(A4 )

I EAER
E N

WFFERAJE RS

WFFERASEH 4 &

ATl ek K4

S TR N i

[16im0302428h0103]
SRR 29 45 H 23 B

Rk 28 A E & GEMF 2R BH O3 kR W5 E

(AAGE) ERDEFAERCRRBI S DHER R B 3% 7 e 7T L (A-STEP)
(&  FE) Medical Research and Development Programs Focused on Technology
Transfer
Adaptable and Seamless Technology Transfer Program Through
Targetdriven R&D

(AAFE) MHPDTI="y2 BEHE NS A A~ —— &3 D REE O B2 Wik o B
¥
(& FE) Development of an early diagnostic method for bladder cancer targeted

to monomeric laminin—+y 2

(AAGER) Matster ik & it

(# F8) Diagnostic Division, Director, Toru Yoshimura.

PR 284 H 1T H ~ “PEk2943 H 31 H

II. ERROHE (MEEAFIEERE)

1. BRFEHOBH
BHZWICEMGFROGVERE. HEREOREY—AN—ELT, S3=20r2 BEOFRAK
TR D, BIELEMREOANEET DEVNITIZ U r2 BEORHZEAEN LIZRAIEREEEL.
BHIEODME. BICHR, RE~OBRFZZHEICHARZETO.

2. BIRARAROHE

(1) HE SO R
EREAL & PIEME O EMEMER A BEEICH T D, ~— 7 —JE Tl FERERMEUG % B NRIZH 2
HZLENEETHD, I T, ERE, MIECRE WV, BIER~DOREL BT 5,

(2) E~—h—& L COWEREAA RO
WRER . THbER R B IRz V. FRRE RIEEELRIET 5, BRIRZ2E HEER O
fEH N, BMERE, B, EITAABERIETOT I =0y 2 BEOWELZ T 2,

3. MEBAEORE (EEK 28 £E)
(1) 7—%7 7 FAIEREOFAE [7THR > by SRS, ME)IIESEN AT 2 —]
TIZUy2 HEHERILT 2V MBBELAID y 2 SHAE G T I =2 332 & DR EMIGITOWNWTORE &

1



1To770 T I = y 2 S BANHUA Z B L U 72 BeEh 2 W TS b R AT o7 2 A,
AR DT I =0 332 L ORERISTRD Loz, £7-. MG, REAWEZ7 I = y2H
BETRINEIERER . ZREAR P ERBR 247, RIEHE S v N OYEREZ 2] L 7=,

(2) R ZENERE [MR)INRSLA At 5 —]
R DT I =2y 2 BEIZHOWT, BVZEMRBR 21TV, MR, REIRFEIC OV TOMAE
e,

(3) AMERE* v b OVEREBREH IR ORI, 17 [RAKRTF #RINBSIBAE S Z— TR bV
¥ 8o tt]
A, TN 2 B DR R EEE . B ANOBRE R L . BIEER v FEHWTT 2
=2y 2 HEHORIE 2 5 LT, € OfR, BB ESF DR TT I =2 v 2 BHOREED BIERE,
EF ALV ENZ EngnoT,

(4) FRRIOT I =2y 2 BB OWEME . 2 ORI T 2T K 2 fiusEfE~ow At [7
Ry Yy SRS, MRINRSLA AT 2 —]
BEOBEMOBFMF 2 AF L, 7 I =2y 2 BEHEZFEM Uiz, BEhomLs i, T8, B
TII=Vy 2 HEOMENAEIZ LR LTS Z & 2l LT,

1. Aim of the study

So far, highly reliable biomarker is not available for clinical cancer diagnosis. We previously found a specific

biomarker candidate, monomeric laminin-y2 (Ln-y2) that is specifically expressed in cancer but not normal cells

and tissues. In this study, we are establishing the highly reliable diagnostic method using chemiluminescent

immunoassay system (CLIA) targeted to monomeric Ln-y2 and are evaluating it as a specific diagnostic test for

urinary and digestive cancers.

2. Outline of research and development
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Optimization of test kit reagents

To optimize diagnostic reagents for establishment of diagnostic test targeted to monomeric Ln-y2 on CLIA,
we modified the buffer components to reduce the non-specific binding and increase specific reactions in serum
and urine specimens collected from the cancer patients.

Clinical evaluation of biomarker for urinary and digestive cancers.

