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153 143
3A
3A 3A
FMDV
1
1.1
1.1.1 China99 A, ; China86 A,_, A,_; 3A
153 A, 3A 143 BIL21  DHS5«
pProEX-HTh
1.1.2 T4 DNA Promega Hybond-N
Amersham FMDV I¢gG-HRP
1 1.1.3
Table I The sequences of primers 1
Primers Sequences 1.2
3A-1 5'-GGATCCATCTCAATTCCTTCCCAA3' 1.2.1 3A
3A-2 5'-TCTAGATTCAGCTCGTGGTTGTTC3’ 7
1.2.2 3A pProEX-HTh
PCR 3A 5’ BamHI 3’ Xbal
3A PGEM-Teasy
BamHI  Xbal pProEX-HTh
1.2.3 7
BIL21 LB PCR
pProEX-3A,_; pProEX-3A,_,
1.2.4 pProEX-3A,_;  pProEX-
3A,_, 3mL  100pg/mL LB
200pL 20mL 2 x YT 37C ODg, 0.6 IPTG
Immol/L 3 4 5h pProEX-HTb
-20C
1.2.5 SDS-PAGE ~ Western blot 3A 78
FMDV IgG
2
RT-PCR 1 3A

pProEX-3A,_; pProEX-3A,_,
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DV 3A

bp

<2000
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1 PCR 3A
Fig.1 Agrose electrophorsis of PCR 3A
M.DNA Marker DL2000
1. 3A gne of Ay _3
2.3A gene of Ay_4.

pProEX-3A,_; pProEX-3A,_, pProEX-HTb
3 pProEX-3A, _;

29.2% ~22.1%

ern blot 3 23kD

Ww M 1 2 3 4 5 6

97.4 - pt
66.2 =

43.0 >

30.1 >

20.0> e ;

3 SPS-PAGE A
Fig.3 SDS-PAGE A and Westem blot B detection of protain expressed in E . coli
1 5. pProEXA-HTh induced with IPTG
2 6. pProEX-3A,_; and pProEX-3A,_, before induced with IPTG
3 4. pProEX-3A,_; after induced with IPTG 3 4 h
7 8. pProEX-3A,_, after induced wit

M. Protein marker

FM-

2000~

1000
750~
500>

250~
100~

2 PCR
Fig.2 Identification of recombinant plasmids with
PCR and restriction digestion
M. DNA marker DI2000
1. PCR identification of ProEX-3A, _3

[\

. Restrication identification of pProEX-3A, _;

w

. PCR identification of pProEX-3A4_4

N

. Restrication identification of pProEX-3A,_, .

BI21 SDS-PAGE

pProEX-34, _, BI21

West-

Western-bloting B

hIPTC.R 4 |
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3A BI21
3A 3A ELISA

FMDV 3A
FMD 6
3A
3A 3A
3A

Beard C Mason P W. J Virol 2000 4 987 ~ 991.

2 Xiang W Cuconati. J Virol 1998 2 6732 ~ 6741.

3 Morace G Pisani G Beneduce F' et al. Virus Res 1993 28 187 ~ 194.

4 Weber S Granzow H Ward G et al. Virus Genes 1996 12 1 5~ 14.

5 Sagedahl A Giraudo A T. Virology 1987 157 366 ~ 374.

6 Giraudo A T Beck E Strebel K et al. Virology 1990 77 780 ~ 783.

7 Knowles N J Davies P R henry T et al. J Virol 2001 75 1551 ~ 1556.

8 Heina B A Vance L M. J Virol 1996 70 4854 ~ 4857.

9 Sambrook J Fritch E  Maniatis T. Moleclar Cloning A Laboratory Manual. 2nd ed. New York Cold Spring Harbor Laborato-
ry Press 1989.188 ~ 196.

10 1998.

Study on the Expression of 3A Gene of Foot-and-mouth Disease in E . coli *

Xue Qinghong' *  Liu Xiangtao' Zhang Yanming® Han Xueqing' Xie Qingge'
! Lanzhou Veterinary Research Institute  CAAS Lanzhou 730046 China

% Northwest Science and Technology University of Agriculture and Foretry ~Yangling 712100 China

Abstract 3A gene of foot-and-mouth diease viruse FMDV  was cloned into linearizied pProEX-
HTb prokaryotic expresion vector. The vector was transformed into E . coli BL.21 the transformants
were screened by Amp® and were induced to express with IPTG. The reults of SDS-PAGE and
Western blot demonstrated that the insoulable component of the induced E. coli culture contained
protain 3A. The results of the study indicated that protain 3A existed in the form of inclusion body.
The content of the expressed protain in the induced bacteria protain was 29.2% .

Key words Foot-and-mouth diease virus 3A gene Cloning Expression
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