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Canine brucellosis produce abortions and infertility in dogs and is currently diagnosed by serological methods
such as rapid slide agglutination test with 2-mercaptoethanol (2-ME RSAT) and immunochromatographic
assay (ICA). Bacterial isolation is considered gold standard for Brucella diagnosis and the polymerase
chain reaction (PCR) is an alternative method to bacterial isolation. A total of 36 whole blood samples were
collected from dogs reared in area of Chuncheon and were subjected to serology (2-ME RSAT and ICA for
B. canis, Rose Bengal test and C-ELISA for B. abortus), blood culture and 3 types of PCRs (BSCP31, 16s
rRNA, and OMP-2). All blood samples were negative by serology and blood cultures. The BCSP31 and the
OMP-2 PCR detected 5 samples were positive whereas the 16S rRNA PCR detected all samples were
negative as serological methods and blood culture did. From the results observed in the present study, we
conclude that 16S rRNA PCR could be used for direct PCR for canine blood samples.
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Fig. 1. Sensitivity of three different PCR assays for detection of B. canis. The indicated amounts of purified B. canis DNA were diluted by
serial dilutions with distilled water and then amplified. A, BCSP31, B, 16StRNA, C, OMP-2. The 223-bp, 905-bp, and 193-bp PCR

products are indicated.
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Table 1. Primer sequences and conditions used for PCRs in this study

BCSP31 16S rRNA OMP-2
Forward B4 F4 JPF
cimer 5'-TGG CTC GGT TGC 5'-TCG AGC GCC CGC 5'-GCG CTA AGC CTG
p CAA TAT CAA-3' AAG GGG-3' CCG ACG CAA-3
Reverse B5 R2 JPR
rimer 5'-CGC GCT TGC CTT 5'-AAC C AT AGT GTC 5'-ACC AGC CAT TGC
p TCA GGT CTG-3' TCC ACT AA-3' GGT CGG TA-3'
PCR condition 95°C, 20sec 94°C, Imin 94°C, Imin
denaturation
Annealing 60°C, 30sec 60°C, 1min 60°C, 1min
Extension 72°C, 1min 72°C, 1min 72°C, 1min
Product size 223bp 905bp 193bp
Reference Baily et al.(1992) Romeo et al.(1995) Leal-Klevevas et al.(1995)
2] kit (Gentra Puregene Yeast/Bacteria kit, Qiagen, ool HY Q¥
USA)E o]85}o] DNAE % &5H5ich N
= fEE AZES 3,000~4,000pmO 2 YA a5}
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U AHE3= RBT2} B. abortus2} B. melitensis 3+
2 A}8-3}= Brucella-Ab C-ELISA (Svanova, Sweden)
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ne serum®| 33+% Tryptic soy broth(BD, USA)o] &
FA 1197 37°C 5~10% CO, vjoF7| oAl kst
3. Neutral red (0.03g/L), I-erythritol (1.0g/L), A3
(bacitracn 25units/ml, azotrenam 5ug/ml, nalidixic acid
Sug/ml, vancomycin 20ug/ml, amphoterinine B 2.5ug/
ml, nystatin 100units/ml)7} 33 Tryptic soy broth
agar (TSA without glucose, BD)o] =4 H= 3t 3 37°C
5~10% CO, #ijF7]oll A 3~5U7 uijeFshaiet. HiA]
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Fig. 2. Representative results of BCSP31, 16S rRNA and OMP-2 in blood samples from dogs. BCSP31 and OMP-2 had some positive
results which were all negative in serology and blood culture. And 16S rRNA results were all negative. Lanes 1 to 8 are blood
samples clinically collected from dogs. The 223-bp, 905-bp and 193-bp PCR products are indicated.
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Table 2. Seroprevalence and direct PCR results of blood samples
from dogs

2-ME RSAT (B. canis) 0/36

Serolo Rapid kit (B. canis) 0/36

&Y RBT(B. abortus) 0/36

C-ELISA (B. abortus & B. melitensis) 0/36

Isolation Blood culture 0/36
BCSP31 5/36 (13.9%)

Direct PCR  16S rRNA 0/36
OMP-2 5/36 (13.9%)
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