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T R FIZ SO S ST R A 4 T AHYT-1 AR AH10501 2 B o SO 09 B PR 2t TP 11 T RBTRUE
SR MK S B B B o Rt A S b , T SO BT HEAT TR AT . B BRI MBS B M
1gGy, 2 AMTEAE, ELHTET FLISA R BEAFHE, MK FIARBAITE L 110" ~ 1 110°, b Bl 4G4 2H4 . GHO BA G704
$HE, KLISA $RRAEAITES R AR 4G4 2H4. FA4 GHY . CF2 g K S HL I i I 2L 5 5 AT, 4G4 214 I )

-l o T R AW A A BB S B, T FAG GHO (CF2 IS5 #h— o ft 5 B R PR A B, 3 H 5 L i s B
R KA R IR RIS R L R U B AR EC B S R MR R TR M A A BN R R R R
Weslern-blot £5 R & B, HI7 4G4, 2H4 FA4 Pt ¢t M HUBUR B RN 20 (LPS ), H & (1FT 8180 TPS R RALA
W B RHGTEE A, 404.,270 ) GHD 3 HRAHiv] i A FrE K SR RSB I 4r 8, AT HME
BT — AP E It 2 K S BT B T A L A

SRR TR SRR ; A ERTA B0 G R VR BRI s S B B i 5 RIS FOE

R 4 k55948 XWIRIREE:A

I 7K S PR I (Aeromonas hydrophila , AH) B2 51
S S S P T A R E BB = T ok
PRl R R, T, 08 /K S 30 B A B
PRIZ B B atiile RS (8 T B — R S B S A
ek, B R R B —E R R R
MG M F R ERBER EEFERNES
{4, T B DT R PR R I AE B 4R A 2 M L LT
SRR IR AT A B I T R B Ak LR
EPE. BAE AH BB h (McAb) FHEZR
TS, B2 P Tl B 80, K 3 0 il . o 3 - L DA
R RAHE KB RIRED T N RS
I 7K A PR BB A L B BB T — SR, B
R EAHA BRI R, STHHET
AHYT-1 #1 AH10501 2 $Eig K S BN E N R0 51
FERP LR A4 0 B B R AT BT, B R S — iR
TR 28T K A A B B 1 W T R L A
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RN B RS R E B B (20002077 ).

PERB BRALFROI9T60 - ) & FEAFARERADERE
e v

MRS, 1005 - 8737 - (200302 0121 - 05

B k.
1 #EExFE

1.1 EHEE

Balb/C /N, 6 ~ 8 JHIS (W B L ¥ 7 3 /R 8
ERAPEEAF) 80270 A EE SRR (s
BT s AHYT-1, AH10501 , 8% Bk 21 3R (W&
1),

PRSERE W LR BEE(( Bioasia) \0. 45 um
PR 2T- 4t Z M8 ( Schleicher & Schuell) . DMEM HAT
HT Hgae 4L, 2690 B 1eG( Fab2 ) REPERSRR BRI
4 AR E R LY  ET R AL RS
PEG/DMSO ¥l B Sigma 27, # 4 4 Il ¥5 W B {1
MINZEF SR AR A
1.2 HiRMH &

AHYT-1 1 AHI0501 FIE 3% P15 30 CHFE
24 hJ5,5 000 v/min 350 WAE B, EARITBOLTE
BT HUS 0. 5% Ra R D AKCKTE 24 b, K PBS
BEHE 3 IEM B 0D, BEEIH, - 20 CHFF,

1.3 Zhiffese Fn 2 35 s Mok A0 thil &
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AHYT-1 F0 AH10501 K i% @ R G4 Balb/C /)
BLOS RIS MERE) , BUW S LA $ 3.9 x 107 CFU/
0.5 ml JEETES, 4 d.28 d BB N x10°
CFU/0.5 mL BEREFE N8 %02 ,3 d 54 ik 7]
FIEFETT R L . R BE TR UK & & McAb TE
AR5 , vl R 0 IE 2% I A A FLISA Jrik,
SRS B HT K B PBS TR E 0Dy, (8N 0.5, 8 7= Bk
e/ Bl ELISA AR,

1.4 BmERE ELISA MR ENE

i ELISA 317§l . ELISA 4t ¥0@E hen
SO 10 FFERERR, BEREDER
| LR, S SRR 2 B E T
21 RELEM, FRERAERRNIFE I CHF24 h
oL OB, KH PBS FfE R 0D #9405 8
s AL LS {0 9k B AR R, KA PBS 8 4 B 15 X
B, MR AKEMBILEL 101 000 B,

1.5 SDS-PAGE #1 Western-blot 4347 _

AHI0501 . AHYT-1 H % Proteinase K(lmg/
ml. )60 TH I 1 h A REE MRS Pro-
teinase K ALK oA I B8 vk ( I B VKK 3 IR
TIPS 28 MO, HE SO L 15T 14T SDS-PAGE
) Western-blot 4447, We g e R B 5008 5% , o B8
R B A Bl 129  MeAb 4G4 2F9 F FA4 KL
IR RBL 121 000 FB LN, &7 X .

