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Background: The influenza virus is one of the most important factors for higher mor-
bidity and mortality in the world. Recently, researchers have been focused on influenza
conserved antigenic proteins such as hemagglutinin stalk domain (HA2) for vaccine
production and serological studies. The HA2 plays a major role in the fusion of the vi-
rus with host cells membrane. The immunity system enables to produce antibody
against HA2. The aim of this study is polyclonal antibody production against influenza
HA2.

Methods: This study was done in the Influenza Research Lab, Pasteur Institute of Iran,
Tehran for one year from September 2013 to October 2014. In the present study, re-
combinant HA2 protein was produced in prokaryotic system and purified using Nickel
affinity chromatography. The purified HA2 was mixed with Freund’s adjuvant (com-
plete and incomplete) and injected into two New Zealand white rabbits by intramuscu-
larly and subcutaneously routes. Immunization was continued for several months with
two weeks interval. Before each immunization, blood was drawn by venous puncture
from the rabbit ear. Function of rabbit's sera was evaluated using radial immunodiffu-
sion (RID) in both forms, Single RID (SRID) and Double RID (DRID). Finally, antise-
rum activity against HA2 was evaluated using western blotting as serological assay.
Results: Sedimentary line and zone was observed in RID assays (SRID and DRID) rep-
resent interaction between HA2 protein and anti- HA2 antibody. As well as, western
blotting results was positive for HA2 protein. Therefore, these results showed that
polyclonal antibody produced against HA2 protein can identify HA2 protein antigenic
sites.

Conclusion: These findings show that humoral immune responses have properly been
stimulated in rabbits and these antibodies can identify HA2 protein and may be suitable

for other serological methods.

Keywords: antibody, HA2 protein, hemagglutinins, immunodiffusion, influenza virus,
polyclonal, western blotting.
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