HEE RN 27 1 T3~T78(1991)

SE A KA BRI R

vATE B A H AT

( Actinobacillus pleu-

ropneumoniae , AP ) 1 MAH LK Balb,/C B%

% BN s SP 270

BBk 5 fm AR 0 B

ELISA &% s st » B4 12 mAHA P

Z Gk bm b o IR A
) o ABEF ik LR AR
36, 35, 34 KRR EA

sk Faka, ( B6cAoE4d
al25 598 B6 c LAP 62,
s E4d Ay 33 KB A1

B o VA Fﬂiﬂé%fﬁﬁ%&ﬂeﬂ@%ﬁ@?ﬁe%ﬁ: » Bgcfa E4d
%%&AP%%ﬁ%Eﬁ&E’@mﬁﬁﬁ?@ﬁﬁﬂw
Ed4d BiBicia A eas sk K& T A 4 500 GFU
AP%IK%5@%’ﬁ&£%£EK%@Eﬁ§E°

fr#ble B AE 1976 R ¥y VR B AL B T
J Wk ( Actinobacillus pleuropneum-
oniae, AP) LK 3> QD E2EE
HERRA » IR A RS A - M AP12 18
Mmis® A - B4 1990 FrHAasBBEE D
1982 4 LA #iz BHIEE 5 B R AR
HR(HF1~235~T o8 &) REg . M
Glas 1 RS REEE80.3% (1990) %
pE IR B AT Al 2 ~ 3 ORI A - HEARAP
g fli 5% L 20 Passteurella multocida ,
Salmonella choleraesuis, Streptococcus
spp. BRGBBEHbEKBER LI
Pasteurella multocida MRS
5> o 35 SEPK R AP (YT - R o i
B MR R SRR RS2 RRY
REFTR > HARESHOUER AP 8k
s o HE o

R R
A A AR

A 2 RS A P — s R S K o
MRS ERERES D Ak i
R b 37°C 5 % CO. HlMEE®R
8 {H/INEE o W EC DB S Ll PBS phE = & #
MARBBES0.3 ZMIEEHKITC 1 /W
NEEALE T HFRK 0% HBRITE - I
EIE Balb/c BRABEHIE -
B

BAI 10 %% BSE R HERBKTES
ERfEaREa®E 01 ml B i 44 4% Balb/
c BEEL 4 % o B2 Balb/ cBE BN
HH: B R SP 2 /0 R MR HE TR
o §ile 77 1k KB Kohler FT Milstein ZzH
v 0,7 oA R I MM LIRS AS A R
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ff TR SE » DREHE ( limiting dil-
ution) YEFTHEM ( cloning )e K 24 ER
448 0.5ml [y pristane (Sigma) #: & A
Balb/c 5 - 1 B&FERAEAE (
¥107E ) MEE 5 Balb/cBRE - #9 1 3846 #h
WK -

SDS -PAGE Tkt ik 1% 50 Hepa s (
Enzyme-linked immunoelectrotransfer
blot, EITB) :

SDS - PAGE 7 kAt ff FIY J7 SRR 1K 18
LaemmliZzJigk o 44§ AP H 1 B 2EH
RESHEER » AW 398 ERBSMATE
TR Z 10 ZIRBLIEE R 25 mA #7500
o WK ZRBLIMME ( ImA/om® >
Bio-Rad ) B H 3L BHEH (nitrocellul-
ose, S&S ) Lo MHTHATE LG MERLTT KB
Healey 2 77 1k B 5 ¥k 1 48 I HE » 3068 JE3-3
dlaminobenzidine ( Sigma ) B2 o
R 52 R A0 MR BRI T

BAPE | NEBRERREBERER L &
FHIEE 100 1 BB IBR 37TC~30 7
SERLWE © [l4 0.25 % Tween 202 PBSEE3 &
% \BaNELAAR IgGBE X B R (
FITC) AR L ®E# ( HRP) Exnbiis (
Nordic) s 37°C ~ 30 & fF c BLI & 0.05
% Tween 20 2 PBS % 3 & » BHRERER
SBE » W 3-3'diaminobenzidine &
HER—EEBEBNENEE . APH 2 OR
s RIGEE - DR EREEREN L -

% fAm2kis ( Dot blot assay ) :

SR APE 1 B2E (10°CFU /ml) »
EHihBeE | M2 (10°CFU /ml) ~8#5
B2 (10°CFU/ml ) MEA#RBZHSAZ
B ( 10*CFU/mi) LIFES KM 10 15 B R
% B S gl BB L - BINEER K
( PBS& 3 %) 37°C~ 154788 « L
4 0.05% Tween 20,2 PBS £ 3 %% - FBE4d
BB RE (37C~3008E) -BLH&0.05
% Tween 202 PBS ¥£3 ki - #H i/ DA K
I1gGBELES EERMBEME (37C 302
$) - HEl&0.05% Tween 202 PBS#3 &
# » EF Enzygraphic web ( Kodak )& e

