Isolation and Lysate SOP
Trophozoites were isolated from infected erythrocytes using a saponin lysis protocol [1]. Saponin permeabilises the erythrocyte and parasitophorous vacuolar membranes by interacting with choles- terol found in these membranes [2, 3], but leaves the parasite plasma membrane intact [1, 4], which was verified in trypan blue exclusion tests [4].
After washing isolated trophozoites twice in assay buffer, lysates were prepared by three freeze (liquid nitrogen) - thaw (room temperature) cycles, with a 30 second sonication step in between cycles. After centrifugation (10 000 ×g, 10 min), the supernatant was used for kinetic determinations. Lysates were prepared fresh before enzyme kinetic assays and kept on ice.
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