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Prokaryotic Expression of NSP2 Major Antigen Region of Highly Pathogenic
PRRSYV and Development of an Indirect ELISA Based on the Expressed Protein

LIN Hua, GUO Wan-zhu* , ZHANG Bo, CHEN Di-shi, CHEN Yang, WANG Xiao-yu,
XU Zhi-wen, WANG Yin, ZHU Ling
(Animal Biotechnology Center , Sichuan Agricultural University , Ya'an 625014, China)

Abstract; The present experiment was performed with the objective of establishing an indirect
ELISA for detection of PRRSV with the purified NSP2 fusion protein as coating antigen. The
major antigen region of NSP2 was successfully amplified by RT-PCR from a highly pathogenic
PRRSV (SCMS08 strain), and inserted into pET-32a(+) vector. The recombinant plasmid was
transformed into E. coli Rosetta 2 (DE3) and induced with IPTG. The fusion protein was treated
with Ni-chelated chromatography under denaturing conditions. With the purified fusion protein as
coating antigen, an ELISA for detection of PRRSV was established. SDS-PAGE showed that the
fusion protein was expressed at high level in Rosetta 2. Western blot analyses showed that the
expressed protein was recognized specifically by anti-His monoclonal antibody as well as PRRSV
positive serum. In the optimized NSP2-ELISA, the fusion protein was coated at 1.7 pg » mL™'
and swine serum samples were diluted at 1 ¢ 40. About 185 serum samples were detected by the
method and IDEXX-ELISA kit, respectively. The agreement ratio between the two methods
reached at 90. 8%. The results indicated that NSP2-ELISA was specific, sensitive and suitable
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for routine diagnosis of PRRS and also for epidemiological surveys.

Key words: porcine reproductive and respiratory syndrome virus; NSP2; indirect ELISA
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Fig. 1 Identification of pET-Nsp2-1 by PCR and restriction
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Fig. 4 Western blot analysis of the expressed Nsp2 protein of
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Fig. 3 Purification of the expressed NSP2 protein
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