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Expression of novel coronavirus membrane protein and preparation of polyclonal antibody

GAO Yan',ZHENG Wan-yi’, SONG Tao-hua', XU Hai-shan', DU Kun-peng', HAO Ming-yu', FU
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Objective Novel coronavirus M protein was expressed in prokaryotic expression system, purified and im-
munized New Zealand rabbits.and the polyclonal antibody was prepared and compared with that of M eukaryotic plasmid,
which laid the foundation for the development of novel coronavirus infection detection kit.  Methods The correct pro-
karyotic recombinant expression vector PMAT-9s-M was transformed into BLL21,and M protein was induced by isopropyl-
B-D-thiogalactoside and identified. M protein was purified and concentrated by nickel ion affinity chromatography and then
immunized rabbits to prepare polyclonal antibodies. The M eukaryotic recombinant plasmid was transformed into DH5 a,
and the plasmids were extracted by alkaline lysis,and the rabbits were immunized to prepare polyclonal antibodies. The
antibody titers of the two antisera were detected by ELISA,and the reactivity of the two antisera with M protein was de-
tected by Westernblot.  Results PMAT-9s-M was transformed into BL21 to express 70ku HIS-MBP-M fusion protein,
which mainly existed in inclusion bodies. After purification,rabbit was immunized with polyclonal antibody and eukaryotic
recombinant plasmid. The serum titers of polyclonal antibody and eukaryotic recombinant plasmid were both 1 : 16000,
and both antisera had good reactivity with thrombin M protein.  Conclusion The polyclonal antibody prepared by immu-
nization of prokaryotic M protein has strong specificity and high titer, and the preparation of recombinant M protein is

simple, economical and efficient, which lays a foundation for the development of novel coronavirus infection diagnosis Kkit.
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Fig. 2 Verification of prokaryotic expression of fusion protein M
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Fig. 4 Western blot analysis of the titer of polyclonal antibodies
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