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Abstract : To establish the reverse genetic system for influenza virus, Hemagglutinin ( HA) and
Neuraminidase (NA) gene of A/ shanghai/7/99 subtype HIN1 were amplified by RT-PCR,then were
cloned into the vector p GEM- T and sequenced. The podtive clone was digested by BsmB  and Bsa  ,se
perately ,then inserted into the bi-directional expression vector pAD3000 to construct recombinant plas
mids:pAD -HA and pAD -NA. They were trangected into COS1 cell sin combination with plasmidsincor-
porating the other 7 genes of A/ PR/ 8/ 34 respectively to generate reassortant virus R- HA- PR8 and R-NA-
PR8 ,which showed that recombinant plasmids:pAD - HA and pAD -NA had been correctly constructed.
pAD -HA and pAD -NA were trandected into COS-1 cellsin combination with plasmids incorporating the
inner genes of A/ PR/ 8/ 34 for 48 hours after trand ection ,then the supernatant and COS-1 cell s trand ect-
ed wereinoculated into the allantoic cavity of 10-day-old specificpathgen-free (SPF) chicken eggs. The HA
and HI titer were determined , The HA titer is 2° and ElDs is between 10" *° - 10" °. The result provided
the bassfor further research on gene function and novel vaccine candidate of human influenza virus.
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