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Under a collaborative work with associate professor Murayama (Graduate School of Biomedical
2



Engineering, Tohoku University) and assistant professor Inagaki (Graduate School of Medicine, Tohoku
University), the investigation for detecting specific target matrices of Clostripain (CP) was performed by
digestive examination of pancreatic tissues and by in vitro matrix digestion assay in order to optimize the
procedures of CP digestion in pancreatic islet isolation. Consequently, the following issues were found
our; (1) CP is not able to digest natural state of collagens as extracellular matrices, (2) CP is capable of
digesting laminin, fibronectin, and vitronectin. Of particular note, we clarified that o chain of laminin,
which is well known to broadly locate on pancreatic tissues, was specifically digested by CP. We believe
that both laminin 511 and 411 could be key targets of CP.

Under a collaborative work with Exective Director Yamaguchi (Amano Enzyme Inc.), prof Yamagata
(Tokyo University of Agriculture and Technology) found
carbobenzoxy-L-leucyl-L-seryl-L-threonyl-L-arginyl-4-methylcoumary-7-amide as a novel useful target
matrix for measuring CP activity. This matrix is highly active and patient for inhibition from several
impurity. In addition, they demonstrated that the difference of activity ratio against 3-(2-furyl)
acryloyl-glycyl-L-phenylalanyl-L-tyrosyl amide (FAGFYA) and azocasein could be effectively used for
evaluating the quality of ChNP. Furthermore, they also clarified that CP activity can be well maintained
by dialyzing it under certain cations.

Some of these findings were presented to the scientists in the field of regenerative medicine at the
luncheon conference in the 16" Japanese Society for Regenerative Medicine held by Tohoku University

and Amano Enzyme Inc.

I FROIME~DFEER
(1) %25 - MEEFICBT 2 —% (EWNEE  1F EHESRE 310

1. Fukuoka K, Inagaki A, Nakamura Y, Matsumura M, Yoshida S, Imura T, Igarashi Y, Miyagi S,
Ohashi K, Enosawa S, Kamei T, Unno M, Ohuchi N, Satomi S, Goto M. The optimization of
short-term hepatocyte preservation prior to transplantation. Transplantation Direct. 2017 in press

2.  Eguchi H, Kawamura T, Kashiyama N, Matsuura R, Sakai R, Nakahata K, Lo PC, Asada M, Maeda
A, Goto M, Toyoda M, Okuyama H, Miyagawa S. Supplemental Analysis for N-linked Sugars in
Adult Pig Islets. Transplantation Proc. 2016:48(4):1302-1303

3. Shima H, Inagaki A, Imura T, Yamagata Y, Watanabe K, Igarashi K, Goto M, Murayama K.

Collagen V is a potential substrate for clostridial collagenase G in pancreatic islet isolation. Journal
of Diabetes Research. 2016, 2016:4396756

4. HBEEE W, MHE - PR R ORI T BB, IHE - R BSRE ORI CGEE). 2017
3 H HR
(2) 2« VURVY LB ZBITAHOE - RAX —IE

1. %ﬁk%%ﬂr% %I&fh% (252 5%, N, BIREA. ARG, B,
AT V. BRLCRnRE, SRR, RREBT, HHREEEZE. KRINEP. BR O, SRR
%5 43 [0l A Kl FAEWIE T2, 2016/11/27, EN

2. AR TEVERBZR MR BERE R A O BRI L D EESBE OB HH, niE (AT U L),




BREEE S, 5 16 [Bl B ARFAER T2, 2017/03/08, EHA

BFRFET T T8 h 7 TIVOREEBREA~OISA, NEE (KHEHER) . BEES, F 16
[\l A ARAER 2, 2017/03/07, EWN

G 53 FRIERRE S8 A5 28 53 BEAE Jop ~ M E 52 BT B D EE, HEA, IR B A, AL, LB
FEE, AT W, RRLRIRE, SRR, MRET, AHEEEZ. KNGER, BA dE #%
BRE S, 26 16 [A] A ARF/EER B2, 2017/03/08, [EN

HAL KT DR AR S AR SL A~ 7= 5 s, DiE (U—2 v a v ), %S
BLORREBT B, BcRnfE, SRR, RTHE V. AR, EAREEZ. MR
B, EWEA. A, FEMmE. EIREA, AR, BREERR, KNEH, B
RO, 5 44 [ 0 ORI S B RENT SRS, 2017/03/11, (B

WEES Sy LRSI DI EER OB, N, =EWSEA., BARIL, WY, #id
WG, BFnkE, FEEBE, fEB, IHREEEZE. KWER, BRE O, BEREL, 5 44
[a] A AR SR A 9E 2% . 2017/03/11, [EIN

(3) TEERE DR « Hfrdahittz ) (x4 200 A

1.

