility genomic region of the short arm of

T. Kikuchi - S. Ichimiya - N. Sato

Department of Pathology,

Sapporo Medical University School of Medicine,
Hokkaido, Japan

T. K. Naruse

Department of Molecular Pathogenesis,

Division of Pathophysiology Medical Research Institute,
Tokyo Medical and Dental University,

Tokyo, Japan

T. Kikuchi * S. Li* T. Kimura - A. Oka - J. K. Kulski -

H. Inoko ([+4)

Department of Molecular Life Science,

Course of Basic Medical Science and Molecular Medicine,
Tokai University School of Medicine,

Kanagawa, Japan

¢-mail: hinoko@is.icc,u-tokai.ac.jp

M. Omzuka

Department of Hematology and Oncology,
Tokai University School of Medicine,
Kanagawa, Japan

Y. Morishima

Department of Hematology and Cell Therapy,
Aichi Cancer Center,

Aichi, Japan

J. K. Kulski

Centre for Comparative Genomics,

School of Information Technology, Murdoch University,
Murdoch, Western Australia, Australia

— 141

chromosome 6, several recipients still develop acute graft-
versus-host disease (aGVHD) after bone marrow transplan-
tation (BMT). This is possibly due to non-HLA gene
polymorphisms, such as minor histocompatibility antigens
(mHas) and genes coding for cytokines. However, a
detailed genetic background for aGVHD has not yet been
established. To find novel susceptibility and/or protective
loci for aGVHD, a whole genome-wide association study of
donors and recipients needs to be performed. As the first
step to such a study, we retrospectively analyzed poly-
morphisms of 155 microsatellite markers spread across the
long arm of chromosome 22 in 70 pairs of HLA-matched
unrelated BMT donors and recipients. We performed
individual typing and then compared the markers’ allele
frequencies (1) between all the aGVHD (grades III and IV
GVHD) and GVHD-free (grade 0 GVHD) groups in
donors and recipients and (2) between the aGVHD and
aGVHD-free groups in donor/recipient pairs that were
matched and mismatched for the microsatellite marker’s
allele. Screening of the microsatellite markers revealed
five loci with a significant difference between the aGVHD
and GVHD-free groups and revealed eight loci on
chromosome 22, where the microsatellite allele mis-
matched markers were associated with aGVHD. This
screening analysis suggests that several aGVHD-associat-
ed susceptible and protective loci exist on chromosome
22, which may encompass novel gene regions that need to
be elucidated for their role in aGVHD.

Keywords Microsatellite - Bone marrow transplantation -
Acute GVHD - Chromosome 22 - Non-HLA
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Introduction

The occurrence of acute graft-versus-host disease (aGVHD)
is still a major cause of mortality in the bone marrow
transplantation (BMT) recipients who are not related
familially to donors. Despite successfully matching the
human leukocyte antigen (HLA) alleles of donors and
recipients for hematopoietic stem cell transplantation, a
significant proportion of transplantation recipients develop
aGVHD because of genetic differences attributed to minor
histocompatibility antigens (mHa) (Chao 2004; Falkenburg
et al. 2003), non-HLA genes coding for cytokines, and
other molecules involved in the pathogenesis of aGVHD
(Charron 2003; Kallianpur 2005; Dickinson and Charron
2005; Mullighan et al. 2004).

Genetic association studies of aGVHD can be performed
at least in two ways: the candidate gene approach and
genome-wide approach. The former approach is hypothe-
sis-driven and dependent on the systematic knowledge of
the aGVHD biological process. By using the candidate
gene approach, single nucleotide polymorphisms (SNPs)
were found within cytokine or cytokine receptor genes,
which affect the aGVHD (Charron 2003; Kallianpur 2005;
Dickinson and Charron 2005; Mullighan et al. 2004).
However, aGVHD is a complex pathophysiological disease,
and undoubtedly, a number of unknown genes contribute to
or affect the GVHD mechanism. In this regard, the
candidate gene approach would fail to find novel genes
that are not already reported or thought to be immunoreg-
ulatory genes involved with aGVHD. In comparison, the
genetic association studies using the genome-wide ap-
proach and genetic markers to test all possible variants
systemically across the whole genome would be a more
experimentally ideal approach to find novel genes involved
with aGVHD. In addition, genomic matching by using SNP
and/or microsatellite markers for finding compatibility of
minor antigens in BMT may improve survival and other
clinical outcomes.

Microsatellites and SNPs are two types of genetic
markers that can be applied to genome-wide disease
association studies, with each type of marker presenting
certain advantages as well as inconveniences. Microsatel-
lites are direct tandem-repeated sequences of DNA with a
repeat size ranging from 2 to 6 bp. The number of repeats
within a microsatellite sequence is usually less than 100.
Because the microsatellite polymorphism is based on the
differences in number of repeats, microsatellites are highly
polymorphic with a high degree of heterozygosity. Poly-
morphic microsatellites are fewer in number than SNPs, but
like SNPs, they are widely distributed across the human
genome enabling efficient and accurate calculations of
linkage disequilibrium (LD) between pairs of microsatellite
loci separated by less than 100 kb of genomic sequence.

@ Springer

Indeed, we have already established and described a set of
27,039 microsatellite markers for the systematic analysis of
the whole human genome and, together with SNP analysis,
revealed at least seven potential susceptibility gene loci of
rheumatoid arthritis (Tamiya et al. 2005). Therefore, the
main advantage of using microsatellites as the primary or
“first pass” genotyping method is that they allow for a
genome association analysis to become an immediate and
efficient reality.

To date, there are only a few association studies using
microsatellite analysis to determine the potential clinical
outcomes in hematopoietic stem cell transplantation, and
these studies are limited mainly to the cytokine genes and
the HLA region (Karabon et al. 2005; Li et al. 2004; Cullup
et al. 2003; Nordlander et al. 2002; Witt et al. 1999). As a
set of 27,039 microsatellite markers for the systematic
analysis of the whole human genome has been established,
we decided to use them in a genome-wide search of allele
frequency differences to find and map novel susceptibility
and/or protective loci for aGVIHD. Although our ultimate
goal is a complete genome-wide study, we have started our
search for aGVHD susceptibility/protective loci within
chromosome 22 (chr 22) for simplicity and economic
convenience. A number of studies (Abecasis et al. 2001;
Keicho et al. 2000; Oka et al. 1999; Ota et al. 1999; Li et al.
2004) suggest that association analysis using microsatellite
markers as a first step of the genome-wide approach is a
useful way to find candidate genes and specifically the mHa
genes on chr 22 of BMT donors and recipients.

Human chr 22 is the second smallest of the autosomes
comprising 1.6-1.8% of the genomic DNA (Dunham et al.
1999). There is no evidence to indicate the presence of any
protein coding genes on the short arm of chr 22 (22p). In
contrast, the long arm of the chr 22 (22q) is rich in genes
compared with other chromosomes. In addition, alteration
of gene dosage on the part of 22q is responsible for the
etiology of 29 Mendelian disorders and a number of
congenital abnormality disorders including cat eye syn-
drome and DiGeorge syndrome (McDermid and Morrow
2002). Linkage studies have shown an association of chr 22
loci to several disorders, such as schizophrenia, epilepsy,
multiple sclerosis, and myopia (DeLisi et al. 2002;
Berkovic et al. 2004; Liguori et al. 2004; Stambolian et
al. 2004).

Interestingly, two recent reports have highlighted that
there are many signal transducers and activators of
transcription (STAT) and NF-kappaB-binding sites distrib-
uted across chr 22 (Martone et al. 2003; Hartman et al.
2005). STAT and NF-kappaB family members play an
essential role in regulating the induction of genes involved
in physiological processes, such as apoptosis, immunity,
and inflammation, and they may also affect immunoregu-
latory genes relevant to the recognition and rejection of
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foreign tissue. In addition, Gubarev et al. (1996) reported
the localization of a gene encoding mHa to chr 22. On the
basis of these reports and in an attempt to improve
efficiency by screening chromosomal regions of high gene
density, chr 22 is a very attractive target for genome-wide
association research of GVHD and other immune-related
discases.

