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Abstract: [Objective] The study is to develop a new generation vaccine of PCV2 furtherly. [Method]
The ORF2 gene of PCV2 was inserted into the eukaryotic expression vector pcDNA-3. 1(+) to construct
nucleotide vaccine plasmid pcDNA-ORF2. The nucleotide vaccine plasmid identified by PCR and digestion
was transfected into IBRS-2 cells with lipofectamine for the analysis of western blotting. The constructed
pcDNA-ORF2 was developed into nucleotide vaccine to intramuscular inject into BALB/c mice with 100ug
at two weeks interval. On the 14th and the 56th day after the first vaccination, serums were collected to test
by ELISA. And on the 56th day after the first vaccination, cell mediated immunity was detected by MTT
method and Fluorescence Activated Cell Sorter (FACS). To confirm the safety of pcDNA-ORF2 gene vac-
cines,the genomes of vaccinated mice were extracted for PCR amlification. [Result] The result indicated

that the nucleotide vaccine plasmid pcDNA-ORF2 was constructed successfully and the ORF2 gene was ex-
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pressed in IBRS-2 cells,and pcDNA-ORF2 gene vaccines successfully induced humoral and cellular immune

response in mice. The safety test of pcDNA-ORF2 gene vaccine showed that ORF2 genes could not be inte-

grated into the mice chromosome and it was safe. [Conclusion] The pcDNA-ORF2 gene vaccine successful-

ly induced immune response in mice and was confirmed to be safe.
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Fig. 1 Identification of recombinant plasmid pCDNA-ORF2
A. the result of digestion; B. the result of PCR;
1,4. DL-2000 Marker;2. pcDNA-3. 1(+)/Hindlll + BamH T ;
3. pcDNA-ORF2/Hind[l + Kpn T ;5. ORF2 gene
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a. SDS-PAG;b. Western blotting;
1. protein Marker;2,4. pcDNA-ORF2;3,5. pcDNA-3. 1(+)
Fig. 2 The expression of ORF2 gene of PCV2
in IBRS-2 cell line
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205 s 14 d HH)E 56 d
Group the 14" day after  the 56 day after
first immunization  first immunization
PBS 0.099 0.103
pcDNA-3. 1(+) 0.101 0.107
PCV2 0.203 0.503
pcDNA-ORF2 0.156 0. 381
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Table 2 Result of spleen lymphocyte proliferation

in immunized mice

21 %] Group ODs70 SI

PBS(Control) 1.72940.041 b 1.0b

pcDNA-3. 1(+) 1.80140.076 b 1.04 b
pcDNA-ORF2 2.712£0.101 a 1.57 a
PCV2 2.930+0.105 a 1.69 a

A /NG SRR R 22 7 i (P<<0..05),
Note: Different letters indicate difference (P<Z0. 05).
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PBS 50.04 a 16.06 a 3.12 A
pcDNA-3. 1(+) 46.09 a 16. 86 a 2.73 AB
pcDNA-ORF2 38.16 b 29.50 b 1.29 B

W AN RVNE FREFR IR 22 57 1 3 (P<<0. 05) s A A K5 6 ROR
755 3% (P<C0.01),
Note; Different letters indicate difference (P<C0. 05) ; Different
capital letters indcate significant difference (P<Z0.01).
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