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Objective To construct recombinant vaccinia virus expressing sars-cov-2 rbdepi protein, and to screen,
identify,and detect its safety and immunogenicity. =~ Methods The target gene RBDEPI was designed and synthesized
according to SARS-CoV-2,the target gene was inserted into the vaccinia virus shuttle vector pSTKE by PCR,sequencing
and enzyme digestion, to construct the recombinant shuttle vector pSTKE RBDEPI. Then, the vector pSTKE RBDEPI
was transfected with Tiantan vaccinia virus VI'T into BHK-21 cells for homologous recombination, EGFP was used as a
screening marker, the recombinant virus was obtained by plaque screening. The recombinant virus was identified by RT-
PCR and Western blot,the SARS-CoV-2 and VTT specific antibody,11.-4 ,and IFN-7 levels were detected by ELISA and
ELISPOT.to determine the immunogenicity of rVTTATK-RBDEPL.  Results The recombinant vaccinia virus rVTT
A TK-RBDEPI which could express RBDEPI was obtained after 10 times of plaque screening,and rVTT/ATK-RBDEPI
has good immunogenicity. Conclusion The recombinant vaccinia virus expressing SARS-CoV-2 RBDEPI was
successfully obtained and also has good immunogenicity, this study laid a foundation for further research and clinical
treatment of SARS-CoV-2 vaccine with vaccinia virus as vector.
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Fig.2 Screening and purification of recombinant vaccinia virus
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Fig. 3 Identification of recombinant vaccinia virus by RT-PCR
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Fig. 4 Identification of recombinant vaccinia virus by Western blot
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Fig. 5 Immunogenicity test of recombinant vaccinia virus
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