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Preparation and preliminary application of rabbit polyclonal antibody against hemagglutinin protein of
triple reassortant H9N2 avian influenza virus

CHENG Qing', LIANG Zhipeng', CHI Shihong', YUAN Sheng', GUO Jinyue', HUANG Shujian',
WEN Feng' (College of Life Science and Engineering s Foshan University s Foshan 528225 ,Guangdong China) ***

Objective The aim of this study was to express the hemagglutinin (HA) protein of a newly emerged triple
reassortant HIN2 subtype avian influenza virus (AIV) from south China and prepare polyclonal antibodies. ~ Methods

The HA gene of the HIN2 subtype AIV isolated from South China was amplified by RT-PCR and cloned into the pET-
32a vector. The recombinant pET-32a-HA plasmid was transformed into E. coli Rosetta (DE3) competent cells for
IPTG-induced expression. The expression of HA protein was confirmed by SDS-PAGE and Western-blotting, and the
IPTG concentration,time and temperature of induction were further optimized to improve the expression efficiency. Poly-
clonal antibodies were prepared by immunizing New Zealand white rabbits with the purified recombinant protein. The
specificity and titer of the polyclonal antibodies were evaluated by Western-blotting, indirect immunofluorescence and
ELISA,and the hemagglutination inhibition titer was determined. Results The HA gene was successfully amplified by
PCR.,with a size of approximately 1 700 bp. Double enzyme digestion and sequencing confirmed the successful construc-
tion of the pET-32a-HA expression vector. SDS-PAGE and Western blot analysis revealed that the molecular weight of
the expressed protein was approximately 79 ku, consistent with the expected size,indicating successful expression of the
HA gene. Optimal induction conditions for HA protein expression were determined as 28 “C ,0. 8 mmol/L IPTG concen-
tration.and 5 hours of induction. The prepared polyclonal antibodies specifically bound to the HA protein, with a hemag-
glutination inhibitory titer of 1 : 128 and an indirect ELISA titer of 1 : 1 638 400. Conclusion In conclusion,the pET-
32a-HA protein expressed in this study has good immunogenicity,and the prepared HA polyclonal antibodies showed good

specificity and high titer,laying a foundation for the development of ELISA detection methods and vaccines.
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Fig. 1 Construction of PET 32-HA vector
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