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ABSTRACT

Influenza A viruses infect a variety of avian and mammalian species,
including humans; and have a significant impact on global health. The nonstructural
protein, NS1 is an important non-structural protein that is abundantly expressed in
influenza virus infected cells, but it is not incorporated into mature virions. In this
study, the 6xHis-tag recombinant NS1 protein (rNS1) was produced from full length
NS1 cDNA from (A/chicken/Nakorn-Pathom/Thailand/cu-k2/04), and expressed by
Baculovirus Expression System using Sf9 cells and purified by metal affinity
chromatography on a Co*" column. The identity of the purified rNS1 protein was
confirmed by Western blot analysis. Furthermore, our results showed that Sf9 insect
cells can produce biologically active recombinant NS1, utilizing it as antigen for
immunization for monoclonal antibody (MADb) production. The hybridoma producing
MAD to NS1 protein was screened by ELISA and Western blot analysis. Two MAbs
were shown to be the best MAb pair to develop the NS1 sandwich ELISA to identify
NS1 antigen. The developed MAb-based NS1 sandwich ELISA was shown to react
specifically with NS1 protein of several isolates of HIN1 and H3N2 human influenza
A virus infected MDCK cell culture. This NS1 sandwich ELISA can be used to
identify NS1 protein of influenza A virus not only in infected MDCK cell culture, but

also influenza A infected clinical specimens in the future.
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