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Abstract

White spot syndrome virus (WSSV), which causes high mortality in many economic shrimp aquacul-
ture, and is widespread over the world, makes the large economic losses to the shrimp industry in
China. In recent years, Procambarus clarkii farming is also threatened by WSSV. Gradually, there are
many reports about the massive dead of P. clarkii because of the infection of WSSV. P. clarkii in aqui-
culture area around Hangzhou was found to carry WSSV through field sampling. Therefore, the route
of transmission of WSSV in freshwater ecosystems is worth studying deeply. Aedes albopictus not
only has very strong aggressivity, but also is an epidemiologically important vector for the transmis-
sion of many viral pathogens, including the dengue fever, Ross River virus and West Nile virus. Al-
though A. albopictus is an important part of the fresh water ecological system, the research of A.
albopictus larvae with white spot syndrome virus has not been reported. This test detects that the
detention time of white spot syndrome virus in the body of A. albopictus larva is 48 h by using Nest
PCR detection. This study provides new evidence for the transmission of WSSV in fresh water and
provides a new scientific basis for the prevention Procambarus clarkii from white spot syndrome.
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HRESZ AR E(WSSV) X £ERIFRFFREER K, 78 KREL—, ESTEERTH LR
TLHIHRR . T2 RIEEAF 75 thZ BIWSSVEI B, FliSe IR A IR R BRI GL WSSV AR SET- K
WIE[1]. BEE RN AL SR E X 0 K KRR E A WSSV, EIEXWSSVIER KA
BERGTREHRSREBRAA . BLFEETR MG EMRBENN T, R —MEENREEN,
EAMERREREG, BEEER. PHMRENARBERE. AUFBIEARKKEESRETH
HEEF, KYREFERESIMERFN IR RKE. ARRERREAPCREAKH H AR AE
FRETE H SUBHIh Bk Py K B B B FE48 hih . AT A WSSVAEBF AMBK KA H AR IR A BT 3R
BT HRIESR, ARG RIFEINERG AL SR B T3 HIRHEKE

XiA
HAPCR, BRLGEIERE, B

1. 518

550 PCR (Nested-PCR) & — 4 7 (1) 5 A B % [ b (PCR), i X PCR 514k y ¥ H I B, 28
— X} PCR 594 14 Fr B A5 @ PCR AHML, 28 = XF 51 WFR A G WTE S — IR PCR 338 v BL i 3Bk AT
B PCR MY, H=W A B T8 — IRy M= B, 530 PCR B s /e T H A 1 (e e e AR
1= o

FIPELR-E A 55 (WSSV) & X 2 BRUF IRV M6 T oK, AR IR —, B25CEER I #T
{Z.2ETC IR %% . WSSV /& Nimaviridae 1) Whispovirus J& AR EF[1], BATER, RFTEMR, B
N H K/ 9(70~150) nm x (250~380) nm, LR, ARG [2]. S K JEE AR (Procambarus clarkii)
BRRAN AR, BN, TEH. BINWH. RIER. RERE, 28— &UFME KK =I5 M,
R T ARt [ S5 B AR PR TR B .32 B WSSV (1) B, Bt 8245 77 58 1) e PR Ji 28 BRI % WSSV T K B AE T
(HRIE[3] [4] [5]. I EFAMRAELERTIN A 2 SR X A 35 K I [R5 N5 5 WSSV, Rl WSSV
TER KA R FIERESAEFRAT T . B SIS (Aedes albopictus) AR AP R R, & T AW
HiscR, A8 /N B d, B B sk R SIS, ASURIOR T AR, A AR e A
] f o LIS (6] I SUBH IS S — PP B R AR SR A, 02— Fh B BRI RN, e T DME R IR 20
JEAALT], s E R D ITR s AIG E 2 (8] [9]. HEUFUENRAOKRES KRG I EE 3L,
FL4 BT B S5 A A 95 7 T ST AT A WARGE

2. R %
21 M8

WSSV #5759 [ B AR 45 K05 1 o B R ERHF (Procambarus clarkii), —80°C A7, &k 2 s b
(PCR)Y 14 ] Ex Taq M, ANTP 50 H A=W~ 7] - 8 DNA $2HUAGF &0W B _EiAE T4 /] . 100 bp DNA

©,



Ladder Marker &[4 Fermentas /A ). 400 (Aedes albopictus) it s dt B [ 57 41, T 5256 28 P 2558 4
HJE S RIEUH o

