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ABSTRACT

Brucella abortus cell wall antigen was extracted from
Brucella abortus 1119-3 by ultrasonication and followed
by Sodium Dodecyl Sulfate(SDS) treatment In order to
confirn whether this preparation is serologically cross
reactive with Yersinia enterocolitica 09, Western blot
analysis with mouse anti-Brucella abortusl119-3 and
with mouse anti-Yersinia enterocoliica 09 was
performed. ELISA results from using those Brucella
antigen and Yersinia antigen were assessed whether they
had correlation.

According to the results of western blot analysis and
ELISA, there was no evidence of cross reactivity
between the Brucella abortus 1119-3 antigen preparation
and Yersinia enterocolitioa 9. Therefore the SDS
treated antigen prepared in this study could be suitably
used as specific ELISA antigen without confusion in the
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interpretation of serological tests for brucellosis in cattle.
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#31 F44¢ SHAA o TAANTIRA =¥d 31
AY?. aloz vegy ARy BURIE PR
A 233 g 27 A 4 e PEES P
4487 2783 A ¥4 o451 e IPAYL,
Rose Bengal W¥O2 screening ¥ MAZEUH-LU(CF
es)22 BHIVHE PUE 982 A?

24 g2l ol4sE ELISAYL 7i@9 dvyq e3¢
ol VAPYRT AEs Relwst Y@ Aoz YA
emg afAMs] uRgehy 39 Al ELISAYE
HAFA G o] Yol AR R 4Y Aoz YL
#u nyygelas YARNQ Ak HYte @F
2 Aol HABE Yersinia enterocolitia 0:95& %3]
288 Aoz ¢34 on*® 2YREE o8P uE4
24 UPAGA v Xo|Hal 7YY g§ op7INY $37t
ol FUAME ¢ S ojgto] A PHEE 2
@ b} Aotk

o] dpdMe nRg3W AL AHY F=Ee
ELISAY& 7Mugel Slold s Zojggg A=xar
9131 Brucella abortus 1119-3u1%7§ 2 EHM242 &
A% ¥ sodium dodecy! sulfate(SDS)2 2|2l &u)sio
Boton, oA Zulg o] Yersinia enterocdlitica
09% YAHAA aakge]l ddoluerty oYE
Westem blotd] W2 &dsigc. =8 Brucella
abortus1119-33-9] Mz Y¥3 Yersinia enterocolitioa 09
29 NAYYo2 ELISAE AN dhgztel 4% &
A yolevle oHE AT

A% 2
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1) BRAdAYY: 2283 7249 7L 2gLe
Brucella abortus 1119-3 F:3} MF = o] PGFoAM B
Brucella abortus biotypel 4% brucella agarel % 8
3tof, Jagannath S} Sehgald] W¥"g 83 Zuay
. &, 4 olMEo2 PR (£C) AM 18A2 MYs
o JHE ZNE A5 2 AAdY 10% (w/iv) BF
Aoz E F, ice bath Welq 2&% 48U ( 120
W X 20 min, Ohtake Works, Japan). 2 &3 28 74
Ao dAR ( 20000 X g for 20 min. at 4°C ) & 4
2L H43te] SONI $H(2 &% 2494 ozt ¥&d
. AMEL gAgsz HMyY F SDSE 001% SHA
£33t 30 °C oA 1 Al FAAY & 441¥ 260,000
x g for 20 min)3 < 42A& H4HADL H4E 439
% #a9] SDS+ phosphate buffered saline (PBS)2.2 %
3@ Column PD 10 (Pharmacia, Sweden)& A}83tadAA
on ol SDS YAWSDSH ¥ #4)ol Aot
2) Yersinia enterocoliticd0:9 ¥9: 7129 AF LA £
Gee Yersinia enterocolitica O:9 % trypticase soy
agarel 31C2 wYstd  Q99o] ggg &elsa,
trypticase soy agarel ThA] TR3le] 37Tl 39U w1y
Aok WYY & AYsz HRAA ¢3¢ ¥ 5T,
2500pmeAl M 3084 63 MARD vRglFe] $LAZ
st FUW os Az