As the first step to our genome-wide study, we
retrospectively genotyped 155 microsatellite markers on
chr 22 in 70 HLA-matched unrelated BMT recipient and
donor pairs and associated at least eight significant allele
frequency differences with aGVHD. In accordance with our
previous study using microsatellite markers to identify mHa
(Li et al. 2004), we performed individual DNA typing to
investigate the association between statistically significant
donor/recipient microsatellite marker mismatches.

Materials and methods
Recipient and donor pairs

A total of 70 unrelated donor/recipient pairs after BMT
who were treated through the Japan Marrow Donor
Program and completely allele-matched for the HLA-A,
HLA-B, HLA-C, HLA-DRBI, and HLA-DQB1 genes at
the high resolution level were enrolled for this study after
BMT (Sasazuki et al. 1998; Morishima et al. 2002). All 70
recipients underwent BMT from 1995 to 2000 for
hematopoietic malignancy. None of the recipients received
T-cell-depleted grafts. Patient, transplantation, and treat-
ment information data are summarized in Table 1. All the
donors and recipients provided informed consent for study,
which was approved by the relevant institutional ethical
committee.

Diagnosis and evaluation of the acute GVHD study group

Acute GVHD was diagnosed clinically and classified into
four groups according to standard criteria (grades 0, 1, TI,
11, and TV; Glucksberg et al. 1974; Thomas et al. 1975).
The 30 recipients who experienced grades 111 and IV were
designated in this study as the aGVHD group. The 40
recipients who had not developed aGVHD (grade 0) were
designated as the aGVHD-free group. The recipients with
GVHD grades 1 or 11 were excluded from this analysis to
differentiate more efficiently between the aGVHD and
aGVHD-free groups.

Microsatellite markers set

The association study was performed using 155 micro-
satellite markers spanning the long arm of chromosome 22.
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Table 1 Numbers and ratios for the major clinical characteristics

Clinical characteristics Number or Ratio

Recipient's age (median year, range) 27.5, 1-50
Donor's age (median year, range) 339, 21-52
Recipient’s sex (M/F) 38:32
Sex combination (recipient/donor) M/M 29
M/F 19
F/F 13
F/IM 9
Diagnosis
Acute myeloid leukemia 28
Acute lymphoblastic leukemia 21
Chronic myeloid leukemia 21
Conditioning regimen
CY+TBI 26
CY+CA+TBI 17
BU+CY+CA 2
BU+CY 7
CY+BU+TBI 3
CY+VP+TBI 4
BU+CY+TLI 1
LP+TBI 2
BU+VP+LP 1
CA+VP+TBI 1
CA+TBI 2
VP+TBI 1
BU+LP+TBI I
CA+TBI 2
aGVHD frequency
Grade 0 40
Grade I 20
Grade IV 10
GVHD prophylaxis
CsA+MTX 64
FKAMTX 2
FK+PDR 1
CsA 1
CsA+MTX+PDR 1
CsAtMTX+FK 1

M Male, F female, CY cyclophosphamide, 7B/ total body irradiation,
CA cytosine arabinoside, BU busulfan, VP etoposide, TL/ total lymph
node irradiation, P melpharan, CsA cyclosporine A, MTX methotor-
exate, FK tacrolimus hydrate, PDR predonisolone

These markers were selected from Japan Biological
Information Research Center (JBIRC) database (http://
jbirc jbic.or.jp/gdbs/). The markers covered the human
genome from 15647099b (D22S0283i) to 49510061b
(D22502111) on 22q with an average spacing of 200 kb.

Microsatellite genotyping
Genomic DNA was isolated from the peripheral blood
lymphocytes of patients and donors. The PCR procedure

was performed in 10 pl reactions using fluorescent-dye
conjugated PCR primers that were unilaterally labeled at
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the 5-end with the fluorescent reagent, 6-FAM (Applied
Biosystems Japan, Tokyo, Japan). The PCR reaction
mixture contained 10 ng of genomic DNA, 1 ul of
deoxyribonucleotide triphosphate (5 mM each), 1 pl of
10x buffer (100 mM Tris-HCI, pH 8.3, 500 mM KCI,
15 mM MgCly), and 20 pmol of forward and reverse
primers as well as 0.5 unit of Ampli Tag Gold DNA
polymerase (Applied Biosystems Japan). After initial
denaturation for 5 min at 96°C, amplification was carried
out in an automated thermal cycler (Applied Biosystems
Japan Co.) for 40 cycles of | min at 96°C, 45 s at 57°C, and
45 s at 72°C with a final extension of 7 min at 72°C. Each
PCR product was diluted 1:40 with water. The samples
containing 1 ul of the diluted PCR product, 10 ul Hi-Di
formamide (Applied Biosystems Japan Co.) and 0.1 ul
GeneScan-500LIZ size standard (Applied Biosystems Ja-
pan) were denatured for 3 min at 95°C, scparated on
capillary gels using an ABI PRISM 3730 automated
sequencer, and the electrophoretic runs were analyzed with
GeneMapper software (Applied Biosystems Japan).

Statistical analysis

Microsatellite allele frequency was calculated by direct
counting. The strength of association was expressed by
odds ratio (O.R), which was calculated from 2x2 contin-
gency tables. Statistical significance was examined by the
Fisher’s double-sided exact test and the mx*n contingency
table. Univariate analysis was performed to determine the
association between microsatellite mismatch and aGVHD
incidence. The P value, except when comparing a mis-
match, was corrected by multiplying the number of micro-
satellite alleles (corrected Pc value). The Pc value less than
0.05 was accepted as statistically significant, and the Pc
value between 0.05 and 0.1 was indicative of a trend.

Definition of a microsatellite mismatch

Donor/recipient pairs were classified as matched or mis-
matched at each microsatellite marker locus. Pairs were
defined as mismatched only when one or more recipient
alleles are not shared by the corresponding donor (direction
aGVHD).

Results

The overall genotyping results for paired transplantation
donors and recipients

A total of 155 microsatellite markers spanning the long arm

of chromosome 22 were used to genotype 70 pairs of
transplantation patients and donors. Of the 70 transplanta-
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tion recipients, 30 (42.8%) developed aGVHD with GVHD
grade III in 20 patients and GVHD grade IV in 10 patients.
The genotyping results obtained for the 70 transplantation
recipients and the 70 transplantation donors were then
analyzed and compared between the aGVHD-free group
(grade 0 aGVHD) and the severe aGVHD group (group III
to IV aGVHD).

Of the 155 markers, there were three markers with
significant allele frequency differences between all donors
and all recipients (D22S0052i-385; D22S0099i-412;
D22501151-225; data not shown). As these three markers
have different allele distribution between all donors and all
recipients, they were considered to be inappropriate
markers for the comparison between the aGVHD-free and
the aGVHD group and were therefore excluded from
further analysis. The remaining 152 markers were retained
for further analysis in this study because they showed no
significantly different allele distribution between all donors
and recipients (data not shown).

Recipient age and GVHD prophylaxis

The recipient age was not significantly higher in the
patients with aGVHD than the aGVHD-free group (P=
0.27 Student’s ¢ test). In regard to GVHD prophylaxis
(Table 1), there was no significant association (p>0.07) of
aGVHD factor risk between the patients in the total body
irradiation (TBI) group and those in the non-TBI group.

