Additional file 1
PCR protocols
	Target
	PCR
	Primers
	Final concentration (µM)
	Sequence (5´-3´)
	Amplicon length 
(bp)
	Reference

	
pfcrt-76
	
Primary
	76-F1
(forward)
	


0.6

	GCGCGCGCATGGCTCACGTTTAGGTGGAG
	
206
	
Maryland university protocols

	
	
	76-R1
(reverse)
	
	GGGCCCGGCGGATGTTACAAAACTATAGTTACC
	
	

	
	
Nested
	76-F2
(forward)
	
	TGTGCTCATGTGTTTAAACTT
	
145
	

	
	
	76-R2
(reverse)
	
	CAAAACTATAGTTACCAATTTTG
	
	

	
Exon 1-2
	
pfhrp2
	
Primary
	Pfhrp2-12-F1
(forward)
	
0.4

	GGTTTCCTTCTCAAAAAATAAAG
	
397
	Bharti et al., 2016
	
	
	
	Pfhrp2-12-R1
(reverse)
	
	TCTACATGTGCTTGAGTTTCG
	
	

	
	
	
Nested
	Pfhrp2-12-F2
(forward)
	
	GTATTATCCGCTGCCGTTTTTGCC
	
222
	

	
	
	
	Pfhrp2-12-R2
(reverse)
	
	CTACACAAGTTATTATTAAATGCGGAA
	
	

	
	
pfhrp3
	
Primary
	Pfhrp3-12-F1
(forward)
	
0.4

	GGTTTCCTTCTCAAAAAATAAAA
	
311
	

	
	
	
	Pfhrp3-12-R1
(reverse)
	
	CCTGCATGTGCTTGACTTTA
	
	

	
	
	
Nested
	Pfhrp3-12-F2
(forward)
	
	ATATTATCGCTGCCGTTTTTGCT
	
226
	

	
	
	
	Pfhrp3-12-R2
(reverse)
	
	CTAAACAAGTTATTGTTAAATTCGGAG
	
	

	
Exon 2
	
pfhrp2
	
Primary
	Pfhrp2-2-F1
(forward)
	
0.6

	CAAAAGGACTTAATTTAAATAAGAG
	
600-960
	
Baker et al., 2005

	
	
	
	Pfhrp2-2-R1
(reverse)
	
	
AATAAATTTAATGGCGTAGGCA
	
	

	
	
	
Seminested
	
	
	
	
	

	
	
	
	Pfhrp2-2-F2
(forward)
	
	ATTATTACACGAAACTCAAGCAC
	
	

	
	
pfhrp3
	
Primary
	Pfhrp3-2-F1
(forward)
	
0.6

	AATGCAAAAGGACTTAATTC
	
400-800
	

	
	
	
	Pfhrp3-2-R1
(reverse)
	
	TGGTGTAAGTGATGCGTAGT
	
	

	
	
	
Seminested
	
	
	
	
	

	
	
	
	Pfhrp3-2-F2
(forward)
	
	AAATAAGAGATTATTACACGAAAG
	
	


Table S1. Primers used in the different PCRs.

The final mix conditions for each PCR were: 12.5 µL of Go Taq® G2 Green Master Mix (Promega, Madison, USA) and 1.5 µL of each primer for pfcrt-76 and exon 2 of pfhrp2/pfhrp3 or 1µL for exon 1-2 of pfhrp2/pfhrp3. All primary PCRs were carried out with 5 µL of DNA eluate and nested PCRs with 1 µL of primary PCR product, in a final volume of 25 µL. The cycling conditions were as follows:
· pfcrt-76: denaturation at 95 °C for 5 min followed by 45 cycles (primary PCR) or 20 cycles (nested PCR) of 92 °C for 30 s, 45 °C for 30 s and 65 °C for 45 s (primary PCR) or 30 s (nested PCR), and final extension at 72 °C for 15 min [Maryland university protocols].
· Exon 1-2 pfhrp2/pfhrp3: initial denaturation at 95 °C for 5 min, followed by 35 cycles (pfhrp2) or 25 cycles (pfhrp3) of 94 °C for 1 min; 58 °C (pfhrp2), 53 °C (primary PCR of pfhrp3) or 60 °C (nested PCR pfhrp3) for 1 min; 72 °C for 1 min, and final extension at 72 °C for 8 min [Bharti et al., 2016].
· Exon 2 pfhrp2/pfhrp3: initial denaturation at 94 °C for 10 min, followed by 40 cycles of 94 °C for 50 s, 55 °C (primary PCR) or 54 °C (nested PCR) for 50 s, 72 °C for 1 min, and final extension at 72 °C for 10 min [Baker et al., 2005].
