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Abstract : Enzyme-linked Immuno sorbent Assay (ELISA) for the serological diagnosis of Brucella
abortus was developed and compared with plate agglutination test. Cell wall antigen was extracted from
Brucella abortus 1119-3 by sonication and with a sodium deoxychlate solution. Optimum protein concentra-
tion of coating antigen were 0.4 #g/100 #¢ protein on each microtiter plate well. Horse radish peroxidase
(HRP) labeled protein-G was used as a tracer of reacted antibodies. ELISA confirmed the agreeable re-
sults of 40 cases out of 43 cases by plate aggulutination test. ELISA diagnosed positive cases (10 out of

12) and negative cases (1 out of 12) with dubious sera by plate agglutination test. From this results EL
ISA could be used for the early diagnostic tools of Brucellosis in cattle.

.

BRdzpye &, A, &, B, A Tl YHEe
A7MERAGB oY AdIA R AEHE A-FFHY
Hojth &, #A] F 7H50] o] W A F2 BY
Ee J4E 7HEY /2H30~40% )& oA A
Az d¥(sdd), B8y, o 5 doznh!
&7} o] Mo AR Wt Pt Fde 9¥4

e A4S UEA geh gkl A4 WA
YA FALE 3poqok o] W FARTE HUY
F Uk

Brucellosist® FW ol A& 19583 Al F & 43 &% o
A Aol ol whdE R o A& A WAL
#7t Basa o *0

AGYo e 7S BATLY 4 50%] By
ol o Ay S v HES ol 1984 ©]F 3
BAY L FRANGY o g ALg3tn Qom!, e
Milk ring, CF ¥+¢ 5% ol&5 1 e} ¥

Z 9o W4 3} Brucella abortus) A 2L 435t =
9]o) 43 Latex agglutination test'® nylon bead ELISA™
gel test®® ELISA™ !¢ F9] whgo] o] &5 o], 1988

=131~



W ol 2248 o] 4 ATFA LI B aborts®)
A& £ WA ELISAY O 2 AT kit A
o gleh. 7

FUINE AFES w0l ARANA 71 xov)
B opEEe 84 gn WA F P e
A EE A2 Aok Aok o We g A%
A 19859 % E AFEH W 298 HYoE YA
A% AN FASE AR Aoy 2HHA
%L ALY P4 2 don 2ANE 2 By
288 F7hshe #AE oD AT o] BT A
dog HUE AW PSS wel AR AAHE
A% g4z A2d & FI4 FUEdE FHoz
LS 397} AnE of Hez FAY 4%
AR §402 dehe 4971 ik 9ok 2
HEz g0 o845 YU UBEE BolY ¥
27} Sk,

@Y FRSAVYN s8] oputgo] e &
A e AE Az AYE G2 YE 0608 ool A
RS YHEY o2 APAE AAGdok drH(E YT
W3 A7 A 1425). 221} 0] 7l E 2E Gk
 MECNECEER UL 2R R LR
EHTHUS BEEe AUPUL o83 o 42 7
doing A& wY, 2Nt d As1AE
3 A Ak & Bzt R Aol

& A7 M £9 Brucella 2909 E 9 ELIS
ARE A B4 FRABY SR AHgH R R
$AWS YD ARE MwsRon 2dePez
4l ELISAY®) 447b54§ Sobusicy,

Mz 5 U

U] L AFTIEA A A 20 A £ SE-L Brucell-
a abortus 1119-3 W] FF -2 Jagannath 9} Sehgal®2) W
£ 83 FnEAh &, WY oMHELE YRR
(4T )l A 18417 A 2jsle AAE FAE Y JFr
2103 A& 8o 10%(w/v) FFde2 TE Fice b-
ath ol M Z& 5t &34 3 o} (120W X 20min, Ohtake
Works, Japan). Z-&3% A&l ¥ 7442 4482 (20,
000X g for 20min. at 4C )3t AHE FAEHEES A
#4942 103 A3 3 ¥ sodium dodecyl sulfateE 0.
01% = A &8st 30TAHA 1A FX 7 S P4 &
#1(60, 000X g for 20min. )3+ Th doiz A H-& pho-
sphate buffered saline(PBS)2.2 B3 ¥ column PD 10
(Pharmacia, Sweden) & Al-8-3l $4313, Lowry2l
wlog 9GS AFH F 20T @3S cell
wall 392 24 ELISAd AH8-3}5ic}.

