The Plasmodium PI(4)K inhibitor KDU691 selectively inhibits dihydroartemisinin-pretreated
Plasmodium falciparum ring-stage parasites.
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Supplementary Figure 1. P. falciparum rings and DP-rings display different morphology. Morphology of
the rings and DP-rings in Giemsa-stained slides.
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Supplementary Figure 2. Susceptibility testing against W2 WT rings and DP-rings measured by flow
cytometry and Rhodamine 123 (IC50 values, nM). Dose response curves of TQ, LUM, ATQ and KDU691
against (A) DP-rings and rings of W2 WT strain measured 22 hours post treatment. Synchronized rings
were directly treated with antimalarial for 22 hours for rings. Synchronized rings were the pre-treated
with DHA for 6 hours (PD-rings), washed and 18 hours later treated for an additional 22 hours. (B)
Comparative antimalarial IC50 values (nM) against rings and DP-rings of the W2 strain. Data were
obtained from three independent biological experiments with technical duplicates (means + SEM).
Percent growth was measured by HCI using MitoTracker® Orange relative to DMSO.
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Supplementary Figure 3. Susceptibility testing of Pl4K-resistant P. falciparum Dd2-PfPI4K-$1320L and
the Dd2-PfRab11A-D139Y strains to KDU691 and tafenoquine. (A) KDU691 (1.4 uM) activity on rings
from Pl4K-resistant and WT strains measured by HCI and MitoTracker® Orange at day three. (B) TQ (1.4
UM) activity on rings from PI4K resistant strains measured at day three. (C) TQ (1.4 uM) activity on DP-
rings from PI4K resistant strains measured at day four. Data are means + SEM and were obtained from
three independent experiments done in triplicate. Percent growth was measured by HCI using
MitoTracker® Orange relative to DMSO.
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Supplementary Figure 4. Susceptibilities of laboratory adapted Dd2 PfKelch 13 mutants and wild-type
(WT) strains to artemisinin, KDU691 and TQ measured by HCI and MitoTracker® Orange. IC50 values of
(A) Artemisinin and (B) KDU691 against the Dd2-K13 mutants and WT strains. Values were determined
by the SYBR Green cell proliferation assay at 72 hours. (C) Susceptibility of rings of the Dd2 K13 mutant
transgenic strains and Dd2-WT strain to KDU691 (1.4 uM) at day three. (D) TQ (1.4 uM) activity against
rings of Dd2-K13 mutant transgenic lines and Dd2-WT strains at day three. (E) TQ (1.4 uM) activity
against DP-rings of Dd2-K13 mutant transgenic lines and Dd2-WT at day four. Data were obtained from
three independent biological experiments with technical duplicates (means + SEM). Percent growth was
measured by HCl using MitoTracker® Orange relative to DMSO.
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Supplementary Figure 5. Susceptibility of clinical P. falciparum isolates to TQ measured by HCl and
MitoTracker® Orange. (A) Rings and (B) DP-rings of P. falciparum clinical isolates susceptibility to TQ
measured respectively at day three and day six. Data were obtained from three independent biological
experiments with technical duplicates (means £ SEM). Percent growth was measured by HCI using
MitoTracker® Orange relative to DMSO.



