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Detection of Canine Distemper Virus by Reverse Transcriptase
Loop-Mediated Isothermal Amplification Method

WEN Hai, QIN Hai-bin, HE Xing-liang, ZHU Qian, GAO Yi-long, ZHANG Hui-dong
( Nanjing Policedog Research Institute of MPS, Nanjing 210012, China)

[ Abstract]  Objective To develop a new method for rapid detection of canine distemper virus by reverse
transcriptase loop-mediated isothermal amplification method ( RT-LAMP). Method According to the published GenBank
sequence, four strips of primers specific recognizing NP gene of canine distemper virus were designed. We studied the
optimal reaction conditions, specificity, sensitivity, and its visualized judging method of products. Then we used 63 clinical
specimens to verify its efficiency in field detection. Results The amplication can be performed at a constant temperature
60°C within 1 hour. Specific primers did not recognize genes of other virus commonly infecting canine. The results of RT-
LAMP could be easily observed by naked eyes after SYBR green I staining. In 63 specimens collected from Nanjing and
Shangdong, 45 samples(71.4% ) were positive, but only 40 samples (63.5% ) were positive using RT-PCR. Conclusion
The results of our study demonstrate a higher superiority of specificity, sensitivity, efficiency and convenience of the RT-
LAMP method, and provide a new detection method for canine distemper virus.
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Tab. 1 Sequence of each primer for CDV RT-LAMP

5|4 Primers

FF% Sequences

F3 5'-CAACGGACCTAAATTAACTGG-3’
B3 5'-TGCCTCAGAATCCAAACT-3’
FIP 5'-GGTCGTCTATGATCCTCTGGAT-CAGTATCCTCTCCTTGTTCG-3’

BIP 5'-AAGTTAGTAGAGGTAATCCCAAGCA-GCTCCTCTGGATGCAAAT-3'
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Fig. 1 RT-LAMP products amplified at
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M. DNA marker DL2000;1.65% ;2.63%C ;3.60°C.
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M. DNA marker DL2000;1.60 min;
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% 2 CDV RT-LAMP Jy & #l RT-PCR J5 32 14 v FH b &
Tab. 2 Comparison between RT-LAMP and RT-PCR in clinical diagnosis
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Samples FH: Positive  [H4: Negative  [H4: Positive B Negative Total
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