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Abstract: A fragment sized 400bp of White spot syndrome virus{ WSSV, formerly designated NOSV),
tecovered from recomhbinant plasmid pAFD, was labeled with Digoxigenin as a probe to detect dynamic
distribution of WSSV within 120h and 72h in crawfishes{ Cambarus procfarkii ) inoculated WSSV by
oral taking and injection respectively. Stomach epithelium, intestine epithelium, heart, gill,
haemolymph, muscle, hepatopancreas, hypoderm, connective tissue and ovary of infected crawfishes
were examined for W3SV, In both groups, W3SV was first detected in heamolymph at 12h p.i. and
then disappeared. Again it was detected at 96h p.i. only in oral infection group and maintained tiil
120k p.i., but 1t didn"t appear at 72h p.i. in injection group. WSSV in heart, muscle was detected
at 36h p.i. in oral infection group and 24h p.i. in injection group respectively, and then increased
generally. In addition, WSSV in intestine epithelium, connective tissue, ovary of oral infection group
and intestine epithelium, hypoderm, ovary of injection group could also be detected. In dead crawfish-
es after 120h and 72h p.i. in two groups, WSSV could be detected in all the examined rtissues and it
demc;nsrrated that systernic infection occurred in the animales. The tissue containing more amounts of .
WSSV was hypoderm in oral infection group, while intestine epithelium, gill, hypoderm, ovary in in-
jection infection group. It deduced that WSSV first appears in haemolymph and then goes into heart,
muscle and other tissues and proliferates in them. Once again, WSSV is released into heamolymph re-
sulting 1n systemic infection till crawfishes’ death.
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HBEE S EMmE(WSSY, FI TR BETIFRE
Non — Occluded — Shrimp Virus NOSV)H k&£ ¥
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1 ME5EFE

1.1 Kzhé ,

B R B YR Cambarus proclarkii, VLT B %
M40 B, MEwTREATS, ERZEMF—FL
L BEFE.

1.2 AELERER

HESG S LM EEH & E(WSSY), ZZRHF.
¥ AN TR WSSV FETRIE T 2R L . B
B, BUL B ERFRE, 0. 01 mol/L PBS(pH 7. 4}1:5
(g/mL)FfE, SRR, ST 3 000 v/ min B0
20 min, LR AR 0,45 um BRI REE
B, IE UL EN,0.1 mL/BE, ORI, 0.
3ImL/B(AGREFEFERLEXEER), NEAN
OMRAE 20 B, BEE¥E T 28Cd3#.

1.3 BatRRERLE

ORR#H > BN FE )T 12 h.24 h.36 h.48 h.72
h.96 h,120 h, Ul A 2 5| 7E )5 12 h,24 h36 h,
48 h. 72 h, LFFIEHEF 2 B, o itk B2, B B4
RILMENETE EE B LR CR.8 LHKE,
WL, R B R MES R
HOEARE. SRR S84 2 BETHERA
ANBERAKE APBS 1S (¢/mL)Y¥. RE
FREEIX, B U EE&RA. ORMBE 1200 FH
WUEBE: 72 h BT BRI kB
T
1.4 DNAHEREER

7F bk i i AR BB K(100 ug/mL)H 0.
5%8DS, 56'C i1k 2 h, N4E &R KR w1
1) FE M RABECQODEHE—K, 2T KB
FE.70% Z ik, THRE, iF T 10 mmol/L TE
(pHB.0) ¥, R 4h o F 565 10 2 & 3 ) DNA T
B REH TERBE 1 ug/ul K£h.

1.5 EHERK pAFD B3 M. YR ERY) R ERtaE
K
HAKE pAFD ZHER PCR AL EH

BYAAPT HBFHP—F0.4kb FELF. B
& B # pUCIS M) EcoR I {4 S5 P gE 817,
BREFBNMT . B REY R BN RS
TERE) BT S+ B AT .

1.6 HEEHHE

£:98 Boehringer Mannheim 24 Rl A & T 7

B, ¥ 8847 - Bt A Digoxigenin-dUTP %32,

1.7 Dot-blot

1.7.1 HERIREHF I E R ENEB RN
R & B n 78R, ¥ RS DNA fI#E € DNA
43 B A 100 pg/pl. 10 pg/pL. 1 pg/pl.0. 1 pg/
ul.0.01 pg/ul, F R SHEE, ATRAEERN. &
LA H 0T 2R S EA TR DNA B BT
B ai{b 8 DNA RIE ¥ EYF 4 4R DNA #47 %
ZRMESRE. BEARKE pAFD BERRS
5 bdFer e, RS,

1.7.2 DNA ES#E#

B O RS0 UL 4B A R Bt () P 7 05 T L B AR
GRTETHE EE. B LK G 8 feE
BLFEER B AR RS TERARER
H A DNA , SR TRE, RS BEXENE
RIERE.

2 GR5e
2.1 EARKEYRMEN A B R ENRRE
i

EHRWES EcoR 1B S, FEHSWERERE ik
W25 KP—RTH 400bp £FH, SHIAAE
BB AWBYkBEEXGEREALKERS
BREmEEE 1.H2).

