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Abstract; To establish a rapid point—of—care detection technology for duck astrovirus type 2 ( DAstV-2) nucleic acid, based on the cut-
ting principle of CRISPR/Cas12a, combined with recombinase polymerase isothermal amplification (RPA) , primers were designed for RPA
amplification of DAstV—2 nucleic acid and guide RNA (crRNA) based on the CRISPR/Cas12a reaction. The reaction conditions were opti-
mized to establish the best detection system, and the colloidal gold lateral flow dipstick (LFD) was used to report the detection results. The
results showed that the detection limit of the DAstV—2 recombinant plasmid was 10 copies/pL, and the detection system was highly sensitive
and reproducible. This detection system was used to detect common duck viruses. Except for DAstV-2 nucleic acid being positive, the other

viruses were negative with strong specificity. Compared with the results of the common RT-PCR, the coincidence rate here reached 100% ,
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and the technology was more convenient and faster. The present study suggested that the method for detection of DAstV-2 nucleic acid based

on RPA-CRISPR/Cas12a~LFD system possessed high sensitivity, strong specificity and easy operation, and was able to realize rapid visual

detection of DAstV-2 at 37 C.
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RPA-F2 TAATGTGAACCAAAATTCAAACCTCTCTTATG 7
RPA-R2 TTGTTGTCGTGCCCATTATTGACATCGTAGTT
RPA-F3 ATGAGGAACCTGCAAGACCAGTGTCGGGTGAT 101
RPA-R3 TTGGCGGGATTGAAAGAAAACTCCACTATCTG
&2 crRNA F75l
R 5 (5'—3")
crRNA1 TAATACGACTCACTATAGGG+TAATTTCTACTAAGTGTAGAT+TGAGGAACCTGCAAGACCAG
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