1.6 HEREREALR

¥ AHI0501. ML316, JT-3, B-AH6, B-AH12,
YT-715F1 YT-1 $£ 7 SkE R EF W H,30 T 120
r/min #EEREFE 30 h, KB PBS $ki& 3 ¥k,10 000
min &0 10 min, 5750 pl. BT PCR/NE SRS
ArEIM AR PBS 1:1 000 FEFERY 4G4, 2H4 [ FA4,
GHY 3£ 4 ¥k McAb 4 100 uL, ZHVEA 1 b, F PBS
Ve 3 TR MAEHRR BB T e AR T (R R
L2100 BifR) B L h 5, A PBS BE3 ik, i
A, BV BRSPS, AR R BOK
PRt BB

2 ERELH

2.1 HRTWME
ABFFCAEHAT 3 ARG, I AHL0501 /]
R F R A 2 ¥, 3R1% 3 Bk McAb, @ &0k 2F9,

4G4 2H4; L AHYT-1 B N i FRE 1K, 4548
8 $k McAb, #3142 5 AF11 FA4 AG4 CA4 TES,
CF2.DCS.GH9, 11 & McAb ¥ 343 @ 1gM{2F9.,
AF11.FA4 AGA CA4 EES CF2.DCS . GH9),IgG,,
(2H4 4G4) . 11 BEA 200 A MU sk B 5 L3l R RE K
PUAERS ELISA 2R 1:10~ 1100 J 110" ~
1:16°%,
2.2 McAb 1 ELISA 5544

FAR S SRR S R R MR,
FLE [CER/R AR IR KT B DO B 4 e S
FERZERE 1, McAb 2H4 4G4 5[/ — M BEG 5
Bk AH [ s BUPEME J7 B, MeAb FA4 CHO #1 CF2 5
BH— MR B 2 #R & A PR, McAb
DCS (Y5 e ATYT-1 FRPERN . Hoft B4 #p A0
BN IR A L,
2.3 Western-blot 558

I 1.2 B, MoAb 4G4.2H4 5 Proteinase K il
1689 AHI0501 BRI oo A M A9 S, 2948 20
~T70 kD H IR 4, T McAbFA4 &5 Proteinase
K 144k B9 o 1 3447 7 B2 5 7E 30 ~ 80 kDt BB AR
ZA1F IS BORR DU HT 2 BREEHL BT IR BT IR R
PR AL, & T2 R250 RO 5 R B R,
Proteinase K fE{b i B A2EORIY R B IE G &4,
#IX 3 BREBSUATE A R R R S, BN
Sk Mk (LPS), X -5 R S Faude™ &35 8 fY
PU7718AH #{f McAb 25 RAHM . BAEZRHAME
HH A FE W B A E MRS BB T (O-H R £ M
) AR SE4 -0 PEBANMATERES
TC, Vi 4545 2 FC BB T8 2 0 s B0 e A L R B
Bk 445, 940, 30 B0 ACTE 16 I Bk LR WY
Western-blot J2 7 (L BT A5 i B LR 52 1 X 5E
L7 T B & I AT IR B LPS BLIR AL A AR 4 sl 50
LRk PR 28 A2 AT S .
2.4 REWRER

IR RE 2, WE AL MeAb 2H4
4G4 .GH9 B % dste, HiF R84, 5 ELISA
S5 RART o 4G4 SR L RN B GR T FA4 akk
R, BT AR A4 SRS MHUR LS AERRE
T, e R R e TR > B R B I B B 3%
R Atk et BRI 86 S P i A
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1~2, MecAbh 2H4; 3 ~4, McAb4Gd; 5 ~6, McAb FAd,
7 ZFE % BB Blank control; % $iiTE Y Protein markers;
1,4 & Proleinase K J§{89 AHI050T PR AHI0501.
The lysate of the bacterial Al10501 digested by proteinase K;
6. £ Proteinase K LA AHYT-1 B{ASUAEI. The lysate of the bac-
terial AHY'T-1 digested by proteinase K.
B 1 i Western-blot BEi%
Fig. 1 Western-blot of monoclonal antibodies

