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Supplementary Figure 1: Flow cytometry gating strategy used for intraerythrocytic P. falciparum parasite life cycle progression.

(A) Density plot represents the side scatter (SSC) of the SYBR Green | stained uninfected erythrocytes. The bar indicated on the corresponding histograms
(IRBC) corresponds to the gate set to differentiate between SYBR Green | stained uninfected erythrocytes and infected erythrocytes fluorescence. (B)
Gating conditions were applied to SYBR Green | stained intraerythrocytic P. falciparum 3D7 parasites. Density plots and histograms were generated using
FlowJo version 10.1 software. Parasitaemia was confirmed through Giemsa stained light microscopy at 1000x magnification. (C) Histogram
represents parasite DNA copy number (N) with corresponding parasite morphology; ring-stage parasites (1N), trophozoite-stage parasites (2N), schizont-
stage parasites (> 2N). In all cases, a total of 100 000 events were captured. Histograms were generated using FlowJo version 10.1 software.

Morphology was confirmed through SYBR Green | confocal fluorescence microscopy using a Zeiss LSM 880 Confocal Laser Scanning Microscope
(LSM).



Select 1 clone 3D7
and 1 clone Dd2 by
limiting dilution

\ 4

Expand clones to
seed 4 flasks with
2x108 parasites
each

10 x ICg, drug concentration

Change medium every 2 days

Dilute ¥2 with fresh RBCs every week
Follow up for 4 months or

¥ until PyrR emerges

— Week 8 Dd2, 2 cultures with rings
— Week 9 Dd2, 1 culture with rings
— Week 9 3D7, 1 culture with rings
— Week 11 3D7, 2 cultures with rings

v

Cultures off drug for 1 week
Measure population 1Cg,

v

Clone by limiting dilution

\

Select 2 clones/flask
Measure clone ICqg,

Supplementary Fig. 2: Selection scheme for Hesperadin-resistant
mutants of Plasmodium falciparum strains 3D7 and Dd2
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Supplementary Table 1. Activity of different Aurora kinase inhibitors against Plasmodium falciparum

Activity against

Main human Activity against P. falciparum
Compound target human AurK | Reference
(1C5 M) (IC5, NM)
3D7 Dd2
O
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Hesperadin
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NA: not available
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Supplementary Table 2. Results from Illumina whole genome

sequencing.
Genome
Genetic Total nr. of P._falmparum fraction Mean
background Clone reads aligned reads |[covered by|coverage
(%) 5 or more (%)
reads (%)
3D7| Parent | 23133022 |23074916 (99.7) 99.5 86.7
6G7 | 23454952 |23417709 (99.8) 99.6 88.8
Dd2| Parent | 24328716 |23809521 (97.8) 97 82.4
8E6 | 18016686 18049079 (98.5) 96.8 68.2
1F9 | 27175908 | 26659935 (96.7) 96.7 92.34
5G8 | 24516332 (24197401 (98.7) 97.1 83.8
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