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1.1 mEMHE KRN GYCI108-1 HFp
F 48 1.5% NaCl ff§ TSA £ 32 5L 30°C #5 35 24h,
B 0. 5% W ,4°C# & BROKTE MR . B0 5% b
H, ULTE KR 2B 337K (0. 85% NaCl) $E¥% 3 Ik,
R T KEAIERIK M E 0Dy, , R4 A L5
WP A -20C R &

1.2 zh¥teyE 8 JH M BALB/c /MR & ICR
/NERIE LR 2 BE 2 B SE e sh ) bl o K P 4E I
IR GYCI1108-1 FoUkr 1 Ht J5 (40 A e )%k 10° CFU/
mL) , 5 [R5E 2 F4% 11 19t iR & 24k, 18 5%
T4 BALB/¢ /N B, 0. ImL/¥R . W1 IR 5092 5 P A,
PR o O E 2 FNR A FLk, Rk, UG
B BEAFEINAR AL, 43 0 A6 DU JE] S T 4% o i 4 2 —
U, G 3d I R o kR 0 5 8 — K

1.3 HEERE A G i CHk 16 ] AT, Bt f
P2 /IN B LA L 5 SP2/0 5 9 A TR 5 TR 5 4
P9,1000r/min, 0> 10min, 35 5 [, B IR @A &
JC, A T UE AN A B3 AT, B 3TC K R Ak, 4R
JEAE 45s G2 T I FAA () PEG4000 %K 1mL, i1
Tl &% B B, SRS 7E 90s N R8I AR 52 4
DMEM #% 3% 5, & L fil & . # & 10min 5, 1000t/
min, .0 10min, 37 FVE, il A HAT 85 35 36 {40 g
BPEIFIR AT o A 1 SR 40 M 43 & 96 fL 4 il
Fi it , i T 6% CO, ¥ NI FR . B4 B2HS K
A FLANIN—J HAT 3592 55,55 9 245 10 KJH HT K
FREL A0 HAT 85555 3 I a] FF 4 AR I 07 2k .
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10—12 Ji] % BALB/c /N B, 6 V8 3% K o AR A4
f,0.5mL/ 2, 7—10d J5, & H /N B8 B35
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1: 12800, AT LA 47 K 5 R i o
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1.6.1 TAS-ELISA ;M RBE MHYAERINHL R
A0 s T8 ) BN [ e B R o AR 4R [Q IR 22 e B
Uik A pHO. 6 Bk i £k 22 R i B 200 £ )5 B 100 L
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37°CHRE 1h,[6) EBE¥ 3 W ALINA S0L B ff i
il i) OPD-H, 0, IEY¥ W, TG 4E I 10min, 45
Ja BALIA S0pL 2mol/L i BR ¥ W 1k S B, i
it 10 47 928 ] 452X ( Bio-rad , 550 #4) iz H OD . {f, P/
N>2. 1 #F KM, P/N<2.1 FH KA. Fit
Sh AR G0 1) T AT S0 U0 8 K T MR O B €0 TR R K
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(7] Fsf [ 3 90 00 5 T A LBl B R K A % B R
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54 2 H A M Ay g 2 TGO PR RE AR 0 R B, =t
G339 9 00 G 1l 0 4R SR A S SRR BT 14 )8
{32 1) O B fa VR Ry o RO AR DU g BRE RN % 0 1Y
KB 50 e S A5 R B T i A B3 K vh
WFRS , # B UUVE JG W IS s k. W 1.6.1
D Sl W L R v AN W= 3 o R R N
(R I A CCUR B 07 Tl 3K 6 92 ) 12 A B2 Y 0Dy,
{8 (Bio-rad, 550 %) . P/N=2.1 %K~ M, P/N
<2. 1 FH R BIPE (P AL TAS-ELISA Jir il 15 #5 #F
i HFEH 2 EE W OD i, N AR i i fedt B %) AH iz
HEH OD fH) .