YUY AZ: Westen blot 4ol A437] 9o
Brucella abortus 1119-3% R Yersinia enterocolitica 0:9
2 ohg 2o HFdo] YAYPE Ak

1) ohea ARdittz FEAGATLAN FYUL 837
9 ICR sh+2 *3 Z 654 124-F A3

2) B9 $elM mgto $8Y Brucella abortusi119-3
Z 9 Yersinia enterocolitica 0:95% packed volumel 2
of 10% S dddgeed HERAFIR FFY complete
Freund adjuvant(CFA)Z #Ed4E& WEUS Z olg2d
o] ¥ 01lmAE B2 FAIE X, 13d PHoz
FEF4E¢  0lm4 B2 2743 (Booster
immuni zation)#tAth. HF 43 Fo] TE ol¥2E olf
(ether) 2 vt & 4AZ& ¥3to] HAQYE HAIste] Y

€ 22® ¥ Western blot ¥4l AHg-3igich

Western Blot:

1) Alge Y@y A4 Bicinichoninic acid protein assay
kit AH8-3te] 2339t

2) SDS polyacrylamide gel H71%9%: A7|GFo A8 ¢
$902¢& Brucella abortusl119-39 z+ Nd ¥4
Brucella abortus biotype 199 SDSH2¥4K, Yersinia
enterocolitioa 099] z AMz2@ Yol BioRadolA A
Z% MINIPROTEIN I cel® Power supply (BioRad
200/20)8 AHg3ta AARUT AANE 2de o33 @
t}. &, Stacking gel® 5%2, Separating gel2 10%2 A4
291, Sample volume? o 1Qug/l0u/welliAS e §A]
g B¢ 100V, 20mAAd FE39D. Spacers 0.75mm%
23 AH839.20 Marker: biotinylated materials& AH§
2k Gel® Coomasie brilliant R2 g4 gl

3) Blotting: M7]1%9%°] 84U transfer buffersl 1523t
gel¥ YA ¥ NC paperol transblotting§ 44139
Running condition& 100V, 0.36AA 1413t §¢ HAl39
.

4) Immuncassay: M719% ¥ immuncassayt Ph¢2
anti-Brucella ¥ 3 oh$-2 anti- YersiniaQY & 22 A4
go] g4 G4 vk Blottingo] ¥'¢ NC paperd
1% BSA PBSl a: 37TAM 14A3§¢ AA 3o
blocking & o& &71% AARL, 0002 4P
anti-Brucella ¥ anti-Yersinia §%& NC paper A%l &
IE Fo] 3m 37T 1A WA ANy e 2
SAnic PBSE AHS-3to] 584 428 A8 Avidin -
Biotin 942 w2 0EHA BE] Fa, My F o] Ao
088 WeAAD%. My ¥ Stainig  #94(diamino-
benbenzidine tetrahydrochloride(DAB) 10mg + 02 M
Tris-HCl, pH 7.2, 15ml)& &uldtxn, 30%9 A4ssr s
& 6l 2 844 NC paperd W3Al7|0} Ay wg
o] Yyettd FA PBSol 7 F F4-Alel A8 wH

B2 ELISA: Zt %59 oM Brucella abortusel o
# 89} Yersinia enterocolitica 09 @ YMre] 4



e

¥

it g Abdord B8 ROND apd 506 4% B9

e ol component meenumation® ARS B

¥ “;

piste  (Muse-Bomuse Module

EBE BLIRA
Venmadi® 2 weipd %5t 5D
Cahwmate Dudfer, pff 95, conteingg 0% sodhum
s 23 Sied Mg HO M 8 B4
PAeh ¥ P
1A SsiEn PRS
phanad 2 R desicmordd R BuAbe o fid f‘\%-%*%?é

