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1 W Ssv HHNV Ct
Tabl 1 TheCt value of diffrent concentration of W SSV and HHNV

Con centration ( copies/LL)

Sampk 107 106 100 100 160 10*® 10" 10°

WSSV 22004 25166 2891 31160 32127 33182 35169 36l 74
HHNV 24161 2854 31160 32188 33198 35134 36145 > 42
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Tabl 3 The Ct value of realtime PCR for different concentrations of W SSV and HHNV
WSSV HHNV
D ifferent con centrations of WSSV and HHNV/( copies/L L)
10° and10® 108 and10° 10° and10® 10*and10’
WSSV PCR Ct
. 33119 181 69 35174 19159
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PCR Ct
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CV %) 1104 2102 2104 0159
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DEVELOPM ENT OF A MULTIPLEX REALZTIME PCR ASSAY FOR DETECT ION OF
W SSV AND IHHNV

XIE 7Zh 2Xun', XE Li2Ji, PANG YaoXShan', LU Zhao¥a’, X E ZhiXQn', UN JianH ua’,

DENG X iandV en', LU JiaB0 and TANG X noXFei
( 11Guangxi Veterinary Research Inditutg Nanning  53000% 21Guangxi Bureau of F ishery and AnimalH usbandry, Nanning  530022)

Abstract W hite spot syndrame virus (W SSV') and Infectious hypodem al and haen atopo etic necrosis vius ( HHNV) are
responsble for signifcant econan ic bss in the shrmp ndustryl In order to smultaneously and massively dentify W SSV
and HHNV, two pairs of priners and two TadMan probeswere designed and synthesized according to the conserved gene
sequences of W SSV ( AF369029) and HHNV (AF218226) n GenBanklThe reaction parameters such as the concentra2
ton oftwo pair of primers twoTadMan probes and the reaction buffer were optmized to devebp amultiplex reaRtme PCR
assay br he rapid detecton ofW SV and HHNVIThemultplex real2tine PCR assaywas found to be specific and be able
to detect and d ifferentiate W SSV and HHNV, and no positive resu lts were observed when nucleic acd fian Vibrig Taura
Syndrane V irus and Streptococcuswereused asmultplex real2tme PCR templatesl The developed mult plex real2tme PCR
assaywas campared wih that ofroutne PCR1The sensitvity ofmultiplex real2tme P(R assaywas 2 and 20 template cop2
ies orW SV and HHNV respectively and its sensitivity was 10° and 10° tines h igher than that of he routine PCR1The
sanpleswere exan ned usng the multplex realtme PCR repeatedly and the results ndicated that the multplex rea Rtime
PCR was reproduciblel Different concentrations of W SSV and HHNV could be identified when mixed together which m2
plied the assay could be applied to clin tal confimation for smultaneous nfection of WSSV and HHNV1The multplex re2
altime PR results of 30 routne PCR positive sanples showved that one specific anplifed cuwve was displayed when
shrinp was nfected by only one of these two viral pathogens whereas wo specific amplified curves were disp layed when
shrimp was nfected by two viral pathogensl The resu It ind icated thatmultplex real2time PCR was able to detect and d iffer2
entnte the presence of each pathogen n nfected clnical shrmplThismultplex realRtme PCR assay is a quick sensitivg
specific and quantitative tool Br detection ofW SSV and HHNV, and itw ill be useful for he contolofW SS and HHN n
shrimpl
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