Comparison of allele frequency differences
between the aGVHD-free and the aGVHD group
for the microsatellite polymorphisms in donors
and recipients

The frequency differences for the microsatellite alleles
between the aGVHD-free group and the aGVHD group
were compared separately for the donors and recipients.
The significant association (P<0.05) of markers with the
occurrence of aGVHD was found for five markers (Table 2),
with a significant difference (P and Pc<0.05) for two donor
markers (D22S283 and D22S01411) and for three recipient
markers (D22S0021i, D22S0199i, D22S0222i). The com-
parison of individual allele frequencies of the microsatellite
markers in the grade 0 (aGVHD-free) and grade [I+IV
(aGVHD) groups revealed the presence of possible risk (R)
alleles (O.R>1) and protective (P) alleles (OR<1; Table 2).
In the donors, the allele D22S0141i-43]1 was increased
significantly (Pc=0.049) and the allele D22S283-132 was
decreased significantly (Pc=0.008) in aGVHD when com-
pared to the aGVHD-free group. Both of the marker loci
were in position 22q12.3. In the recipients, the frequency of
the allele D22S0021i-348 was significantly increased (Pc=
0.035) and three alleles (D22S0021i-357, D22S0199i-444,
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Table 2 Statistically significant allcles associated with aGVHD grade in patients and donors, respectively

Marker Position No. of  Significant aGVHD grade aGVHD grade  Odds ratio (95% Protective (P) or P value Pc

alleles allele (N=40) IN+IV (N=30) confidence interval) at risk (R)

Donor

D225283 22ql123 12 132 35 (87.5%) 15 (50.0%) 0.14 (0.04-46) P 0.0007  0.008

D22S0141i  22ql123 7 431 4 (10.0%) 14 (46.7%) 7.87 (2.24-27.7) R 0.007 0.049

Recipient

D2250021i 22q13.2 5 348 21 (52.5%) 25 (83.2%) 4,52 (1.44-14.2) R 0.007 0.035
357 38 (90.0%) 18 (67.7%) 0.16 (0.06-0.48) P 0.004 0.020

D2250199i 22q13.2 4 444 22 (55.0%) 7 (23.3%) 0.25 (0.09-0.72) P 0.007 0,028

D22S0222i 22q133 7 258 17 (42.5%) 4 (13.3%) 0.21 (0.06-0.71) 3 0.007 0.049

and D22802221-258) were significantly decreased in
aGVHD when compared to the aGVHD-free group.

In regard to the D2280021i locus, we found both a risk
allele (D2250021i-348) and a protective allele (D2250021i-
357). On the basis of a genotype analysis, there was a
significant association (P=0.001) between the D22S0021i
genotype and aGVHD occurrence (Table 3).

Comparison of differences between the aGVHD-free
and the aGVHD groups for microsatellite alleles that were
matched or mismatched in donors and recipients

As a further comparison between the aGVHD-free and the
aGVHD groups, we determined the significant differences
between the number of alleles of the aGVHD-free and the
aGVHD groups that were matched and mismatched for the
donor and recipient pairs. We estimated that there were
eight significant marker mismatches for an association with
the occurrence of aGVHD (Table 4). Of these eight
markers, three (D22S0267i, D2250220i, and D225683)
were more often mismatched in the severe GVHD group
(O.R>1), and therefore, these markers appear to be
protective against the occurrence of severe aGVHD. As
D2280220i and D22S683 are located in a relatively close
position to each other on 22q12.3 where they are 780 kb
apart, we selected an additional five markers between
D22S0220i and D22S683. As a result, three markers
(Z67524, P=0.09, O.R=0.35; D22S0132i, P=0.07, O.R=
2.54; D22S0075i, £=0.07, OR=0.03 in order from the
centromere to telomere) showed a tendency of association
with aGVHD (Fig. 1).

Table 3 Univariate analysis of D22S0021i genotype

Allele aGVHD grade 0 aGVHD grade IIHIV P
genotype (N=40) (N=30) value
348/348 Z 10
348/357 19 15
357/357 17 3

0.001

1095

On the other hand, five markers (D22S0152i, £=0.0005;
D2250145i, P=0.017; Z66750, P=0.014; D22S0085i, P=
0.035; D22S0197i, P=0.005) were more often mismatched
in the aGVHD-free group (O.R<1), suggesting that they are
significant susceptibility markers for aGVHD. Of these
markers, D22S0152i and D2250145i were located in a
relatively close position to each other on 22q11.23 where
they were 960 kb apart. We, therefore, genotyped an
additional six markers (D2250068i, D22S01861,
D22S0163i, D22S01691 D22S01841, and D2251174) but
found that none of them were significantly associated with
aGVHD (data not shown).

Candidate genes within the aGVHD susceptibility regions

Table 5 lists the candidate susceptibility genes that are
located within or near to the genomic susceptibility region
which was identified by microsatellite genotyping. These
genes are in the close vicinity of the significant micro-
satellite markers that were found within intron 3 of
CACNG2, intron 3 of PEX26, intron 4 of KIAA0376,
intron 7 of LARGE, and intron 8 of TOMI1. Other genes,
such as MYH9, EP300, TCF20, ARSA, FLI31568,
EMIDI1, APOL3, and F1LJ44385, are located within 10 kb
to 172 kb of the significantly associated microsatellite
markers.

Genomic map of the association of microsatellite
polymorphisms on 22q12.3 with the occurrence of aGVHD

The P values for comparing the matching of microsatellite
marker alleles between those of the aGVHD-free group and
the aGVHD group were determined and plotted as a P
value plot against the physical location of the microsatellite
markers and the known genes on 22q12.3. Figure | shows a
P value plot and the gene map of one of the aGVHD
susceptibility regions determined by the association analy-
sis using the microsatellite markers from D2250220i to
D22S683 and beyond the border of 22q12.3 and 22ql3.1.
The figure shows that the genes TOMI1, HMOXI, and
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Table 4 Correlation between matched mismatch donor-recipient pairs and aGVHD grade for each of the significant microsatellite markers on

chromosome 22

Marker Position aGVHD grade 0 aGVHD grade ITI+IV Odds ratio (95% CI)  Protective (P) or at risk P
o (R) value
Matched  Mismatched Matched  Mismatched
D2280267i 22ql1.21 38 2 23 7 5.78 (1.10-30.24) P 0.028
D22S0152i  22q11.23 25 15 29 1 0.05 (0.01-0.41) R 0.0005
D22S0145i 22q11.23 8 32 14 16 0.29 (0.10-0.82) R 0.017
Z66750 22ql2.1 28 12 28 2 0.17 (0.03-0.81) R 0.014
D22S0085i  22ql12.3 6 34 11 19 0.30 (0.10-0.96) R 0.035
D22S0220i  22ql23 17 23 4 26 4.80 (1.41-16.35) P 0.008
D22S683 22q123 6 34 0 30 11.86 (0.64-219.35) P 0.027
D22S0197i  22q13.33 16 24 22 8 0.24 (0.087-0.67) R 0.005

MCMS5 are in the region of the most significant P values
and in close vicinity to the protective microsatellite marker
D22S0220i.

Discussion

Of the 155 markers analyzed for differences between the
aGVHD-free group and the aGVHD group and separately
for the recipients and donors, only five markers on chr 22
(Table 2) were found to be significantly associated with
aGVHD (Pc<0.05). Interestingly, of these five positive
markers, the donor positive marker D22S283 was previ-
ously reported to be associated with schizophrenia (DeLisi
et al. 2002), Sorsby’s fundus dystrophy (Assink et al.
2000), and CDAGS (Mendoza-Londono et al. 2005).

Fig. 1 aGVHD susceptibility

Although the susceptibility genes on chr 22 for those
diseases are still unknown, the positive microsatellite
marker D228283 is located within the SC2D4 schizophre-
nia susceptibility locus (NCBI GenelD 6379) and could be
associated with neuropsychological impairment that may
evolve with aGVHD (Sostak et al. 2003).