3 g

HERHEE I B O st B S
LR A e &, AR ar gt s,
— Il FE BB S A A LA O R E M
B M A R R AT RSy AH BEE MR OIS B WE
TRRg, WA R B R (&), REZRP
Western-blot 4357 t,:2: 88 McAb 4G4 2H4 5 FA4 3%
2 2 McAb Fi 3¢ BRI R AR Z W4,
ELISA J% R7&E St iF B McAb 4G4 2H4 5 FA4 ik
FIRY AH RE 2 R A A M iE R, BE— IR 2
4l McAb fERI T LPS A F L AWM IR EE. 57
b, G IERE T McAb 2H4 . 4C4 5T 5 AHL10501 %8
SMEER BB, KW 4 B4y TR R 43 kD 145 kD
(PR, HIEHET G 2 KB E &5
S-EEFNSMEES.LPS R EEMBEM, P,
LPS 54357 2xf 70 MR 5 5% 70 4R M0 B S0 2, AL R LRI A1
BEQPH—B2ECERIR SIRESRHEE, X

——
[ &
E

. .

HE 7

.

1. ¥ B (NEB) Protein markers.
2. AHI0501 BE{AZIA The lysate of the bacteral AH10501.
3. 2 Puotcinase K 3£ AH10501 ¥ /54 S35 The lysate of the bac-
terial AH10S0F digested by Proteinase K.
4. # Proteinase K f5{6R AYT-1 B&EFLETE The lysate of the bacte-
risl AHVT-1 digested by proteinase K.
5. AHYT-1 FERMA The lyswe of the bacterial AHYT-1.
B2 MEEBEESDS-PAGE ZOMEaE
Fig.2 SDS-PAGE of coomassie-blue-staining the bacterial
lysates

BAIRIE AH By 39 kD SRR B AR AT BRI B
43 kD JMBEH QM EBESERD T Rn i
HESMEBEA D& —E M LPS R TTRERY, BT L
HEM McAb 2H4 4G4 15 43 kD F145 kD JMNEBEK
I ARSI B A SN TR 11 00 28, I A 24T X4 R
P IR R At B f R, BAEE R & R B HRaL
W XA BN AR RLIE AR T, AT R FA R R #2
b, R PR TE R R TR

AR I A A BT LR S B9 H 8
Kol vk 5k AH G BRI B AR 5, I S ek
Bt ELISA ¥R E . H W, i A 5 B K6 W 40 460
KIS B, BRE SN AL T

. —. McAb 4G4 2H4 GH9 BA Bfr R

FPet, AT, X 3 BB R H AL I B Y AR
B, TEMG AR 7R — E B R R, 7 BRI % Hh iR
IS 6 0 7 R P T AR A S 0, UL
SR G AR S RSN AR,

PDF SCfHffiH "pdfFactory Pro" i A4 www. Fineprint.com.cn


http://www.fineprint.com.cn

124 G S

=104k

F£1 BEERE ELSA FRIENELSR
Taple 1 Determination of specificity of monoclonal aniibodies

B Steain')

{ A Species) FHE Sources

B3 Monoclonal antibody®?

2F% 2H4 4G4 FA4 GHY AFil AC4 €A4 EE§ CF2 DCS

AHLOS01 (A, hydraphite) JET R, R

ML316{ A. hydraphita ) fRE, A4l

JT-3( A, hydropkita) R, ghas

B-AH12( A. hydrophila ) wE, PER
B-AH6( A. hydrophila) WEE, s
9617 A hydrophila} b, 8

9809 A, hydrophila) 4k,

9805 { A. hydrophila) Wik, ae

NN13{ A. hydrophila ) P REETT T, (8
YT-1{ 4. Fydrophila) HHE B

YT-715( A. hydrophiia )} R, B

BS-1( A. hydrophils ) Eicf=Wiie

CWI10-1( A. hydraphila ) R, Bk 8

CHS-3¢ A. kydrophila ) Wi, me

HB405 ( A. hydrophila ) w8
CR79-1-1{ A. sobria) Bk 21 0 N
LYQ05 (A sobriu) TR, Al
58-20-9(A. spp} R Ak A T, ASHE

