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Fig.  S1– Adjustment of initial inoculum for SDM and Schneider media
Promastigotes with 4 passages were cultured with a variable initial concentration in SDM (A) or Schneider (B). The average of two independent experiments is shown.
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Fig.  S2– Histogram of cell cycle analysis of parasites in different media
The representative histograms for cell cycle analysis of parasites with 1 to 5 days of culture in RPMI, SDM, NNN, Schneider and cRPMI. The cell cycle analysis was done with a FACSCalibur cytometer and with the FlowJo software built in tool for cell cycle analysis. One out of at least three experiments is shown.
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Fig.  S3– Cell cycle analysis of parasites in different media
The percentage of parasites in G1, S or G2 was determined at days 1 to 5 of culture in  RPMI, SDM, NNN, Schneider and cRPMI. The cell cycle analysis was done using FACSCalibur cytometer and analyzed by FlowJo software. One out of at least three experiments is shown.
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Fig.  S4 – Dot plot of bone marrow-derived macrophages infected with CFSE labeled parasites 

The representative dot plots of bone marrow-derived macrophages infected with  parasites. Promastigotes used were grown for 4 days in RPMI, SDM, NNN, Schneider and cRPMI and labeled with CFSE. The percentage of infected cells was determined with a FACSCalibur cytometer and with the FlowJo software. One out of at least three experiments is shown.
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Fig.  S5 – Relative gene expression of metacyclogenesis-related genes of promastigotes cultivated in the different media
Promastigote relative gene expression of META1 (A) SHERP (B) and histone H4 (C) determined by qRT-PCR at the defined time points. Normalizations for the three genes were made using the reference gene rRNA45. Three independent experiments were executed, each performed in duplicate; one representative experiment is shown.
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Fig. S6 - Dominant promastigote morphology during the process of development of the protein-free media
Live confocal images from dominant morphology of L. infantum  promastigotes after four days of culture in bSDM (A) or bRPMI (B) supplemented with:  no supplement (a); 10% of the lower fraction of <3 kDa (b); 10% of >3kDa (c); 2.5 µg/ml hemin (d) and 10% of <3 kDa with 2.5 µg/ml hemin (e); 10% of >3kDa with 2.5 µg/ml hemin (f). 
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Fig. S7 – Growth curves of L. infantum in cRPMI after 4 or 20 in vitro passages.
Promastigotes with 4 or 20 passages were cultured with an initial concentration of 1x106 /ml parasites in cRPMI. The growth curve was done by counting the parasites at different time points in a hemocytometer. One out of at least three independent experiments is shown.
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Fig. S8 – Influence of different FCS lots on the growth of L. infantum cultivated in RPMI 
Promastigotes were cultured with an initial concentration of 1x106 /ml parasites in RPMI using FCS from two distinct lots. The growth curve was done by counting the parasites at different time points in a hemocytometer. One out of at least three independent experiments is shown.



Table S1 – Comparative cost of the culture media used in the study
	 
	Cost/L (€)
	Cost (€)/109 promastigotes

	SDM
	60.2
	4.52

	RPMI
	38.53
	12.72

	Schneider
	58.18
	5.21

	NNN
	74.52
	6.18

	cRPMI
	32.87
	17.71
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