2.2 BEFICHE. SFENEEERER

HE DNATE 0.1 pg/pl BB AL IFW TR, 7
0.01 pg/pL BB ARH T I, B H TG E B ixid
REFARETE SO~ 100 ng/pL Z B, FEHEHEK
(E 3). 5 EHKE DNA, B W8 K B DNA
Ak EDNAYEHSERNE, MSEK BT H
ZIDNA EFIHER (B 4). UAEAHEERK
pAFD S, W E R sE4 8 tH 10pg FURL DNA (&
5
2.3 #SDNAKHE

FiEBY - EOMMAE WSSV I2h B, #H#
HEAEELHEPEM, NEAEFTENANEX
FRINE R E HE RSN MR EPHEE, BTE
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Fig. | Agarose gel electrapharess of EcaR | digestion of pAFD Fig.2  Agarose gel electraphoresis of recovered 400 bp digesnon fragmi-s

M,aINA/Hind 1T + EcaR [ A, pAFD + EroR 1. M, iDNA/Hind [l + EcoR I; B, recovered 400 bp of fragment

M3 Kbl d Rl R
AATICHFRE DNA; B PR DNA
Fig.3 The resalt of laleling efficiency
A, Labeled prolhe DNA: B. Control labeled DNA; 1, 100 pg/ul.;
2 0 pgluls 3.0 pgful 4.0 1 pgdpl.: 5000 pgful..

1 2 3 1

Hd4 HEFTFRRERMER
1SR ® ONA 2, BALT$L pAFD DNA:
3, U A 400bp BT 1T LE 4, E5 BAFA A NNA
Fig.4 derecnan ol probe specihiciry
1, Purified WSSY DNA; 2. pAFD) DNA: 3, Recovered digestion
fragment; 4, Tresue DNA of normal crawfishes.

FHe FOEMAHABES WSSV DNA HMLGR
a TR TF S RUr; b MRS BT, BRIETE AL
B O B EE 2 B3 R e S, 6, LI
7 AFBEE B, BLEC ;¢ A2 ER, 10, BPEL 10, pAFD: 12, EE# AL
Fig. b6 Detectien of WSSY DNA i various ivsues of crawfiches

8. Survival crawfishes hy oral infecuen: b, Survival crawfishes [ nus

cle inoculdtion:c, Dhed crawfishes { A:muscle inocidation, B:oral mfer -

5 IRt v b i 2 tion}; ], stomach epirthehum; 2, intestine epithelinm;3, heart:d, wll:
Fig.5 Dretecrion of probe sensauvaty
5, baemolymph; 6, muscle; 7, hepatopancreas, 8. hypoderm, 9. o
L Tegdlee 2, 000 mg/pelz 3, 10 ng/ el patop pod
necuve rissue; 11, ovary; 11, pAFT); 12, normal nssue

4,1 ng."'pL: 5,00t ng/ed: 6, 10 pg/pl; 7.1 pg.u’pl..
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HUHAABETPHAMEE. AR P OB
FI7E 3o h{ AR 24 WAL RKE. EE
1200 F 72 h B LA EEEE. RECNAFH
HIETERR I B A M s 45, =0 C-REF WL IR
i R R ARR T MMBENEEIGN. Wit
TR PG, FEER LK TERE SR EZE
B0 R PLATHE TN, G5B 4T O BRE7E 3oh BT R,
B LA B BRI R s SR R AR B WSSV,

ERTEEARAORAETE 96 h LG, HliE F
R K B WSSV, T 120 he RN E
ELBE AL S H R E REWEE WX IR E
HCP L B AR BT BL(E 6a. ¥ bb).

FETCREAF. OBREEIE 120 h FAIALERE 721
BRI B LR E RIS R S E AR,
R BEC RS SR ([Hoc). ARAPHEE
SERKRE, OB LK. BRI, B E 5
e OO I B LR s LE AR ir E
BB LEE E SN, O R S
Mgz, M B B LR,

2.4 HEFREM--BH

RIS B, O WSSV ORAPLE Wik B ar
12 b BHFEMLE S — i WSSV, O B4 96
hEME P ER G E R AE, M Er&E
MBEHTAEES DU EE, ERE SEBRE,
EBW AT T . WSSV 2 TR E S, B8 Aok
IRALE AN LB, il B ECE LY SRR 4 3R
B, RG X I AA HET I, RS Y
WSSV 24 0 B 3 A B RR A F L34 B, 31 & F 5 I
E.RASHFASARUEETE L, DREFMN
VEE AR L RUE & 4 41 AR A BF 0 T R — g e 1]
MEEMZR AIEd TREFERTFEFEENE R,
HATRE B FEF AR M E R TIHE, FECEYF
REREMAA T TS EHHASN AREWER
SRATA TREXMFHOANTHRETAERARE

BI—EE, FENE KK B LR A .
WO GCHEFRRER S LR, RIS E X IR S & AT
EHNBERYEAE ALY, R M EEMN Y
HE
EEARMNERERIBRFMBERILE LS.
REFHATLIEE WSSV, WBRERERANEER
{5 RTRNE N AR, AR R, EERE
RN ENEERAETWEANNF IR T
(HREET). Mot Lo CF HC AL EALNBH
FRH RAWEMRLETHE SR E WSSV &
%A A BT XS AT P A A B0 RS, FE VAR AT
I MR RA AR (LA P, AR WSSV TR
RS EREE AR AR, KA REBEN.
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