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PPV 1000 TCID50
PK-15 3~4d
-20C
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GenBank NADIL-2 Accession NC-
001718 Primer Premier 5.0
NS1 P1
EcoR | P2 Sal 1
624bp

P1 5'-CTGAATTCGGTGAGTGGGTATCGCT-3" P2
5’-CCGTCGACTCCTTGTCTGTTTAGTAC-3’

1.4 PPV NS1

10 NSI1
PPV DNA PCR PCR
50uL 10 x PCR buffer SpL. MgCl, 6mmol/L
dNTPs 100pmol/L 50pmol/p.LL
0.5uL 8ul. 50pL

96°C 3min 94°C Imin 56°C 50s 72°C

1.5min 32 72°C 10min -4C
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1.7 Western blot
SDS-PAGE
NC
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PBS NC 4-~5 PBST 1:800
37°C 3h IeG
1.5h NC
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1.8
1.8.1
500mL pGEX-NS1-HN1

1/10 TE1
10.0mmol/L Tris-HCl pH8.0 1.0mmol/L. EDTA
200mg/L 1/10 1% Triton X-100
30°C 15 ~ 30min

80W 10s 10s 30
4°C  10000r/min

10min

1.8.2 TE2 10.0mmol/L Tris-
HCl pH8.0 1.0mmol/L. EDTA 2mol/L TE3
10.0mmol/L Tris-HCI pH8.0 1.0mmol/L. EDTA 1%
Triton X-100 V/V 3
4°C  10000r/min 10min 10mL
8mol/L. 20.0mmol/I. Tris-HCI ~ pH8.0
10.0mmol/L. DTT 1h
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1.8.3
NS1
20.0mmol/L. Tris-HCl  pH8.0
2.0mmol/L. EDTA 100pg/mL
Imol/L
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Immol/L. 0. 1mmol/L. 4°C
20h 20mmol/L
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PPV NS1 14.4— B
2.3 PPV NS1 1 Nsl
PPV HNI Fig.1 Identification of expression products of NSI gene and analysis of
NS1 624bp NS1 its biological activity. A Detection of the NSI protein with SDS-PAGE. 1
Accession AY789533 NS1 ~4.NS1 expression products in E. coli BI21 5.pGEX-4T-1 expression

products in E. coli BL21 as negative control 6.E. coli BL21 with

recombinant plasmids without induction as blank control M. Protein

NADL-2 Accession NC-001718 Kress
Accession U44978 China Accession AY583318

molecular weight marker MW marker . B Western blot analysis on the

expression products. M. MW marker 1.Western blot analysis on NSI

99.2% protein 2. Western blot analysis on the expression GST as negative
99 .0% control .
NS1 2.6
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Fig.2  Identification of the pGEX-NSI-HNI protein after renaturation
with SDS-PAGE. 1.Inclusion bodies washed by water 2.The pGEX-NSI-
HNI protein after renaturation 3.pGEX-4T-1 expression products in E.
colt BL21 as negative control M. MW marker. RNA
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Prokaryotice expression of the NS1 gene of PPV and renaturation
of the recombinant protein

JIN Xi-xin' > CUI Bao-an'" WEI Zhan-yong' LIU Zhan-tong' > WANG Xue-bin'
' Henan Key Laboratory for Animal Food Safety ~Zhengzhou 450002 China
% Henan Animal Husbandry Bureau Zhengzhou 450008 China

Abstract The antigen of NS1 gene of PPV was amplified by PCR and the amplified fragments were cloned into the
prokaryotic expression vector pGEX-4T-1. The insert position the size and the frame were identified by PCR restriction
enzyme digestion and the sequence analysis of the recombinant plasmids. The sequence analysis results of pGEX-NSI-
HNI1 showed that the prokaryotic expression vector was successfully constructed. The target gene was successfully
expressed in the host cell BL21 when induced with IPTG. The expression was optimized with proper inducing conditions
of 1.0mmol/L TIPTG 10 hours and 37°C induction. The expression of the target protein added up to 29.8% of the total
bacterial protein. The results of SDS-PAGE indicated that molecular weight of the expressed protein was about 52kDa and
the expressed protein mainly existed in the inclusion body. Western blot analysis proved the recombinant protein has good
reactive ability against PPV positive serum. The pGEX-NS1-HNI inclusion body was dissolved with 8mol/L urea. Then
the expressed protein was renatured by dilution method and the systems of GSH and GSSG. ELISA detection proved the
renaturation protein has good biological activity.
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