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insect cells and its immunogenicity was analyzed to provide basis for subunit vaccine research. [Method]
PEDV S1-NTD gene was amplified by PCR to construct recombinant expression plasmid (pFastBac Dual
PEDV SI-NTD) and recombinant shuttle plasmid (Ac-PEDV S1-NTD). The recombinant shuttle plasmid
Ac-PEDV S1-NTD was transfected into sf9 insect cells,and the expression system of insect baculovirus was
used to construct rvAcPEDV S1-NTD. The expression of recombinant protein was confirmed by Western
blot,and the titer of recombinant baculovirus was measured by plaque assay. The sf9 cells were then infec-
ted with P2 recombinant baculovirus with the ultiplicity of infection (MOI) of 0. 1,1 and 3, respectively,
and the cells were collected 1,2,3,4 and 5 days after infection. Western blot and plaque assay were per-
formed to detect the expression of target protein and proliferation of recombinant baculovirus,respectively.
BALB/c mice were subcutaneously injected with P3 recombinant baculovirus with MOI of 0. 1,0nce every 2
weeks for a total of three times. Blood was collected at different times after the first dispensation, the serum
was isolated,and the specific antibody level of PEDV in the serum of mice was detected by ELISA,and the
spleen of mice was cut off 35 d after the first dispensation to isolate lymphocytes. After PEDV stimulation,
the proliferation of mouse spleen lymphocytes was detected by MTT. [Result] The PEDV S1-NTD gene
of about 738 bp was obtained by PCR amplification. The recombinant expression plasmid pFastBac Dual
PEDV S1-NTD, the recombinant shuttle plasmid Ac-PEDV S1-NTD and the recombinant baculovirus rvAc-
PEDV SI-NTD were successfully constructed. Recombinant PEDV SI-NTD protein was successfully ex-
pressed in sf9 cells by baculovirus expression system,and the recombinant protein reached the maximum
when using baculovirus 1 MOI to infect sf9 cells and collecting the infected sf9 cells on the third day. At 35
days after the first immunization, the serum titer of mice in the recombinant baculovirus immunization
group reached the highest value of 1 : 5 000, which was same as the titer of the commercial vaccine group.
Lymphocyte proliferation test showed that the splenic lymphocytes stimulated by recombinant baculovirus
rvAcPEDV S1-NTD immunized mice also had significant proliferation to PEDV (P<C0. 05) , while PBS and
empty vector Bacmid control group had no significant proliferation (P>>0. 05). [Conclusion) The recombi-
nant baculovirus rvAcPEDV SI-NTD was successfully constructed,and SI-NTD protein was successfully
expressed in insect cells with good immunogenicity.
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Detection of target protein PEDV SI-NTD expression by Western blot
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