= R

BRI &HMAIEAR ELISA 350 8 A By
HRREEESE 12EE FITAP H88 2
SRR o BRE A WS DEE R M
B 3Alay 4 R B6 cFIE4d ( K ELISAY
BATRE1:3,20081: 6,000 ) F M E—
Z5EME o B EITBS 47 B6 c il E4 d £330 8
AP 2B HF 2 IE » T8 B6 c 5 R 62k

~ 36 ~ 357134k P04 » EAdRIFERIFN 33 k Y
mE— o LIRE &Sk il R R BERE
» B6cHIE4Ad HGRE(E AP 211 RIS SR
AR e A AR A T mE iR =

(HE B6 cHRE4d B AR g Ak Bt » £ AP
B2 5 RUBE B th RE B R AR R ADE S0E AR KL
\EyiR  DERENABEERBEEER
HE o AR 3 X PU B8R R B B AR L D
> BB R R S B o SRR 53K B BT
i 4 228 (bipolar ) Hg - M E4d
BE G e E B R AP 11 U E B
MZEITRE -HORE Ao 5 A
fEF » AFW I 500 CFU AP 55 1 si#g5%
B BREABEETNE S ERENEN -

—62k

—34 k

B— {APHE#H#E4d -Bbc B
APH | MFE R K EBRE
BERmmA- AE4d B
B2 B:BEciif-



RiEE RARRE BEe HEE 75

B AP MmiEAlG - ME4 dIBMRE B
g <& (1000 £5)

B= APHIMFEAE -RE4dNEHMEERET
Atz B4 (1000 £5)

5x10° CFU— EE  HER E4d Oi#8 DR TR A

BIAPHE o 1 AP 1 IR
2 BBREB2APH 1 &2
BoJ APHORZH -4 1 &
EEA APE S BRE

5x10¢ CFU—
5x10* CFU—

5% 102 CFU—

5x10'CFU—
5x10°CFU—
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AP 2 @E R T B2 £EREZ M
s WEMBHERR - BB RER - BREE
EEE I v REE LB S ~ R MR AE
StEY - i R348 ( Coagglutination test )
M RE R AR B 1) o HE HBEREME iR
RIS EYL - SRALMHEAMAPE 3
~BAETS AR 1~ 00 11 AR BB 2 ~ 4R
7 BRI R o R B
Bo A M PR SRR ZE ©
RS EE R - MR T E A R
w2 T e w5 5 R 0 A #) 2§ © 1990 Smith
B BUH BE AR M SL VR TR AP TR B
PEHTER » 2 MR RS IG AE R SLIE R EHI O
7 APfEmolecular level | #(RlH 2
(s,

H& APS | B2 ETRzZB6 c 44l
HI 62 ~ 36 ~ 3570 34k YR AH BIEREG B
Bl EME AR 2 Rk el o E4d A
F133 k P15 8 o ch IS T M L 52 0 R
ErE i BHERAES BHEREET
YRR T » AP 2F05 B th 7] B %R
[R5 o EHE BRI REEERE
3 H AL i s B B o S SR 2 AR
i E SRR - 1987 4 Lida BA%EH
5 ¥ i AP R 5 2 B H LA th AR 1 R
$e Byt H A specics specificity» £F h#
IR EERNEEE 789510
RUP IR A S of I HE o Rl vk 3 AR AR
FEME 8L 0 i3 BoR T AP (A TR
FOBRE o VI BEROARE B IR I A TR B
P AN IE—M8 3 E B o i B T B8, S ST IR
WAL MiEAEE P R i A b T
ey

fEARTE b R B I Al A 2
500 CFU 2 &1 #HUREME AL 1989 »
Blais BEHBARMENMALEED cloth-EL
ISA# » HUREHAF 10°CFU » By EIIE
{# F enrichment culture technique iR I
SRS BTh AR EGED S 3 CFU/
0.5ml BFgE 8 MR @2 o Wi T R
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The Studies on Actinobacillus Pleuropneumoniae:il.

Preparation of Monoclonal Antibodies

Chang, W.M., Y.5 Wu, S.G. Yang and S.Y. Lin

Taiwan Provincial Research Institute for Animal Health

SUMMARY

After being immunized with whole cells of serotype 1 of Actinobaccilus (Haem-
ophilus} pleuropneurnoniae (AP), the spleen cells of Balb/c mice were fused with
SP2/0 meyloma cells. There were 12 hybridoma been isolated which secreted specific
antibodies against AP when screened by ELiSA and cloned by limiting dilution.
However, two of those 12 hybridoma (B6¢ and Etd) secreted more antibodies than
others were selected for further study. In enzyme immunoelectrotransfer blot (EITB)
antibody secreted by E4d were found to react with 33k antigens of serotype | of AP
while antibody secreted by Béc could react with 62K, 36K, 35K and 34K, respec-
tively. Both antibodies had specles-specificity but not serotype-specificity when
tested by indirect fluorescent antibodies test {IFA} and immuno-peroxidase method.
About 500 CFU of serotype | of AP, whether boiled or not, could be detected in
dot blot assay when reacted with Ebd antibody.
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