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Avian influenza A virus subtype H5 and H7 have caused severe diseases in
domestic poultry. Moreover, H5, H7 and H9 avian influenza A viruses have been proven
capable of infecting humans. In the present study, we report the development of a one-
step multiplex RT-PCR assay for detectin‘g H5, H7 and H9 avian influenza A viruses.
Three-subtype specific primer sets capable of producing PCR products of 157, 326 and
231 base pairs corresponding to avian influenza A virus H5, H7 and H9 subtypes,
respectively, were utilized together in a one-step, one-tube, reaction. The one-step
multiplex RT-PCR assay developed in this study was found to be sensitive and specific.
These primer sets did not amplify genomic DNA or RNA from other human and avian
respiratory viruses or other subtypes of avian influenza A virus in one-step multiplex RT-
PCR assays performed as a control. The sensitivity of this assay was 10° RNA copies/pL
each for H5, H7 and H9 subtypes. In addition, the one-step multiplex RT-PCR assay
allowed for simultaneous detection of 10° copies/uL of in vitro transcribed RNA of the
H5, H7 and H9 subtypes. Taken together, these findings clearly indicated that this novel
one-step multiplex RT-PCR is a simple assay with high potential for rapid, sensitive,
specific and cost effective laboratory diagnosis of H5, H7 and H9 avian influenza A virus

isolates from clinical specimens of poultry.





