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(1.ZhanjiangCustomsTechnologyCenter"Zhanjiang524000,China#2.NantongCustomsTechnologyCenter,
Nantong226004,China)

#(%&0'3&

% Toachieveasimple,rapidandefficientdetectionoftwopathogensinshrimpproducts,a
duplexfluorescentrecombinasepolymeraseamplification(RPA)detectionmethodwasdevelopedfor
infectioushypodermalandhematopoieticnecrosisvirus(IHHNV)and6+<4=2>8<2?22+ ,4@&<2@4+&4.

(EHP).PrimersandprobesweredesignedbasedontheconservedsequencesofIHHNVandEHP,
andtheduplexfluorescentRPAmethodwasestablished.Thespecificity,sensitivityandrepeatability
ofthemethodwerevalidated.Theresultsshowedthattheestablishedmethodexhibiteddistinct
amplificationonlyforIHHNVandEHP.DetectionusingdilutedplasmidsofIHHNVandEHP
demonstratedthatthesensitivityoftheduplexfluorescentRPAmethodfordetectingIHHNVand
EHPplasmidscouldreach1!102copies/!L.Themethodshowedgoodrepeatabilitywithten
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repeatedplasmidsamples.Themethodwasemployedtoexamineimportedfrozenshrimpsamples,
resultinginthediscoveryofonepositiveEHPandonepositiveIHHNV.Comparisonofthedetection
resultswithfluorescentPCRshowedconsistencybetweenthetwomethods.Themethodestablished
inthisresearchhasimportantclinicalsignificanceforthedistinguishinganddetectionofthetwo
diseases,andcanbeappliedtorapidscreeningmethodsfordiseasediagnosisinaquaculturefarms,
shrimpproductproductionenterprises,andportlaboratories.
!"#$%&'() frozenshrimp! infectioushypodermalandhematopoieticnecrosisvirus! !"#$%&'(#&)&&"

*+,-#&,+".+/

!duplexfluorescentRPA!clinicalapplication
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