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Fig.2  Analysis of the expressed product by Western blot
1. Middle MW protein marker 2.pET-HAlfusion protein analysis by SDS-
PAGE  3.pET-HAlfusion protein analysis by Western blot.
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Table 1 The comparative detection of serum samples by iHA-ELISA and HI
Serum sample Sample number iHA-ELISA  HI
SPF chicken serum 40 0" 0 SPS-
H5NI1 subtype AIV positive serum 25 25 25 PAGE AV
AIV-immunized chicken serum 156 149 130 Western blot Western blot
Clinical non-immunized chicken serum 586 10 6
Total 807 159 116

* Numbers showed were positive samples.
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The prokaryotic expression and the establishment of the putative indirect ELISA assay
for the HA gene for Avian influenza virus AIV HS5NI subtype

ZHENG Qi-sheng'  ZHANG Xiao-yong' LIU Hua-lei' LI Peng' > CHEN Pu-yan'"
! Key Laboratory of Animal Disease Diagnosis and Immunology —Nanjing Agricultural University ~Nanjing 210095 China

2 Animalhusband and Veterinary Station of HeBei Province BaoDing 071000 China

Abstract Using a pair of specific primers designed according to the relevant nucleotide sequence from GenBank The
HAT1 gene of HSN1 subtype AIV was amplified with PCR method. The PCR product was cloned into pET-32a + to get
a prokaryotic recombinant plasmid pET-HA1. The target gene was successfully expressed in the host cell BL.21 DE3
when induced with IPTG. The expression was optimized with proper inducing conditions of 0.8mmol/L IPTG and 3 hours
induction. The highest expression of the target protein added up to 32.7% of the total bacterial protein. Western blot
analysis proved the recombinant protein has good reactive ability against HSN1 subtype AIV positive serum. The optional
working circumstances for the iHA-ELISA assay antigencity concentration 4pg/mL serum dilution 1:200 was tried out
with chess titration. The positive criterion of this ELISA assay is OD .. et cem > 0.5 and OD .. cqed conm’ OD e negiive cerum >
2.0.

Key words HS5NI subtype Avian Influenza Virus AIV. - HA gene Prokaryotic expression iHA-ELISA
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