1 2 1 1 1 1 1 2
(1. , 266002 ;2. ,
266003)
Tagman RT-PCR (Norwalk-like Virus,NLV)
G NLV ~ RNA Primer Express 2.0
RT-PCR NLV 10 ,
, 6 x10° ,6 x10° ,6 x10* ,6 x 10° ,6 x 10° ,6 x 10",
6 7 RT-PCR “ g , 6
(X G G = -3.36lg Xx+37.11, R =0.998
37 (Crassostrea gigas Thunberg) 6
NLV
; (Norwalk-like virus ,NLV) ; RT-PCR; Tagman
:Q93-331 A : 1000-3096 (2008) 08-0001-04
(Norwalk-like virus,NLV) ,
, NLV G RT-PCR NLV ,
L B 1
(13 1968 , ,
, PCR ,
, (Small Round Structural
Virus, SRSV) , 2002 8 (18] Tagman NLV
8 RT-PCR :
(Norovirus, NV) , (Caliciviridae) , ,
(Norovirus) NLV RNA NLV RT- PCR NLV
! ,G 1 1
G NLV
NLV N o N
- [} ( 1
) NLV e ol
’ 1.1
' NLV ’ (Crassostrea gigas Thunberg)
, -20
NLV : NLY 37
, NLV
[71 [8] RT-PCR :2006-05-29; :2007-01-10
[9.,10] : (sk38-2004) ;
NLV (1975 , o ,
[11 13]
) , : 0532-86770618 , E-mail :
[14] RT-PCR yuezhigin @126. com

Iﬁ@é XESEA

Y 7 <CEXPERIMENT & TECHNOLOGY

Marine Scienced Vol. 32 ,No. 8/ 2008



: 596 TS5 Ei?kl
¥ © <CEXPERIMENT & TECHNOLOGY

1.2 PCR G

: TRIzol (BBI ) ABI onestep RT- 1G <35,

PCR reaction kit , RT-PCR master mix
( Taq dNTP PCR

) RNase PCR ABI
7900HT 2

1.3
1.3.1

S G >35

2.1 RT-PCR NLV
[14] , 2

PEG NLV , TRizol * RT-PCR

RNA , 10U L DEPC H»0 , 1,
, RNA Y AR

X PCR

6 5 4 3
100 mg /L , - 20 6 x10° ,6 x10° ,6 x 10" ,6 x10° ,6 x

1.3.2 RT-PCR 10* 6 x 10" 6 7
G NLV ~ RNA [14] © 8 ,
, Primer Express 2.0

PCR )
1

’

(F) :5-CACCACGCTA GGA GAAA G : PCR :
AA GGT-3 PCR '
(R) :5-CAGCCCTAGAAATCATG
GTTAAATTC3
TagMan (T): 5-FAM-CGACCACCT-
GA GCCAAATGTGGTTC TAMRA-3
PCR 1pL RNA ,
RT-PCR master mix 12. 50 L , RNase 0.7uL,
0. 2y mol/L , TagMan
0.1U mol/L , 25U L
48 30 min;95 10 min; 95
15s,58 1min 40

F®EAR,

103 L

=

2 A

G 10 5 1IO ll5 2IO 2I5 30 3I5 4b
(14] 10,1072 ,10°° LRSS

10°*,10°°,10°%,1007 10 ,
1 NLV

' Fig.1 Amplification plot of NLV standard plasmids

Az ' WL with terfold serial dilutions
DNA : 6 x10° 6 x 10°, 1 7. NLV 6 x 10,6 x 10°,6 x 10* ,6 x 10° ,
6 x10" ,6 x10° ,6 x 10° ,6 x 10" ,6 6x10? 6 x 10! 6
1.3.3 1 7. The copy number of NLV plasmids was 6 x 10%,6 x 10°,
6 x10* ,6 x 10% ,6 x 10 ,6 x 10,6, respectively
. 1 NLV G
' SDS(Sequegce Detection System) 2.1 G Tab.1 The number of NLV plasmid copiesand their G value
(threshold cycle) G ( )
G 1 6 x 10° 14.21+0.06
2 6 x 10° 17.90+0.15
' 3 6 x10* 20.74+0.10
G 4 6 x 10° 23.82+0.39
1.3.4 RT-PCR NLV 5 6 x 102 27.35+0.15
RT-PCR 6 6 x 10" 31.01+0.16
7 6 34.29+0.07
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2.2 RT-PCR NLV
NLV G
(1, DR.1 , X
, G y ; ;
(X) G G = - 3.36lgX +
37.11, R =0.998, 2
401
36 C=—3.361gX+37.11
| R2=0.998
32r
o 28t
O
241
201
16}
12 s s s s s s s ;
1.0 10 102 10°  10* 105 100 107 108
BHE (HN)
2 NLV RT-PCR
Fg. 2 Sandard plot for quantification of NLV using real-
time RT-PCR
2.3 RT-PCR
NLV
37 , 6
NLV , 3, “ g
) PCR , 6
G 25.78,29.70,32.10,32. 89 ,33. 56 ,34. 92
, Mg RNA NLV
2.4x10' 1.6x10° ;300,180,110 50
10T
4
<
#inf
!
sle 103}
@
)
#
b AL
0 5 10 15 20 25 30 35 40
PRI R I
3 NLV
Fg. 3 Amplification plot of tested oysters
P. :B. 1 6. NLV

P. postive control; B. blank control; 1 6. tested samples of
oysters with NLV

3
Tagman RT-PCR
NLV , NLV,
NLV PCR ,
PCR , PCR
PCR
, PCR ,
7 C:t H
NLV ,
NLV (1e)
[14]
RT-PCR ,
NLV  RNA ,
1 1 (16]
NLV , PCR
( 86 bp), NLV
, , NLV ,
NLV ,
NLV ,
6 x 10° , 6 x

10°,6x10',6x10°,6%x10°, 6 x10", 6 ,
7 1

' NLV ,
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Detection of Nor walk-like virus in oysters ( Crassostrea gigas)
by real-time quantitative RT-PCR
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Abstract :A real-time quantitative RT- PCR assay was developed for detection of Norwal k-like Virus (NLV)
from oysters. Primers and probes were designed based on the RNA polymerase region of the virus. The
Tagman probe was labeled with fluorescent dye FAM on the 5 end and TAMRA on the 3 end. The real-
time RT-PCR assay had a detection limit of 6 virus copies, with a dynamic range of detection between 6 x
10° to 6 virus copies. The standard curve was prepared based on the linear relationship between the amount
of plasmid DNA (X) and cycle threshold (G). For NLV virus, G = - 3.361gX+ 37.11, with the correla
tion coefficient R’ =0.998. Thirty-seven oysters were tested and six were NLV positive and the virus was
quantified. The results demonstrate that real-time RT- PCR method can be used as a rapid and highly sens-
tive detection and quantification method for NLV and it is amenable to high-throughout assay.
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