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HEiEEs (EX) Identification of tumor antigen derived peptides having the potential
to promise candidates for cancer vaccine therapy from prostate cancer patients
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Peripheral blood mononuclear cells(tPBMCs) were obtained from prostate cancer patients
who had provided a written informed consent. Fifty milliliter of peripheral blood was
obtained, and the PBMCs were prepared by Ficoll-Conray density gradient centrifugation.
The expression of HLA-A11,-A31,and -A33 molecules on the PBMCs was determined by
flow cytometry using these antibodies-anti-HLA-A11l, anti-HLA-A31, anti-HLA-A33-and
FITC-conjugated anti-mouse immunoglobulin G(IgG) monoclonal antibodies.

7 prostate cancer-related antigens(SART2,CypB,PTH-rP,HER2neu,EGFR,MRP3,EZH?2)
prepared based on the binding motifs to the MHC-class I alleles.

To generate LNCaP sublines expressing each of the HLA-A11,-A31,and-A33 molecules, an
HLA-A1101,-A3101,0or —A3303 plasmid ¢cDNA was inserted into the eukaryotic expression
vector pCR3.1 .

20 patient’s peripheral blood mononuclear cells(PBMCs) were obtained from prostate
cancer patients. The expression of HLA-A11,-A31,-A33 molecules on the PBMCs was
determined by flow cytometry using these antibodies.
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LT ARGUERTE (HRPC) A O
PIEFHIRIIN 1L PHRARTHY . A
IRIRFREDN IR VO NBUR TH 5, Iz DOHiIH
&7 U MUBERBEBROFE RN S, KX %
TVZZARNTLRAFUHDLWIET L F=
Vo LI Ab ERRiED HRPC OFRYE
1B E LTIThiLDd Lok o7z, A1
o AR SEMRIEIH DL OO, il
IHIREMAIR R EALFIRIER & L ToHE
PESER TS, BEITL 5 TD benefit 23
+db o LIFE ARV, 2O XKD IR T
H % & HRPC IZkI7 5 A %72 i3 benefit
DB DIRFIEDORFE N RAIILETH D, I
. % < o EE U A cytotoxic T
lymphocytes(CTLs) % #53E 95 = & At &
NTEY ., TOEBHREOTF R2FHL
THE T T KT 7 F U RIE ORI
I TW5 (Noguchi et al.The Prostate
63,2005/Hueman et al.Clin Cancer Res
11,2005), & MEERERIEICRS VT, MHC
class 1 (ZHE7R S V72 JEIE B E B I S ~= 7
F RER#THZ L1k CD8CTLs A
BHREEET 5 2 L NERNICHER I N
Tk, FHEEIHT DRIV TS

ISR ¥4 7) CD8*CTLs DA ZhI% 7 el X
LT3 (van der Bruggen P et al.Science
254,1991/Kawakami Y et al.J Exp Med
180,1994) , £ 7= T cell O 5K Ry
activation |Z+43 7 EEEE 7 F FO#ER
KA L, I b VRB R HURMEAR T F ROk
ARIBRRHII KT 2 L BTV

( Steinman,R.M.Annu.Rev.Immunol.,9,19
91/Banchereau,J et al.Nature,392,1998),
ZOX D REFN D PR ITRISLIREICFE
BLL T B AR B U (SART2,3, CypB,

Her2, PSA, PSM, PAP,PSCA, Lck, PTH-rR,
EZH2, EGFR 72 &) X0 | Azl as
DKWY K& W T, CTL#HE
AffiE7e HLA-A2 35 XY HLA-A24 #dtED
MHC 7 7 A 1 X7F KK 50 FERE L T
W5, EBHALIE. ENORTF FE A0
T HLA-A2 # X O HLA-A24 B51% HRPC &
FIzxt LT TRIEBHARRTOARM U v 7Bk H
W72 CTL A7 V—=2 T2k b7 —F— 4
A KRBT F R 7 F U BEO G IRPFIE %
50 JEBILL EATW, ZOHEMEE R L TN D
( Noguchi et al.The Prostate,57,2003/
Noguchi et al.The Prostate, 60,2004/
Noguchi et al.The Prostate,63,2005), #1
bIOfiaR IR E M RE R ds L O
HEIEPE) IZBWNTH, ARKKRFEFLL
Y E L o LEFZE T, HLA-A2 B LW
HLA-A24 B4 HRPC BTk L, A D
TFRT 7 F U RE O E R FE & 4T
WV ZORAENE - SRR « BRRZIRIZO
WA L 725 RI13 % < O JEH TH R
CTL #H 0 sl S v, EERAFFRITAD
ST, 1FEALEDORERIT QOL 24725 =
R ARENRET DR L bz, R
IHERNT DN T 20%I123 VT PSAED T
BERERD AL, =2 b U =026 O AEFH
i1 97 HE REXZRFELER—R|IZL
ToAb R L i L Ch e <, T LA K
WERTHL LB LR E -T2, LLED
Fohzeroaly, EFELELTOAM
YA BRETT D700, BAT A EELRIEH
PeER - PR AR IR D 5 2|
HLA-A24 Bt HRPC [ % %t 5212 4 [H 4 fi
RICIBWT, BUE, B MERARIBR ) T
TdH D, HLAA2 1T HAANDK 40% .
HLA-A24 135 60%723 B3 C majority % 5
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B9, cancer-reactive CTL FE 20 7-
( Minami et al.Cancer Immunol.