1.7 SBHE h TP UEA S5
TAS-ELISA % , 76 1 TAS-ELISA K6 il £ 5 19
[F] B, 4 ) FH 9 T 36 3 M 3% 5% B TCBS 1 A % 5 A
R A0 M 2 S AT 20 0 0 5



B

3 4] AN K

o Ty 4 DI TR 0 g A 0 A 6 1) 8 5 HC g T 415

2.1 mAb IR R T EMMAMWETL

K bR G ge Rl 7 i, FH A E2 ELISA K55
i 4 f K5 SR BN, AR AE 75 BBt GYCI1108-1
mAb (¥ 4 M bk , 53 3 4y 45 > 1B7.1D7.2G8 .3G6 Al
3HT7, 243898 4N M 22 3 WK WV 5 g, 100% (1) A6 1 L 1
R T oy WA PG AE IR (g T, 2 SR R 3R )
IR BEUE R E 73 TR .
2.2 mAb HEYFEHFE

5 Bk mAb [ 40 g 55 5% 135 ELISA 24 & 1B7
mAb 7K [ ELISA M 255 (£ 1) .

F1 Itk mAb AW FHHE

Tab. 1  Biological properties of the five monoclonal antibodies

Titer of ELISA  Titer of ELISA

Hybridoma Subtype
(Supernatant Fluid)  (Ascites)
1B7 1gG1 1:3200 1:32000
1D7 1563 1: 1600
2G8 1gG1 1:3200
3G6 1gG3 1:1600
3H7 IgG2a 1:400

2.3 1B7 BHifEKM G & 508

W = UCRE /N BUE KB 04 JF, [ 42 ELISA
FRBEKBUARM (K 1) o B3 -20C LA+ .
2.4 HimiEANH &

SRR 5 RPN , 2 S sh koK &R L, 36
13302y 40mL MM VE o K I00IE FH AR AN B R i 0 UE v
LA, JFENT . s 2 e BTk £ A 4 ELISA J5
HIAFRLAN R 1251200,

2.5 TAS-ELISA W R E

5 R W7~ TAS-ELISA BB % R b &G il 5 4 [
IUER , H A ARG Wk BN 1 x 10" 4~/mL,

# 2 TAS-ELISA 775 3 B 04 4 B3N B Mo 46 0 25 R

Tab. 2 The result of different concentrations of V. harveyi detected

by TAS-ELISA

e 2 PGSR 9 B2 (>/mL)
Concentrations of V. harveyi ( Cell/mL)

6 45 2R

The result of detection

1x107 +
1 x10° +
1 x10° +
1 x10* +
1x10° -
1 x102 -
1 x10' -

T+ 7R, -7 SRR Bk

Note: “ + ”means positive, “ — 7" means negative

2.6 TAS-ELISA ¥tk # fa# R4l

H TAS-ELISA Jr 200 7 =it 54 B B K
AR 14 2 (g R W RE L 5 R 45 R R K
we ARy R 4E [COIR I, LA R A 80% K LU
T 14 R R RV AT K A A RO (R
3).

F3 =ZHEEDELISA FEMNAEERSHRUER
Tab.3  The result of TAS-ELISA on Pseudosciaena crocea specimen

B 2 2 TAS-ELISA 4/\&3;
e Ko 25 s

No. of The rate
The result of

KB e fh

P. crocea specimen

specimen of detection

TAS-ELISA
1—17 +
S5 — b &
18—20 - 85%
A HE £ 1—4 -
21—36 +
5 At Ko 84%
37—39 -
G401 31} 5—10 -
40—51 +
5 =tk S £ 80%
52—54 -
B =t fd e 4 11—14 -
TE:“ + 7RO, -7 KRR P
Note: “ + ”means positive, “ — " means negative
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F TCBS Akl 54 F2 o K 28 8 i iF 21 41,
A3 HB A A P B A ) 4 B (A T 7, T TAS-
ELISA J7y&4 I Sy B 1 69 B i, A TCBS ~F 4R I
P i LB b o AR A] TCBS SF M il 14
J A B R s i AT 2H 20, AR TR 7 AR K

