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Establishment of one-step TagMan real time RT-PCR for
Pandemic/2009 influenza viruses in swine
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Abstract: To establish detect method for the Pandemic/2009 influenza virus infection in swine, A TagMan real-time RT-PCR
was developed based on primers and TagMan probe derived from pH1IN1/09 HA gene. A serial dilution of recombinant plasmid of
pMD-H1-HA was prepared and used to generate standard curves. The results showed that the sensitivity of the real-time RT-PCR
was 50 TCIDg, with a correlation coefficient of 0.999 and no cross-reaction with classical swine H1, Eurasian avian-like H1,
human-like H1, or HIN2, H3N2, H5N1, HIN2 influenza viruses. The results demonstrate that this assay is efficient for the
diagnosis of pH1N1/09 virus in both human and animal.
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Fig.1 Stablishment of the standard curve with recombinant plasmid
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Fig.2 Specific test of the real-time PCR assay for pHIN1/09
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Fig.3 Sensitive test of real-time PCR with serial dilution samples
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Table 1

Concentration of Intra-assay variability (ct) Inter-assay variability (ct)

standard X+SD (log) CV (%) X+SD (log) CV (%)
108 14.14+0.25 1.774 14.12+0.20 1.422
107 17.82+0.16 0.887 17.10+0.11 0.653
10° 19.26+0.10 0.519 18.91+0.11 0.577
10° 22.23+0.29 1.306 22.11+0.30 1.341
10° 25.75+0.11 0.446 25.75+0.12 0.464
10° 29.15+0.13 0.441 29.12+0.14 0.492
10? 32.54+0.16 0.491 32.62+0.22 0.686
10* 36.37+0.48 1.311 36.38+0.48 1.333
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Fig.4 Nasal excretion of the viruses in pigs
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