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Development and evaluation of real time RT-PCR for
pandemic H1N1(2009) influenza virus
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Abstract: Pandemic HIN1 2009 influenza virus has been detected in pig herds on more than one continent since it outbroke
in human in 2009. It is potential for this pandemic virus to resort or mutate in pigs. The rapid diagnosis is crucial to any control
program. A TagMan real-time RT-PCR (pH1N1 (2009)-rRT-PCR) test based on the NA gene of Pandemic HIN1 2009 was
developed in the present study. The evaluation results indicated that the sensitivity of the pH1IN1(2009)-rRT-PCR was 10° which
was equal to the CDC-InfA-rRT-PCR recommended by World Health Organization and superior to the USDA-pH1N1 (2009)
-rRT-PCR recommended by Unite State Department Agriculture. The specificity test showed that the pH1N1(2009)-rRT-PCR had
no cross reactions with other virus. Comparing with Hongkong developed assay for 3,800 field sample detections indicated that the
pH1N1 (2009)-rRT-PCR was a specific, sensitive and rapid assay. pH1N1 (2009)-rRT-PCR is an premising method for routine
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detection of Pandemic H1NZ1 2009 and could be used to monitor and survey Pandemic H1N1 2009 influenza virus.
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Table 1 Intra-assay and inter-assay reproducibility
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The embryo median [, Intra-coefficient of variation Inter-coefficient of variation
Virus infectious dose
(EIDg/mL) X+SD  CV (%)  X:SD CV (%)
AlCalifornia/ 10* 3 30.51£0.072 0.45 30.97£0.53 1.89
7/2009 NYMC 10° 3 33.94:0.078 0.36  32.95:0.55 2.95
X-179A 10° 3 38.21+0.085 0.30 38.07£0.84 3.72
2.5 pHIN1
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