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VELAAFY Elution volume/mL
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Fig. 1

DEAE-52 #E4b 32 B9 # J it Sephadex G-200 %

An elution profile of gel filtration with a Sephadex G-200 column of DEAE eluate
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2.2 PMT B SDS-PAGE # il 5 Western-blot 4 #f
&R

SrETEE R R, R A KR PMT gt 5
rPMT-C WHC LT & A RN, FE 2 146 ku Ab i 5L
R SR OB 4 F R S A AT (B 2)

35.0

M. #H A5 F bR fE Protein marker;

1. BHAEXTBE Negative control; 2. KR K Y Western blot 43
Bt PMT (Western blot); 3, 4. K4 # % 1 SDS-PAGE /3 #F
PMT (SDS-PAGE).

2 {24 PMT #9 SDS-PAGE & Western blot 43 #7
Fig.2 SDS-PAGE and Western blot

analysis of purified protein
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Xof HEFL S B /0 A (5 F 40 i 3 56 L K S8 PMIT #
KRBT 1 : 2 048, B 7 ng/mL BFE R PMT 4k
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i His. Band Purification Kit 3£ 15 4l 5 & 5 19
rPMT-CCE 4), M J7 MR 5 52 5, 1 i P et e 1
N 100. 7 ng/fL. RAE MG B R 1+ 405
T 7 B BH M BB, Dyyo = 0. 38 H] Ry BH M| Dy <
0. 38k BH 1 .
25 HEPMTHHmMEBERH

FEIERFERKME WA 5, REREMNGLLE 2
WP ELISA Kol % R PUIRSM Diso R 1. 027,
I W AR W R R 4. 5 3 IR 5 28

A RYJE 12 h BU4IHE 12 h post-fection of PMT; B. J&ZLJ5 24 h BY40MI 24 h post-infection of PMT; C. 55 & 1E % T BB 411 Control buffer.
3 PMT B Vero AIRBI BEHERME (10X ) ME
Fig.3 Cytopathic effects on Vero monolayers(40 X )
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M. & H B 4> F B AR ifE Protein marker;
1.2, $24li ) KRR F Purilied toxin.
4 rPMT-C B SDS-PAGE 43 #
Fig.4 SDS-PAGE analysis of purified protein
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TRPUE., B4 WHREF KT RXE N A D ik
2.001, BERE P MO 5 4 DU B R UK EE IS 1+ 165
RGBT AR WA R hoik ™ £, i E kK
L5 4 RREI 14 d 2 H Ik R 4 A IR I
55 L0 MR R 0 ik 8 I 58 AR 80 M, AR A A i i
Jk o I 2 PRI X 5 K3 7 2 X 60 3 7 I L 3 S N
Wiig (& 2 530 min J5 . % BE 2L R0 K3 7 06 4 D Kb
Hb AN | BZ JBR Iz 21 DU R A L B AR B A St I R
FER 28 d S A, WL B 50 i e i B e R
. RBFRE N BEA N 2 41505, LR sh A
G EOK ARG 40,7 C548 h KB RE I 4
HIRRFES] 39.8 C,oRE®NL 6 dIN L, KEFRE
WA BRI R & R MR & IE L 10 d
P 2 25 3 Jok R i, FH T #5719 3 R Bk ELISA Fik
R Do R 2. 501G EEA 12 1 024) , AR HLL
IR FE R PO A 1 s 328 6)

1. BPEXS B Negative controls 2~6. IS A 21 51 25 HY Bk
JEF B¢ The samples diluted to 21~25; Ag. #iJ5 Antigen PMT.
B 6 IRAgH Bk & W ik
Fig.6 Gel diffusion analysis of antibody titers
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EIR 37N = g A A DO = ) o R = i R W F R B
S, S SO A0 M T R B 5 RIS, RT3 g i A 2R
XFRF B DR A S AR T E AR E O Y . PMT
HLA AR5 W B M /N BOG H i 08k, LDs, Ry 0. 2
pg/ U, H G AR A KSR PMT 5k nT LA il i

