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Development and use of a SYBR Green | Real-Time PCR technique for detection of CaKoV
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Objective To establish a SYBR Green | real-time fluorescent quantitative PCR detection method that can
detect Canine kobuvirus (CaKoV) in fox species. Methods The 504 bp 3D gene of fox CaKoV was amplified by PCR
and clone it into pEASY-Blunt vector;Construct this recombinant plasmid as a positive plasmid, which is used a template
to establish the SYBR Green I real-time fluorescence quantitative PCR detection method to determine the detection range
and analyze the sensitivity, specificity and reproducibility of this experiment. Results The SYBR Green I real-time fluo-
rescence quantitative PCR detection method showed a consistent linear relationship with a correlation coefficient of 0. 994
at 6.12 10" to 6. 12 10° copies/pul,slope of —4. 369 and sensitivity of 6. 12X 10" copies/ul. This method showed nonspe-
cific amplification for CPV,CDV,and CCV. All standard curves showed a single specific peak at a melting temperature of
86.49 C. The total positive rate was 7. 91% in the test for 253 clinical specimens of foxes from Liaoning and Shandong in
2021. Conclusion The CaKoV SYBR Green | real-time fluorescent quantitative PCR method is characterized by high
sensitivity and high specificity,and is suitable for the fast detection of CaKoV infection in foxes.
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