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Abstract ; This study was aimed to establish a TagMan real—time fluorescent quantitative PCR ( qPCR) method for Brucella. Specific prim-
ers and TagMan probe were designed according to the highly conserved single—copy gene besp31 of Brucella. The reaction system and condi-
tions were optimized, and a standard curve of the method was established. The advantages of the method were validated through specificity,
sensitivity and repeatability tests, as well as by comparing its detection performance with that of the commercial kits. The method was then
employed to detect porcine brucellosis. Using the optimal reaction conditions for the TagMan qPCR, the standard curve for this method was
established as y=-3. 364lg x+48. 740, with an R® value of 1. 000. The method exhibited high specificity for Brucella, showing no cross—re-

activity with common pathogens such as Escherichia coli, Staphylococcus aureus, Streptococcus suis, Salmonella and Haemophilus parasuis,
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enabling precise identification of Brucella. The limit of detection was 1x10' copies/ L, which is 100 times more sensitive than conventional

PCR. The intra—assay and inter—assay coefficients of variation were both below 2%. Compared with the detection effect of the commercial

kits, this method was more sensitive in detecting low—concentration templates. The application of this method to detecting Brucella in clinical

samples (683 lymph nodes and 341 genital swabs) taken from pigs showed positive detection rates of 1. 17% and 1.47%, respectively,

which were both slightly higher than the positive detection rates of the commercial fluorescent detection kit. In summary, the Brucella TagMan

qPCR method established in this study was sensitive, specific and stable, and would be suitable for rapid monitoring and early diagnosis of

brucellosis in animals.
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