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Influence o the Cleavage Site for Hemagd utinin Protein on the Cdlular Entry o H5 Subtype Avian Influenza Virus LIU
Hua- lé ", WANG zhi - liang, ZHOU Bin, e a. "~ China Animal Healthy and Epidemiology Center, Qingdao 266032, China

Abgract Objective To sudy the irfluence of the cleavage dte of hemagd utinin Protein on the cdlular entry of H5 subtype
o AIV. Methods Hemaggutinin (HA) gene of H5N1 subtype AIV ilated from goose in China were anplified by RT - PCR and
cloned into pcDNA3. 0 vector , named as pcDNA - H5. The dte - directed mutageness o HA gene was made by PCR The mutation
amino acid sequences at the cleavage Ste of the H5 subtype HA protein was changed from RKKR! G.F to RSSR | G.F. The anplified
fragments contained the mutation Ste were cloned into the pcDNA3 vector , named as pcDNA - Hm HA - expresson plasmids pcDNA -
H5 and pcDNA - HM were oo - trandected with plasmids express ng Murine Leukemia Virus (MUWLV) Gag- Rol and a retrovira vector
gerome, namely pHIT60 and pHIT111 into 293T cells regpectively. The characteridic of the pseudotyping particles were andyss by
Wedern- blot and irfection tes. Pardle trangections were carried out with supernatants produced in absence of a vird envelope and
with the vedcular somatitis virus (VS/) Gproteins, which is krown to eficiently pseudotype MWLV.  Results  Wesern - bot re-
veded the two kinds df HA proteins can incorporated into the retrovira particles Three diginct bands coud be detected in the pseudo-
typed viruswithwild type HA , which were cons sed with HAO, HA1 and HA2 of H5 subtype virus regpectively , while the pseudotyped
virionswith HA mutant was one band , which was condsted with HAO of H5 subtype virus, indicated thet it had log the ahility for ly
ds Irfection teds were performed on 293T NIH3T3 and GOS- 7. The pseudbtyped MWLV - H5 virus which incorporated with wild type
HA was Lac Z negdtive, indicated it was irfectious, but the recombinant retrovirus with mutant HA was rot irfectious
Concdlusons The cleavage ste o the hemaggutinin HA protein plays a key role, ot only in the pathogencity , but d< in the entry
mediated by hemagd utinin
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