Additional File 2:  Final concentration of PCR reagents used in nested and conventional PCRs of Pvcrt-o, Pvmdr-1, Pvdhps and Pvdhfr
	Genes
	Primer
	
	PCR buffer
10X  
	MgSO450mM
	Primer 10µM
	dNTP 10mM
	Taq polymerase 5U/µL
	DNA
	Final volume
(nuclease free water) µL

	Pvcrt-o
	PF
	Nest1
	1X
	3
	0.4
	1
	0.5
	2
	12.5

	
	PR
	
	
	
	
	
	
	
	

	
	NF
	Nest2
	1X
	3
	0.4
	0.8
	0.5
	2(1:10)
	25

	
	NR
	
	
	
	
	
	
	
	

	Pvmdr-1
	F 
	
	1X
	3
	0.4
	0.8
	0.5
	2
	25

	
	R
	
	
	
	
	
	
	
	

	Pvdhps
	PF
	Nest1
	1X
	3.5
	0.4
	1
	0.5
	2
	12.5

	
	PR
	
	
	
	
	
	
	
	

	
	NF
	Nest2
	1X
	2.5
	0.4
	0.8
	0.5
	2(1:10)
	25

	
	NR
	
	
	
	
	
	
	
	

	Pvdhfr
	PF
	Nest1
	1X
	2.5
	0.4
	1
	0.5
	2
	12.5

	
	PR
	
	
	
	
	
	
	
	

	
	NF
	Nest2
	1X
	2.5
	0.4
	0.8
	0.5
	2(1:10)
	25

	
	NR
	
	
	
	
	
	
	
	


[bookmark: _GoBack]
