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Establishment and application of probe—based real-time RT— LAMP
method for detecting canine rotavirus C

SHEN Haixiao'*, LI Xin*, YANG Dequan’, GE Feifei”, WANG Jian>, HUANG Shixin’* , JIANG Ping'"
(1. College of Veterinary Medicine, Nanjing Agricultural University/Key Laboratory of Animal Diseases
Diagnosis and Immunology, Ministry of Agriculture and Rural Affairs, Nanjing 210095, China;

2. Shanghai Animal Disease Control Center, Shanghai 201400, China)

Abstract; In this study, a probe—based real—time reverse transcription loop mediated isothermal amplification (RT-LAMP) method was
established for detecting canine rotavirus C ( CRV C). Targeting the conserved sequence VP6 of the rotavirus genome, a set of LAMP primers
and a set of probes were designed and synthesized, and various reaction parameters were optimized to determine the sensitivity, specificity
and other performances of the method. Finally, the method was compared with the qRT-PCR and dye—based real-time RT-LAMP methods,
and clinical samples were detected to evaluate the practical effects of the method. The results showed that the detection limit of the method
was 7. 71x10° copies/pL, which was similar to that of fluorescence quantitative RT=PCR. And it had no cross—reactivity with canine rotavir-
us A (CRV A), canine distemper virus (CDV), canine parvovirus (CPV), canine coronavirus (CCoV), or canine astrovirus (CaAstV).
Its coefficient of variation for repeated testing was less than 5%. The clinical sample testing results showed that the present method had a total
concordance rate of 98. 64% (64/65), compared with fluorescence quantitative RT-PCR. In summary, this method possessed the advanta-
ges of being rapid, highly sensitive, highly specific, and of low instrument cost, making it appropriate for rapid detection and clinical diagno-
sis of canine CRV C.
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R ikt BT VA SERT POt LAMP 52 i b &
WITTEZ —, %Ok R LAMP B U, Lt
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SRR BRI RIS ™= 5% 5% R ssRNA I 2t 7= P ¥k
FARIEAZ . #IE=6.02x10% xssRNA ¥k JFx 107/
(340xssRNA BB BEEL) , 4500 ssRNA $5 D18, 729
F-80 CLAAFEH,
1.4 LAMP 3|##9i%it
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B, POLER RT-PCR ik AL E = e hifa 2t
KR BR A 7. 71 x10° copies/pL, EA7 lIfi K12 Wi &
X, AR R, WA AN HMESEG RN
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A RA BRI ARG, nTRESE th TR
ARG R, BT RERAE S TP AR AR
FrBI#E , K, BRI SE S G RT-LAMP
R 25 BT A, H BF ) 20, 13 min, RKRAE T 2665
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