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Fig.S2. Quantification of split-GFP experiments. (A) To quantify fluorescence levels, cell strains depicted in Fig. 2, in addition to cell strains expressing FNR-GFP
1-10 alone and FNR-GFP 1-10 with P30-GFP-11, were analyzed by flow cytometry. When the split GFP molecules are targeted to separate compartments of the
secretory pathway (Left, green line), fluorescence intensity equates to that of FNR-GFP 1-10 alone (red line on all graphs). Fluorescence intensities in strains
coexpressing FNR-GFP 1-10 with either ACP-GFP-11 (Center, green line) or TgTic20-GFP-11 (Right, green line) are considerably greater than in FNR-GFP 1-10 alone.
(B) Western blot of parasite cell lines containing either FNR-GFP 1-10 alone or coexpressed with ACP GFP-11 or TgTic20 GFP-11. The anti-GFP antibody labels GFP
1-10 alone. Each cell line contains low levels of precursor FNR-GFP 1-10, with most GFP 1-10 existing in the mature, processed form, suggesting that in each cell
line, most GFP 1-10 reaches the apicoplast stroma. Asterisk labels a possible GFP 1-10 degradation product, similar to those observed for apicoplast-targeted
GFP molecules (13).
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Fig.S3. Geneticdisruption of TgTic20. (A) Schematic depicting genetic disruption of the native TgTic20 locus. We generated a knockout construct (KO vector)
containing a chloramphenicol acetyltransferase (CAT) gene flanked by 2-kb sequences homologous to the 5’ and 3’ flanks of the native TgTic20 locus. A YFP
marker for negative selection is located outside this knockout cassette. We transfected linearized knockout vector into a parasite cell line expressing inducible
copies of TgTic20, selected for CAT-resistant parasites, and then further selected for homologous integrants through fluorescence sorting of parasites not
expressing YFP. (B) We performed diagnostic PCR analysis to verify disruption of the TgTic20 locus. One set of PCR primers was specific for the disrupted TgTic20
locus (PCR disrupted), and a second set was designed within introns of the TgTic20 gene and is thus specific to the native locus (PCR native). We observed a PCR
product of the predicted size for the native gene in wild-type (WT) parasites but not in knockout parasite clones (KO clonal). Conversely, we observed a PCR
product of the predicted size for the disrupted gene in clonal knockout but not in wild-type parasites. (C) We performed Southern blotting on RH strain WT,
parental (iTic20/eTic20), and knockout (iTic20/ATic20) parasites by using a probe against the entire TgTic20 gene. A band the expected size for the endogenous
gene (eTic20) is expressed in both WT and parental parasites but not in knockout parasites. Extra bands in the parental and knockout strains represent introduced
inducible copies of the TgTic20 gene (iTic20). (D-F) To measure the effects of TgTic20 knockdown on parasite growth further, we performed plaque assays on
parental parasites (D), knockout parasites (E), and knockout parasites complemented with ectopically expressed TgTic20 (F) in the absence (Upper) or presence
(Lower) of ATc. We grew parasites for 9 days in the absence or presence of ATc. During this period, parasites will go through several replication cycles and form
zones of clearance (plaques) in the host cell monolayer. We observed a severe growth defect in the presence of ATcin the knockout cell line (E, double arrowhead)
but not in the parental or complemented lines (D and F). Arrowheads and double arrowheads depict large and small plaques, respectively.
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