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WFgeR R OMEE (3£30) : We identified pro-platlet basic protein precursor (PPBP) as novel
melanoma-biomarker previously. In the present study, we are aiming at developing specific
anti-PPBP antibody and establish PPBP-specific ELISA system contributing to a clinical
application. The conventional method to make hybridoma using spleen cells was not
successful; however novel approach using regional lymph node enabled us to obtain many
functional hybridoma clones. We plan to construct a high sensitive ELISA specific for PPBP
through a screening of newly obtained hybridomas.
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Position Sequence
1. 19 - 28 ALQVLLLLSL 10 mer
2. 35 - 47 SSTKGQTKRNLAK 13 mer
3. 48 - 58 GKEESLDSDLY 11 mer
4. 56 - 65 DLYAELRCMC 10 mer
5. 88 - 97 HCNQVEVIAT 10 mer
6. 101 - 110 GRKICLDPDA 10 mer
7. 112 - 121 RIKKIVQKKL 10 mer
8. Full length PPBP 128 mer

REOAHEI.ERERY [Ee2T7m A KTV
=73 R (CFA) +PPBP 50ugxl, 57 waA
K7 ¥ 223 K (IFA)+PPBP 50ugx2]iZC~ v
A~DHIE () 2 3[EHE1T L. boosting .
JALAR A 2[RI L 7,

@ FHLWEEY A EEICE DA T
N—~ O %175, EFLO PPBP ~7'F K
713 eEZ % 50ugtCFA Z Bz 1 [
ANTESRZ L, 2 8%EE Y > iz [Elie
L7,

(2)PPBP #ERMAETHIRE/ Y O—FILin
AZRA-ELISA I R Z /ST -

— 5 CBEFED PPBP IZ%TAFE 7 a—F L
PUA Z LB 72 ELISA RO 2k 7=,
HiRDO~ 7 AHik b PPBP &/ 7 1 —JF/LHT
R XH e ~ PPBP R Y 7 u—F Hifk
FRAA DR A »F ELISA L& HES
L7,

4. WHIERE -

(1) PPBP AV IRP(RTIFR)DIIVAADR
BICKBNATIF—TDIER:
(DIFAIZTHLER L 7= 7 FiJE O PPBP X7 F K H
WTHIRIBIEZ T oo~ 2B W TS
F NIk A2 1MEUR Mo LA B R 7
B, VERR L7z~ A 7 ) R—=<®OFTlL PPBP
B Ry (BFR) E OIS THN-o T2,

@K1z CEA+PPBP 50ugx1, TFA+PPBP 50ugx2 (fi
KIE)IZ T T A~O0E () %2 3 [EfT
%, TERR LT A 7 ) R—~Tlid, &K
PPBP & /X7 IZHEG OBFMEDN & 5 & B
nbd37r7nu—r &z, ZOHRTPPBP ¥
XU \Z%I$ % ELISA Tl b B O~ 727

m—> (IeM#UA, Kd :2.83x10°%) (2> & HIE
FROWEEAT S T2, T REBENE S
Mol

@FD®RFEENRELLATHI D, ~TAD
KERESIZ CFA+PPBP 50ug % 1 [H10D bt
E D o EizmE L, AT Y R—~DfE
#4377~ ELISA JEIC LA A Y —=0 7
\ZC PPBP & R ST BT v—
1. BEOK 0% B, 1EkiE (B %)
EE L ToNA 7Y R—~<{ERTR NI
WCEhRIbE N2, EREORES 1[ETH
e L L, aX FOHFNOHBICHLERD
Lo L Bbinl, S%&ELNE 30 Ja—
D PPBP & XU miRi#kT H AT Y R—~
DAY V== T ZATV, FUROFERER) 7278
B ZREAT L. K0 IR OO EE R OREEE A
B,

NATY) F—I#HDORYY—=2Y

Ela (sup.)
wETE . —
KLH-Peptide Peptide GST-FPPBP
Peptide-1 29 11/29 1/11
Peptide-2 38 6/38 0/6
Peptide-7 a4 o/a
PPBP
(FESRRD 31f1000
PPBP
s SRR 20/100

