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Prokaryotic Expression and Immunogenicity Identification of REP Protein of Porcine Circovirus Type 2
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Abstract [ Objective | To develop and produce Elisa kits for distinguishing vaccine immunization of porcine circovirus and wild virus infection.
[ Method | Based on the REP full length gene sequence of PCV-2 ( GenBank ID:KX828581), a pair of specific primers were designed for the
amplification of the REP gene sequence. The prokaryotic expression vector pET-28a-rep was constructed, E.coli BL21 (DE3) competent cell
was transformed and the expression of recombinant protein was induced. [ Result] Through SDS-PAGE, target protein with the size of about
40 ku was obtained, which was accordant with the theoretical size. The recombinant protein was purified by using nickel column, and the puri-
fied recombinant protein concentration was 40 pwg/mL, the purity was about 95%. Western Blot and ELISA results showed that the recombinant
protein had good immunogenicity and reactivity. [ Conclusion ] The recombinant protein could lay the foundation for developing ELISA kits for
distinguishing vaccine immunization of PCV-2 and wild virus infections.
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Fig.1 Amplification results of PCV-2b rep gene
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digestion product
E 2 pMD19-rep PCR REEHILE
Fig.2 Identification of pMD19-rep by PCR and double enzyme
digestion
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Fig.3 Identification of pET-28a-rep by PCR and double enzyme
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Fig.4 The expression form identification of BL21/28a-rep
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Fig.7 Identification of recombinant REP protein after vaccine

immunization by Western Blot
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Table 1 Activity identification of recombinant REP protein by ELISA

ML R gt PP F Coating concentration of antigen // wg/mL

Serum dilution Result 10.000 5.000 2.500 1.250 0.625

1:50 P 1.393 1.070 0.704 0.419 0.241
N 0.124 0.120 0.111 0.107 0.104

1:100 P 0.951 0.671 0.441 0.302 0.173
N 0.114 0.109 0.105 0.100 0.098

1:200 P 0.535 0.385 0.262 0.185 0.126
N 0.106 0.104 0.102 0.095 0.092

1:400 P 0.324 0.233 0.191 0.121 0.087
N 0.089 0.084 0.083 0.083 0.079

TP FORFIME N RoRBIH:
Note : P stands for positive ;N stands for negative
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