Table S1: Primers, reagents, and thermal cycling conditions used to amplify target molecular markers for antifolate resistance in the Pfdhfr and Pfdhps genes in P. falciparum
	Gene (Name
Gene ID)
	Primer Label
	Primer Sequences
	Product Size
	Target Codons
	Reference 

	Pfdhfr
(PF3D7_0417200)
	Pfdhfr_F
	TGATGGAACAAGTCTGCGACGTT
	594
	51,59, 108, 164
	(Hemming-Schroeder et al., 2018)


	
	Pfdhfr_R
	CTGGAAAAAATACATCACATTCATATG
	
	
	

	Pfdhps
(PF3D7_0810800)
	Pfdhps_F
	TTGTTGAACCTAAACGTGCTG
	720
	436, 437, 540, 581, 613
	

	
	Pfdhps_R
	TCCAATTGTGTGATTTGTCCA
	
	
	

	Standard PCR Reaction Mixture
	Thermal Cycle Profile

	Reagent
	Volume per Reaction (µL)
	Steps
	Target Marker

	Temperature (ºC)
	Time
	Number of cycles

	2X Mastermix 
(PerfeCTa qPCR ToughMix)
	12.5
	Initial Denaturation
	
	95
	2 min
	1

	
	
	Denaturation
	
	95
	10 s
	40

	Forward Primer 
(10 µM)
	1.25
	Annealing 
	Pfdhfr
	59
	45 s
	

	Reverse Primer 
(10 µM)
	1.25
	
	Pfdhps 
	55
	
	

	
	
	Extension
	Extension
	72
	1 min
	

	Nuclease-free Water
	5
	Final extension 
	Final extension
	72
	10 min
	1

	
	
	Hold 
	Hold
	4
	∞
	

	Template DNA sample 
	5
	
	
	
	
	

	
	
	
	
	
	
	

	Total Volume 
	25
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