2 OH oA g
L R s

Nt -‘55‘3% 9*"' Frrse radish parosidase

LY

prosein (v M i welied VBT 1A
#HA0 F 5Y ANEiys 9da
AR 7 -atingedi
BERYD GEEE B 00N sdum wided
e ??%"éf AR vessderURLY HRATS, Auatniad
% gud R% H6 onlM &7 nnt B2 $%E 49

hasthvenethissodioe sulbnic

2 %

EH AR mrmwoessavd 448 o

e 3L Breells 38 24 B4 Cd 4% 404
708 4 S¥efells B oF e BH BDa deid

§ g

y aved Y. enterocolityy

: f?»s* %:»zr?‘;a wehbd W
g BAdeh H9E %’3?’
2 SISAlal SOMNTRRE He 8¢
a%:g ¥o Sty Mans sy

£ Pigure 308 vhedyd 2 gl giEe g8

Figure 1 Westers bt srsdvss with awuge anti-Brueefy
ahotps BIIS-3 of Brnewelly osboros sy s Yersiug

Lare § Bictioviated Markers
Lane & Whnle coll somponent prepaystion

of Bruvelie oborfesiifG-3
ane ¥ S0 ag of Brucedls Bortisifisd
fane ¥ SDS ag of Brwedl obornusiils-d
Lame % BUS ag of Brooelly dbortig
birgyne §
Lane & Whele ool compossrs pompartion
of Yersiun evterosdiion (%
-7 BOKE ag of Yersimo swfervendition
g
Lane B SIS ap of Yersing enerocolitin
22




Flgare

)

das

fane It

bang &

Lare
Lave &0

Fane &

Lo

s

ey

o

Western Bl
it Yersing: snferoosiitios
arwd Yersinky erdermoliticn ag

2 RO sy of Brocedle aboras

He Ri

fran

Feisstiny

Whad

-t

dates] Markers
b cedl cornponent prarRration

if Bruwlln shwingll §‘~¥"3

3R St
L8N ag

of Hravelly cdoringin-3

SR s of Hracelln afurtus

’y‘v’mﬁﬁ bt 2 AT
‘prsitda srderre
af Yorsdriz

%
=N
N

g of Yersidy enterscoll

prepsrstion
cofitics {65
$341 "’f?””ﬁ"’ffi.-f‘”

s,

{7573

Xy
By

g 2
%
o
F 2
g
® ¥
2 2
. %
NP I PO SIS LR
"'ﬁi i nssr RIS a«
ﬁ é:-' o g
(X2 »
& " » i
» -
g : .
w4 H X1 ¥ £

Figure

¢

5.

§oony

BE S 00 M 405 8

elatios bepwees FLE

R

G

Rt e

yemsdty,

8of Bracelle abivins wg

Prewoetln 505 antigen angd SOM] antigen were puwd sy
ke

Costing atigen.

fan)
S

o
,

yelSe a8y
# W»«gﬂ /

BN GOMNHOD. 8 408 4 2387 rery

i e 2
5% G0N (0.0, 8 49 & 485 e}

28

Vigure 4. Correbtion botween FLINA reenlic

Bradin 505 aotigen and Yorsisa whole ool sntigen

were usnd ax piate coating snthyoen

g
[ L R 24 G4 Figue
AN ABGE AR

HRAE

whole oM HS
442 5]

Y et
3 PTG

R £

%

74 7%

22 -:‘e’ d
WA

J?”:}&, R,

Sulrwedia,

B i Py

i,
HREG BEH

any M
o




2 Cross Reaction with B. aborutus and Y. enterocolitia

glstojol § ol

£ d3oMe LdMe vl g9 Ad& ¢ ELISA
ui g /estaA AA Yersinia enterocolitia 0:959 o
A2 waANRgo] gl BRdaE Bolg YT A
37] figto] 289 B4 % SDSH] Fo AHE AN A
¥y YL FugRorn] o|E3t Yersinia enterocolitica
095 ol YAHAQY ZAHEe] oRg FHH7 HE
A¥E AU

Anti-Brucella ¥33 Yersinia enterocolitiom 0:95< ¥4
Foolde AT FU%A Aol Yehgoy
(Figure 1.), anti-Yersinia ¥ % Brucella abortus 1119-3
F9o YURYPolEe olFd g0l YehA YU
(Figure 2.).

