328 2 Yl PN 2 Vol. 32, No.2
2011 4 H Journal of South China Agricultural University Apr. 2011

KXOEHFRHE IR E TagMan-MGB £ §t
WIEEE PCR il 77 =R L
BAM, arRA, WEK, FEA, KAH

(FPEKARFZHRE BRITRFZHEN, FEARFHFALE KRG BAFT o EL T HRATEFAEEE, & 71 510380)

HE AR K D BT55 28 SRR Largemouth bass ulcerative syndrome virus, LBUSV ) i F ZEAL RS il ( MTase ) FE A
BAFRRIF ST 5141 K TagMan-MGB #4541, Pt AL 76 96 % f: PCR I S5 AN R W AR 2, 57 T LBUSV [ TagMan-
MGB #REF S E it PCR KI5 vk, A MTase SR F0RL pDNA-MT RSN BAE JbR e S BTAR , TE9O6E it PCR
X L3847 PCR SR, 22 hIbRERNZE  BERA —3. 24 R* =0. 999, EHRIF AL ICR T IERR 1. 04, RALE KM &5
FEMH , PCR [N 24 ANIEERIE AT LUK 2 1) ok e /N R 2 107 $% DU/ . 38 107 .10°.10° . 10* #8 DL/ uL 4 4~
AR R BRSO , A8 5 REUAE 1. 1% ~3. 4% Y5, BEBHIZ Oy ¥ B B4 8 2 M RS e . R R O T D i
TG I B LBUSV B9k fh, i S,

REER KT B2 B IR EE ;. TagMan-MGB #4841 ; 1 PCR; RN
FE 5K S . 504 X ERFRIRED : A XEHS1001-411X(2011)02-0099-04

Development of a TagMan-MGB Real Time PCR Assay for Largemouth
Bass Ulcerative Syndrome Virus Detection

MA Dong-mei, BAI Jun-jie, DEND Guo-cheng, LI Sheng-jie, ZHANG Li-li
(Pearl River Fisheries Research Institute ,Chinese Academy of Fishery Sciences,Key Laboratory of Tropical & Subtropical
Fish Breeding & Cultivation, Chinese Academy of Fishery Sciences, Guangzhou 510380, China)

Abstract : Based on the nucleic sequence of DNA methyliransferase (MTase) gene from largemouth bass
ulcerative syndrome virus ( LBUSV) ,primers and TagMan-MGB probe were designed and synthesized to
use for the detection of virus by real time PCR. After optimizing PCR annealing temperature and probe
concentration , the fluorescence quantitative real time PCR method for LBUSV detection was developed.
Series dilution of linear plasmid pDNA-MT as standard templates, PCR was performed on ABI 7300 PCR
System. The standard curve was drawn, and the slope was —3.24 (R* =0.999) ,with a good linearity.
The amplification efficiency of PCR reaction was calculated as 1. 04. Sensitive assay showed that the
method could detect 10> copies/ L plasmid templates within 24 PCR cycles. It is good repeatability and
stability that the variation coefficient of the PCR ranged 1. 1% —-3.4% ,for 10" ,10°,10° ,10" copies/pL
plasmid as PCR templates. The method showed good specialty and detected naturally LBUSV-infected

largemouth bass , with precision.
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Fig.2 Amplification curve (A) and standard curve (B) of the

standard samples
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Tab.1 The variation coefficient of the standard samples CT

values
W/ 5 CES M CT {H A5
(FI-pL™) 1 2 3 4 5 R
1.0 x10’ 7.5161 7.3566 7.3725 7.3621 7.6108 1.5
1.0x10°  10.8942 10.9242 10.5658 10.6695 10.6611 1.5
1.0x10°  13.7194 14.0054 14.0037 14.050 1 14.1191 1.1
1.0x10*  16.8632 17.1587 17.2841 17.2058 18.3845 3.4
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