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Development of a one-step SYBR Green-based real-time RT-PCR assay
for detection of Tembusu virus
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Abstract: A one-step SYBR Green-based real-time RT-PCR assay was established for detection of the Tembusu virus
(TMUV) that recently has caused infectious disease in ducks in China, by using NS24 gene-specific primers and in wvitro
transcribed viral RNA. The results showed that the Ct value was strongly correlated (R*=0.997) with the logarithm of the
transcribed viral RNA concentration, suggestive of a good linear relationship. The RT-PCR assay established was specific to
TMUV, with no cross-reaction with other viruses. The inter- and intra-assay coefficients of variation ranged from 0. 11% to
0.30% and 0.88% to 1.31% , respectively, indicative of good repeatability. The assay was 100 time more sensitive than the
conventional RT-PCR, with a RNA detection-limit of 10 copies. All the cloacal swabs from TMUYV infected ducks were detec-
ted TMUV positive by this real-time RT-PCR assay while
the figure was only 71% by conventional RT-PCR.
Therefore, the one-step SYBR Green-based real-time RT-
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Table 2 Detection of TMUYV in cloacal swabs from TMUYV infected ducks
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