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2x10’ 13.76+0.13 0.94 13.85+0.11 0.79 14.46+0.16 1.11 14.02+0.38 2.71
2x10° 17.46+0.08 0.46 17.58+0.15 0.85 17.84+0.13 0.73 17.62+0.19 1.08
2x10° 20.89+0.11 0.53 20.93+0.26 1.24 21.43+0.28 1.31 21.08+0.30 1.42
2x10* 24.46+0.20 0.82 24.51+0.25 1.02 25.02+0.15 0.60 24.66+0.31 1.26
2x10° 27.98+0.09 0.32 28.04+0.14 0.49 28.46+0.23 0.81 28.16+0.26 0.92
2x10? 31.54+0.42 1.33 31.60+0.29 0.92 32.13£0.59 1.84 31.76+0.32 1.01
2x10' 35.02+0.50 1.43 35.21+£0.43 1.22 35.58+0.53 1.49 35.27+0.28 0.79
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Abstract: To establish a TagMan-MGB probe real-time fluorescence quantitative RT-PCR for detection of
TSV, primers and probe were designed based on the conserved region of the TSV capsid protein genome with 118
bp target products. The PCR products were cloned into the pGM-T vector, than the positive linearized plasmids
were used to transcript RNA in vitro. The RNAs were used as standard quantitative templates to make the standard
curve, which was generated based on the linear relationship between the amount of RNA (log X) and cycle threshold
(Ct). The real-time RT-PCR assay can exactly detect and quantify TSV from 2x10'copies/uL to 2x10’copies/pL,
and had a detection limit of 20 RNA copies. The method is specific for TSV and did not amplify SPF shrimp RNA.
The coefficient variation (CVs) is 0.32%~1.84% within assay and 0.79%~2.71% among assays. The results showed
that the one step real-time RT-PCR is useful for TSV detection.
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