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Comparative analysis of nucleic acid PCR orthogonal experiment of first monkeypox

virus sample in mainland China
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[ Abstract | Objective To investigate the differences in detection efficiency and sensitivity of current
domestic monkeypox virus extraction reagents, amplification reagents and real-time quantitative polymerase
chain reaction ( RT-qPCR ) instruments, and to compare among different extraction and amplification
combinations. Methods The extracted nucleic acid of monkeypox virus were amplified using RT-qPCR,
according to the designed orthogonal test protocol. Results There was no significance in the extraction
efficiency of different DNA extraction reagents ( F'=12.855, P=0.07) , while the differences were statistically
differences in the number of amplification cycles of amplification reagents ( F'=49. 832, P=0.019) and in the
fluorescence signal capture of RT-qPCR instruments ( F =36. 355, P=0.027). Conclusion The current
domestic extraction and amplification kits for monkeypox virus can effectively detect the virus, but various
reagent and instrument combinations show different detection efficiency. Through the validation test, a more
advantageous combination is found, which provides a reference for domestic response to monkeypox virus
detection and epidemic prevention and control.
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