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Cloning and eukaryotic expression of non-structural protein-1 of a human influenza virus
subtype H3N2 and the effect of non-structural protein-1 on proliferation of 293T cell
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[Abstract] Objective:To construct the full-length nonstructal-1 (NS1) gene of influenza A (H3N2) into a eukaryotic expression
vector and express NS1 gene in mammalian cells, as well as to investigate the effects of NS1 on proliferation of 293T cells. Methods:
The NSI gene of influenza A (H3N2) was amplified by RT-PCR and cloned into pMDI18-T simple vector to construct a plasmid,
named pMD18-T/NS1. the pMD18-T/NS1 and the pXJ40-HA were double-digested,to yield the recombinant eukaryotic expression
vector pXJ40-HA-NS1. The expression of the NS1 gene in transfected 293T cells was identified by Western blot. The effects of NS1
gene on cell proliferation were measured with 3-(4,5)-dimethylthiahiazo (-z-y1)-3,5-di-phenytetrazoliumromide (MTT) method. Re-
sults: The recombinant eukaryotic expression vector pXJ40-HA-NS1 was successfully constructed. The expression of NS1 protein was
detected by Western blot. NS1 over-expression inhibited the proliferation of 293T cells. Conclusion: The full-length NS1 gene has
been obtained and its recombinant eukaryotic expression vector has been successfully constructed. And we found that the proliferation
was dramatically inhibited in 293T cells over-expressed with NS1 protein. The construction of eukaryotic expression plasmid of NSI
gene made it possible to set up the cell model expressing NS1 protein and further study the effects of NS1 protein on cell proliferation
and apoptosis.
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Wi o R B 2K pXJ40-HA |, JFORL pXJ40-HA-NSI1
)
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Figure 1 RT-PCR analysis of NS1 gene
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Figure 2 PCR analysis of NSI gene
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Figure 3 Double digestion analysis of pMD18-T-NS1 plasmid
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3,5,8~11: FAdEvikE
Pl 4 NS FH I PCR %58
Figure 4 PCR analysis of NS1 gene
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SERETRL .
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Figure 5 Double digestion analysis of pXJ40-HA-NS1 plasmid
2.4 Western Blot 52 4 42 %

F Y% pXJ40-HA-NS1 ) 293T 4 Rk B4
HE] LIBAT HA FUR IR R0, HoR/ NS i
HIAATH] (30 000) , [A) i 25 A4 15 28 10 BRZH TC 2%
i, #2B NS1 7€ 293T it A5 2133k (K 6) .

1 2 3

i - ==

1. AR5 YL 2. pXJ40-HA 253844 ; 3. pXJ40-HA-NS1 ,
K 6 pXJ40-HA-NS1 7E 293T 40 #3451 Western blot 43
Hr

Figure 6  Western blot analysis of the expression product of

pXJ40-HA-NS1 recombinant in 293T
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Effects of pXJ40-HA-NS1 on 293T cell viability

under normal condition and STS induction
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PERERORLS e B B A R K NST 2
ik HAEMMOIR S UG RV R BN, IR R
TEI FE IR YL U A A% I, 7RI I I 0 SR R T A%
{7 T SR W AL IR B27R NST 8 70
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