The other four positive markers, D22S014 11, D22S00211,
D22S0199i, and D22S0222i, which were associated with
aGVHD (Table 2) had not been previously associated with
any human disease. However, these markers are located in a
region of human chr 22 that was previously associated with
the presence of strong mucosal and T-cell immune response
against HTV-1 (Kanari et al. 2005) and, therefore, that could
also affect the aGVHD. The p300 gene, which is a
transcriptional factor located 10 kb from D22S0021i, is
believed to participate in the activities of hundreds of
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Table 5 Candidate genes close to the positive microsatellite markers

Marker Position  Distance Neighboring Description Function

gene
Donor allele
D22S283 22q123  172kb  MYHY Myosin, heavy chain 9, nonmuscle Cytoskelton
D2250141i 22q123  Intron3 CACNG2 Calcium cannel, voltage dependent, gamma-2 subunit Cell signaling
Recipient allele
D22800211 22q13.2  10kb EP300 E1A binding protein, 300 KD Transcription
D2250199i 229132 40 kb TCF20 Transcription factor 20 Transcription
D22S0222i 22q13.33 45 kb ARSA Arylsulfatase A Enzyme
Mismatching allele
D2250267i 22q11.21 Intron 3 PEX26 Peroxisome biogenesis factor 26 Protein degradation
D22S0152i 22q11.23 20 kb FLI31568 Hypothetical protein Unknown
D2250145i 22q11.23  Intron 4  KIAA0376 Hypothetical protein Unknown
7266750 22q12.1 10 kb EMIDI BMI domain containing protein | Unknown
D22S0085i 22q123  Intron 7 LARGE Acetyl glucosaminyltransferase-like protein Unknown
D22502201 22q123  Intron 8 TOMI Target of myb 1 Immuno regulation
D22S683 22q123  20kb APOL3 Apolipoprotien L-T1I Lipid metabolism
D22S0197i 22q13.33 10 kb FLJ44385 Hypothetical protein Unknown

different genes (Vo and Goodman 2001). The p300 protein,
together with the adenovirus serotype 5 EIA, has been
reported to regulate the NKG2D ligand, NK cell lysis, and
tumor rejection (Routes et al. 2005). In addition, p300-
binding domains are known to interact with STAT1, 2, and
3, which play an important role in cytokine signal
transduction (Pfitzner et al. 2004). Therefore, the p300 gene
might be associated haplotypically with the D22S0021i
marker, which has both a protective and risk allele for
aGVHD (Table 3). These facts, together with our association
results, strongly suggest that the loci at position 22q12-13
could affect the development of aGVHD. Whereas three of
these positive markers are located 10 kb to 45 kb from any
of the known genes, the positive microsatellite marker
D2250141i is located within intron 3 of the CACNG2 gene
that encodes the calcium channel, voltage dependent,
gamma-2 subunit (Table 5). This protein appears to interact
with neural proteins (Black and Lennon 1999; Chen et al.
2000), and it might have a role in neurological complications
arising from aGVHD (Sostak et al. 2003).

We found eight microsatellite markers that were signif-
icantly different between the aGVHD-free group and the
aGVHD group when matched or mismatched between the
recipient and donor groups. Three of the eight markers,
D22502671, D22S0220i, and D22S683, are considered to
be protective because they were more often mismatched in
the severe aGVHD group (OR> 1), suggesting the existence
of one or more protective candidate genes in close vicinity.
Two of these markers, D22502201 and D22S683, were
approximately 780 kb apart (D22S0085i and D22502201)
with another three markers (267524, D22S0132i, and
D22800751) located between them that showed a positive
trend (P<0.1) of association (Fig. 1). Interestingly, Gubarev

et al. (1996) reported the localization of a gene encoding
mHa on 22q12.3 in close vicinity to our significant markers
by using T-cell clone and linkage-analysis. This report,
which used different methods from our genome-wide
approach, therefore strongly supports our results.

The highly significant protective microsatellite marker
D22S0220i is located within intron 8 of the gene TOMI.
The specific function of this gene has not yet been
determined, but Toml may be a negative regulator of
interleukin-1 and tumor necrosis factor-induced signaling
pathways (Yamakami and Yokosawa 2004), and, therefore,
affect aGVHD. D2280220i is also located near to the
HMOX gene (NCBI Gene ID 3162) that encodes the heme
oxygenase (decycling) | protein. This association is
biologically significant because HMOXI1 (alias HO-1) is
known to be a protective protein with anti-inflammatory
and antiapoptotic properties (Willis et al. 1996; Brouard et
al. 2002). Moreover, induction of HMOXI in recipient
mice of a BMT model resulted in a reduction in aGVHD
and improved survival (Gerbitz et al. 2004). Therefore,
HMOXI1 is an excellent protective candidate gene for
further aGVHD association studies specifically at the level
of gene SNP analysis,

Another potential protective microsatellite marker
D22S683 is located ~172.2 kb from the MYHY gene (MIM
160775) and the Epstein syndrome locus (MIM 153650). The
MYH9 mutations are known to result in the autosomal
dominant giant-platelet disorders such as the May—Hegglin
anomaly, the Fechtner syndrome, and the Sebastian syndrome
(Seri etal. 2000). In addition, the MYH9 or the motor protein
non-muscle heavy chain II A has been associated with the
chemokine receptor CXCR4 in the T cell (Rey et al. 2002)
and with the modulation of T cell motility (Jacobelli et al.
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2004). Considering that one of the alleles of the micro-
satellite marker D22S5283 is located within 172.2 kb of the
MYH9 gene of the transplantation donors that were
positively associated with aGVHD, then it can be envisaged
that a neighboring SNP may affect the donor T cell behavior
in a protective role against the occurrence and/or mainte-
nance of aGVHD.

The five ‘disease-negative’ markers shown in Table 4
were associated with a risk of aGVHD because they were
more often mismatched in aGVHD grade 0 group (OR<1)
than the aGVHD group. This result seems to be paradoxical
when considering the concept of a minor antigen mismatch,
but it suggests that some gene products might need to be
mismatched to prevent the development of disease. For
example, it has been reported that the killer cell immuno-
globulin-like receptor ligand (KIR-ligand), when mis-
matched between the donor and recipient, is associated
with improved survival after stem cell transplantation for
acute myeloid leukemia (Ruggeri et al. 2002). In this
regard, the product of an unknown gene located near the
‘disease-negative’ microsatellite markers, when mis-
matched between donor and recipient, might help to
prevent the development of aGVHD in a way that is
analogous to the unique KIR-ligand mismatch involved
with the NK-KIR biological system in response to
transplantation (Malmberg et al. 2005).

To identify the candidate genes that are located within
close vicinity to the significant microsatellite markers, we
searched the human genome sequence deposited at NCBI
for locations and annotations of genes in both directions of
the microsatellite markers (Table 5). Interestingly, many of
the genes that we identified near the associated markers,
such as MYH9, CACNG2, EMIDI1, LARGE, and TCF20,
have proximal STATI- and STAT2-binding sites. Many
DNA binding sites for STAT] and STAT2 have been
identified distributed across chr 22 in interferon-treated
cells (Hartman et al. 2005). The STAT family proteins
mediate transcriptional responses to many cytokines and are
a useful system for studying inducible gene regulation. In
addition, APOL3, EMIDI, and LARGE exhibit IFN-
sensitive expression changes. Considering the complex
roles of cytokines, such as IFN, in the aGVHD occurring
phase after BMT, the cytokine inducible candidate genes
may play an important role in aGVHD.

The results of our study are largely dependant upon the
hypothesis that microsatellite markers in LD will reveal an
association between polymorphisms and the functional risk
conferred by the variants or relevant genes so that certain
marker alleles will be over represented in the aGVHD donors
or patients compared with the GVHD-free donors or
recipients (Ohashi and Tokunaga 2003; Zapata et al. 2001).
In this study, we used 155 microsatellite markers whose
spacing average was about 200 kb on the basis of the
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knowledge accumulated from a large number of recent data
that the average length of LD between disease susceptible
SNPs and nearby microsatellite alleles is =100 kb (Abecasis
et al. 2001; Keicho et al. 2000; Oka et al. 1999; Ota et al.
1999). Although the LD pattern is variable between different
regions of human genome depending on several factors such
as allele frequency, mutation and recombination, and ethnic
population, the 200 kb interval between markers is likely to
be of sufficient distance for LD coverage of chr 22 in this
study.

