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Detection of Avian Reticuloendotheliosis Virus of Avian Live Vaccine
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Abstract: In order to detect avian reticuloendotheliosis virus( REV) of avian live vaccine quickly and accurately,

a pair of specific primer was designed and synthesized using Primer Premier 5. 0 according to conservative

sequence of REV p30 gene in this study. The real — time PCR method based on the SYBR Green I pattern

(Real - time PCR) was developed. The standard curve was constructed by using the product of conventional PCR,

the specificity, sensitivity, reproducibility and the coincidence rate to IFA were evaluated. The result showed that

the length of the PCR product was 222 bp as expected and the amplified sequence was approved to be identical
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with the REV target sequence. The standard curve had a good linear relationship, the correlation coefficient was

1.0 and the amplification efficiency was 94.2% . Melting peak appeared at (86.8 +0.5)°C without primer —

dimer. This method only detected amplified signals from REV positive sample, so it was identified to have good

specificity. The standard curve covered a linear range of 2. 697 x 10° ~2.697 x 10’ copies. The minimum copy of

the positive sample detected was 26.97, 1000 times more sensitive than the conventional PCR. The coefficient of

variations (CVs) of intra assay and inter assay were in the range of 4. 80% ~5.72% and 0.75% ~3.87%

respectively. The real — time PCR was used to detect 17 batches of avian live vaccine, comparing with indirecting

immunofluorescence (IFA) . The results showed that the coincidence rate of these two methods was 100% . This

real time PCR method has been proven to be a useful tool for the detection of REV in avian live vaccine because

it was more rapid , more convenient and more intuitive.
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