BoF Forward primer                       AGCAGGTTTCGCCTGTATAATG---------------------------------- 

BoF2 Forward primer           ---------------GGTTTCGCCTGTATAATTG--------------------------------- 

B. bovis Australia_JQ437262   AGAGTGTTTCAAGCAGGTTTCGCCTGTATAATTGAGCATGGAATAACCTTGTATGACCCCTGTCGTA 

B. bovis China JQ723013       AGAGTGTTTCAAGCAGGTTTCGCCTGTATAATTGAGCATGGAATAACCTTGTATGA-CCCTGTCGTA 

B. bovis vaccine L19077       AGAGTGTTTCAAGCAGGTTTCGCCTGTATAATTGAGCATGGAATAACCTTGTATGA-CCCTGTCGTA 

B. bovis India KF928959       AGAGTGTTTCAAGCAGGTTTCGCCTGTATAATTGAGCATGGAATAACCTTGTATGA-CCCTGTCGTA 

B. bovis Mexico L31922        AGAGTGTTTCAAGCAGGTTTCGCCTGTATAATTGAGCATGGAATAACCTTGTATGA-CCCTGTCGTA 

B. bovis Portugal AY150059    AGAGTGTTTCAAGCAGGTTTCGCCTGTATAATTGAGCATGGAATAACCTTGTATGA-CCCTGTCGTA 

B. bovis USA M87566           AGAGTGTTTCAAGCAGGTTTCGCCTGTATAATTGAGCATGGAATAACCTTGTATGACCCCTGTCGTA 
B. bovis vaccine L19078       AGAGTGTTTCAAGCAGGTTTCGCCTGTATAATTGAGCATGGAATAACCTNGTATGA-CCCTGTCGTA 

B. bovis China AY603398       AGAGTGTTTCAAGCAGGTTTCGCCTGTATAATTGAGCATGGAATAACCTTGTATGA-CCCTGTCGTA 

C14.21 MH257724               AGAGTGTTTCAAGCAGGTTTCGCCTGTATAATTGAGCATGGAATAACCTTGTATGA-CCCTGTCGTA 

C12.4 MH257726                AGAGTGTTTCAAGCAGGTTTCGCCTGTATAATTGAGCATGGAATAACCTTGTATGA-CCCTGTCGTA 

C33.8 MH257732                AGAGTGTTTCAAGCAGGTTTCGCCTGTATAATTGAGCATGGAATAACCTTGTATGA-CCCTGTCGTA
S1 Figure. Nucleotide alignment of Babesia bovis 18S rRNA gene sequences in the target region of the forward primer for the species-specific quantitative real-time PCR. The alignment comprises sequences of the new forward primer (BoF2) and previously published forward primer (BoF; Kim et al., 2007) (on top), previously published B. bovis published sequences and the new (highlighted in bold) sequences identified from cattle samples from Mozambique and South Africa. The accession number of each sequence is indicated in the sequence name. Nucleotide differences between the B. bovis sequences and the previously published primer are shown in black letters on a white background.
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S2 Figure. A standard curve of the Babesia bovis quantitative PCR (qPCR) assay, determined using infected blood containing the species-specific 18S rRNA target, serially diluted in blood from piroplasm-free cattle. Mean Cq values obtained from triplicates of each dilution were plotted against the log of the 10-fold dilution series of parasite DNA equivalent to 2 x 108 to 2 x 103 infected red blood cells [iRBC]/ml of infected blood (or 2.6 x 106 to 2.6 x 101 iRBC/qPCR reaction). 