Immunother.2006.)

2. WIEDOHK
Hivoiux SARTS LA Rl PSR

(2B W T HLA-A3 supertype alleles iR
YWORWRTF R 7 F U ORBENMLELE
Z. HLA-A2 5 X O'HLA-A24HRPC B¥& O
R IRBIFSE CH M Cdb o 7o 459 B o
WTCL B LV HLA-A3 supertype alleles ?’FTJ W
PEXTF RORIEZ BRY & L TR F
U7z, BARACIE, 7 RO [ R B
P (PSA, PSM, PSCA, PAP, EGFR, Lck,
EZH2) ©7 7 A T fifE~TF K2 15U
10-20 FREEA R L. SART3 HU~ 7 F NAljE

CHWEFETIHREST SR ) —= 7
L, U 7 F BB P RER T TF N &
AET 2. ZOXIR2ER””DL
HLA-A2,-A24 B5PERTSZE B LIAMC b
BT T RU 7 F URREOREIN LR T 5
72812, HLA-A3 supertype alleles [5: i
SRR ISH TE DL AT T NHE
& Z A 5, HLA-A3 supertype alleles [
PERIST AR A 2B W) T b eI~ 7 i
BREHUR RS T F ROFBN TR S L8
TEEIZRIE SHTUVZRV, FiTNL R BT
JFRIZRB N TENENHRD T F N
L ELISA (1T XL % IFN-y H]7E,51Cr kI
TAZ Y == VIZCRE LT F RY
7 F PREIOCH TE DM LD 5D
TFReRET D, BIEETRY 7 F U5k
e Z S U7 7RV U RS FRR A T e R
#H o T H K ANIZH HLAA3
supertype alleles PG 1L4 6 % TH D
HLA-A2,-A24 [BYEDSE . 16T ATHE
Td o =34 B O BFFEIZ T HLA-A3
supertype alleles 5147 /L€ & RIS FART
SRR ISR T 5T T RRIEICTT —
T —AA BT F KU U F LIS
FILKRAZH S L Bbind, £7-. SEIOH
UM RIS IR BE DA T <, Mlifam I
x4 % HLA-A3 supertype alleles [5% &
BEANOFERTTF R 7 FUPEOHEC 2D
LortBEbhnb,

3. WD IIE

KREFEFRMEAZ BRI KR ZHG T, AR
(2t LRI % 45 72 AT 2RI 83 K 0 R i
50cc & EREL L. Ficoll-Conray #ZIZ K 2% K
i B A% B e & s D 4y BE & HLA-A %
anti-HLA-A11 monoclonal antibody,
anti-HLA-A31 mAb & anti-HLA-A33 mAb
AL 7o —Y% A b A MY —IZTRHEL
HLA-A3 D 9 b

supertype alleles



HLA-A11,-A31,-A33 Db D &R & L
Teo eV 7N FEBRIZHEMNT 5 E TH
AERATE LT

LNCaP % HLA-A0201 B5VERISZ RS cell
line Té %, LNCaP |Z HLA-A11,-A31,-A33
ST ERRSEDLICEEMBOIRHENY
4 —Pcr3.112 HLA-A1101,-A3101,-A3303 7
7 A R cDNA Z#iA L7z, 4 cell line i%
RPMI1640 with 10%FCS (2 CTH#& L 7=,
SART2,CypB,PTH-rP,HER2neu, EGFR,MR
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AN kE U R 2 45 7o B S s B3 &
O RN ML A BRE L, AR i B AZ BRI A & 320
4yBfE & HLA-A % anti-HLA-A1l monoclona
1 antibody,anti-HLA-A31mAb & anti-HLA-
A33 mAb #HEHLZ7a—% A F X KU —|Z
CTRE L HLA—AS3 supertype alleles @ 9
H HLA-A11,-A31,-A33 Bt D & D & 55 &
L7, 7 FEEOF N RERE R (SARTZ,
CypB,PTH-rPHER2neu, EGFR,MRP3,EZH
2) OY T A1 RFMESTF K& 1 HUR 10 fE
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