(2)PPBP FEMABTHIRE/ Y A—F IR
BZ BN ELISA BIE R ZFEL -

RO~ 7 Ak b PPBP &/ 7 o —F LHi
k& oHHe b PPBP RV 7 n—F gk
A A DY KA »F ELISA IETIL,
1 ng/ml @ PPBP JRIEEZ M ATRE T o 72, A
7 ) —~BE 3VIEFF Aug/ml 2y NA
7 L4 % L 24 SEHI T PPRP 28 H S du. g
R OSEHIfEIL, AT/ —~ 10. 1 u g/ml, {85
AN 1.7ug/ml Th oty BIERDRKEIL
T7. 4%, HrBMEIT 90.0% ThoT-, FI-A
ELISA REFIH L TA T/ —<LAOKEGHN?
ARIMIE S B E o g o PPBP 2 HET 5
H EEALZEZIIRONT, AT/ —<TO
FeRVEN TR ST, BLEORESE LY PPBP
NHLWAT ) —<DMFE A ~v—H—¢&
720 9 HAREMEDN R SN, A%, T
F—<fifEkk X 0 EomuiiiEnE s, &
0 E D EWHIERDBENEEN D,

SENRABEDMFFD PPBP B EE

an
*p=0.005

60 -
= ' -
i
-= 40
= -
o
== -

20 -

—; I
1] ‘ | |
control Melanoma  —olon Glioms Lure

Crancer
(=62

= = < =193
(n=100  in=312 (r‘?:”ff)r "



5.

LA R RS

(WFFEREA . WHIE5 R M O AT IE# 12
(=Y

CfERERROT) R 12 f, T CHHA)

)

Takikawa M, Akivama Y, Ashizawa T,
Yamamoto A, Yamazaki N, Kiyohara Y,
Oku N, Yamaguchi K. Identification of
melanoma-specific serological markers using
proteomic analyses. Proteomics-CA . 2009
May 3:552-562.

Akiyama Y, Tai S, Komiyama M, Takikawa
M, Ohshita C, Yamamoto A, Yamazaki N,
Kiyohara Y. Characterization of
cytomegalovirus (CMV)pp65-HLA-A24
peptide-specific CTL lines from metastatic
melanoma patients. Oncol Rep 2009 Jul
22(1):185-191.

BRI SEN MR A BERAT A O 72 8
AR GEMOBR T A7 ) —=
TEOBF S 2009412 H
78(12); 1123-1127.

Suzuki A, lizuka A, Komiyama M, Takikawa
M, Kume A, Tai S, Ohshita C, Kurusu A,
Nakamura Y, Yamamoto A, Yamazaki N,
Yoshikawa S, Kiyohara Y, Akivama Y.
Identification of melanoma antigens using
SERPA (serological proteome approach).
Cancer Genomics and Proteomics 2010
Jan-Feb 7(1), 17-23.

Kutsuzawa K, Tada S, Hossain S, Fukuda K,
Maruyama K, Akiyama Y, Akaike T,
Chowdhury EH. Disrupting actin filaments
promotes efficient transfection of a leukemic
cell line using cell adhesive
protein-embedded carbonate apatite particles.
Anal Biochem 2009, 388:164-166.
Arakaki A, Ooya K, Akiyama Y,
Hosokawa M, Komiyama M, Tai S,
lizuka A, Yamaguchi K, Matsunaga T.
TCR-B Repertoire Analysis of
Antigen-specific Single T Cells Using a
High-density Microcavity Array.
Biotechnol Bioeng 2010 Junl 106(2),
311-318.

Nakamura Y, Komiyama T, Furue M,

Gojobori T, Akivama Y. CIG-DB: the
database for human or mouse

immunoglobulin and T cell receptor genes
available for cancer studies. BMC
Bioinformatics 2010 Jul27 11:398.

