Appendix A: PCR sensitivity assay
Ten strains, representative of six Leishmania species, were used to evaluate the sensitivity of our PCR assay (see Table below). Double-stranded DNA quantification was performed by fluorimetric analysis using the Qubit 2.0 Fluorometer (Invitrogen, Carlsbad, CA, USA). Each DNA sample was first diluted to 0.5 ng/μl and then serially ten-fold down to 0.05 fg/μl (to assess the detection capacity of the primers from 1 ng to 0.1 fg of template DNA).
List of the strains used for the PCR sensitivity assay
	Short code
	WHO code
	Species
	Country

	2007-24
	MHOM/GF/2007/2007-24
	L. amazonensis
	Guyane

	LV78
	RAT/BR/72/LV78
	L. amazonensis
	Brésil

	LH754
	MHOM/PE/89/LH754
	L. braziliensis
	Pérou

	M2904
	MHOM/BR/75/M2904
	L. braziliensis
	Brésil

	LC2288
	MHOM/PE/91/LC2288
	L. lainsoni
	Pérou

	TD2008
	MHOM/GF/2008/TD2008
	L. guyanensis
	Guyane

	ITMAP263
	MHOM/MA/67/ITMAP263
	L. infantum
	Maroc

	LEM417
	MHOM/DZ/1982/LIPA59
	L. infantum
	Algérie

	LEM2204
	MDAS/BR/79/M5533 
	L. naiffi
	Brésil

	LEM5108
	MHOM/GF/2005/LEM5108
	L. naiffi
	Guyane



A PCR assay was then conducted with leishmini primers. Amplification was performed in 20 μL mixtures containing 2 μL of DNA template, 10 μL of AmpliTaq Gold PCR Master Mix® (5U.μL-1; Applied Biosystems, Foster City, CA, USA), 2.5 μL of each primer (5 μM), and nuclease-free water (Promega, Madison, WI, USA). The PCR mixture was denatured at 95°C (10 min) and followed by 35 cycles of 30s at 95 °C, 30s at 60°C and 15s at 72 °C, completed at 72 °C for 5 mins. 
PCR product were subjected to electrophoresis in a 2% agarose gel containing SYBR Safe stain (Invitrogen), and visualized under UV light (see Figure below).
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