E-3-11{ Vibrio anguillarum }
Edwardsiella

Escherichia coli

56-12-10¢ Psewdomonas fluorescen.)
SC90-20-d { Yersinia ruckert}

FRHBE R AT, A8
REE VAR, T
5= Sl o i N
Gkl o RN
TR Bk AN, A

+ + + - - - - - - - -
+ + + - - - - - - - B
- + n - - - - _ - - -
- + + - _ _ - - - - -
- n + - - - - - - - -
+ - - - - + - - - -
- - + + + + + + + +
- - - + + + + + + -
- - - _ - - - - _ - -
+ - - - - - - _ - - -
+ - - - - - _ _ . - -
+ - - - - - + - - - -
+ - - - - + o+ + + - -
+ - - - - + - - - -
+ - - - - - + - - - -
+ - - - - + + + + - -
+ - - - - - + -

t.1) AHI050L ML3t6 . JT-3 . BAH12 . BAH6, 9617 9809 9805 NN13, Y-

YT-715,CHS3 . HB405 .CWI0-1,BS-1 5@ T 5 AR ME

—

BB, 2)  + R - RREHES A A spp, T REFTRH .
Notes; 1) Aeromonas hydrophile isolates AH10301, ML316, JT-3, BAHI2, BAHG6; 9617, 9809, 9805, NN13; YT-1, YT-715;CHS-3,
HB405, CW10-1; BS-L belong o five serotypes. 23 “ + "indicales positive result; * - 7 indivates negative result; A. spp — dersmonad whose

species are undefined in this research.

F1 BAMEOERBEARE
Table 2  Indirect immunofivorescence screening of AH iso-
tates by using monoclonal antibodies

ks F Monoelonal antibody

Strain TH4 404 FAd CHY
AH10501 r + ND ND
ML316 + + NI ND
T3 + + ND ND
B-AH6 + + ND ND
B-AHI2 + + - -
YE-1 ND ND - +
YT-715 - - - +
Edwardsietlla -

T RA R R, T R BELR, NDT S RN .

Mote; “ + " indirates positive vesult; * - 7 indicates negative resulty

NI} indicates missing result.

AR I T McAb 4G4 2H4 ,GH9 3 43¢
A X AH i 15 BB RIGF Rk McAb, Fi Flc 8

McAhs F] LARES7 ELISA B JA) 8 4o o o R A
SHGHIBWIITE: T AH K ILTE 4 R
FRUK SRR R R B it gomaR B A T EE
MR RN BT — 48 AH B LPS BLIRR
SRR R, R LPS R E MR TS
B SRS prg kM, 1S 13 AH AR
IR 1 AR SR AT T 2 A B SR A B HL R
A, g B AR, McAb 2H4 4G4, FA4 %
AHR AH By LPS JUEALG, T T R Al AH
7 LPS 8t 5 LPS fABKEIR R E &4, il &
MEER S ERPEaE T mOER, AR &
AH TR AR R R AR

BE IR
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clonal antibodies for in situ detectivn of indigenous bacterial strzing

Preparation and characterization of monoclonal
antibodies to Aeromonas hydrophila

CHEN Hong-yan',LIN Tian-long', CHEN Ri-sheng’, YANC Jin-xian', CHEN Qiang’
(1. Animal Husbandry and Veterinary Medicine Institute, Fujian Academy of Agricultural Sciences, Fuzhou 350013, China;
2. Geothermic Utilization Institute, Fujian Academy of Agricultural Sciences, Fuzhou 350003, China)

Abstract; By using hybridoma-monoclonal antibody technology, eleven hybridoma ceil lines which secret mono-
clonal antibodies { McAb) against the bacterial AHYT-1 and AH10501 were established, and the characteristics of
these McAbs were described. Isotyping analysis demanstrates that these McAbs belong to IgM or IgG,, subclasses.
The FLISA titers of these McAbs ranged from 10* to 10°,and MeAb GH9, 2H4 und FA4 were tested successfully in
terms of their ability to be used for detection of homologous serotype strains by immunofluerescence raicroscopy. The
specificity analysis proves that McAb 4G4 and 2H4 only recognize the Aeromonas hydrophila isolates belonging to
one serotype, while the McAb FA4,GH9 and CF2 can react with the bacterials belonging to the other serotypes.
None of them has cross reaction with A. sobria, Vibrio enguillarum , Edwardsiella, Yersinia ruckeri, Escherichin coli
and Pseudomonas fluorescens. Western-blot assay demonstrates that McAb 4G4 ,2H4 and FA4 belong to different li-
popolysaccharide { LPS) fraction of Aeromonas hydrophila. All results indicate that McAb 4G4, 2H4 and GH9 have
sreat feasibility to be applied to clinical diagnosis and identify serotype of Aeromonas hydrophile.

Key words : Aeromonas hydrophila ; monoclonal antibody ; ELISA ; Western-blot ; immunofluorescence
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