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Figure S1. Comparison between SQR1-CQ and SQR2-CQ. (A) P. falciparum cultures were
synchronised and labelled with either SQR1-CQ or SQR2-CQ and analysed via confocal microscopy.
Representative confocal images of P. falciparum trophozoites labelled with either SQR1-CQ or SQR2-
CQ, obtained at identical exposure and gain settings. We observe SQR1-CQ consistently exhibits
higher fluorescence than SQR2-CQ (arrowheads). Both SQR1-CQ and SQR2-CQ were observed to
sequester within cytoplasmic space of the parasites and not in RBCs. Surrounding unparasitized RBCs
were not observed to retain SQR1-CQ or SQR2-CQ. Bar = 10 pm. (B) Analysis of corrected total cell
fluorescence (CTCF) of trophozoites labelled with either SQR1-CQ or SQR21-CQ. Bar chart of mean
CTCEF from at least 3 ROI with error bars denoting standard deviation. * denotes statistical significance
(p-value <0.01) compared to mean CTCF of SQR2-CQ.

After successful linkage of candidate squaraine compounds to CQ, SQR1-CQ and SQR2-CQ
were assessed in their efficacy in fluorescence labelling of P. falciparum parasites. Both SQR1-CQ
and SQR2-CQ were capable of specifically labelling only parasite cells and not the housing RBCs
(Figure S1). We also did not detect SQR1-CQ and SQR2-CQ in unparasitized RBCs. Between SQR1-
CQ and SQR2-CQ, we consistently observed that SQR1-CQ exhibited a stronger fluorescence signal
from parasite cells than SQR2-CQ. We focused on further assessment of only SQR1-CQ for the
remainder of the study.
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Figure S2. CQ-Green labelling of 3D7 ring trophozoites. Live 3D7 ring-form trophozoites were co-labelled
with Hoechst 33342 and 2uM CQ-Green and analyzed via confocal microscopy. 3D7 rings were unable to
be labelled vibrantly by CQ-Green, despite an extended incubation duration of 2 hours. Faint fluorescence
signature of CQ-Green was not distinctly discernible in Hoechst-CQ-Green composite images. Insets of
ring trophozoites indicated by arrowheads were magnified at further 5x. Bar = 10 pum.



