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Figure S1. Alignment of SufS and IscU homologs. TgSufS (A) and TgIscU (B) homologs were aligned to
their counterparts from plant (Arabidopsis thaliana) and bacteria (Escherichia coli). Key conserved
cysteine residue for SufS cysteine desulfurase activity is indicated.
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Figure S2. Generation of HA-tagged TgSufS and TgIscU cell lines. A) Schematic representation of the
strategy for expressing HA-tagged versions of TgSufS (left) and TgIscU (right) by homologous
recombination at the native locus of the corresponding gene of interest. Chloramphenicol was used
to select transgenic parasites based on their expression of the Chloramphenicol acetyltransferase
(CAT). B) Diagnostic PCR for verifying correct integration of the construct. The amplified fragment
corresponds to the red arrows in A), and specific primers used were ML3982/ML1476 (TgSufS) and
ML4208/ML1476 (TgIscU).
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Figure S3. HA-tagging of TgSufE2 shows it is an apicoplast protein. A) Sequence alignment of TgSuf2
(TGGT1_277010) with plant (A. thaliana) and bacterial (E. coli) homologues. B) Schematic
representation of the strategy for expressing HA-tagged versions of TgSufE2 by double homologous
recombination at the native locus. Chloramphenicol was used to select transgenic parasites based on
their expression of the Chloramphenicol acetyltransferase (CAT). C) Diagnostic PCR for verifying
correct integration of the construct. The amplified fragment corresponds to the red arrows in B), and
specific primers used were ML4101/ML1476. D) Detection by immunoblot of C-terminally HA-tagged
TgSufE2 in parasite extracts reveals the presence of both precursor (p) and mature (m) forms of the
protein. Anti-actin antibody (TgACT1) was used as a loading control. E) Immunofluorescence assay
shows TgSufE2 co-localizes with apicoplast marker TgCPN60. Scale bar represents 5 µm. DNA was
labelled with DAPI. DIC: differential interference contrast.

A

B

Figure S4. Generation of TgSufS and TgIscU conditional mutants. A) Schematic representation of the
strategy for generating TgSufS (top) and TgIscU (bottom) conditional knock-down cell lines by
homologous recombination at the native locus. Pyrimethamine was used to select transgenic
parasites based on their expression of Dihydrofolate reductase (DHFR). B) Diagnostic PCR for
verifying correct integration of the construct. The amplified fragments confirming 5’ and 3’
integration correspond to the blue and red arrows displayed in A), respectively, and specific primers
used were: ML4158/ML687 (TgSufS 5’ integration), ML1041/ML4159 (TgSufS 3’ integration),
ML1774/ML4388 (TgIscU 5’ integration), ML1771/ML4387 (TgIscU 3’ integration).
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Figure S5. Generation of TgSufS and TgIscU complemented cell lines. A) Schematic representation of
the strategy for generating TgSufS and TgIscU complemented cell lines by integrating an extra copy
of the gene of interest (GOI) by double homologous recombination at the Uracil
Phosphoribosyltransferase (UPRT) locus. Negative selection with 5-fluorodeoxyuridine (FUDR) was
used to select transgenic parasites based on their absence of UPRT expression. B) Diagnostic PCR for
verifying correct integration of the construct. The amplified fragments confirming integration
correspond to the red arrows displayed in A), and specific primers used were: ML2866/ML4686
(TgSufS integration), ML2866/ML4455 (TgIscU 5’ integration). C) Semi-quantitative RT-PCR analysis
from cKD TgSufS-HA, cKD TgIscU-HA and their respective complemented cell lines grown for three
days in the presence or absence of ATc, using specific primers couples ML4686/ML4687 (TgSufS) and
ML4684/ML4685 (TgIscU). It shows complemented cell lines express high levels of the corresponding
mRNA. Specific β‐tubulin primers (ML841/ML842) were used as controls.