303 i

AS T DL e 4k FCOI B B 0 i O B, i
PR e BE TR B AR, 07 1 e RE R S Bk REWS 700 BT iy
2 FC O B e PE TR ) 22 SR A ML o G v i IR
i —#k 1B7 il 7 /NBUE K, IF R 1BT7 K Bt
FARBLINYE 5 T = difk e ELISA J5 ik I T 46
0 6 R A e AR FROIERT o A5 LT i 0 4 ] 4%
ELISA J7 35 A0 FoA W2 60 0 4 - 4 61 A9 60 Bl ol 6 %
F 60°C HE 5 4°C pRAR o 4, QLB B AR I R/,
7 XTIt ELISA fY £ 9 2 7 e 4 T A vh 58 n,
T L5 A i A0 RF ) o AR D77 3% A ARG 0 ] R LA
HHI7E 4h Z A, AT DA AR 5 TR 2 IR ) R . 5
Hb, f AR BB LTS WO S AV 2 AL AN R
R B I S 8 2 SR R L B B i B A L A
DRCR . 2R B0 B BR AL SN R A 5y = B T B
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PREPARATION AND APPLICATIONS OF MONOCLONAL ANTIBODY AGAINST
THE PATHOGENIC HARVEYI FROM PSEUDOSCIAENA CROCEA

HAO Gui-Jie, SHEN Jin-Yu, XU Yang, YAO Jia-Yun,PAN Xiao-Yi and YIN Wen-Lin
( Zhejiang Institute of Freshwater Fisheries,Huzhou 313001)

Abstract : Vibrio harveyi is a kind of important pathogenic bacteria for seawater animals, such as prawn, crab, calm and
ormer. Along with the development of seawater fish cage-culture in China, Vibrio harveyi also becomes a main cause of
disease of cage-culture fish, including Lutianus erythopterus, Seriola dumerili, Epinephelus coioides and Pseudosciaena cro-
cea. One pathogenic V. harveyi strain, GYC1108-1, which was isolated from diseased Pseudosciaena crocea in Zhejiang
Province, 2003, was identified after morphological observation, biochemical characteristic analysis, 16sRNA and HSP60
gene sequence detection.

V. harveyi GYC1108-1 was inactivated by formaldehyde to prepare antigen for the immunizing of 8-week-old female
BALB/c¢ mice. Spleen cells collected from immunized mice after the fifth immunization were fused with SP2/0-Ag-14 mye-
loma cells. Indirect Enzyme-Linked Immunosorbent Assay ( ELISA) was used to screen hybridoma cells and limited dilu-
tion method was performed to subclone the positive clones. After three cycles of subcloning, five McAbs against the
GYC1108-1 were selected and designated as 1B7, 1D7, 2G8, 3G6 and 3H7 respectively. The five McAbs in culture lig-
uid were proved to have high ELISA titers between 1:400—1:3200. By using the immunoglobulin subtypes kit, 1B7 and
2G8 were identified to be IgGl; 1D7 and 3G6 to be IgG3; 3H7 to be IgG2a, respectively.

The 1B7 was chose to prepare ascites and the ELISA titers of 1B7 in culture liquid and ascites were 1:3200 and
1:32000, respectively. One rabbit was immunized with V. harveyi GYC1108-1. The immune sera of rabbit were collected
after five immunizations. Antibodies (IgG) obtained from the immune sera were purified by ammonium sulfate fractiona-
tion. The ELISA titer of the multi-clone antibody was 1:51200. A triple antibody sandwich enzyme-linked immunosorbent
assay (TAS-ELISA) was developed with the plates pre-coated with rabbit polyclonal antibodies against V. harveyi for bac-
teria capturing, followed by samples incubation, McAb(1B7) and goat-anti-mouse-IgG antibodies labeled with HRP. The
lowest detectable concentration of V. harveyi detected by the TAS-ELISA was 1 x 10*cells/mL. The TAS-ELISA was used
for detecting V. harveyi in Pseudosciaena crocea,V. harveyi was detected from 45 fish among 54 diseased P. crocea, and
no V. harveyi was detected from 14 healthy P. crocea. The results indicated that the TAS-ELISA specially against V. har-

veyi could be used for the rapid diagnosis of diseased P. crocea.

Key words: Pseudosciaena crocea ; Vibrio harveyi; Monoclonal antibody; TAS- ELISA





