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Abstract: A pair of primers were designed and synthesized according to the sequence of HCLV. A fragment about 786 bp( zE2) was amplified
from the genome of Classical swine fever virus by RT — PCR. Then the fragment was cloned to the expression vector pET 32a to construct the re—
combinant plasmid. The recombinant plasmid was proved to be true by restriction endonuclease analysis transformed to E. coli Rosetta ( DE3)
competent cells. The expression of the protein was induced with 1.0 mmol/L IPTG at 37 °C. The products were analyzed by SDS — polyacrylam—
ide gel electrophoresis and western — blot. The results indicated that the gene fragment was more highly expressed and the recombinant fusion
proteins pET 32a — zE2 were expressed highly in E. coli Rosetta ( DE3) and it was about 48 ku. The expression product existed mainly in the

form of inclusion body and had a good immunogenicity with the antiserum against CSFV. This experiment lays a foundation for diagnostic reagent

development.
N 1 18
( CSFV) (TMP) °7° , E2
- RNA Y 51 ~
E2 55 ku gp3d5 o E2
CSFV
373 . C N (690 ~
866 aa) A.B.C. D4
2201103015 2011-04-0 - A AlVA2.A3 3 "
: 2008 (20 A D 2
08ZHZX1A1103) ; (ZR2010CQ012)
s (1981 -) 98xiejinwen . B. C
@ 163. com. o-1
: (1963 -) bzshenzq@ vip. E2

sina. com.



( )

2012 1 () 11

. E2
cDNA
pET 32a — zE2 E. coli
1
1.1
PK - 15
1.2
pMD18 - T TaKaRa :
DHS5 o Rosetta( DE3) pET 32a
1.3
DL -2 000 Marker- T4 DNA
“Taq dNTP ( )
: Trizol Invitrogen ; (
) ;
- DNA /PCR N
DNA
i EB. N
X . OXID
; ~B-D- (1PTG)
RNA Promega o
1.4
GenBank mRNA
pET 32a Prim-
er Premier 5.0 1 CSFV1

5° = CGGAATTCCGGCTAGCCTGCAAGGAAGAY -37;
CSFV2 57 — GCGTCGACAGTCGTGTTRC-

CRATCAAGC - 37, CSFV
HCLV( AY382481) 2 442 ~
2 463 bp 3227 ~3207 bp o 57
EcoRT Sall ( )
786 bpo
( )
20 pmol/puLo
1.5 E2
1.5.1 RNA PK -15
Trizol
RNA.
1.5.2 RT-PCR CSFV2
RNA RNA cD-
NA zE2 . PCR
194 °C 5 min; 94 C 40 s 55 °C 1 min 72 C
90 s 35 :72 °C 10 min. 1%

1.5.3 RT -PCR N
1.5.4 §
» o
1.5.5 zE2
pMDI18 - T
§
Do N N PCR
1.5.6
pMD18 -
T - zE2 Blast  DNAStar
1.5.7 pET 32a - zE2
zE2 PCR EcoRT Sall
DNA pET 32a
T4 DNA Rosetta
( DE3)
PCR
1.6 zE2
1.6.1 zE2 SDS -
PAGE pET 32a - zE2
pET 32a Rosetta( DE3) ;
37 C ;
2.0 mL 37 C
;o 4l 4.0 mL
37 C ODqqp 0.5~
0.6 IPTG 1.0 mmol/L
123456
2 x
SDS - PAGE 5 min
SDS - PAGE o
3% 10% {
Do
1.6.2 IPTG 2 h
4 20 s 10 s
12 000 r/min 2 min;
SDS - PAGE o
1.6.3
SDS - PAGE NC
HRP e ( DAB)
2
2.1 zE2 cDNA



Heilongjiang Animal Science

12 @ and Veterinary Medicine No 1 2012
PK -15 RNA 4) . pET 32a —zE2  EcoR
RT - PCR 1% I Sall 1%
(786 bp) 2 ( 3 5~6),
( 1 2) RT - PCR DNA
GenBank zE2 o

786 bp

1. DL -2 000 Marker; 2. RT - PCR 3.
1 RT-PCR
Fig 1 RT - PCR amplification of zE2 gene of CSFV

2.2
PCR
786 bp 1 ( 2 5«
8) - pMDI8 - T —zE2  EcoR [
Sal | 1%
2600 bp 800 bp 2 ( 2 2.
5 e 2 600 bp
p o
500 bp
250 bp
100 bp

1. DL -2 000 Marker; 2. pMD18 - T -zE2
3 4. ;5 ~8. PCR
2 pMDI8 - T -zE2
Fig 2 Identification of the positive recombinant

plasmid pMD18 - T -zE2

2.3 zE2 cDNA
DNAStar  Blast

(
AF091507. AF531433. AY382481. AY805221

746258)
96. 4% +99. 7% +99. 4% .99. 6%

99.1%

2.4

786 bp 1 ( 3 1~

1 ~4.PCR ;5 6. pET 32a —zE2
7.DL -2 000 Marker.
3 pET 32a —zE2
Fig 3  Identification of the recombinant plasmid
pET 32a - zE2
2.5 zE2
zE2 pET 32a -
zE2 Rosetta( DE3)
SDS - PAGE .
48 ku 1 o
( 4)
l1h 6h
zE2

1. pET 32a; 2. PET 32a - 7E2;3.
4. 4h  pET32a;5~10. pET
32a - /F2 123456h
4 SDS - PAGE

Fig 4 SDS - PAGE map of the expression products

2.6

SDS - PAGE o

zE2

2.7
Western — blot 4 »

o



( )

2012 1 () 13

1
( 5)
zE2
97.2 ku [
66.4 ku
44.3 ku
29.0 ku
20.1 ku &
1. Marker; 2. pET 32a - zE2;
3. pET 32a .
5 pET 32a —zE2  Western — blot
Fig 5 Western - blot analysis of the fusion protein
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