Figure 1.9 A3& $744 33 R ¢804 4ol
dAsle oz #HAHY, wud Figure 29 Ade ¥
FFtel 43 mAgol APHA gfede HEd &
g3A |

olgi g Autd Ao opr|HE WYL, oktx BEAe
$9& A=Y o, Yersinia enterocolitica 0:93 Ayt
€ Bolt HPo| gAM#A AANSHUE FHolAUY &
F OFE ol FEAHQY YU} Ye A2 FEY
& A

a8y Figure 2.9 Al 292 v§ 429 Whole celld &
%2 AP 2HAL 22 SDS2 MAP Yo7 4§
of AMY ZAY 2o FAE A7t olin, 2H, Z
ANy YR8 F+s A71%9839 pattem 22 9]0
B oo, 2AYA7 ¢ @ Jef2ln 8 e gloh 222
EAEE Hole RER #HdA MAN HEL old
Aol

B8 Yersinia enterocoliticae &9 873 445 e
dFoz ¢3A o adez $UY Yad AlgE
vh§-27} o] gol =25HAE HeA L FEET BY o

ol $AEo| Yersinia enterocolitica 0:9°1 x25ol AUt
W, Brucella abortus#& AF3tel ¥YAE doluigld
o, o] anti-Brucella #¥¥HAE cthaztel anti-Yersinia
antibody= ¥4 5ol A& 7He4el slon, 20 oy
# anti-Yersinia antibody7} Western blot4te] majutgg
of7]AlZl Zo] ohd7l HZAE 4 low, oY YL

Yersinia $47} gle 89 Y& ddoz AAAEE
sojo} ¢ Ao2 Azdd.

HE42 SDS ¥H$ AHS¥ ELISAZH AAYol #9&
A8 ELISAg3tel 4@aAE Asins] ¥ Figure 4.
dMe $Egtel RXAN ojHE JUBAT QYA @
k.

Y 42 FA4YAN 218E Yersinia ¥ 22 ELISA
B ANSgE b F3cd HF  BESUAE 07X £
0357 olglen], uRdel &4¥AY 78& Yersinia UL
2 ELISAR 4A38%& o 0938 + 0657 & udehio]
(Data 4%), 55482 §A9 ¥4 X 4 e ¥
AR HolA ggston, ol U Wi =P 433 2
Ae2 Jehyg.

g2t 2 dPolM S|P SDSHI YUg Algsie v E
Azt YgAt§ HY ELISAR 4AANE o, Yersinia
enterocolitica 093] gel @ P4 t-E(false
positive)& °F71A171A] 9§ Ro2 Addd.

- I

Brucella abortus 1119-338 2 &#M2¢ ¥ SDS2 He
8o Brucella abortus AXWYPE AZ#A oY &
H| 8 4 Ko] Yersinia enterocolitica 0:95:¢+ $H AN i}
g Holerl oy g HH7] Ao vhes R
anti-Brucella abortus 1119-3 ¥ ¥Y 3 =¥, anti-Yersinia
enterocolitios 09 ¥¥AE 2 A48 Westen blot
24g 39d. =8 Brucella abortus SDSA 2%
Yersinia enterocolitica O:95% 4% AHg3te] 4 YPEE
4oz ELISA & 4A83, a2 ZRE o HugAst
Uehtert vimsto ®to

Western blot®] Z3 2 ELISAS A, F o3 fAd
YT} mapibgolyt Au@Ast ge ez yEgd
aoz EdPoN AMzste] A% SDS M2 Brucella
abortus MXY ¥ 499 HEAelztyd 2§ ELISA
Aleke] AEAAT A{Y oz AAdd.
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