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Abstract:Objective A novel real-time RT-PCR kit was developed to detect EV71 and CoxAl6 enteroviruses simultaneous-
ly, which used for hand,foot and mouth disease in the clinical diagnosis and epidemiological surveillance. Methods Designed
specific primers and probes of EV71 and CA16,optimized the detection system of real-time quantitative PCR and research
the sensitivity, precision, stability of the products and the linear range of detection. Then tested 26 samples which were col-
lected on May 2014. Results The results showed that this experiment obtained positive recombinant plasmid, the range of
the linear relation was from 5 % 10* to 10° copies/pl,and the detection result within this range was fine. The optimal concen-
trations of CA16 upstream and downstream primers were 0. 48 pmol/L and the probes were 0. 24 pmol/L,and EV71 up-
stream and downstream primers were 0. 40 pmol/L and the probes were 0. 20 pmol/L. The detection sensitivity reached to
500 copies/pl,the CV of the repeatability test was no more than 5% ,the fluorescence quantitive PCR Kit was stable and
could be saved for one year at —20°C environment,and this Kit had high specificity for EV71 and CA16 enteroviruses. 20
linical positive samples and 6 negative samples were detected in this experiment, detection rate of positive samples was 100%}
(20/20) and negative samples was 100% (6/6) by fluorescent quantitative PCR detection method. Conclusion The experi-
ment demonstrated that the detection method of the fluorescent quantitative PCR for EV71 and CA16 enteroviruses could be
used for the diagnosis in clinical application.
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