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Abstract:  According to the published sequence ( GenBank: KX016034.1) of porcine epidemic diarrhea virus
(PEDV) N gene, a pair of primers ( Bam H I enzyme site was inserted in upstream primers and Xho I enzyme site was in-
serted in downstream primers) were designed, and N gene was amplified by RT-PCR. The fragment after sequencing identi-
fication and vector pET-32a were digested by Bam H | and Xho I, and then the fragment was inserted into prokaryotic ex-
pression vector pET-32a to construct recombinant plasmid pET32a-N. The expression protein was purified, and then was i-
dentified by Western blotting. Using the N protein of PEDV as the antigen hybridoma cell lines stably secreting monoclonal
antibody against N protein of porcine epidemic diarrhea virus were generated by fusing SP2/0 myeloma cells with spleno-
cytes from the immunized BALB/¢ mice. Two hybridoma cell lines secreting monoclonal antibody suitable for N protein of
PEDV were established by indirect ELISA and subcloning.
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cal activity were successfully prepared, which laid the foundation for establishing of colloidal gold strip for PEDV detection.
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Fig.1 Identification of recombinant plasmid pET-32a-N of por-

cine epidemic diarrhea virus N gene
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Fig.2 SDS-PAGE analysis of recombinant N protein
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Fig.3  Western blotting analysis of purified recombinant N
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Fig.4 Western blotting analysis of monoclonal antibody of
C5D3 and H3E7
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Fig.5 The indirect immunofluorescence assay (IFA) of PEDV in Vero cells with monoclonal antibody of C5D3 and H3E7
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