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PCR protocol for the detection of Bartonella and Hepatozoon in red foxes in China

The PCR equipment was a Mastercycler X50s, Eppendorf, Germany.
1. PCR amplification of the gltA gene 

The PCR amplifications were performed in a 25-μL reaction volume. The reaction mixture contained 0.75 μmol/L of each primer, 250 μM of each dNTP, and 1.0 U of Taq polymerase (TaKaRa Taq Version 2.0, Takara, Dalian, China). The cycling conditions consisted of an initial 5 min denaturation at 95°C, followed by 35 cycles at 95°C for 30 sec, 55°C for 60 sec, and 72°C for 30 sec, with a final extension at 72°C for 8 min.
2. PCR amplification of the rpoB gene 

The PCR amplifications were performed in a 25-μL reaction volume. The reaction mixture contained 0.75 μmol/L of each primer, 250 μM of each dNTP, and 1.0 U of Taq polymerase (TaKaRa Taq Version 2.0, Takara, Dalian, China). The cycling conditions consisted of an initial 5 min denaturation at 95°C, followed by 35 cycles at 95°C for 30 sec, 52°C for 30 sec, and 72°C for 30 sec, with a final extension at 72°C for 8 min.

3. PCR amplification of the 18S rRNA gene

The PCR amplifications were performed in a 25-μL reaction volume. The reaction mixture contained 0.75 μmol/L of each primer, 250 μM of each dNTP, and 1.0 U of Taq polymerase (TaKaRa Taq Version 2.0, Takara, Dalian, China). The cycling conditions consisted of an initial 5 min denaturation at 95°C, followed by 37 cycles at 95°C for 40 sec, 50°C for 40 sec, and 72°C for 50 sec, with a final extension at 72°C for 8 min.

Characteristics of amplified fragments and corresponding primer sequences
	Species
	Gene 
	Primer
	Fragment 
	

	Bartonella
	gltA
	F-GCTTTACAAAATTCTAAAAACCATATA
	379bp
	Yin et al. 2019

	
	
	R-TGTCTATCAATTCACAACTTGCCGTT
	
	

	
	rpoB
	F-GCTCTTGCAACTTCTATGTT
	333bp
	Paziewska A et al. 2011

	
	
	R-CATTGTTCGTCAGGTTGGCG
	
	

	Hepatozoon
	18S rRNA 
	F-ATGGCTCATTACAACAGT
	1100bp
	Ji N et al. 2021

	
	
	R-AAGTTTCAGCCTTGCGACCATACTC
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