E2o8BSH K4 E Y %R Vol.29,No.5
200549 A ACTA HYDROBIOLOGICA SINICA Sep., 2005
pom e
[

USSR

ZERRXSE PCREMMNIFAHRSE SR BTREFENHR

HEH ERE BEX EAC xmEK

(SELEARRBERRN BT

530001 )

STUDY ON THE DETECTION OF WHITE SPOT SYNDROME VIRUS AND
TAURA SYNDROME VIRUS BY MULTIPLEX PCR
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( Guangxi Veterinary Research Institute , Nanning 530001 )
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1.1 AWK WSSVH TSV BT EHK FRELT
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mmol/L EDTA, 20mmol/L, Tris-HCI(pH = 7.5), {# F B ho 3 %
ZHMBIREEN0.25% , F LR ERH ; PE9600 PCR X, M A
% @ Perkin Elmer Cetus 22 & »

1.3 DNA #1 RNA #BER  MUFF R xTHEFATBOAR 08 Ly A
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E#® KA 20pL K5 F& R TSV RNA & B cDNA,
K& 25mmol/uL MgCl, 4L, 10 x RNA PCR buffer 2uL,
2.5mmol/pL. dNTPs 2uL,40 units/pL RNase Inhibitor 1uL,5 units/
uL AMV Reverse Transcriptase 1pL,25 pmol/uL TSV L ¥ 35|#)
1uL, TSV RNA # 4] 1uL, DEPC H,0 3 B &1 E 20uL, B F
PCRAX %, & F 51 8 /¥ i# 17 R ¥ % :42°C 30min, 9C 4min,
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Tab.1 WSSV and TSV primers
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Primers Oligonucleotide sequences Amplified size
WSSV L #3|% Forward primer: 5" -GATGAGACAGCCCAAGTTGTTAAAC-3’

T #3514 Reverse primer: 5’'-CGAAATTCCATCACTGTAATTGCTTG-3' 306bp
TSV L ¥5| % Forward primer: 5'-TCAATGAGAGCTTGGTCC-3'

F#5| 9 Reverse primer: 5'-AAGTAGACAGCCGCGCTT-3’ 231bp

SR PCR TSV RNA R ¥ R B cDNA J5 , 7% <DNA R M
M ATIEN, ZE PCR BB EBRY S0uL, K+
25mmol/pL MgCl, 1pL,10 x PCR buffer 3uL,5 units/pL Tag B4
M 0.54L,25 pmol/pL TSV F #3531 # .25 pmol/pL WSSV L ¥ 5|
WHTH3ME 1L, WSSY DNA B4R 1L, B2k 2 S &
F S0uL, EPCRIL LB ERAHITEE PCR KK,
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2.3 HEERRR

EA K PCR B E MR & W B 1pg #9 WSSV 1 100z )
TSVEREE, &R LHE 2,
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A1 —EBAZXEPCRERHERAR
1. 100bp DNA ladder marker; 2. FA¥EXT ;3. TSV BH¥E S B
4. WSSV PtE XS M ;5—6. WaKHFdh ;7. SPF RS R AR AR s
8. THHNV;9. %l 30 86 . 10. GEIR M
Fig.1 Specificity of two-temperature multi-PCR for WSSV and TSV
1. 100bp DNA ladder marker;2. Negative control; 3. TSV;4. WSSV;
5—6. Clinical samples; 7. SPF P. Vannamei; 8. IHHNV; 9. Vibrio;
10. Streptococcus
9
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M2 —EXFEPCREBHAR
1. 100bp DNA ladder marker; 2. TSV PH¥EXT#% ;3. WSSV FH# X M ;
4. Ing;S. 100pg;6. 10pg;7. lpg:8. 100fg;9. 10fg;10. lig
Fig.2 Sensitivity of two-temperature multi-PCR for WSSV and TSV
1. 100bp DNA ladder marker; 2. TSV; 3. WSSV;4.Ing; 5. 100pg;
6. 10pg;:7. 1pg:8. 1004g;9. 10fg;10. lfg
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3.1 TSV #1 WSSV 2 iff 4F % ™ H f& 3 XF 45 9% Bk 64 55 #h 55
HHHE TSV EAE RNAAR S, WSSV B NGt DNA W &, &
LREFFEFHHRERABENAREARE, EXH
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1. DL2000bp DNA marker; 2. PR ;3. WSSV FH¥EXf fil;4. TSV
PR ;S. WSSV.TSV £ K PCR FA#E % fl;6—7. WSSV.TSV
PR B s DR FE  ;8—9. WSSV PH#E A9 Il BR #E §h 5 10. WSSV, TSV 8
BAHE B MG KB B s 11 TSV Bk B BRBE & 512, WSSV, TSV BB
B 18 BR A &

Fig.3 Results of two-temp multi-PCR for the detection of
clinical samples
1. DL2000 bp DNA marker; 2. Negative control; 3. WSSV; 4. TSV;

5. WSSV + TSV;6—7. clinical samples contained WSSV and TSV ;8—9.

clinical samples only contained WSSV ;10. clinical samples contained nei-
ther WSSV nor TSV; 11. clinical samples contained TSV; 12. clinical
samples contained neither WSSV nor TSV

3.2 AWERFBIMELE PCR X FF WSSV 1 TSV # # it
TTHZEPCREN ZRHRANBATSXREITFX/NMEF
B2 %4> $ 4 306 bp(WSSV) H 231 bp(TSV) B9 I~ %, T %4
Kb RmENT MR AR, B4 REERKRER
B~ , %S X PCR BIEBK NI 1pg B9 WSSV DNA B4R
100fg # TSV RNA SUH, RFA X L PCR A A R B R4
L0 1

3.3 ALK PCRX 320 KA RMRMMELR RN, wssv
1 TSV PR H X482 60.3% M 26.6% , WSSV H TSV Al
YRS EN 10%, JE WSSV M TSV ARE BAEE
HXEAMNGFERYXEHERITHYE HAFAHEERES
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