22. Bk

221 BMEZSIRETERE

T A5 B BEE IR 1 A SOt iscah g, 2 85K PCR SlREAS L 2 ZRE A 4= 389 WSSV B, FIE
WSSV i B i35 . WSSV K G 1) 77 LR SCHRHGE 2E1T[10], B 10 g /&% WSSV EUHE (1) e [K J5 2R
WIBIRESISE, I 100 mi 4liif KA, KBSV RBON, T 3 /NN G35 N 1 ) alivgok i, 4y
FTEH KIS 24, 48 F1 72 /N4 dORf St A/ S5 PCR Al

2.2.2. WSSV i PCR #:

Wi#E DNA $EIURIE R & s P R g 47, I DNA FE &R A 5149 VP28a (Forward:
5’-AACCTCCGCATTCCTGTG-3", Reverse: 5-GTGCCAACTTCATCCTCATC-3’) 1 VP28b (Forward:
5°-cgcacagAcaata-3’, Reverse: 5’-GTCTCAGTGCCAGAGTAGGT-3")i#4T PCR S Ri# W FEfE 25 1 VP28 %
A H B PCR A% %5 : DNA AR (WSSV DNA) 1 uL; 10 x PCR # #422 #f3% 5 pL; MgCl, (25 mM) 3 pL;
dNTPs 1 puL; E3##5149(20 mM) 1 uL: F#E5140(20 mM) 1 uL; Taq B 1 pL. Sk 2 @688 50 pL(BL
ERTEVK L #RME), BT PCRAXAWHHATY ., PCREEFN: 94°C 2min; 94°C 1min, 59°C 1min, 72°C
1 min, 1Z4T 30 MEFF; 72°C 10 min; 10°C 5 min. PCR Phn NEIEREEEL kATl bk, k&G
FH Immage master VDS fif% & Guia il H 1257 -

3. ZRES
3.1. WSSV i PCR #il4E5R

FIFH 514 VP28a, VP28b, VP28a Fil VP28b 41443 HliEAT PCR e M4 HE B & (1 VP28 FE[H F By,
PCR ¥ 45 5 Rx, 514 VP28a, VP28b, VP28a 1 VP28b 4 &7E 1 {4 FBEH 7 DNA FESh Y18
HIEM 2671, {H2 VP28a fll VP28b 414 REAE i 5 DNA FE M FiRE 12 £5 594 s J L4670, 1T VP28a
7EJ 2 DNA PR 4 (55 3 AN A e 464, VP28h 725 2 DNA FESL R 2 (55 3 AN 4 bk
(K 1),

32. BHGAIEREFERLER

HUHEERR WSSV J& 24, 48 F1 72 /INIF I 1 SU i i ) Bt it il 55X PCR Al PCR #3845 R oR, 1E
M WSSV J5 24 h, 48 h F1 72 h U4y ik N AR skl 21 WSSV, HAr DL 48 h [ ki i 22
1M 72 h JE A REY 48— 255 S 1 2671 (1] 2) 0 25 SR U0, WSSV 7E [ SUEPHIS & HUpR Py IR B9 B ) B %2 e 4E
B2 72h,

4. ¥W1ig

F9 7 DNA FEMHEAT 1~12 fEIZ DR IS, 230 3 PCR A1EL X PCR EAT AN, 735455 H] VP28a
L5 4. VP28b L5 )1 VP28a L5 VP28b 45 & 1 H K PCR 514 . PCR il 45 S B, AH L T35 38 1) PCR,
HIC PCR ) R BUE B E PCR mR %, ¥R & (K 1),

PR A0 B BRI 45 R W, A BELE A IER R 7E [ S &)y Bk P F s B B () S R 7E 48 h /2
Fi(E 2), 1824 h [FEHE WSSV 1E B EUH I 4 AR N IR ECR, KiTRsE, SRS E—, £
48 h ()5 WSSV 7E K74 AR N EA TR B, (HA I SE B EGK . £E 72 h I i WSSV EARTER)
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Figure 1. PCR amplification of VP28; marker indicates 100 -
1000 bp, 1 - 12 represented that the virus DNA samples were
diluted 1 - 12 times respectively
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Figure 2. PCR amplification of detention time of white spot
syndrome virus in the body of Aedes albopictus larva; marker
indicates 100 - 1000 bp; 1 - 6 stand for 6 different Aedes
albopictus larvae samples respectively

2. WSSV £ BRI R IF A EERTE A PCR 425
SRAK; marker 7 100~1000 bp, 1~6 X3 6 NAREIRBEL
PG R

A AT AR, ERRE R MAR D . T 50 IR BN B3, SR RSB R R 11, ik
F SIS Al A K AT RE R AR 4 WSSV (S, HETTIE A oe KRB R BAE T AWFFE N WSSV 1

EFAMBARAR T AL SR AT BT FUERAE 1B IR DA BiiA ve IR SRR g 1 5
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