i#

BAL PAR I AR E AR . A5 BF 58 HE , B mr T
B A il PAR 91 & Ak 35 P2 1 ©AS BB A 80 £
PR, BN AR IR S LR = A 8% PMT 15 £ 40
PRI R AT KSR PMT B A 902 306 Mk B B 98 1
Pk SR A R PAR B B2 WK R KA SR i b
PET » A G 38 2o B8 1 A8 RN 53 10 7 2. W T Pm
PR TP AR 2l K /N2 146 ku KR PMT, 43 iR
KEX PMT 1Y 53 Wb i 9 % A BR L A B K 8 A Y
0.6%, HEE 4By KK PMT R ARTit #45E (A1, Whk 6
5 min#k BB 1H 2 1 43 % . B M H 4% 42 9 SDS-PAGE
B i A VA AN RE A I 2 H 1 A .

Western-blot 73 #r £ B, #£ 46 1) PMT HA R
U (0 B8 SR L BE 5 ik vPMT-C (3T 1L 3% % 42 IR
N, FEZY 146 ku A0 HY B & BRSSP RN . M IR
ATEAS 8 R 1 W) 00 1 R % et B L TR
Ak Vero 4 #E PRI B0 AY , 25 5 Kk B KSR PMT %
FRAR R 19 A= W 40 v, =X Vero 40 i 2 2 34 15
1:2 048,00 7 ng/mL MFERTE 12 h NELRESE Ve-
ro AL & ERAE . 53 A, 28 AR A R R 56 E AT
T /N B PR R 0 0N B R IR B, iE 5/
FRAE 1 pg(#y 5 X LDs) Wi J5 5 h FFas i IE T,
12 h J5 A8 AE T2, f K W] UL 45 R 4% 8 B0 W) 8 o5 A%
H 0.1 pg B PMT GEM/NR L 1.5 cm K/NIR
BB IR ELAA AR SR 1 B

e il 25 5T 2 e v e b R R A A
TR0 BE HE BTN 38 A g B ) Mo L 10 d i s o
KA T AT PBS X BEZH 1050 5% fin ik #9205 o a3 0 1
PR 2 Dt A A I PRE R L AR R B R
it 8 1M B ¢ A I DROREIR . LI IR P R R X R R R
TR 2L AR KOS G N BRI R L A
K TR T S T RE R UL I L T PBS X
HEZH 30 0 A P R 7 A 3 R BT R BRHRDL 200 pg
P22l PMT Fl 50 /LW & 9 T Pm X ki i i A
PMT (255 218 1 41050 06 7R 8 & 7 48 = T 7
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2 % x #
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Characterization and Its Antibody Preparation of

Pasteurella multocida Toxin

HU Jun-yong TANG Jin-mei TANG Xi-biao YANG Ming-liu
ZHAO Zhan-qin WU Bin CHEN Huan-chun

National Key Laboratory of Agricultural Microbiology » Huazhong
Agricultural University sWuhan 430070 ,China

Abstract PMT was purified from sonic extracts of a serotype D strain of toxigenic Pasteurella
multocida (T"Pm),with a DEAE-52 sephacel column and a sephadex G-200 column. Western blot con-
firmed that the toxin could specifically react with antiserum against T Pm. Cytotoxicity on Vero cells
showed that there were pathologically changes after administration of 7 ng/mL purified toxin. The toxin
was emulsified with Freund’s adjuvant in equal volumes to get toxoid vaccine. Groups of healthy pigs
were vaccinated four times with an interval of two weeks. The neutralization antibody titer of toxoid vac-
cine detected by the agar gel diffusion test was 1 3 16. However, groups of inactivated bacterin and nega-
tive control didn’ t produce antibodies against the toxin. All pigs were challenged intravenously with
compounds of 200 pug toxin and 5 X 10°cfu HN-13 strain of T Pm. The protection efficiency of toxoid
vaccine group was 100% ,and the neutralization antibody titer was 1 * 32. Inactivated bacterin and nega-
tive control groups couldn’t provide any protection. The data revealed that the toxin had immunogenicity
and the prepared antiserum could be used to develop diagnosis methods.

Key words toxigenic Pasteurella multocida; PMT; bio-characteristics; anatoxine vaccine; toxin

antibody
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