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Development of real-time PCR assay for detection of Babesia bovis

LIU Qi-sheng', WANG Zhen-bao?, WANG Zhen', HA Sen?, ZHANG Yu-ting*, Bayinchahan®
(1. College of Animal Medicine, Xinjiang Agricultural University, Urumqgi 830052, China;
2. Yili Entry-Exit Inspection and Quarantine Bureau, Yili 835000, China)

Abstract: To detect the Babesia bovis, a real-time PCR method was established with a pair of primers and a TagMan probe
designed according to the conserved sequence of 18S rRNA genes in GenBank. The results showed that: the limit detection of
real-time PCR was about 1.31x10! copies/p.L for the target gene which was 1,000 times higher sensitivity than conventional PCR,
and no cross-reaction with other piroplasmasida in cattle. The reproducibility tests in inter-assay and intra-assay indicated that the
coefficients of variation were less than 3%. A total of 23 clinical samples were tested by the real-time PCR comparing with
conventional PCR, and positive rates were 52.17% (12/23) and 30.43% (7/23), respectively. The establishment of the real-time
PCR method for detection of bovine Babesia was sensitive, specific and rapid detection technology, which is provided a assay for
the tick-borne bovine piroplasmosis detection.
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Table 1  The reproducibility test of real-time PCR

Concentration n Intra-assay n Inter-assay
of template
(copies/uL) X+SD CV(%) X+SD CV(%)
1.31x10° 4 16.34+0.06 0.35% 3 16.25+0.07 0.45%
1.31x10° 4 23.00+0.28 1.24% 3 22.92+0.07 0.32%
1.31x10* 4 29.98+0.11 0.36% 3 29.83+0.15 0.49%
1.31x10> 4 36.80+0.63 1.70% 3 36.91+0.22 0.60%
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