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1 IHNV
Tab.1 The sequencesd IHNV primers and Tagman probe
Name Sequence Location (A Y442508) Anplicon dze
Forward primer 5 - GGTCGOCGAACTTCTGGAA-3' 288 —306
Reverse primer 5’ - GTGOOOCA GTGTCCAAA GA-3 346 —328 59 bp
TagMan probe 5' - FAM- COCTGGGCTTCTTGCTGGA- TAMRA-3 308 —326
2
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REAL-TIME QUANTITATIVE RT-PCR ASSAY FORDETECTION OF IHNV IN FISH

YUE zhi-Qin*, LIU Hong , LIANG Cheng Zhu' , GAO Hong-Wei' |, XU Biao",
DENG Ming-Jun* and JIANG YuLin®
(1. Qingdao Entry- Exit Inspection and Quarartine Bureau, Qingdao 266002; 2. Sherzhen Entry- BExit |nspection
and Quarartine Bureau, Sherzhen 518010)

Abdtract : A red-time quantitative RT- PCR assay was developed for detection of i rfectious hematopoietic necrodsvirus (1HNV) .
Primers and probe were designed based on the nucleocapsd gene of ITHNV by Primer Bxpress 2. 0 ftware. The plasmid contain-
ing the target sequence was condructed to detect the sendtivity and prepare the gandard curve. The red-time RT-PCR assay had
a detection linit of 5 copies, with a dynamic range of detection between 5 x 10° —5 copies. The sandard curve was prepared
based on the linear relaionship between the anount of plasmid DNA and cydle threshold (Qt) . The primers and probe were e
cific for IHNV and did not react with either oring viremia of carp virus (SVCV) , vird henorrhagic septicemia virus (VHSY)
irfectious pancreatic necrods (IPNV) , grass carp reovirus (GCRV) , epizootic haemetopoietic necrod s virus (EHNV) , EPC cell
line or fish tissue RNA. (ollected sanples were detected with the red-time RT-PCR assay and three postive sanples were used
for quartitative anadlyss. The red-time RT-PCR assay that described here with high senstivity , ecificity and accuracy is cornr
Sdered to be a powerful tool for the rgpid detection and quartification of THNV in fish.
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