To evaluate diagnostic ability of urinary or digestive cancers, we measured urine and/or serum monomeric

Ln-y2 using a developed diagnostic test kit in in normal, benign and cancer specimens.

3. Results (fiscal year 2016)
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Evaluation for our developed CLIA reagent kit (Abbott Japan Co., Ltd. and Kanagawa Cancer Center)
The cross reactivity of a monomeric Ln-y2 specific monoclonal antibody to laminin 332 (Ln-332) containing
Ln-y2 as a component was investigated. The cross reactivity to Ln-332 in normal serum was not detected by
the antibody. Spiked recovery and linearity tests were also performed to evaluate the reagent kit.

Stability test of urine specimens (Kanagawa Cancer Center)

A heat stress test was performed to investigate the stability of monomeric Ln-y2 in urine specimens. We found

that monomeric Ln-y2 in urine was stable for a long time period.



(3) Collection and evaluation of urine specimens. (Kochi University, Abbott Japan Co., Ltd. and Kanagawa

(C))

Cancer Center)

Urine specimens including benign urinary disease, early and advanced bladder cancer and healthy donor
specimens were collected and monomeric Ln-y2 levels were analyzed. Urine monomeric Ln-y2 levels in
patient with bladder cancer showed a higher tendency compared with that of benign patients or healthy donors.
Analysis of serum monomeric Ln-y2 levels in other cancer patients. (Abbott Japan Co., Ltd. and
Kanagawa Cancer Center)

We collected serum specimens from patients with several digestive cancers and analyzed monomeric Ln-y2
levels. Hepatocellular carcinoma (HCC) and pancreatic cancer serum specimens showed higher monomeric

Ln-y2 levels compared with that of other cancers.

ITII. RO/~ DFEE

(1)

1.

(2) %
1.

FRES  MESEICR T ST (EWNEE off. EBREE 1)

Serum monomeric laminin-y2 as a novel biomarker for hepatocellular carcinoma. Hirofumi
Kiyokawa, Hiroshi Yasuda, Ritsuko Oikawa, Chiaki Okuse, Nobuyuki Matsumoto, Hiroki

Ikeda, Tsunamasa Watanabe, Hiroyuki Yamamoto, Toshiya Ishii, Fumio Itoh, Takehito

Otsubo, Toru Yoshimura, Eisaku Yoshida, Masatoshi Nakagawa, Naohiko Koshikawa,

Motoharu Seiki, Cancer Science, in press.

2 VRV U LFEITBIT D O RA X —E

BHPEES~— 71— & L COMs~ N » 7 AR OF M, RAX—, HIIES, B
JNEZ, R, &5 HEEAE, HHH, Ak, AT, BT, LARMSE, ZH %,
PR, 5 53 I8 A KRR 0 7 E RTINS, 2016/4/15, [EA.

T I=V oy 2 HEHATRIE E LIEEE A0 RIS INE, ned, H)INER], & ERIE, S8, ¥
R, R ERRESL, BREIKRES, WEASCH, BJIEE, % 20 AR AR A FIETER TSRS,
2016/5/31, [EWMN,

Anovel biomarker for early diagnosis of hepatocellular carcinoma, 158, Naohiko Koshikawa,

B

Hiroshi Yasuda, Hirofumi Kiyokawa, Fumio Ito, Masatoshi Nakagawa, Eisaku Yoshida, Toru
Yoshimura and Motoharu Seiki, The 43th ISOBM Annual Congress, 2016/9/6, [E4%},
A A~ — T — L LTOT I =0y 2 MBI, 24—, WIile, 2m %, $ilE

B, HHEEAE, SR, BIEE, EATHE, JHROCE, & 36 [l A ARy FEg~ — 0 —if s,
2016/10/5, [EW,

BT IR ERIRR S A2 W DA A~ — 1 — O [RE, DBE, 8JIEE, ZHZ, 1)L, JHRsCE,
HRERI, 35 ESRAME, HAE, AR, & 75 [0l B AR NES, 2016/10/7, EHN,
JERERE B D2~ — A — L LCOT I = o~ 2 HEH, OUE, N, 8IEE,
HOIRER], B HERAE, SR EAICR, SRERET, JF RS, SRERES, 25 81 [B] H AWAIR &+
Bl BR S, 2016/10/9, [EA.

(3) THEHER L ORY: - Bdfrelahitta) (x4 200 #MA 0 2L,
(4) e A O