SAEEY AF=WA 1991 =0 FASS B3
3 a0 YAF FaAYde N FAPEAY 84, &
YA 150 g B € 30604 F AR
392059 A 20 s H4EE AA BN

3elo| &% : ELISA plate (Nunc-Immuno Module,
Polysorb U16, Denmark) ¢] Z} welldll §3 & &34
(50mM Carbonate buffer, pH 9. 6, containing 0.02% sod-
ium azide) &2 3 A% AL 1004 B E581 Y3
SE A 2k 16A13F L AT F PBSE A3,
0.5%9) gelatin PBSZ &40 2 A Lo 4] 3027+ %48
¥ PBSE A3 ¢ Azsto] W desicatore] ¥ BT
st A3 ALg-StATt

FAHY EXY | 5 EEAYE Tween 200] 0.05% &
f3 PBSZ 508 3431 100 24 A 2} welloll 743tz
A2 A 1AM EE WA AT 3~43] AlY F Horse-
radish peroxidase(HRP)7} A€ protein G& ¢ §%¢
2 A2 Y A8t 100 24 A welloll 718Ha 14
LEL Ao A vk Al F 3~43] A H ST T A
2 ABTSE ¥t} 30879 waiuk-g-o] xvbd 100
#09] 0.005% sodium azide 842 Wol ¥rg-& A=)
A7) & A readerE ©) 438t 113 405nm<} 492nm 2}
Wz P ez FHEE AU Brucella abortus 3
A S AL RSNz A/ S FE
Yy oz 4AH ELISA §F4x9 gt 3v) £E
HARS e g 71Foz ot ¥ F3EE U
Ebd o) g oz BAsA M2

HHST|HISY © &I ETH /S ATLNA A
2% B2z AdAE AL AP A Ay
2 B

4 3

BRI HEHET  3UE @NFE 20, 4, 1, 0.2
pg/meE A FHFFAo 2 M3 FAA F HH
SR o 2 AAEt vm A B |7H1 1 25~1 !
200)% BQl ¥AA 8 Y (HR6164, HR6190, HR4210,
HR4248)¢ A el3le] ELISAE 4 A1814¢ W Fig 1%
Zo] S E 0.4 4g/100p0 Y o 71 & AL R
ooz of gt Mdste ojfe ELISAY $UT =
Ag L3

ELISAS| YA THTI|ZE PF-gAEHo s BAE
A8 16808 ELISAE AA39e W §3x9
BE 2 FFHUA =, MeantSD=0.11310. 00922 1}
Bt 2222 cut off & Mean+3SD=0. 1402.2 &
Aoty FA T AL BRI cut offX 9] &
Fxo] £0.0052 Z$(0D 0.135~0.145) AA AL 4

—132—



Table 1. Comparative results of ELISA and plate agglu-
tination test on Brucella abortus antibody detection
in 43 cow sera

PAT*(No. of sera) ELISA
Positive Negative
Positive(27) 24 3
Negative(16) 0 16

* PAT : Plate Agglutination Test.

Tabie 2. Detection of Brucella abortus antibody with ELISA
in the cow sera which were dubious to determine

ELISA  PATY TAT? PAT TAT
Dubious - -—Positive Dubious - -—*Negative

Positive 10 11 1 NC¥
Dubious 1 2 NC
Negative 1 1 5 NC

AT ! plate agglutination test
TAT ! tube agglutination test confirmed 30~60 days after PAT
Nc @ not confirm
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Fig 1. Determination of optimum concentration of Br.
antigen for ELISA plate coating.
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Table 3. Serological results of ELISA from the dubious sera according to the time of exsanguination

1st. Exsang. 2nd. Exsang.

Cow No. OD Judgement® oD Judgement Note* *
PS844 0.101 N 0.148 N =
5592 0.139 D 1. 042 P +
PS795 0.156 P 0.401 P +
KJ4138 0.245 P 0,289 P +
SS980 0.279 P 0.812 P +
CH309 0. 826 P 1.241 P +
PS763 0.897 P 1. 360 P +
NC1 1.126 P 1.499 P +
KJ1610 1.165 P 1.439 P +
CH317 2.116 P 1. 669 P -
PS972 2.260 P 1.991 P -
CH342 2.0< P 1.828 P -

* N . negative, D ; dubious, P ; positive

** tendency of OD change from 1st. to 2nd. sera(= . equal, + ; increase, — . decrease)
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