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Prokaryotic Expression of the GP3 Protein of Porcine Reproductive and

Respiratory Syndrome Virus S1 Srain
JIANG Wen-ming, JIANG Ping”™ , LI Yufeng

( Key L aboratory of Animal Diseases Diagnostic and Immunology, Ministry of Agriculture, College of Veterinary Medicine,

Nanjing Agricultural University, Nanjing 210095, China)

Abdgtract : The GP3 deleted hydrophobic N-terminal sequence (t GP3) of Porcine reproductive and
respiratory syndrome virus(PRRSV) was cloned into prokaryotic expresson vector pRSET. The
recombinant protein (His)es- GP3 was highly expressed in E. coli BL21 and could amount to 41 %
of the total proteins. It could be purified efficiently with affinity chromatography. Western-blot-
ting analysi s showed that the recombinant protein was able to react with PRRSV polyclonal anti-
serum. It can be used for the further investigation on immunogenicity and function of GP3 of
PRRSV.
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1.2 PRRSV Sl tGP3

PRRSV NJ-a ( GenBank accession

No. AY738730) ORF3
, Bgl EcoR
, N t GP3
, 570bp
1.3
B gl EcoR
PRSET,
pRSET , BL21
, Bdl
EcoR ,1%
pRSET-t GP3
1.4
, 3mL 2x YT
(Amp"®) ,37 .1 50
2x YT(Amp®) 37 (ODso
=1.0), 0.5mmol/L  IPTG,
2h 4h  6h . 12%
SDS PA GE

, ProBond Puri-
fication System

10mmol/L Tris(pH8.0) 0.01% Triton X-
100 4 DS PA GE
Western-Blot
1.5 Wegern-Blotting

Bio-Rad
; NC
, 3 5h 4

; , PBST 3

10min, 1 50 PRRSV
(PRRSV ),

1.5 2h; PBST 3 10min,
1 5000 SPA-HRP

, 1.5 2h; PBST 3

10min, SuperSgnal West Fico Tria Kit
, X
2
2.1 PRRSV Sl tGP3
pRSET-
GP3 N
tGP3 1.0% ,

(tGP3
570bp)

Fg.1 Theidentification of recombinant plasmids
1, DL2000 Marker ;2 , The purified t GP3 gene;3, The pRSET-t GP3

digested with Bgl and EcoR
2.2
DNA Bgl
EcoR )
, Bl EcoR 2.9kb
DNA
PRSET-tGP3( 1)
2.3 DS PAGE
6 x His ,
(His)s- GP3 12 %
2h 4h  6h DS
PA GE , pRSET-t GP3-BL 21
20kDa ,
, 4h
41%, His ( 2
1 2 3 4 5 6 7
kDa
97 .4— =
66.2— . T =
42.7— __E s i
31.0— it P
— -
144 v b
2 (Hi9e-GP3 BL21

Fg.2 The dynamic analyss of expresson of the recombi-
nant protein (His) s GP3

1, Proten Marker;2, BL21;3, pRSET-t GP3/ BL21 pre-induced;4 , pR-
SET-t GP3/ BL21 induced 2h;5, 4h;6, 6h;7, purified (His) &~ GP3.
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2.4
PRRSV
Western-Blotting

(His)s- GP3 20kDa

PRRSV ( 3

kDa
97.4—

66.2—

42.7—
31.0—

14.4—

3 PRRSV (His)s-GP3  Western-Blot
Fig.3 The detection of recombinant (His)es- GP3

1, The proteins of BL21; 2, The protein of pRSET-tGP3/
BL 21induced by IPTG.
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