Supplemental material 1 – Supplementary methods 

DNA (deoxyribonucleic acid) extraction
[bookmark: _Hlk172286517][bookmark: _Hlk172294030][bookmark: _Hlk172286491]Once removed from the cassette, the proximal part of the rapid diagnostic test (RDT) nitrocellulose strip was cut into small pieces. Each sample was placed in individual wells in a 2 mL 96-well plate (Axygen, Reynosa, Mexico) containing 225 µL of the lysis buffer. Samples were incubated for 2 hours at 60-65 oC and occasionally mixed by vortexing during this period. In the meantime, the DNA Binding plate (Cytiva, Puerto Rico) was securely placed on a 1.1mL 96-well plate (Axygen, Reynosa, Mexico) to be rinsed before the extraction by adding 200 µL of Mili-Q water and centrifuging at 3500 rpm for 2 minutes. After the incubation, the plate with the samples was subjected to a quick spin to remove any condensation, all supernatants were transferred to the DNA Binding plate, and centrifuged at 3500 rpm for 2 minutes. After discarding the flow-through, the plate was washed with 200 µL of wash buffer 1, centrifuged at 3500 rpm for 2 minutes and the flow-through was discarded. Samples were then washed twice with 250 µL of wash buffer 2 and, after each wash, the plate was centrifuged at 3500 rpm for 3 minutes. After discarding the flow-through from the second wash, the plate was centrifuged one more time at 3500 rpm for 3 minutes to properly dry the filter. All samples were eluted in a 96-well polymerase chain reaction (PCR) plate (Axygen, Salt Lake City, USA) in a two-step process by adding 15 µL of pre-warmed Elution Buffer EB (QIAGEN, Hilden, Germany), incubating for 5 minutes at room temperature and centrifugating the plate at 3500 rpm for 3 minutes.
	Concentration for lysis*/wash buffer 1
	Concentration for lysis/wash buffer 2

	3M Guanidine thiocyanate
Sigma-Aldrich, Darmstadt, Germany
	25% Ethanol
Merch, Darmstadt, Germany

	16.7% 2-Propanol
Thermo Fisher, Scoresby, Australia
	25% 2-Propanol
Thermo Fisher, Scoresby, Australia

	2% Triton X-100
Sigma-Aldrich, St Louis, USA
	100mM Sodium chloride
Merch, Darmstadt, Germany

	10mM EDTA
Sigma-Aldrich, St Louis, USA
	10mM Trizma HCl pH 7.4
Sigma-Aldrich, St Louis, USA

	5mM Trizma hydrochloride buffer solution (pH 7.4)
Sigma-Aldrich, St Louis, USA
	

	0.1% Hydrochloric acid
Univar, Darmstadt, Germany
	


* Before use, 0.5 mL 2-mercaptoethanol is added to 100 mL lysis buffer
Plasmodium spp. detection by qPCR
We amplified 4µL of the extracted DNA in a total volume of 13 µL using 1x TaqMan Fast Advanced Master Mix (Applied Biosystems, Vilnius, Lithuania), 150nm of each pan-Plasmodium spp primers (PanPlasm-Fw/Rv), 350nM of the probe for pan-Plasmodium sp (PanPlasm-Probe), 300nM of each Human Tubulin B primers (HumTuBB_F/R) and 100nM of the Human Tubulin B probe (HumanTuBB_P). The conditions of this multiplex qPCR were the following: 95 oC for 15 minutes, 45 cycles of 95 oC for 15 seconds and 60 oC for 60 seconds. A second duplex TaqMan qPCR was performed with all positive samples for the pan-Plasmodium targeting specific genes for P. falciparum and P. vivax, following a pre-established protocol (adapted from Rosanas-Urgell et al, 2010). As previously described, 4µL of extracted DNA in a total volume of 13 µL using 1x TaqMan Fast Advanced Master Mix (Applied Biosystems, Vilnius, Lithuania) was amplified using 150nm of each forward and reverse primers for both species (P. falciparum and P. vivax), and 350nM of each probe, following the same amplification cycle described above. Samples with cycle of quantification (Cq) value <40 were considered positive for any of the genes detected.
	
HumTuBB_Fw
	5’-AAGGAGGTCGATGAGCAGAT-‘3

	HumTuBB_Rv
	[bookmark: _Int_EQKHhry9]5’-GCTGTCTTGACATTGTTGGG-‘3

	HumanTuBB_Probe
	[bookmark: _Int_xhJ4dg0m]NED 5’-TTAACGTGCAGAACAAGAACAGCAGCT-‘3 BHQ2

	PanPlasm-Fw
	5’-TTAGATTGCTTCCTTCAGTRCCTTATG-‘3

	PanPlasm-Rv
	5’-TGTTGAGTCAAATTAAGCCGCAA-‘3

	PanPlasm-Probe
	[bookmark: _Int_zG77KxCD]6FAM 5’-TCAATTCTTTTAACTTTCTCGCTTGCGCGA-‘3 BHQ2

	P.falciparum_Fw
	[bookmark: _Int_J0pww1Iy]5’-TATTGCTTTTGAGAGGTTTTGTTACTTTG-‘3

	P.falciparum_Rv
	[bookmark: _Int_atmDapP1]5’-ACCTCTGACATCTGAATACGAATGC-‘3

	P.falciparum_Probe
	6FAM 5’-ACGGGTAGTCATGATTGAGTT-‘3 BHQ2

	P.vivax_Fw
	5’-GCTTTGTAATTGGAATGATGGGAAT-‘3

	P.vivax_Rv
	5’-ATGCGCACAAAGTCGATACGAAG-‘3

	P.vivax_Probe
	[bookmark: _Int_pyAypuWz]VIC 5’-AGCAACGCTTCTAGCTTA-‘3 BHQ2