The multiple testing issues and the restricted sample size
of our study limit the statistical power to find conclusive
evidence of association particularly in the case of suscep-
tibility genes with minor effects. It is statistically possible
that at a probability level of less than 0.05 that 1 in 20 of
our markers will represent false positives. We have
analyzed 155 different microsatellite markers for associa-
tion with aGVHD, and therefore, we could expect about
cight false positive markers distributed randomly across the
40 Mb of the long arm of chr 22. Of the 13 microsatellite
markers that were significantly different between the
GVHD-free group and the GVHD severe group, the
location of three of the markers, D22S0220i, D22S683,
and D22S283, were relatively close to each other, which
increases the probability that they represent a true associ-
ation. Moreover, this GVHD susceptibility locus, from
D2250220i and D22S283, spans approximately 1 MB of
genomic sequence and contains at least 14 candidate genes,
including TOM1 and HMOX] and MYH9, near the
APOLI to APOL6 gene cluster (Fig. 1).

In conclusion, we used 155 microsatellite markers
distributed across the long arm of chr 22 and the
‘genome-wide approach’ in this genetic association study
of aGVHD to identify and map potential aGVHD suscep-
tibility and resistant regions on the basis of a small number
of significant markers. It now remains to use the “candidate
gene approach™ and investigate the SNPs and haplotypes of
the candidate genes, such as TOM1, HMOX, MCMS3, and
MYH9, which are located closely to the most significant
microsatellite markers.
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associated antigen recognized by the humoral immune system

HISAMITSU ISHIKURA'", HIROAKI IKEDA!, HIROYUKI ABE', TAKAYUKI OHKURI',
HIROAKI HIRAGAZ?, KAZUO ISU2, TOMOHIDE TSUKAHARA#, NORIYUKI SATO?,
HIDEMITSU KITAMURA!, NORIMASA IWASAKI®, NAOKI TAKEDA®,

AKIO MINAMI® and TAKASHI NISHIMURA'

Division of Immunoregulation, Institute for Genetic Medicine, Hokkaido University; “Division of Orthopaedic Surgery,

National Hospital Organization, Hokkaido Cancer Center; Departments of *Orthopaedic Surgery, pathology,

Sapporo Medical University School of Medicine; 5Departmc:nl of Orthopaedic Surgery, Hokkaido University

Graduate School of Medicine; ®Hokkaido University College of Medical Technology, Sapporo, Japan

Received September 28, 2006; Accepted November 10, 2006

Abstract. Since the prognosis of human osteosarcoma in
advanced stage remains poor, the development of new and
effective therapies including immunotherapy is required. To
identify tumor-associated antigens of osteosarcoma applicable
to the immunotherapy of this malignancy, we employed the
serological analysis of recombinant cDNA expression library
(SEREX) technique that defines tumor antigens recognized
by the humoral immune system. Screening a ¢cDNA library
derived from an osteosarcoma cell line MG63 with sera
from osteosarcoma patients identified 43 positive clones,
representing 14 distinct antigens. Among them, CLUAP1
(clusterin-associated protein 1) was highly expressed in
osteosarcoma tissue samples and cell lines. Overexpression
of CLUAPI was observed in other malignancies including
ovarian, colon, and lung cancers. Our results suggest that
CLUAP1 may be useful as a prognostic/diagnostic marker
and/or for a target of immunotherapy of osteosarcoma.

Introduction

Osteosarcoma is the most common primary bone tumor,
typically occurring in children and young adults with frequency
of about six children per million a year (1). Although the recent
chemotherapy regimens and operating procedures have
drastically improved the prognosis of the patients with non-
metastatic osteosarcoma, the prognosis of the patients with
recurrence or melastasis is still poor (2). The overall survival
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with an aggressive chemotherapy regimen before and after
surgery remains between 50 and 65% (3). Therefore, develop-
ment of more effective and less toxic therapeutic approaches
including immunotherapy is required.

While a number of tumor-associated antigens were
identified for many types of solid tumors (4-6), the reports
for the tumor antigens of human osteosarcoma are limited.
Some of the tumor-associated antigens such as melanoma-
associated antigen (MAGE) (7), squamous cell carcinoma
antigen recognized by T cells (SART) 1 (8), SART 3 (9), or
papillomavirus binding factor (PBF) (10) were reported to be
expressed in osteosarcoma. Antigenic peptides derived from
SART 3 or PBF were shown to be recognized by CD8* cyto-
toxic T lymphocytes (CTL) from patients with osteosarcoma
in MHC class I-restricted manner (9,10).

Accumulating evidence from the studies on both human
and animal models has indicated that CD4* T cells play an
important role in anti-tumor immune responses (6,11,12).
The information of tumor-associated antigens of osteosarcoma
recognized by CD4* T cells, however, has not been reported.
The serological analysis of recombinant cDNA expression
library (SEREX) has identified a broad range of tumor-
derived proteins capable of eliciting humoral immune response
in tumor patients (5,13,14). Since SEREX antigens were
identified by the high-titer immunoglobulin (Ig) G responses
that rely on cognate T cell help in patients in vivo, the use of
SEREX provides a direct route to the analysis of the CD4* T
cell repertoire against tumor antigens (15). On the other hand,
novel as well as previously defined tumor antigens have been
identified using the SEREX method, including MAGE-1 and
tyrosinase, both originally identified by expression cloning
of epitopes recognized by CTL (13,16,17). Thus, SEREX is
considered to be able to define immunogenic tumor antigens
that elicit cellular as well as humoral immunity.

In this study, we aimed to identify tumor-associated
antigens of osteosarcomas by the use of SEREX analysis. We
examined the expression of one defined antigen, CLUAPL . in
osteosarcoma and other malignancies to evaluate the potential
of CLUAPI as a marker of the tumor-specific immune
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response and/or a target for the immunotherapy of cancer
patients.

Materials and methods

Cell lines, sera, and tissues. Osteosarcoma cell lines (MG63,
Saos2, HuO3NI1, HUO9N2, OS2000, HOS) were kindly
provided from Cell Resource Center for Biomedical Research,
Tohoku University and Department of Pathology, Sapporo
Medical University School of Medicine. They were cultured
in RPMI-1640 (Sigma, St. Louis, MO, USA) supplemented
with 10% fetal calf serum (Gibco Laboratories, Grand Island,
NY, USA), 100 units/ml penicillin, and 100 pg/ml strepto-
mycin sulfate. Sera were obtained from 11 osteosarcoma
patients attending National Sapporo Hospital. In addition,
sera of 10 healthy individuals were obtained from volunteers
at Division of Immunoregulation, Institute for Genetic
Medicine, Hokkaido University. Tumor tissues were obtained
from patients who underwent surgery at Hokkaido University
Hospital. All samples were collected from patients or healthy
volunteers after obtaining informed consents concerning the
use of material for scientific research and appropriate ethical
approval for the projects.

c¢DNA library construction. Tatal RNA was isolated from
1x10" MG63 cells with TRIzol reagent (Invitrogen, Rockville,
MD, USA). mRNA was isolated by mRNA purification kit
(Amersham Biosciences, Buckinghamshire, UK) following
the manufacturer's instruction. Double-strand cDNA was
synthesized from 5 pg of poly (A) RNA using SMART cDNA
synthesis kit (Clontech Laboratories, Palo Alto, CA, USA).
Then ligated into ZAP Express A phage vector (Stratagene,
La Jolla, CA, USA). The titer of the constructed cDNA
library was 1x10° pfu/ml.

