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Abstract; This study aimed to prepare Bovine coronavirus (BCoV) monoclonal antibodies (MAbs) to lay a foundation for preparation of
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BCoV vaccines and for establishment of specific detection methods such as colloidal gold. Recombinant BCoV N protein was prepared using a
prokaryotic expression system, and BALB/c¢ mice were immunized with inactivated whole BCoV virus. The antibody titer was determined by
indirect ELISA. After cell fusion and five rounds of sub—cloning, a monoclonal cell line secreting the target antibody was screened. Mono-
clonal antibodies were produced via the ascites method and were purified. Finally, the reactivity and specificity of the antibodies were valida-
ted by indirect immunofluorescence assay (IFA) and Western blot. The results were that three hybridoma cell lines targeting BCoV N protein
were selected. The monoclonal antibodies secreted by these hybridomas had Kappa light chains. The heavy chains of 2D12C and 4D1F were of
the IgG2a subtype, while 3D6E had an IgG1 subtype. The indirect immunofluorescence assay showed that all three monoclonal antibodies
could specifically bind to BCoV. Western blot confirmed that the three monoclonal antibodies reacted well with both the BCoV and recombi-
nant expressed BCoV N proteins. Furthermore, no specific reaction occurred with cells infected by bovine rotavirus, bovine infectious bovine
rhinotracheitis virus, bovine viral diarrhea virus, and bovine parainfluenza virus type 3. To sum up, three monoclonal antibodies with high

specificity and good biological activity against BCoV were successfully prepared here, laying a foundation for subsequent BCoV vaccine devel-

opment and for research on specific detection methods, such as colloidal gold.
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o (EFEYEATIE S, SCXK (HT) 2023 -
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M ME

VEHL 5 H 6 JEIBMEME BALB/c /NRL, 1, 2, 3, 4
SRR, 5SS AATEXTRAL, R, KRtk
R IR RIS IR ICSE 7] (FCA) 1 : 1 bl
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