PCR protocol for the detection of 218 organ samples from wild animals, northern Xinjiang, China
The PCR equipment was a Mastercycler X50s, Eppendorf, Germany.

1. PCR amplification to detect Babesia sp. based on the 18S rRNA gene
For 438bp fragment, the reactions were performed in a final volume of 25 μl containing 12.5 μl Premix Taq DNA polymerase (TakaRa, China), 1.0 μM of each primer and 1.5 μl of DNA template. The cycling conditions consisted of an initial 5-min denaturation at 94°C, followed by 35 cycles at 94°C for 30 s, 60°C for 40s, and 72°C for 40s, with a final extension at 72°C for 7 min.

For 450 bp fragment, the reactions were performed in a final volume of 25 μl containing 12.5 μl Premix Taq DNA polymerase (TakaRa, China), 1.0 μM of each primer and 1.0 μl of DNA template. the cycling conditions consisted of an initial 3-min denaturation at 95°C, followed by 35 cycles at 95°C for 1 min, 52°C for 50 s, and 72°C for 1.5-min , with a final extension at 72°C for 5 min.The second PCR was carried out with the primer Final forward used as the forward primer together with Reverse. The reaction mixture was as in the first PCR reaction, except the template was replaced by 1 μl of the first PCR product. The reaction cycling in the second PCR was consisted of an initial 3-min denaturation at 95°C, followed by 35 cycles at 95°C for 30 s, 50°C for 30s, and 72°C for 30s, with a final extension at 72°C for 5 min.
 







2. Characteristics of amplified fragments and corresponding primer sequences
	Primer name
	Gene
	Primer sequence (5’-3)
	Fragment
	Cycling conditions of PCR assays
	Reference

	PIRO
	18S rRNA
	Forward (AATACCCAATCCTGACACAGGG)
	
438bp

	[bookmark: OLE_LINK1]94°C for 5 min, followed by 35 cycles at 94°C for 30s, 60°C for 40s, and 72°C for 40s, with a final extension at 72°C for 7 min.
	(Farkas et al., 2015)

	
	
	Reverse (TTAAATACGAATGCCCCCAAC)
	
	
	

	RLB
	
	Forward (GACACAGGGAGGTAGTGACAAG)
	450bp
	95°C for 3 min, followed by 40 cycles at 95°C for 1 min, 52°C for 50 s, and 72°C  for 1.5 min, with a final extension at 72°C for 5 min.The second PCR 95 °C for 3 min, followed by 35 cycles at 95 °C for 30 s, 50 °C for 30 s and 72 °C for 30 s, with a final extension at 72 °C for 5 min.
	(Liu et al., 2016)

	
	
	Reverse (CTAAGAATTTCACCTCTGACAGT)
	
	
	

	
	
	Final Forward (GACAAGAAATAACAATACRGGGC)
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