HogdhoH
2002%F6 A

kR
Journal of Fishery Sciences of China

Vol.9 No.2
Jun., 2002

| FA] AT wesv BAEEMNMERENERAR
WEE ¥ OERES N A

(PHAKFHEFLE FAARFARA, LE & 266071)

# B URESVER PR ABAN R RE SR AREARAT L, T ENRENBENE
WRERPIE, SRR, ANMBERARGN FERAAME hE RREGNNS B FRENEEON

ot EOBRMEE LRl g 8.

X8 WSSV B NE ; B8
hE S EE.Q556.9 MWERIRE A

BHBTEREMARMASMEALOPHT HART
RARENER, ¥EEOROINARSHTE B
THESHMEEN RASREAMGNTE EUHE
HEHFEESMAAN, AlaERENBEREAN
EMERERH FLRUREA KLY HEMES
MR S BEATEOE, B AR R R TR, B
R B R TR S W B AO M 7 , FEMCEERY R SE AR X
FEEGAERE wssy ARG HERTNE, A%
W wssy BLMERRERETOER.

1 MHERE

1.1 TR wssv i

S g BREHESENBETE PSRN PRR R K,
£ 7 000 r/min{ RPE5T-856, Hitachi) B4,20 min(4 T), L
RS TERE S 5% BELE, 25 000 /min (RPE3T-
856) B0 60 min (4 ), WA 35% HERRER, bW
T 40% —65% ERAE b, 36 000 r/min (RPS65T-
DNELILE@T)LBOCRFRERFAPPBRRE. T
20 500 r/min (RP65T-856) 5.0 60 min (4 T}, FEA 0.4
mol/L NaCl 358, 43 100 o, BET - 76 C BB K5
#,
1.2 HREARENNE

F A Bradlord AR, LA NFSEANEDRRE

HE, R ERH R 0.4 mol/ml NaCl.
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EEMA 1962 - ). &L BIWFR R, MK R AL B
Ly HE R i
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1.3 REEAMFEHEUNTHENEL

1.3 WFEHE HEBEANOSHEEAERMEE
PRI, pH 8.37)50 pl, MUA S0 o i liFEG PR HE, 37 T RORE
B1~2h 0004 mol/L 85 = FEEE 100 pl, T 7 000 r/ruin
B0 10 min, 5 100 pl, 47 100 pl NayCO; 3 50 pl 8
A, F 40 T B/ 15 min, FE B AR AL (Bio-Rad 550) #
96 AL 680 nm B OD 8, RIS A 100 T 50 R iE # ¥ &
REFUESIES SR, # ARG kAR TN
DA AR AR M 2R

1.3.2 BEEN  RIEER4 ) MENE O ER
T g ME LT min KBEWEE | g BEMN 1T
WS AT, [oiE Mg/ (min-mg) | W LUBER R,
133 BEBESE FAlL F EREOERT
0,05 mol/L Tris- HCI(pH 7. 8) @ i P, 10 meg R AMEN
(Fluka i F 1 ml EREAT. KEHN S0 o B+ 50 ol
BESTSRDE, HEREER, 0100 4 = SE, FEK
B30 min, &0, B 200 @ B WA 10200 o 10 mol/L
NaOH, 8815 min, FIMH {0 440 nm B OD {H,

BRI

2.1 EHEROWHE

EANEHNTHRAR EEOMBEMNRLT. B
EAEMNEYEN FEAMENSHMEREESEE,
AR, BARBKRE HETRY, HRT AR
HELRGES R, BEREOROTERERAERY.
TSR AN PR E, YR 20 pg/ml B1H
BAMBRERT T, RTT 3 MEASRELTEOWE
HME, BFEME, YRR 100 o T 200 of, HEEE
M OD HEBEER, TRWEN 50 o 100 ) B, BT
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Table 1  Effects of substrate amounnt on protease activity

R/

Substrate amount pH 8.37 pH 9.3
S0 0401 20,01 0.352+0.01
104 0.587=0.02 0.579+0.01
200 0.582=0.02 0.580+0.01

2.2 NaCO, REXNEEABNESROKE
BMEREHEAS THEARZALE, EREALEY
CHEMSRRSY), KAERPMA NapCO; B HHR
TS HRR KEERENRSENERNMEE, S
FoH R BEMIHBERENRRNERERECLEY.
B 1 BN NapCO; BE M RO M R w R, &
Na,CO, HETE0.6~0.8 mal/L BE.
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Fig.1  Effects of Na,CO, concentrations on microanalysis of

protease
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Fig.2 Influences of incubation time on casei hydrolysis by

trypsin
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AEY, HARAEAMERSFTEEETAITNE SR
aR(E ) BEERn MEAENERREAELODE
BEMHN HANFRAEERRS I H0.968 75
0.931 7, %M 2 B AR S0~ 400 ng FTHETFRAS
BMXE HMEBESFR 00005 F0 000 2, HHNY
MABESEEE 7 S5, Wkl —SEsnE s BE
AENENODHSES VEEREAY, HiTEMNZS
REOBNARE,
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Fig.3 Hydrolysis of casein by different amunt of trypsin
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Fig-4 Relalion between Tyr concentration and 0D,
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WhABHMET, HE pH M ENBTEEHB B,
U -HREEE 4 K, o FE R A RRIRE 5 b
6.2% M 0.53% BHRME FENEERS. 2ATHRS
HEBEEEMEENNE. FHX wssy REBOBNTH
HBRXEHR.

%2 APREERAEEHNFNEER{TC)

Table 2 Results of virus protease activity { VPA) in shrimp

B oH Buffer pH

TH Item
9.5 7.5
oD 0.059-0.02 0.125£0.04
FEERORE/ (mgml YVPA 0.242 0.242
B 5 Protease activity 0.3571 3.5112
HIE Specific activity 1.476 14.52
#HzAE R E RSD 6.2% 0.93%

3 iR
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B, R EHAURY B RWRRE N E R,
R UL PRI BT AR RO TS B AR
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A technique for detection of micro-protease of WSSV

1.IU Qing-hui, HUANG Jie, SONG Xiac-ling, LIU Lt

(Yellow Sea Fisherics Research Institute, Chinese Academy of Fishery Sciences, Qingdao 266071, China)

Abstract; By comparison with N, N-casein substrate, 2 quick detection method for WSSV micro-protease was set up using casein as a

substrate. The results show that the improved method for micro-protease detecting has the advantages of being micro, quick and high-

lv sensitive. The lowsst detectable level {or protease can reach 10 °g.
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