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Supplementary Figure 1. Ca>* -ATPase activities of control and artemisinin-resistant mutants of PFATP6
assayed in Xenopus laevis oocyte membranes. (a) Activity of wild-type PFATP6 without and with
artemisinin (Art, 500 nM). Ca”* -ATPase activity is inhibited by 500 nM artemisinin (mean % s.e.m of
0.072 + 0.0056 to 0.036 + 0.0044; p = 0.0005, giving a mean difference value (95% CI for difference) of
0.0352 (0.019 to 0.052). (b) Activity of membrane preparations from oocytes injected with water
(endogenous Ca”* -ATPase activity) without and with artemisinin (50 uM); no inhibition of basal Ca** -
ATPase activity by artemisinins (control mean + SEM = 0.043+£0.01 compared with 0.045 + 0.02 Units; P
=0.89). (¢) Activity of an L263E mutation without and with artemisinin (50 uM), showing no inhibition of
activity even in the presence of 50 uM artemisinin (mean = SEM = 0.072+0.008 compared with 0.07 +
0.0079; p = 0.58). (d) Activity of an L263D mutant without and with artemisinin (50 uM); mean + s.e.m.
Ca”" -ATPase activity before and after artemisinin are 0.11 £ 0.01 and 0.14 £0.013 (P =0.094). (e) activity
of an L263K mutant without and with artemisinin (50 puM), mean = SEM Ca®* -ATPase activity before and
after artemisinin are 0.076 £ 0.008 and 0.099 + 0.014 (P = 0.17). Data in (b) were not presented in the
original paper. Data from (d-e) are from one representative experiment, whereas results from more than one

experiment were reported previously.
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Supplementary Figure 2. Inhibition curves of PFATP6 and mutants with artemisinin or artemisone; the

original data were reanalyzed with inclusion of some data and standard analytical procedure (see Suppl

Methods). Results from independent experiments are shown in each graph, displayed as Ca** -ATPase

activity in the presence of an artemisinin inhibitor, normalised with respect to values that are obtained

without presence of inhibitor.
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(a) Inhibition of PFATP6 Ca®* -ATPase activity by artemisinin with data from 3 independent experiments.
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(b) Inhibition of PFATP6L263A by artemisinin, with inclusion of 2 possible outlying values (at InM).
Results from 3 experiments are presented here (4 experiments were analyzed in the original paper).
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(c) Inhibition of PFATP6L263S by artemisinin, with inclusion of possible outlying values. Only the second

graph was modelled with constraints.
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(d) Inhibition of PFATP6 L.263Q by artemisinin. For modelling, constraints were 120 for Top and 40 for

Bottom because of incomplete inhibition at high concentrations.
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(e) Inhibition of F264L PfATP6 by artemisinin. Data could not be retrieved for one experiment. For
modelling, constraints were 100 for Top and 15 for Bottom because of incomplete inhibition at high

4
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(f) Inhibition of PFATP6 I89T by artemisinin modelled without constraint for Top.
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(h) Inhibition of PbSERCA by artemisinin. One set of experiments could not be modelled after reanalysis.
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(j) Inhibition of PvSERCA by artemisone. One set of data could not be retrieved.
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(k) Inhibition of PbSERCA by artemisone. One set of data could not be reanalyzed.

Supplementary Methods

Inhibitory constants were derived in Prism (v4.0a, GraphPad Software, Inc.) using a sigmoidal dose-
response equation (Y = Bottom+(Top-Bottom)/(1+10*((LogEC50-X)*HillSlope)), where X is the
logarithm of the concentration of the inhibitor and Y is the normalised activity of the Ca®* -ATPase activity

being assayed. Constraints are 100 for Top and 0 for Bottom unless indicated.
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Supplementary Table
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