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Abstract: According to the sequences of HA, NA and M genes of H10, N8 and all subtypes Avian influenza virus
(AIV) in GenBank, three pairs of specific primers were designed respectively, and the concentration of the

primers were optimized to develop a triplex RT-PCR assay for detection H10 and N8 subtypes. It was shown that
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the templates including H10 and N8 subtypes AIV could be amplified into three specific bands by this RT-PCR,
the lengths of these bands were 267 bp (H10-AIV), 464 bp (N8—AIV) and 693 bp (all AIV), respectively.
Samples containing H10 or N8 subtype AIV could be amplified into two specific bands, which were 267 and 693
bp, 464 and 693 bp, respectively. Samples containing other subtypes AIV could be amplified into a 693 bp
specific band. No specific band was amplified from other avian pathogenic virus. The limit of detection for H10
and N8 subtypes AIV was 10° copies/pL. In the detection of one hundred twenty clinical samples, the results of
triplex RT-PCR were accorded with the viral isolation completely. In conclusion, this triplex RT-PCR assay is a
specific, sensitive method for the detection of H10, N8 and all subtypes AIV in the same tube. It can be applied

in rapid detection for all subtype AIV, and also provide a rapid, simple and effective tool to simultaneously

differential diagnosis for H10 and N8 subtype AIV.
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Tab 1 The information of primers

5% SI97 5 (5-37) YR/ bp Genbank & 5%¢5 VA
Primer Sequences of primers Size of PCR product ~ Genbank accession Position
H10-F GAARATWATGGARAGTGGAGG 267 KM392411.1 351-371
H10-R CCATAYAGATCATTCTTYTCTTG 617-595
N8-F AAYTGGACHGGAACCAACAG 464 KM392405.1 882-901
N8-R CCACACATCACAATGGAGCT 1345-1326

M-F GCCCAGTGAGCGAGGACTGC 693 KM392406.1 229-248

M-R CAGGCACTCCTTCCGTAGAAG 921-901
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M. 100 bp Marker; 1. HI0+N8; 2. HION7; 3. H6N8; 4. HINI; 5. HIN7; 6. H2N3; 7. H3N2; 8. H4N6; 9. H5N1; 10. H6N1;

11. H7N2; 12. H8N4; 13. HON2; 14. H11N9; 15. HI2NS; 16. HI3N6; 17. H14N5; 18. HISN9; 19. H16N3; 20. NDV;

21. IBV; 22. ILTV; 23. IBDV; 24. 25 %R
1 HREREER
Fig 1 The results of specificity test
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M. 100 bp Marker; 1. 10° # D1 /uL; 2. 107#01/pL;
3. 1045 D1 /uL; 4. 10°45 01 /uL; 5. 1095 01 /uL;
6.10° # 01 /pL; 7. 100 #5 01/ pL; 8. FHHEX R
Fig 2 The results of sensitivity test
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