PP a7 7 —8h 7 T VOREEBHE~OISH, %EE L, 56 16 [0 A AFAEFEESICE
FAHIoFartItr— (Ko HAa AERESHRR— ). 2017/03/07. EWN

(4) HrHiRgR



(A4 )

I EAER
E

WFFERAJE RS

WFFERASEH 4 &

ATl ek K4

ES A
GAREL0
PZEIRE 4
WHFERASE S A

ATl ek K4

[16im0210210b0201]
R 2945 H 22 H

Rk 28 A E 0 & OGEMF 2R BH O3 Rk R oW 5 E

(HAER) [ 95 57 7 0T 78 R R i BA 97 2
PEFIHEER A ) N— a VAT B 7T A

(& #E) Medical Research and Development Programs Focused on Technology
Transfer

ACceleration Transformative research for Medical innovation

(BAGEE) HH Y ar ey M7 a7 7 —8 %22 CrtERe e dopnoiie oy
HIERRE SR 451 D B 7S
(& #E) Development of the safely and highly efficient cell dissociation

enzymes by introducing novel recombinant type proteases

(AAGE) REfFx— A 2kAatt
Wiite ~—r 74 ITHRE AT 4 BVARER SRR
e HEKER

(F& EE) Amano Enzyme Inc.
Executive Director, Marketing Headquarter, Medical Enzyme Division

Shotaro Yamaguchi

Frk2 81 1H24H ~ ¥pk2943H31H

(AAFE) BRFHT T 7 —BDR7r—17T v 7B LGP 1L

#:  FE) Scale—up and GMP modification of newly-developed neutral proteases

(AAGE) REfFx— A 2RAStt

PZE T

NG =

KEFr P 2RS4

LR

FAA TH2



¥ FE) Amano Enzyme Inc.
General Manager

Yuzo Kojima

Amano Enzyme Inc.
Researcher

Chie Minamimoto

I FROME (RIEHERE)
WIFERR AR (&Y —2)  KALRY:  KRPBEE - ROEFEE

P E S

III. RO~ DFEE
(1) 25 - HEEEHFICRT 2mX—% (ENEE 0, [EERGE

(2) 22« YURTYYLFTREIT D00 « RAZ—HE

(3) TEERE DR « Hffrdahittz ) (x4 200 A

(4) HrHiRgR

0 1)



(e 4)
[16im0210210h0101]
Wk 29 4 5 H 22 A

Rk 28 A E 0 & OGEMF 2R BH O3 Rk R oW 5 E

I EAXER
O 4 0 (BASH BRI RCR R B 9
PEFIHEER A ) N— a VAT B 7T A
(& #E) Medical Research and Development Programs Focused on Technology
Transfer

ACceleration Transformative research for Medical innovation

MFERRRERES © (AARGE) Bl ar vy MU a7 7 —8 % HWT 242 Tathee 72 S a4y
HIERRE SR 451 D B 7S
(& #E) Development of the safely and highly efficient cell dissociation

enzymes by introducing novel recombinant type proteases

WHFERER Y E  (AARR) HAURTRY:  RFEGESERT

g ik K4 iz
e
(I #B) Tokyo University of Agriculture and Technology

Professor

Youhei Yamagata

E e O Fk28HF11H24H ~ FK2943H31H

S SR (AARGFE) BT v T 7 —EORROTEMALIER XL OVEERFRED S R, THMEFHGTE
DAL
BHR R A (¥£  FE) Improvement of the effective activation and well-preserving procedures

for newly—developed proteases, and establishment of a novel assay for

detecting specific activity of newly—developed proteases



II. FROME (MIEHERE)
WHFEpRRE MRS GRED —&) © BAERT: REFPFEEZPRIER REE S RSS2

\\\\\

III. RO~ DFEE
(1) 256 - HEEEFICRBT 2mX—% (EWNEE off. EHESEE 0fF)

(2) %2« YURTYYLFTREIT DO « RAZ—HE
1. WEEDBEIZHWSD Clostridium histolyticum Fi 3RO R AR 2 5 clostripain DFHL
HBA, AH ¥, ATLRbE, SRR 7. BB S, B, BARRBRS TR 2017 FERS O
#tfK). 2017/3/18
(3) TER L OB - Hifrefaitha) (x4 200 A

(4) HrHiRgR



