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L‘W’]%L%@ B. abortus @031 125 biotype uummﬂgmé@mﬁm@q (trypticase soy agar +
5% horse serum) LiniEad 37°C 1w 48 4alus 1ALTe Brucelia uazd1adae gnsazane phosphate
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WeURIAUATNITe B. abortus UAIAINTINNNIAAUTIUAITNHNINARBLAERS ELISA TAgi
dilution 2equauAAY uaznadaLFIEAs ELISA misdinnsinmunieldnaaeylspugiaalada Tu
veadfjiEnne (dmnluazane, 2544)

NISWEUNAE dot-ELISA
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i strip ueuRauRwEENEudwn I Tandan PBS quludsuiidea ReliTigniugiives
1 %@Tm WRAN strip gl washing buffer (PBS + 0.2% polyoxyethylene sorbitan monolaurate) 1
ﬂ%ﬂ ‘-jm strip ‘17;295%‘1 agli Goat anti-bovine IgG horseradish peroxidase conjugate (KPL, Maryland,
USA) Tidaanadag washing buffer a1efigouuniifiesunu 1 92lue &19#ae washing buffer 3 mgﬂ
Az 5 W9 LLé’ifﬁ\‘l’ﬁu strip agli chromogen/substrate solution (419a<a18 3,3'- diaminobenzidine
tetrahydrochloride 12 mg 11 50 mM Tris — HCI (pH 7.6) 10 ml ‘171|§j 30% H,0, 20 pl) WU 5 U
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Waeduimnig unldiduasuanlunisAiuauniuigaes OIE (2004) uaz Pouillot, et al., (2002) uay
ANuInUAN kappa value el FeLfie s dot-ELISA ﬁuﬁ'ﬁﬁmqﬂuﬁmﬂﬁﬁﬁﬂw (Nielsen, et al.,

1996)
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A7ANATIILTUNNIWALIAE dot-ELISA iNamaumuwauALenselia B. abortus I
asnnn i lunsdnnseslsrugimalagald  weniidandesenisufim  uwarldaniusiesld

dll A = rdld 04 < = o a ea
wizasevzagUnaninisiatune Winamnde Aanuluazanndinizgs Tnganiznisdfimeau
Tufiean edslsfianunanimagauadeilifluieadnunin Jldamadaliunm deiunisulans
=® 1 1 Z// dl v di d’ll dl o :’/ =K o 3| % =
aslsidunauanuazuaauwiniy  delfinemnuazaanlunimadenlunun  Aeiuasandudad

ANANEUANIAN  IptlaniraseEanaANNANNNZIadaUAIRY  aTlunisiNLlsTAnsanly



Thai-NIAH eJournal : http://www.dld.go.th/niah, V1 N2 (September — December 2006) 94

as

NINAABLABNID WAsNAATYAD dot-ELISA faaunsnilszansduiulinasaulsalduinninmil

1 ] v
T9a14 1 wel B9zl UNIFRNANAZAIN T9AL5IHINENTL

ARBINTINLTZNA

¥ L dl YA ea L2 a oa Aa = a2 o
1RUVRUADLITUUIN LA gjﬂg‘ummluumﬂgummiﬂ@mugmmzmmwm A0

v & ] a ' dl & ] A z//.‘g/ 1 ¥ =
QUNTNARIULUNI TR mmuﬂummmﬂmmﬁlummmmum\m@mqmam

LANA1781984

[ % '8

Al FeTurAnen 1991 ALIERWE Wuen 1ening 43¢ 89INANERT LAY gINet MANHNARE. 2544,
nMeWaILAEs ladilensdfugaslsnugiraladalula : dszuoaaemistlszgaiannnamg
FounneuaznaReedms ASed 27, uih 1-11

Batra, H.V., Agarwal, G.S. and Rao,P.V. 2003. Evaluation of a newly developed DOT-ELISA kit
for the diagnosis of human brucellosis. J. Commun. Dis. 35: 71-73.

Chand, P., Sadana, J.R., Batra, H.V., and Khanna, R.N. 1989. Comparison of dot enzyme — linked
immunosorbent assay (dot-ELISA) with other serological tests for the detection of Brucella
antibodies in bovine sera. Zentalbl Vetrinarmed B. 36: 346-352.

Corner, L.A. and Alton, G.G. 1993. Bovine brucellosis: Bacteriology. In: Australian standard
diagnostic techniques for animal disease. CSIRO Publications, Australia. 9 p.

Gad El-Rab, M.O. and Kambal, A.M. 1998. Evaluation of a Brucella enzyme immunoassay test
(ELISA) in comparison with bacteriological culture and agglutination. J. Infect. 36: 197-201.

Marrodan, T., Nenova-Poliakova, R., Rubio, M., Ariza, J., Clavijo, E., Smits, H.L. and Diaz, R. 2001.
Evaluation of three methods to measure anti-Brucella IgM antibodies and interference
of IgA in the interpretation of mercaptan —based tests. J. Med. Microbiol. 50: 663-666.

