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In this study, the prototype of ELISA test of antibody against H5 subtype of hemagglutinin
(HA) and N1 subtype of neuraminidase (NA) of avian influenza viruses were constructed and
verified. The genomic RNA of the local virus isolated strain
A/chicken/Thailand/Kamphaengphet-01/2004 was extracted. The HA and NA genes were
amplified using RT-PCR and the product sizes were 1,704 and 1,347 bps, respectively. To
produce the recombinant proteins, the recombinant baculoviruses were constructed using
PENTR/D-TOPO vector and recombination with BaculoDirect Linear DNA. The viruses were
then used to infect the Sf9 insect cells. The secreted HA and NA proteins with 6x histidine
tag at the C-terminal were detected by Western blot analysis using anti-His and anti-HA
antibody. The product sizes of HA and NA were 60 and 59 KDa, respectively. The optimum
time is 72 hours after infection. The ELISA plates coated with the recombinant HA proteins
and block with 1%BSA can differentiate between positive and negative chicken anti-serum
(p value < 0.05). However, using recombinant NA protein still gives an indistinguishable

result and need further improvement.





