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Cystatin papaing ¥ &35 22 cysteineAE8 WAL ase &4 & Aslste o
AN, ETHFEEAAME AF712] $£49 £F571 B84 odan AAZHeZE EFFEx o
ot 28y oFNE A9 cystatindto] AT EHAAA QOW(Li er al, 1998, Synnes
1998; Yamashita and Konagaya 1996), £3] |dthA o] Fo digt cystatin A7+ @A
A AT Aot B AFoA e ddiojFd deiuol 2 K-E cysteine proteinaseA]
EAQ cystatinAl @NAF FUE Bel/5Aste Aty 5A& 2AlsHL
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Cysteine proteinase inhibitorE tilapiaZ%8 ¥ AAs7] <98l papain® «
~N-benzoyl-DL-arginine-2-naphthylamide (BANA)E ©o]&3}o, z} ge}sjo} vl
MEZHE cystatin A S 7313 h BANA 3] 228 Mersalyl-Brij 9@ Fast Garnet
GBC9} whgAH oy, FFFTA (520 nmE ol43ld FFEE SAHAT F v &2
2l o3 cystatin &4& AAHE

Inhibitory activity = OD,—0ODi;/OD,x0.0405%F
OD,: Asyo for reactant solution without inhibitor;

OD;: Asgg for reactant solution with inhibitor.

Cystatin® A A8}7]) 98] dx& o 2 affinity chromatography (CNBr-activated

sepharose 4B)E %3 cystatin @48 2= fraction® @Y1, o]9A ion-exchange
(Mono Q) ¥ gel filtration (superose 6)& 53} cystatin 4& Z+= 345 +8& o
W}, Gel filtration®} SDS-PAGE #7]9% 2 £ cystatin® 2 153130,

71453 MEE FE8te] BEAHQA ofu|xil AME EAE ""‘]5]'045} agia doj
ofu At A Q& protein databased] Y= A& vudle] o]E 0] cystatin AEe T
g Al s &3
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SEREREES
detajole] A, 7h 25, A, AR de] 2uwiA(crude proteins)2H-E] cystatin
activity® AL A3l oA t}E zA o nla] A 22(4-254) FAdo] ekt
E A E @40 & Edy F4& AR A shsAe0l Atk #YEE ¢E o)
Ao 7 cystating AA87) Y937 chromatography S 1883t 28 AAES A8
VA de] A S cystatin Ao FAo)A B BA G4 AlgRoe AME BEE
on, 1 o] fE THEI sl B L Ao &A= cystatin EH9 @ ¥ pHol d
AR E ZABIAT 1 AF AFHAAA BFE AXNY d cystatin BHAL I
cystatin &Alol] H]&le] AkAA o] B} Aog W HY, oA cystatin BAL E2TF
o] Hl3] 35ColA 80.246.3% 2, 50CoI & 5.9£1.8%% AT v, A= 35T
ol 100% B4<& AP S0CAMNE 97.612.0%F Uetdlch @9 cystatin® Eg
< pH (pH4)AA EXAE A3 g2E o]FAoh o9 Ade do EAsts
cystatin®} o] A3} cystatine] FEH 715E Z7i= AR & dFd g Aol
g AE ALY B AP E b 2 A cystating FE A A
Adg detuole] EHE ®Wolvo], £d]l® papain—coupled CNBr-activated
sepharose 4B columng o|&3e wwAL Hasgd. Unbound protein®
non-specifically bound protein® A AE ¥, 20 mM tri-sodium phosphate buffer (pH
10.5)& o83t ligand9} Hold o2 AgS i EIES elution AR 4714 ¢
o EEE9 cystatin @8 E FAHEY & 4L JYellE 2EEE gel filtration B
ion-exchange columnol} E3}AA EaFE mtotdl g o9, single protein £8-g doju
AT}, Standard protein®} sample proteing Z+7Z} gel filtrationdt 23 dtsjo} )
o cyctatin 848 YEdlE @A ExFL 45-66 kDa2] o &&= A=
E}% o). Ion exchange column (mono Q)22 cystatin 84 L Zte vz B8 B
A3, NaCl 5% 0.2M3 0.3MoA g F EZoA 71 £& cystatin E40] #E
At} ©]E& SDS-PAGE #7194 %8tz 2tz 2% oF 60kDa9] single band ¥ ¥ 2%
% 54kDa%} 100kDa®] F band?} ¥olZith ©]E%F gel filtration AF|A &8 A
ZF A9 AFHE 60Kda®t 54Kda bandE Zulo] oju|ilt EEAE &t B4
A3 T protein band % cystatin superfamily®l 43} kininogendl Ao 2 w3 A},

o

I1EH
Li, F, An, H, Seymour, T.A., Bradford, CS,, Morrissey, M.T., Bailey, G.S., Helmrich, A., Barnes,
D.W., 1998. Molecular cloning, sequence analysis and expression distribution of rainbow
trout (Oncorhynchus mykiss) cystatin C. Comp. Biochem. Physiol. Part B 121, 135-143.
Synnes, M., 1998. Purification and characterization of two cysteine proteinase inhibitors from the
skin of Atlantic salmon (Salmo salar L.). Comp. Biochem. Physiol. Part B 121, 257-264.
Yamashita, M., Konagaya, S., 1996. A novel cysteine protease inhibitor of the egg of chum
salmon, containing a cysteine-rich thyroglobulin-motif. J. Biol. Chem. 271, 1282-1284.

_88_