Nielsen, K., Gall, D., Kelly, W., Viglicco, A., Henning D. and Garcia., M. 1996. Immuno-assay

development application to enzyme immunoassay for the diagnosis for brucellosis.
Agriculture and Agri-Food monograph. A 62-45/1996 E. ISBN 0-662-24163-0.

Office International Des Epizooties (World Organisation for Animal Health). 2004. Principles of

validation of diagnostic assays for infection diseases. In : Manual of standards tests and

vaccines for terrestrial animal (mammals, birds and bees). 5thed., Paris, France. p. 21-29.


http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&itool=pubmed_Abstract&term=%22Gad+El%2DRab+MO%22%5BAuthor%5D

Thai-NIAH eJournal : http://www.dld.go.th/niah, V1 N2 (September — December 2006) 95

Pellicer, T., Ariza, J., Foz, A., Pallares, R. and Gudiol, F.1988. Specific antibodies detected during
relapse of human brucellosis. J. Infect. Dis. 157: 918-924.

Pouillot, R., Gerbier, G. and Gardner, |. A. 2002. “TAGS”, a program for the evaluation of test
accuracy in the absence of a gold standard. Prev. Vet. Med. 53(1-2):67-81.

Robertson, FJ. 1971. Brucellosis: a possible symptomless carrier. Vet. Rec. 88: 313-314.

Tsai, S.J., Hutchinson, L.J. and Zarkower, A.1989. Comparison of dot immunobinding assay,
enzyme-linked immunosorbent assay and immunodiffusion for serodiagnosis of
paratuberculosis. Can. J. Vet. Res. 53: 405-410.

Singh, S.V., Gupta, V.K. and Singh, N. 2000. Comparative evaluation of a field-based dot-ELISA

kit with three other serological tests for the detection of Brucella antibodies in goats.

Trop. Anim. Health. Prod. 32: 155-16.


http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&itool=pubmed_Abstract&term=%22Pellicer+T%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&itool=pubmed_Abstract&term=%22Ariza+J%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&itool=pubmed_Abstract&term=%22Foz+A%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&itool=pubmed_Abstract&term=%22Pallares+R%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&itool=pubmed_Abstract&term=%22Gudiol+F%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&itool=pubmed_Abstract&term=%22Robertson+FJ%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&itool=pubmed_Abstract&term=%22Singh+SV%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&itool=pubmed_Abstract&term=%22Gupta+VK%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=pubmed&cmd=Search&itool=pubmed_Abstract&term=%22Singh+N%22%5BAuthor%5D

Thai-NIAH eJournal : http://www.dld.go.th/niah, V1 N2 (September — December 2006)

al o o ' o =3 o -z dlo/ o '
A1FINN 1 mmummwﬁmimummumnmﬂuwumqmmmm

Ui OLERN
ANIIUAT 1,602
RITEINIE 613
91137 1,576
TS EIE 191
UAITITANN 219
ANNDY 38
GBI 104
A3 39
uFaRE A 4,382

A1 2 LAAINANIINARDUAUTINALIAN

isolation
disease no disease
+ 55 1
dot-ELISA | - 2 199
57 200

A15999N 3 LAAINANITNARDUNLTTN IALN T1NUN

Routine diagnosis

(RBT& EDTA-TAT)

+ -

+ 26 5

dot-ELISA - 3 4,348

29 4,353




Thai-NIAH eJournal : http://www.dld.go.th/niah, V1 N2 (September — December 2006)

gﬂﬁ 1 NIUNLFNIULAUALAY LAY dilution 1R9TFNAMNITANAIUFTUNINARDL

S
Sy
S
" ¥
e L
! 110 J 1209
I! " | =
Antigen dilution =% O
® . —— 1.0 pg/idet(Gpl)—> |
. +— osSpgdet  —> @ |

44— .25 ng/dot —»

«— 0.125 png/dot —»

\__FPos / Neg Pos Pos Neg Pos Pos Neg



Thai-NIAH eJournal : http://www.dld.go.th/niah, V1 N2 (September — December 2006) 98
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Abstract

A dot Enzyme-linked Immunosorbent Assay (dot-ELISA) was developed for the detection
of Brucella antibodies in bovine sera using soluble antigens extracted from Brucella abortus
strain 125 biotype1 dotted on the nitrocellulose membrane (NC). The dot-ELISA was performed
using 257 control sera collected from 57 Brucella abortus culture positive and 200 seronegative
sera. The evaluation revealed 96.5% Diagnostic Sensitivity (DSn) and 99.5% Diagnostic
Specificity (DSp). The assay also gave 89.7% DSn and 99.5% DSp with 29 positive and 4,353
negative field serum samples as previously tested by both rapid plate test (RPT) and EDTA-Tube
agglutination test (EDTA-TAT).This test gave the kappa value 0.85. The dot-ELISA was easy,
rapid and not require specialized training or equipments, therefore it was suitable as a test of

choice for the screening test in animal in the field.

Keywords: Dot-ELISA, Brucella abortus, antibody
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