	Plasmodium species 
	Plasmid DNA concentration (copies/L)
	qPCR assays

	
	
	P. inui
	P. coatneyi
	P. cynomolgi

	
	
	Ct
	Ct
	Ct

	P. inui
	1  106
	25.0
	n.d.
	n.d.

	
	1  105
	27.7
	
	

	
	1  104
	31.4
	
	

	
	1  103
	35.2
	
	

	
	1  102
	38.7
	
	

	
	10
	41.4
	
	

	
	1
	ND
	
	

	P. coatneyi
	1  106
	n.d.
	26.5
	n.d.

	
	1  105
	
	28.3
	

	
	1  104
	
	32.0
	

	
	1  103
	
	35.6
	

	
	1  102
	
	39.0
	

	
	10
	
	43.2
	

	
	1
	
	ND
	

	P. cynomolgi
	1  106
	n.d.
	n.d.
	26.1

	
	1  105
	
	
	29.7

	
	1  104
	
	
	34.4

	
	1  103
	
	
	37.2

	
	1  102
	
	
	39.9

	
	10
	
	
	43.6

	
	1
	
	
	ND


Additional File 4: Detection of P. inui, P. coatneyi and P. cynomolgi A-type SSU rRNA genes in serially diluted plasmid DNA by qPCR assays,

Ct: Cycle threshold value. Each value corresponds to amplification of the target 18S rRNA gene in the 10-fold serially diluted plasmid DNA. Lower values indicate higher initial template concentration. The lowest detectable concentration for all assays was 10 copies per reaction, indicating the limit of detection. n.d.: no amplification detected. 

