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Prokaryotic Expression of SARS Coronavirus Nonstructural Protein 9
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Abgtract : The gene of nonstructural protein 9 of SARScoronavirus (SARSCoV) was amplified
usng PCR from the product derivated from reverse transcription of SARSCoV genome RNA ,
and wasinserted into the multiple cloning sites of the expression vector p GEX-6p-1. Recombinant
strain induced with IPT G expressed the specific soluble protein. The ng9 protein was harvested
and purified by affinity chromatography and processed by prescisson protease. Polyclonal serum
against the ngp9 protein was raised in rabbit.
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1.1
DH® BL21(DE3) ,

p GEX-6p-1 , SARS CoV
BJO1 Taq BamH
EcoR IPTG Takara ,AMV Reverse
Transcriptase RNase Inhibitor Invitrogen

, DNA

; Gutathione sepharose 4B preScisson
protease A mersham biosciences ,
Sgma ,

1.2 SARSCoV nsp9

SARSCoV (BJO1 ) nsp9
cDNA
, BJO1
(GenBank : A 'Y278488) nsp9
, BamH :5- GCC

GGATCCAATAATGAACTGAGTCCA -3,
EcoR :5-CCGGAATICTT
ACTGAAGACGTACTGTAGCS3 ;
PCR , BamH
EcoR p GEX-6p-1
, PCR
1.3 SARSCoV Nsp9
BL21(DE3) pNSPOE, LB
, IPTG ,
, G utathione
sepharose 4B preScisson protease
1.4
2kg '

Nsp9 1mL (0. 5mg/ mL)

; ) 14d

,7d ,7d )
Western-blotting

2

2.1 nsp9
PCR 250bp 500bp
, 360bp
DNA pGEX-6p-1 ,
PCR 360bp ,

BamH / EcoR
4 900bp ( ) 360bp ( ) ,
PNSPOE( 1),
nsp9
1
Fig.1 Identification of recombinant vector

1,Amplified product by PCR; 2 ,Digested product by BamH and
EcoR ; 3,DNA Marker DL2000; 4 ,DNA Marker DL 15000

2.2 Nsp9
IPTG BL21(DE3) pNSP9E
, 15% SDS PA GE ,
38kDa ,

2 SOSPAGE

Fig.2 Anayssof the expresson product by SDS PA GE

1, Protein maker; 2, BL21 (DE3) induced with IPTG; 3, BL21
(DE3) p GEX-6p-1induced with IPTG; 4, BL21(DE3) pNSPOE unin-
duced with IPTG; 5, BL21(DE3) pNSP9E induced with IPTG; 6,
Pellet of BL21(DE3) pNSPOE induced with IPTG; 7, Supernatant
of BL21(DE3) pNSP9E induced with IPTG; 8, Product purified by
GQutathione sepharose 4B ; 9, nsp9 protein.
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3  Westernblotting nsp9
Fg.3 Anayssof the serum anti-nsp9 by western blotting

1,Anti-nsp9 serum (1:1000 dilution) ; 2, Presimmune serum (1:100
dilution)
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