Shimizu M, Ishii H, Ogo N, Unno Y,
Matsuno K, Sawada J, Akiyama Y,
Asai A. S-trityl-L-cysteine derivative
indices caspase-independent cell death

in K562 human chronic myeloid

leukemia cell line. Cancer Lett 2010 T

Dec1 298 (1);99-106.

Matsuno K, Masuda Y, Uehara Y, Sato
H, Muroya A, Takahashi O,
Yokotagawa T, Furuya T, Okawara T,
Otsuka M, Ogo N, Ashizawa T, Oshita
C, Tai S, Ishii H, Akivama Y, Asai A.
Identification of a new series of STAT3
inhibitors by virtual screening. ACS
Med Chem  Lett 2010 Jull3
1(8):371-375.

lizuka A, Komiyama M, Tai S, Oshita C,
Kurusu A, Kume A, Ozawa K, Nakamura Y,
Ashizawa T, Yamamoto A, Yamazaki N,
Yoshikawa S, Kiyohara Y, Yamaguchi K,

Akiyama Y. Identification  of
cytomegalovirus  (CMV)pp65  antigen-
specific human monoclonal antibodies

using single B cell-based antibody gene
cloning from  melanoma  patients.
Immunol Lett 135:64-73, Mar30 2011.
Ashizawa T, Miyata H, Ishii H, Oshita C,
Matsuno K, Masuda Y, Furuya T, Okawara
T, Otsuka M, Ogo N, Asai A, and Akiyama
Y. Antitumor activity of a novel small
molecule STAT3 inhibitor. Int J Oncol
38(5): 1245-52, May 2011.

Nakamura Y, Oshita C, lizuka A, Ashizawa
T, Saito S, Yamaguchi S, Kondo H,
Yamaguchi K, Akiyama Y. Analysis of
HLA-A24-restricted peptides of
Carcinogenic embryonic antigen (CEA)
using a novel structure-based peptide-HLA
docking algorithm. Cancer Sci 102(4):
690-6, Apr 2011.

(K] G2 1)

)

Akiyama Y, “Novel approach to the
characterization of melanoma associated-
peptide-specific CTL lines from metastatic
melanoma patients” China-Japan Symposium
on Cancer Reasearch, May 19-20, 2011,
Pattaya Hotel, Shenzhen, China.

g N, “HLA-X7F K K v % 7fig
FHCEE S W SRERIRN T 7' e —F7 5
20 [Hl P AKRE AR RS R Y
7 L IVHLA L AIEE 2011428 H 31 H, ¥
A A R ERE

(X&) G2

)

Bl A, FrE B, - Av—
HhE, v 7B O F4
¥ mRNAZ X —F v hE LT UK
BHMEATOBIZE 10, 1 AA S BER AT &
FW T3 AR R S0 8 M O B AR 1 A 7
V—= 7HEORZ 2010, 274



@ Akiyama Y, et al. Melanoma/Book1, ISBN
978-953-307-291-3, Intech, Novel
approach to the characterization of
melanoma-peptide-specific CTL lines from
metastatic melanoma patients.2011, 495.

(PE &R EEAE)
Ok Gt 1)

D4 FaTAIHRBRERWNEAS/—II—
Hh—DREE

FEOAFE - BRI AL TR
MR - R E

TEEE . RREF

5 4¥EE 2008-149728
HFEAEH A - 2008 %6 A 6 B
EINAA DR - [EN

ORIl GHOM)

PAY N

S L
MR
T
g
AR HE
ERNS DR

(£ Dfth)
A — A U

6. WFZEiE
(D) B g

LB AN (Akiyama Yasuto)
F i) BT ER 6 28 A > & —BIFERT
S IR FTE

&

WFFe#E 5+ 70222552

WHIEHE &

(2) ooy
( )
WorEE S

(3) HHEA IR

B #£k (Kiyohara Yoshio)
B2 At v & — IRk
&R -

WFFe# 75 : 70205037




