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Abstract: [Objective] The research studied influenza virus subtype H5N1 neuraminidase(NA) gene
expressed in Sf9 insect cells. [Method] NA, the neuraminidase (NA)gene of H5N1 subtype avian influenza
virus (AIV),was successfully amplified by polymerase chain reaction (PCR). The gene was inserted into
plasmid pFastBacHTb to obtain recombinant transfer vector pFastBacHTb-H5N1-NA. pFastBacHTb-
HS5NI-NA was transformed into DH10B cells carrying both AcBacmid and helper plasmid. Recombinant
bacmid rAcBacmid-H5N1-NA with the insertion of NA gene was obtained by specific transposition be-
tween pFastBacHTb-H5N1-NA and AcMNPV bacmid. Recombinant virus vAc-H5N1-NA was obtained by
transfecting rAcBacmid-H5N1-NA into Sf9 insect cells. Supernatant containing vAc-H5N1-NA was collect-
ed and Sf9 cells were infected by vAc-H5N1-NA. Cells collected 3—5 days after transfection and infection
were broken by the sonicator. Then the supernatant and the sediment were detected by SDS-PAGE and

Western-blotting. [Result] NA, the neuraminidase (NA) gene of H5N1 subtype avian influenza virus
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(AIV), was successfully amplified by PCR, which was 1 352 bp. Recombinant transfer vector pFast-
BacHTb-H5N1-NA was reconstructed and recombinant rAcBacmid-NA was obtained. NA protein NA was

highly expressed in Sf9 insect cells with the approximate molecular weight 52 ku,and with immunogenici-

ty. [Conclusion]) Influenza virus subtype H5N1 neuraminidase gene(NA) was expressed in Sf9 insect cells

successfully.
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Fig. 3 PCR detection of different clones of rAcBacmid-NA
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Fig. 4 SDS-PAGE analysis of rbv-NA fusion protein
1. Hepellets of Sf9 infected by rAcBacHTb-NA;2. The supernatant
of Sf9 infected by rAcBacHTb-NA;3. Sf9 infected by rAcBac
HTb-NA;4. Sf9 transfected with rAcBacHTb-NA;5. Sf9
infected by rAcBacHTb;6. Sf9 Negative control; M. protein
prestained marker SM # 0441
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Fig.5 Western-blotting detection of rbv-NA fusion protein
1. Sf9 Negative control;2. Sf9 infected by rAcBacHTb;

3. Sf9 transfected with rAcBacHTb-NA ;4. Sf9 infected by
rAcBacHTb-NA;5. The supernatants of sf9 infected by
rAcBacHTb-NA;6. The sediments of sf9 infected by
rAcBacHTb-NA; M. Protein prestained marker SM# 0441
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