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Receptor-binding site (RBS) specificity of Hemagglutinin (HA) divines host-specificity of Influenza virus.
Human and swine Influenza virus binds to glycosylated sialic acid (SA) ¢2,6Gal, whereas most avian
Influenza virus bind to SAa2,3Gal. Substitution at RBS of HA gene may be critical whether a virus binds
to SAa2,3Gal or SA«2,6Gal receptors. Previous reports suggest that HA Gly(222) and/or Arg(223) cause
shift from SAa2,6Gal receptors into mix specificity of SAn2,6Gal and SAe2,3Gal receptors. The objective
of this study is to analyze genotype shift of pandemic 2009 HINIi/Inflienza A virus HA gene after
passaging in chicken eggs.

(F71E4 & QI R (Methods/Results))
We obtained 3 nasal swab from HIN1pdm cases in Osaka, Japan at 1* pandemic wave (May 2009) and 5
nasal swabs from 2" pandemic wave (December, 2010). Furthermore, these samples were passaged in
embryonated eggs and Mardin-Carby Canine Kidney (MDCK) cells and subjected to high-throughput
pyrosequencing analysis, and direct Sanger analysis. Virus titer was measured by Hemagglutinin assay.

(#& 4&(Conclusion)) _

The result showed that minor genotype of SAa2,3Gal-linkage-tropic viruses, which were found minor in
pandemic 2009 HIN1 cases, became dominant after several passaging in embryonated eggs. We also
detected several mutations occurred in HA gene of 1% pandemic wave samples; N125D-Q223R,
N125D-D187E-Q223R, K119N-D222G, and K119N-N1295-D222G. In 2" pandemic wave samples, we
detected mutation D223G and Q223R after only one passaging in egg. Taken together, these results
suggested egg-adapted viruses are likely to carry SAa2,3Gal-linkage-tropic virus as minor population
during outbreak of HIN1pdm and became dominant after passaging in eggs.Therefore, development of
alternative approaches using cell-based method for virus propagation is needed to maintain genetic
stability of Influenza viruses.
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