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Prokaryotic expression of NA protein of HIN2 subtype avian influenza virus and preparation of polyclonal

antibody
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Objective This study aimed to express the neuraminidase (NA) protein of a triple-reassortant HIN2 sub-
type avian influenza virus (AIV) isolated from South China using a prokaryotic expression system and to generate rabbit
polyclonal antibodies. Methods The NA gene from an HIN2 AIV strain was cloned into the pET-32a vector to create
an NA prokaryotic expression plasmid, which was then introduced into E. coli Rosetta (DE3) competent cells for protein
expression. Optimization of IPTG concentration, induction time, and temperature was conducted to enhance protein ex-
pression. The recombinant NA protein was purified using a nickel column,and New Zealand rabbits were immunized to
produce rabbit anti-NA protein polyclonal antibodies. The specificity of the polyclonal antibodies was confirmed through
Western blot and Indirect Immunofluorescence Assay (IFA),while the titer of the polyclonal antibodies was evaluated u-
sing Enzyme-Linked Immunosorbent Assay (ELISA). Results The construction of the pET-32a-HIN2-NA prokaryot-
ic expression plasmid was successful. Analysis via SDS-PAGE and Western blot validated the expression of the recombi-
nant NA protein, which exhibited the expected size of approximately 70 ku. Optimal induction conditions were determined
to be 37 C,a final IPTG concentration of 1. 2 mmol/L,and an induction time of 6 hours. Western blot and IFA results of
the generated rabbit anti-NA protein polyclonal antibodies demonstrated strong specificity in binding to the HIN2 AIV.
The titer of the rabbit anti-NA protein polyclonal antibodies reached 1 : 409 600 as determined by indirect ELISA.  Con-
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clusion The expressed NA protein and the resulting rabbit anti-NA protein polyclonal antibodies exhibited high specifici-

ty and titer, thus facilitating the establishment of an ELISA detection method for NA protein and contributing to vaccine

development efforts.
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