Serological screening of expression library with patient sera.
A total of 1x10% recombinants were screened by each serum.
The constructed library was transfected into XL1 Blue in agar
plates, and cultured at 37°C for 5 h. The nitrocellulose filters,
impregnated with isopropyl-B-D-thiogalactopyranoside (IPTG),
were laid on top of the developing plaque on the agar surface
and were incubated at 37°C for 15 h. The filters were peeled
off after incubation and rinsed in Tris-buffered saline (TBS)
containing 0.05% Tween-20 (TBS-T). Subsequently, they
were agitated in TBS-T and 5% non-fat dried milk (blocking
buffer) for 1 h. The filters were screened by 2 patient sera,
which were pre-treated with Escherichia coli (E. coli) for
absorption of anti-E. coli natural antibodies. Each serum was
diluted by TBS at 100-fold dilution. After rinsing 3 times in
TBS-T, 2000-fold diluted horseradish alkaline phosphatase-
conjugated goat anti-human Ig G (Jackson Immunoresearch,
West Grove, PA, USA) was added 1o the filter. Antibodies
binding to proteins on the filter surface were detected by nitro
blue tetrazolium chloride/5-bromo-4chloro-3-indolylphosphate
color development.

Cloning and sequencing. The plaque corresponding to the
positive spot in the previous immunoscreening was cultured
and stocked in SM buffer. Positive clones were converted into
pTriplEx phagemid vector from the ATripleEx vector using
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the in vivo excising protocol supplied by Clontech Lab-
oratories. Cloned DNAs were sequenced with vector specific
primers, the ABI PRISM Dye terminator sequencing ready
reaction kit (Applied Biosystems, Foster City, CA, USA), and
an ABI automated DNA sequencer (Applied Biosystems).

RNA extraction and RT-PCR. RNA was isolated from frozen
tumor tissues or from cultured tumor cell lines using ISOGEN
(Nippon Gene Ltd., Tokyo, Japan) according to manufacturer's
instruction. Total RNA (5 pg) was primed with an oligo (dT)
18 oligonucleotide and reverse-transcribed with Superscript 11
(Invitrogen) according to the manufacturer's instructions.
Obtained ¢cDNA was tested for integrity by amplification of
BB-actin and transcripts in a 30-cycle PCR reaction as described
elsewhere (18).

Gene specific primers were designed to amplify fragments
of 500-600 and synthesized commercially (Hokkaido System
Science, Sapporo, Japan) as followed: HU-OS-12, forward
primer 5'-GGCAGATTAAAACCCTCAGACTT-3', reverse
primer 5-GTATTGTGAACATGCAGACGAAA-3"; HU-
OS-1, forward primer 5-TCCAGTGAATTTGAAGTTAG
GAGAC-3', reverse primer 5-CATCAAAATATTCCCTTT
CTTCCTT-3'; HU-0OS-5, forward primer 5'-CTAATGCTA
ACTGGGAAAGCACTAA-3', reverse primer 5'-CCTCCC
CATAACTCTCTTCATATTT-3'"; HU-OS-&, forward primer
5-AATCATCCAGCAGGAGCAAG-3', reverse primer 5'-
AGTTAGAAGCTGGGCAGCAA-3"; HU-OS-9, forward
primer 5'-TGTGGGATAAAATCCATTTAGAAAA-3',
reverse primer 5-TATATACCCAGTCAGTTGTCTGCAA-
3'; B-actin, forward primer 5-TTAAGGAGAAGCTG
TGCTACGTC-3', reverse primer 5'-ATCTTGTTTTCT
GCGCAAGTTAG-3.

Quantitative RT-PCR analysis. The relative expression of
CLUAPI mRNA was measured by quantitative PCR using
mRNA extracted from tumor tissues and cell lines. Total
RNA (5 pg) was reverse transcribed using an oligo (dT) 18
oligonucleotide and reverse-transcribed with Superscript I
(Invitrogen). Tissue cDNA panels (Clontech Laboratories) was
used as normal tissue-derived ¢cDNA. B-actin was used to
normalize the target gene expression. Quantitative RT-PCR
was performed using the PRISM 7000 (Applied Biosystems)
with QuantiTec Probe PCR master mix (Qiagen, Hilden,
Germany) according to the manufacturer's instructions.
Amplification conditions were: 95°C (10 min), 45 cycles of
95°C (15 sec) and 60°C (1 min). The primer and probe
sequences for detecting CLUAPI were as followed: Forward
primer: 5-CCAAGCCACAGACAGCCAT-3"; Reverse primer:
5-TCTCCACCTTGCATCGTGC-3"; Probe: 5'-CAAGGAA
GACCTGGCAAACGCAAACGCATTGT-3'. Tagman gene
expression assay (Applied Biosystems) was used as the primers
and the probe to evaluate B-actin expression. Expression of
CLUAPI was normalized by B-actin value.

Results

Serological identification by SEREX and sequence analysis
of osteosarcoma-associated antigens. Recombinant clones
(1.0x10%) of cDNA library derived from one of the well-
characterized osteosarcoma cell lines, MG63 (19), were
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Table I. SEREX analysis by sera of patients with osteosarcoma.
Patient Age Sex Clinical Prognosis Number of serum Number of
stage positive clones different antigens
A 14 M IV A DOD 25 8
B 12 F B NED 19 7

M, male; F, female; DOD, died of disease; NED, no evidence of disease. Clinical stage was definded by Enncking stage.

Table II. Antigens obtained by SEREX analysis of osteosarcoma-derived cDNA library and patient sera.

Antigen Frequency of Identity UniGene Proposed function
isolated clones No.
HU-0S-1 18/43 Sorting nexin 7 (SNX7) Hs.197015  Intracellular trafficking
HU-0S-2 1/43 Nucleolar protein 8 (NOLS) Hs.442199  Regulation of gene expression,
possible involvement in tumorigenesis
HU-0OS-3 1/43 Microtuble-associated Hs.584777  Development and/or repairing of
protein 1B (MAPIB) neurons
HU-0S-4 2/43 Eukaryotic initiation factor 2B, Hs.283551  Exchange of eukaryotic initiation factor
subunit 5 €, 82 kDa (EIF2BS) 2-bound GDP for GTP
HU-0S-5 1/43 Tetratricopeptide repeat 5 (TTCS) Hs.102480  Mediating protein-protein interaction
HU-0S-6 2/43 Nexilin (F actin binding protein) Hs 632387  Mediating cell motility
(NEXN)
HU-0S-7 1/43 Angiogenic factor with G patch Hs.213393  Promotion of angiogenesis
and FHA domains | (AGGF1)
HU-OS-8 1/43 Oral-facial-digital syndrome 1 Hs.6483 Differentiation of metanephric
(OFDI1) precursor cells
HU-0S-9 1/43 PC4 and SFRS1 interacting Hs.493516  Transcriptional coactivator involved in
protein 1 (PSIPI) neuroepithelial stem cell differentiation
and neurogenesis
HU-0S-10 7/43 Brix domain containing 2 (BXDC2)  Hs.38114  Mediating biogenesis of the 60S
ribosomal subunit
HU-OS-11 1/43 a thalassemia/mental Hs.533526  Transcriptional regulation and
retardation syndrome modification of gene expression by
X-linked (ATRX) affecting chromatin remodeling
HU-0OS-12 6/43 Clusterin associated protein | Hs.155995  Mediating cell proliferation and
(CLUAPI) apoplosis, possible involvement
in tumorigenesis
HU-OS-13 1/43 Heat shock 70-kDa protein 4 Hs. 90093  Inhibition of protein aggregation,
(HSPA4) possible involvement in tumorigenesis
HU-OS-14 1/43 Huntingtin interacting protein | Hs.329266  Regulation of cell filament networks,

(HIP1)

possible involvement in tumorigenesis

screened by 2 individual sera from patients suffering from
osteosarcoma to identify tumor-associated antigens. Table I
shows the number of immunoreactive clones obtained from
the screening with each serum. In total, 43 positive cDNA
clones representing 14 different antigens, designated HU-OS-1
through HU-OS-14, were identified. Table Il summarizes the
characteristics of the genes encoding the antigens identified
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based on the information derived from the NCBI BLAST,
UniGene database. Only HU-OS-1 was recognized by two sera
preparation. The 14 genes are all reported with known
function as shown in Table II.

