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Abstract: With a pair of specific primers designed according to the relevant sequence of porcine reproductive and respiratory syn-
drome virus (PRRSV) VR2332 strain (accession NO. AF030244) , the ORF, gene of PRRSV NJ-a strain isolated in our laborato-
ry from Nanjing was amplified with RT-PCR method. The PCR product was cloned into pMDI18-T vector and then sequenced. Fol-
lowing that, it was directly cloned into plasmid pET-32a ( +) to obtain a prokaryotic expression vector pET-ORF,. The positive
plasmid was transformed into the host cell E. coli BL21 (DE3) and the ORF, gene was successfully expressed with the induction of
1.0 mmol - L™" isopropy B-D-1-thiogalactopyranoside (IPTG). The specific polyclonal antiserum was obtained from rabbit immu-
nized with the purified recombinant fusion protein. Western blotting was applied to prove that the antiserum can react with both re-
combinant fusion M protein and PRRSV. Also, IFA test demonstrated that this polyclonal antiserum could react with the 293T cells
which can express PRRSV M protein and the Marc-145 cells infected with PRRSV. Conclusions: the rabbit anti-PRRSV M protein
polyclonal antiserum obtained in this study laid a foundation for further functional research and detection for the expression of M pro-
tein in eukaryotic system.
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Fig. 1 The amplified product of PRRSV ORF, gene Fig. 2 Identification of recombinant plasmid pET-ORF
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Fig.3 Analysis of the expressed product by SDS-PAGE
1-2. 4 IPTG 5%/ pET-32a ( +) /BI21 Ml pET — ORF¢/
BI21 pET-32a ( +) /BI21 and pET-ORF¢/BI21 induced with IPTG ;
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BL21 pET-ORF,/BL21 untreated with IPTG
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Fig. 4 Purification of the expressed product by SDS-
PAGE
1. FRUEER T Protein marker; 2. #ALAYE L PRRSV M K
Purified recombinant PRRSV M protein
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Fig. 5
Western-blotting
1. BRAEE R Protein marker; 2. £k Sy T4 M
R Polyclonal antiserum reacts with the purified recombinant M
protein; 3. ZFLEVIIAS PRRSV /EYLHY Marc — 145 4005 R Poly-
clonal antiserum reacts with PRRSV infected Marc-145 cells

B6 ZREMERFRIER IFA RN
Fig. 6 Identification for the polyclonal antiserum with IFA
A, ZRFESIARY PRRSV EYLAY Marc — 145 4IAE . Polyclonal antiserum reacts with PRRSV infected Marc-145 cells; B. £ ik
Yt peDNA-ORFy ) 293T 4l )i Polyclonal antiserum reacts with pcDNA-ORF transfected 293T cells; C. FA{EXT I Negative control
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