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Expression and Purification of E™ Gene of Classical Swine

Fever Virus in E. coli

YIN Shuang-hui LIU Xiang-tao HAN Xue-qing SHANG You-jun SUN Shi-qi
(Ministry of Agriculture the People’s Republic of China Key Laboratory of Animal Virology, Lanzhou Veterinary Research
Institute, Lanzhou 730046, China)

Abstract: The E™ gene was amplified by RT-nPCR from C-strain of Classical swine fever virus
(CSFV). Then the E™ gene was cloned into pGEX6P-1 vector. The expression products were analysed
by SDS-PAGE and Western blotting methods. The inclusion bodies were recovered from bacterial lysate
by centrifugation and washed with buffer, and then dissolved in denaturing agents. The protein was
refolded by dilution dialysis. Refold protein reacted strongly with the positive serum of CSFV, which
indicated that the protein has immunogenic.
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1.2
CSFV Alfort D 4]

Oligo5.0 2

Brescia
TaKaRa( )

P1 5-ACCAGAATCCAGGAAGAA -3'

P1' S5-TTTTGGGGAGGCAAGCGC -3'

P2 5'-GCGAATTCGCATGGGCGGTGATAGCAAT
TAT G-3'

P2 5-GCCTCGAGGTTAGTGTACCATATGTAC-3'

1.3 RNA RT-PCR

RNA QIAGENE Biotech RNA-
SOLV Reagent 5 uL
Pl P1~ PCR 98
S5min, 94  Imin, 50 30s,72  1min, 30
72 8min
P2 P72
E™ pGEX6p-1
pGE-E™
1.4
pGE-E™ BL21
(DE3)plysS
SDS-PAGE
1.5 E™
50 mmol/L Tris.HCI
50 mmol/L Tris. HClI 5 mmol/L
MgCl, 0.5 mmol/L EDTA 0.1 mol/L NaCl, pH8.0
8 mol/L
30min
8mol/L 20

mmol/L Tris.HCI pH8.0, 0.5 mmol/L argnine, lmmol/L
EDTA, 1 mmol/L GSH, 1mmol/L GSSG
Immol/L. GSH, Immol/L

GSSG Tris.HCI pHS8.0 6h PBS
SDS-PAGE

2

2.1 E™
RT-nPCR PCR
pGEX6p-1 16 DHS5a
pGE-E™

2.2 SDS-PAGE  Western blotting

4h 5h  6h SDS-

21
PAGE 1A 54kDa
Ems
1B Western blotting
54kDa
1 2 3 4 M 5 1 2

Rms

A B

1 EmS
Fig.1 Expression of E™ gene in E.coli
A: SDS-PAGE. 1 3, Expression of E™; M. Protein marker (kDa:118, 98,
67, 45, 36, 20, 14); 4, Cytoplasm suspension of recombinant plasmid
without induction; 5, Purified E™protein; B: Western blotting. 1, Uninduced

sample; 2, Induced sample.
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