Expression of mRNA encoding SEREX-defined osteosarcoma
antigens in normal tissues. We examined the mRNA expression
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Figure |. mRNA expression of identified antigens in normal tissues. The
expression of HU-OS-12 (CLUAPI1) and other representative antigens
(HU-0OS-1, HU-OS-5, HU-OS-8, and HU-0OS-9) in 8 adult normal tissues
and MG63 cells were analyzed by conventional reverse transcription-PCR.
B-actin housekeeping gene was used as an internal control.
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Figure 2. Quantitative RT-PCR analysis of mRNA encoding CLUAPI in
normal tissues. The expression of CLUAPIL in 16 adult normal tissues and
MG63 cells were analyzed by quantitative RT-PCR. Expression of CLUAP]
was normalized by B-actin value. The results are presented as mean + SD of
3 measurcments.

patterns of each antigen identified in normal tissues using a
panel of 8 adult normal tissues (spleen, thymus, prostate, testis,
ovary, small intestine, colon, and leukocytes) and MG63 as
positive control by conventional semi-quantitative RT-PCR.
As shown in Fig. 1, only HU-OS-12 that was encoded by the
gene of CLUAP/ showed faint expression in normal lissues
with the exception of testis. All of other antigens were
expressed in multiple organs (Fig. 1 and data not shown).
This result led us to focus on CLUAPI for further analysis.
Sequence analysis revealed that isolated clones encording
CLUAP] did not have any mutations (data not shown).

mRNA expression of CLUAPI in normal tissues and osteo-
sarcomas. By the use of quantitative RT-PCR, we examined
the expression of CLUAP1 within adult normal tissues (heart,
brain, placenta, lung, liver, skeletal muscle, kidney, pancreas,
spleen, thymus, prostate, testis, ovary, small intestine, colon,
and leukocytes), osteosarcoma cell lines, and osteosarcoma
tissues. Among the normal tissues tested, testus appeared o
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Figure 3. Quantitative RT-PCR analysis of mRNA encoding CLUAPI in
osteosarcoma cell lines and tissues, (A) Relative expressions of CLUAPI in
6 osteosarcoma cell lines were 2.98 (HuO3N1), 1 42 (0OS2000), 5.69 (Saos2),
1.39 (HuO9N2), 0.35 (HOS), and 10.00 (MG63). (B) Relative expressions
of CLUAPI in 14 osteosarcoma tissues were measured by quantitative
RT-PCR. 0S| (relative expression; 0.32), OS2 (relative expression; 0.33),
0S8 (relative expression; 1.18), OS9 (relative expression; 0,30), OS10
(relative expression; 0.49), OS11 (relative expression; 5.01), OS12 (relative
expression; 4.08), OS13 (relative expression; 23.84), and OS14 (relative
expression: 10.26) showed high expression of CLUAPI. Expression of
CLUAPI was normalized by B-actin value. The results are presented as
mean + SD of 3 measurements.

express CLUAPI most abundantly. However, the osteo-
sarcoma cell line MG63 that was used for the cDNA library
construction expressed CLUAPI 80-2000 times more
compared to the normal tissues as shown in Fig. 2. We
examined CLUAPI expression in 6 osteosarcoma cell lines
including MG63. While the relative expression of CLUAPI
varied among these 6 cell lines, all of the 6 cell lines expressed
CLUAPI >2-fold of the expression of the testis that appeared
to express CLUAPT most abundantly among the normal tissues
tested (Fig. 3A). In 14 osteosarcoma tissues (OS] through
0OS14), 9 cases (64%) expressed CLUAPI >2-fold of the
testis expression (Fig. 3B).

mRNA expression of CLUAPI in tumors other than osteo-
sarcoma. We next extended the analysis of mRNA expression
of CLUAPI to tumors other than osteosarcoma. Frozen
section samples obtained from surgical resection of ovarian
cancer, colon cancer, non-small cell lung cancer (NSCLC),
esophageal cancer, and bile duct cancer were used for the
quantitative RT-PCR analyses of CLUAP| expression. None
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Figure 4, Quantitative RT-PCR analysis of mRNA encoding CLUAP1 in ovarian, colon, and lung cancers. (A) Relative expressions of CLUAPI in 10 ovarian
cancer tissues with MG63 as a positive control were measured by quantitative RT-PCR. OV3 (relative expression; 2.88), OVS5 (relative expression; 2.53),
OV6 (relative expression; 5.50), OV7 (relative expression; 4.78), OV (relative expression; 10.98), OV9 (relative expression; 8.34), and OV 0 (relative
expression; 2.77) showed high expression of CLUAPI. (B) Relative expressions of CLUAPI in 21 colon cancer tissues with MG63 as a positive contral were
measured by guantitative RT-PCR. CC2 (relative expression; 0.28), CC5 (relative expression; 4.99), CC6 (relative expression; 4.32), CC9 (relative
expression; 4.45), CC13 (relative expression; 1.87), CCI6 (relative expression; 2.49), CC18 (relative expression; 1.97), CC19 (relative expression; 2.49), and
CC20 (relative expression; 4.72) showed high expression of CLUAPI. (C) Relative expressions of CLUAPI in 42 NSCLC tissues with MG63 as a positive
control were measvred by quantitative RT-PCR. LC39 (relative expression; 1.67), LC40 (relative expression; 0.50), and LC42 (relative expression; 1.39)
showed high expression of CLUAP1. Expression of CLUAPI was normalized by B-actin value. The results are presented as mean + SD of 3 measurements.

of the 15 cases of esophageal cancer or the 16 cases of bile
duct cancer tested showed high expression of CLUAPI (data
not shown). In contrast, 7 out of 10 cases (70%) of ovarian
cancer (OV1 through OV10), 9 out of 21 cases (43%) of colon
cancer (CCI through CC21), and 3 out of 42 cases (7.1%) of
NSCLC (LC! through 1.C42) expressed CLUAPI >2-fold of
the testis expression, as shown in Fig. 4.

Discussion

A number of tumor-associated antigens of human malignancies
have been identified (4-6), and many of these antigens have
been currently applied to the clinical vaccine trials with
successful induction of immune response or tumor regression
(20). However, limited antigens of osteosarcoma have been
identified to date. One clear reason for this delay is the
technical difficulty to establish the pairs of osteosarcoma cell
lines and their autologous T cell lines, associated with the
relatively poor adaptability of osteosarcoma to in vitro culture
(21,22). Another reason is the absence of appropriate candidate
genes for a reverse immunotherapy such as a tumor-specific

altered gene (23,24). Among the limited reports of tumor-
associated antigens of osteosarcoma, peptides derived from
squamous cell carcinoma antigen recognized by T cells
(SART) 3 and papillomavirus binding factor (PBF) were
shown to be recognized by CTL derived from patients with
osteosarcoma in MHC class I-restricted manner (9,10).
Nabeta et al reported that self HLA-Cw'0102 molecule and
smooth muscle myosin light chain (SMML) was identified
by SEREX analysis of an osteosarcoma cell line (22), although
tumor-specific expression of these genes are unlikely or not
established. Melanoma-associated antigen (MAGE) (7), SART |
(8), surviving (25,26) and SSX genes (27) were shown to be
expressed in osteosarcoma, suggesting that these antigens
may be potential targets of tumor immunotherapy of this
malignancy.

Despite the increasing evidence supporting the importance
of CD4* T cells in anti-tumor immune responses (6,11,12),
tumor-associated antigens recognized by CD4* T cells in
patients with osteosarcoma is unknown. Since CLUAPI is
identified by SEREX technique that screens Ig G response of
patient sera to the clones from ¢cDNA library, CD4* T cells
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were likely to respond to CLUAPI in vive. The frequency
and the degree of the immune response to CLUAPI in
osteosarcoma patients are unclear at present. In our
preliminary screening of patient sera with plaque hybri-
dization method, 1 out of 11 sera from osteosarcoma patients
but none of the serum from 10 healthy volunteers reacted to
CLUAPI. However, precise evaluation should be undertaken
after establishing materials necessary for the ELISA assay of
antibody response against CLUAP! in patients and healthy
individuals.

