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PCR : UuC 5min 94°C
605,42 C 90s, 72°C 90s 5
, HUC 60s,57°C 90s,72°C 90s
25 ,712°C 10min  PCR
1.0%
1.4 Al
Al Snab /EcoR 1 s
DNA ,
) Takara
PCR

pPICIK

1.5
Bgl II ,
GS115,
Invitrogen [e)
,  4—5d ,
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ODgo= 1.2—1.5 ,
BMMY , 24h
2% , 3—4d
1.6 Al  SDS PAGE
10%, 3.9%
Bio Rad s
, 15mA
, R-250
20 —30min, , (
-2800)
1.7 ELISA

10mA

ELISA
WSSV 96
, C,D
A CE 100HL, WSSV ( 0. 5Hg
WSSV /100HL PBS), B, D, F 100ML
WSSV( 1. 0Hg WSSV / 100HL PBS) ,4°C 12h
, , PBS(pH7.4) 3
4% /PBS( PBSM)
2h 2h , A-D PBSM ,  0.05%Trr
ton/ PBS(PBST) 3 PBS 3 , A,B
100HL, ,2h C,
D TG1 Al 100HL
,2h 2h , PBST 3 |
PBS 3 , A BCD,E,F
100HL 1. 2000 Antt Etag/ HRP conjuga
tion, , 2h PBST 3, PBS 3

A,B,C,D,EF
E F

FLISA

100HL TM B [2.5mL Imol/L
( pH6. 0), 22.0mL H20, 250ML 100mg/ mL

TMB( 50% ), 10HL H,0,], 37°C,
15min =~ 30min 2mol/L H2S04 ,
ODuso
2
2.1 Al
pCANTABSE- ScFvA 1- Frag
, Snabl  EcoRI P1 P2
s PCR, Sd?VAl' Etag N
903bp( 1)

1 PCR
Fig 1 The PCR production of SdvAl- Eiag

ScFvA T Etag

I. SFVAF Blag PR Lanel, PCR prodution
2 200bp Lane2, 200bp ladder marker
2.2 Al
PCR pPICIK Snab /FEcoR I
, DH 50, PCR
4 ,Bglll 1 ,Bglll
(2 Belll 2. 4kb
7. 6kb ,
2.3 Al
pPIC9K- SckvA 1- Etag
Bel II ,
GS115( Pichia pastoris GS 115)
) , BMGY
, ODew= 1.2—1.5 ,
BMMY . 30°C,200¢/min,  24h
2% , 3—4d
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2 pPICOK ScFVA F Etag
. o 3 ScPAFEwmg  GSI11S
Fig 2 The BglIl digestion of ScFvAF Etag Fig 3 Expression of ScFvAF Etag in GS115
1. xDNA Hind III 1. GS115 pPIC9K- Sd'VA T Etag
Lanel, X DNA Hind Il marker Lanel, ScFvAF Etag induced by methanol, 72h, 30°C
(23130, 416, 6557, 4361, 2322, 2027) 2 Lane2, marke (97, 66, 43,31, 20, 14)
3 GS115 pPICK
2 SdvA FFag  Belll Lane 2 BglIl . .
Lane3, G3115 pPICOK induced by methanol, 72h, 30°C
digestion of S&VA F Etag
2.4
SDSPAGE  ( 3) , _— 1
32KD SckvA T Etag
67
GS115 pPICIK- ScFvA I-Etag | ’
1 ScFvAl WSSV ELISA
Tab. 1 ELISA assay for activiy of ScFvAl binding to WSSV
Aso 0 Sy WSSV 1. Ghg WSSV
15min 30min 15min 30min
Q072 0. 060 0. 053 0. 060
0 426 0.541 0. 704 0.721
0117 0.425 0. 374 0.414
GS115 pPICOK- SckvA 1- Etag, s
3 SDS PAGE  ELISA
b 2
ScFv ’ 32KD;
( Linker)
R ScFv R ’
WSSV Al pPICOK ,
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EXPRESSION OF ScFv- Al OF AGAINSF WHITE SPOT SYNDROME
VIRUS(WSSV) IN YEAST PICHIA PASTORIS

CAO Hong"*3,ZHOU YaFeng', ZHANG XiaoHua?, ZHANG XiarrEn' and DAI He Ping®
(1. Wuhan Institute f Virol gy, ChineseAcademy o Sciences, Hubei, Wuhan — 430071;
2 Instiute f Hydrobiology , Chinese Academy ¢ Saences, Huba, Wuhan — 430072;
3 Graduate School  the Chinese Academy o Sciences, Bejing  100039)

Abstract: White spot syndiome virus( WSSV) from shrimp was first found in Taiwan in 1992. Since 1993, white spot syndrome disease of
shrimp caused by this virus was widely spread throughout China, Asia and ParrPacific Ocean It is a great harm to the aquaculiure of
shrimp. Unfortunately,we still haven’ t found a pow erful method to protect or treat shrimp fram this disease. So it is impartant to detect
this virus in short time.In our research, a gene of SA'v-A1 against White spa syndrame virus( WSSV) from shrimp was amplified by
PCR fran phagemid vector pCANTABSE and cloned mto the E. Colr yeast shuitle vedor pPICK, yielding expression vector pPICOK-
Sdv-Etag The corredt inserting was confimed by PCR, Belll enzyme digestion and DNA sequencing. Then the recombinant vecor
pPICOK-Sckv Eiag was transformed o the yeast strain GS115( Pichia pasoris GS115) by sephroplasting and the ScFvAl was expressed
under the control of the AOX1 promoter. Afier induced by 2% methanol every 24 hours far 96 hours, the ScFvA 1 could be secreted into
the supernatant. Fram the SD5-PAGE we found that the molecular weight of the protein was about 32KD. Iis WSSV binding activity
oould be deteded by ELISA. And we found tha its WSSV binding was 6—7 times higher than negative comparison. The result sugzests
that the genetically engineered single chain antibody can be expressed in the eucaryaic system successfully. it means that we can use
yeast as a expression system to produce the antibody to detect, prevent, and inhibit the White spat syndrome virus in the near future.
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