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Hypothesis: Variations in culture media used for continuous in vitro culture of Plasmodium falciparum 3D7 (Pf3D7) alter the age specific sensitivity of the parasite to artemisinin but not to all anti-malarial compounds.

Pf3D7------> Environmental influences ------ - Transcriptional variations ----- —> altered phenotype?

Background: Culture of the entire intra-erythrocytic life cycle of Plasmodium falciparum is possible in vitro. With the identification of “ring stage” artemisinin tolerance reported (*) the requirement of age defined and highly
synchronous parasites is recognized as essential for future research. Presented is a method for the isolation of age defined ring stage parasites and the effect of in vitro culture media on the artemisinin sensitivity profile of Pf3D7 in

relation to parasite age post red blood cell invasion.

Methods:
Parasite culture conditions.

Pf3D7 was resuscitated from liquid nitrogen storage and cultured in RPMI 1640 supplemented with 25mM HEPES and 50ug/ml Hypoxanthine plus either 5mg/ml Albumax Il (referred to as albumax only = AO) or 2.5mg/ml Albumaxl|
plus 5% Human AB serum (referred to as serum/albumax Il media = S/A). Both cultures were maintained in continuous culture utilizing a single sorbitol (noon) treatment every second intra-erythrocytic cycle to maintain a roughly
synchronous culture. The cultures were adjusted with non infected red blood cells (RBCs )to maintain parasitaemia at between 1% trophozoites and 3-5%rings. Incubation was performed at 37°C, 5% CO,, 5% O,, 90% N, and 60%

humidity. Culture protocol and parasite isolation is described in Figure 1 and parasite age sensitivity determination Figure 3.
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