CLUAPI, assigned to chromosomal band 16p13, was
identified as a gene frequently transactivated in colon cancer
by analyzing the expression profiles of colorectal cancers
using a genome-wide cDNA microarray containing 23040
genes (28). Clusterin was identified as CLUAPI-interacting
protein by the yeast two-hybrid system. Chen er al revealed
that Clusterin was also upregulated in murine intestinal
neoplasias and human colorectal tumors (29). Suppression of
CLUAPI by short interfering RNAs (siRNAs) resulted in
growth retardation in the transfected tumor cells. Moreover,
expression of CLUAP! was induced in S phase of cell-cycle
progression, suggesting that its elevated expression was
relevant to cellular proliferation (28).

In this study, we found CLUAPI expression most
abundantly in testis among the normal tissues tested. This
result was consistent with the report from Takahashi et al.
However, we found that other tissues such as brain or heart
also express CLUAPI to some extent while they did not detect
CLUAPI expression in heart or brain by Northern blot
analysis (28). The reason for this discrepancy is unclear,
although the difference in the methodology used in expression
analyses might be responsible. Expression of CLUAPI in
restricted normal tissues suggests that immunological therapy
targeting CLUAPI should be evaluated with the effect in
normal tissues. This may be assessed by the use of animal
model since CLUAPI has its homologues in many animals
including mouse with 89% homology in protein level (28).
It is notable that at least one of the currently utilized targets
of antibody therapy with successful effect, HER2/neu, is
widely expressed in normal tissues but overexpressed in
malignancies (30).

We found that many of the osteosarcoma cell lines and
tissues express much higher CLUAP1 mRNA compared to
testis that expressed CLUAP] most abundantly among the
normal tissues. This result strongly suggests that CLUAPI
expression is frequently upregulated in osteosarcoma. In
addition to the overexpression in colon cancer that is consistent
with previous report (28), we found that CLUAP1 was
overexpressed in ovarian cancer and lung cancer. Our result
may be related to the previous finding that Clusterin was
overexpressed in human ovarian cancer (31), and may suggest
that interaction of CLUAPI and Clusterin plays an important
role in carcinogenesis.

Among the antigens identified in this study other than
CLUAPI, nucleolar protein 8 (NOLS), heat shock 70-kDa
protein 4 (HSPA4) (heat shock protein 70 family) and
huntingtin interacting protein | (HIP1) were previously
reported as tumor-associated proteins. Jinawath ef al identified
NOLS8 that overexpressed in diffuse type stomach cancer by
microarray (32). They indicated that suppression of NOLS
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expression induced apoptosis by siRNAs specific to NOLS.
Heat shock protein (HSP) 70 is a potent anti-apoptotic HSP,
and its overexpression allows cells to survive in the variable
conditions (33,34). There are several reports on HSP70
expression in malignant tumors, such as breast cancer (35),
lung cancer (36), oral squamous cell carcinoma (37), prostate
cancer and carcinoma of uterine cervix (33,34). The majority of
the published results demonstrated that HSP70 overexpression
correlated with poor prognosis and resistance to therapy
(35,37-39). HIP1 was reported to be expressed in myelo-
monocytic leukemia, prostate cancer, and colon cancer (4041).
The regulation of HIP1 expression and the mechanism by
which it is increased in tumors are unclear at present.

In conclusion, we searched for tumor-associated antigens
of osteosarcoma using SEREX methodology, and identified
at least one potential target, CLUAPI, that may be applicable to
monitoring of immunological response to this tumor in vive
and/or immunotherapy of this malignancy. Since it is
possible that CLUAPI provides antigens for CD4* T cell
recognition, combination with other antigens for CD8* T cells
may be effective in immunotherapy. High expression of
CLUAPI1 was found not only in osteosarcomas but also in
ovarian, colon, and lung cancers. These results suggest that
CLUAPI may play an important role in carcinogenesis of
multiple types of tumors and may be useful as a tumor-
associated antigen in multiple malignancies.
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p63 Induces CD4* T-Cell Chemoattractant TARC/CCL17 in
Human Epithelial Cells

Terufumi Kubo, Shingo Ichimiya, Akiko Tonooka, Tsutomu Nagashima, Tomoki Kikuchi, and Noriyuki Sato

To preserve immunosurveillance, epithelial cells support T-cell trafficking toward inflammatory foci. However,
how epithelial cells are enrolled in recruiting T cells has not been fully elucidated. In this study we investigated
the function of p63, a p53 family member, in the regulation of the expression of various types of chemokine
ligands by focusing on the property of p63 as an epitheliotropic transcription factor. As assessed by experi-
ments using three different human epithelial cell lines with small-interfering RNAs or plasmids of p63, certain
CC chemokine ligands were found to be under the control of p63. In these CC chemokine ligands, p63 had the
common capacity to upregulate TARC/CCL17 in the different cell lines, whose receptor CCR4 was preferentially
presented on CD4* T cells such as memory, regulatory, IL-17-producing and type II helper T cells. More interest-
ingly, when cells were stimulated with transforming growth factor-g (TGF-B) or epidermal growth factor (EGF)
as observed during tissue repair process, the expression of p63 and TARC/CCL17 was concomitantly suppressed.
This implies that, in local inflammatory regions with general epithelial tissue remodeling, the p63-TARC/CCL17

axis may participate in the engagement of efficient immune reactions by specified T-cell subsets.

Introduction

T IS WELL RECOGNIZED that epithelial cells play an impor-

tant role in the immune system as the front line of
defense against external pathogens (Hayday and others
2001). Anatomically, epithelial cells of tissues such as lung,
skin, and intestines tightly connect to each other to form a
sheet structure with various junctional molecules (Tsukita
and Furuse 2000). These epithelial networks eventually
help defend against pathogens and also evoke cellular and
molecular interactions of immune responses by recruiting
a multitude of inflammatory cells like lymphocytes and
dendritic cells (von Andrian and Mackay 2000). In addition
to the mechanisms of innate immunity, acquired or adap-
tive immunity is essential for specific responses to various
immunologic insults around epithelial tissues. The mecha-
nism of homing of inflammatory cells to epithelial cells has
been extensively investigated and soluble factors, including
chemokine ligands, are known to have a pivotal function,
but the secretion mechanism by which epithelial cells foster
regional lymphocytes is still unclear.

Chemokine ligands are secreted polypeptides that trigger
an elaborate process whereby inflammatory cells presenting
chemokine receptors of seven-transmembrane G-protein-
coupled receptors can promptly channel them to the foci

requiring immune and inflammatory reactions (Kunkel
and Butcher 2002; Milligan and Smith 2007). Based on their
structural characteristics with regard to the positions of a
cysteine residue, chemokine ligands are classified into two
major subfamilies: CC and CXC chemokine ligands. To date
many different CC and CXC chemokine ligands have been
discovered and some of them derived from epithelial tissues
are known to play cardinal roles in the emergence of allergic
or atopic inflammatory disorders and cancer development
(Juremalm and others 2005; Ruffini and others 2007).

Accumulating evidence has indicated that p63, a p53-like
molecule, is a usual epithelial constituent and determines
properties of epithelial stem cells (Truong and others 2006).
Indeed, loss of p63 leads to severe epithelial tissue hypopla-
sia due to the inhibition of both stratification and differen-
tiation of keratinocytes (Koster and others 2007). Various
genes, encoding JAG1, PERF, p21, or 14-3-3ag, are transacti-
vated by p63, but it is not well investigated whether pé3 is
involved in the expression of chemokine ligands in epithe-
lial cells (Sasaki and others 2002; Westfall and others 2003;
Thri and others 2005).

In this study we assessed the role of p63 in the regula-
tion of the transcription of a series of chemokine ligands
on three different types of human epithelial cells with
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