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Establishment of an EvaGreen real-time fluorescence quantitative

PCR assay for porcine epidemic diarrhea virus
NAN Pei ,LIU Gaopeng , DAI Xiaoyan, JIANG Yonghou
(College of Life Sciences and Medicine, Zhejiang Sci-Tech University, Hangzhou 310018, China)

Abstract: The purpose of this study is to develop an EvaGreen-based real-time fluorescence
quantitative PCR assay to detect porcine epidemic diarrhea virus (PEDV) rapidly and accurately. A pair of
specific primers for PEDV was designed in the conserved region of virus genome sequence according to the
primer design principle. After system optimization, an EvaGreen real-time fluorescence quantitative PCR
method was established, and its specificity, sensitivity and repeatability were analyzed. Subsequently, the
established assay was applied to the detection of 90 clinical samples. The result revealed that the assay can
specifically detect PEDV, and no cross-reaction was observed with other non-target viruses. The limit of
detection of this assay was 5 copies/puL. Standards with 3 different concentrations were used for withinrun
and between-run repetition. The coefficient of variation (CV) of Ct value was less than 2 8%, which
indicated that the proposed method had good repeatability. The positive rate of PEDV in the clinical
samples was 48 9%. In summary, the real-time fluorescence quantitative PCR assay established in this
work is a rapid, accurate, highly sensitive and specific detection method, which can be used for
epidemiological investigation and clinical diagnosis of PEDV.
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