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Expression, purification, preparation and identification of polyclonal antibodies for the capping enzyme
domain of rabies virus L protein
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Objective Cloning of the capping enzyme domain gene of the rabies virus (RABV) L protein,construction
of a prokaryotic expression vector,and preparation of polyclonal antibodies have provided effective tools for virus diagnosis
and antiviral drug development.  Methods The gene sequence of the capping enzyme domain of the L protein was
amplified using genetic engineering techniques, ligated with the double-enzyme digested pET-32a vector, resulting in the
pET-32a-RABV-L recombinant expression plasmid. After the confirmation of the absence of base mutations by
sequencing , the pET-32a-RABV-L recombinant expression bacteria was cultured on a large scale and induced with IPTG to
express the recombinant protein. Purification was performed using Ni-NTA affinity chromatography resin,with different
imidazole elution concentrations explored to determine suitable elution conditions. The purified protein was mixed with
Freund’s adjuvant for immunization of mice. The resulting mouse polyclonal antibodies were subjected to indirect ELISA,
Western blot, and IFA analyses.  Results The pET-32a-RABV-L prokaryotic expression plasmid was successfully
constructed. The RABV-L recombinant protein was successfully expressed in Escherichia coli,» with a size of
approximately 40 ku, and showed specific reactivity with monoclonal antibodies against the His-tag. After 64 days of
immunizationof mice, polyclonal antibodies were prepared from mouse sera, with a working titer reaching 25 600,

demonstrating specific recognition of the natural viral L. protein in Western blot and IFA analyses.  Conclusion The
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experiment successfully expressed and purified the recombinant protein containing the capping enzyme domain of RABV L

protein ,and successfully obtained polyclonal antibodies capable of specifically recognizing natural epitopes.

[Keywords]) Rabies virus (RABV) ;L protein;recombinant expression;polyclonal antibody
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