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Figure S1. Generation of parasites for investigating the localization of PbSR1::GFP and RhopH2::mCherry. 
[bookmark: _Hlk215155701][bookmark: _Hlk215068090]Schematic representation of the gene-targeting vectors used to express PbSR1::GFP and RhopH2::mCherry. The gene-targeting vector contained green fluorescent protein (gfp), mutated Plasmodium falciparum deoxyhypusine synthase (pfdhps) and the 3′ regions of the target genes. The PbSR1::gfp and RhopH2::mCherry genes were under the control of their native promoters. pfdhps and hdhfr were under the control of the elongation factor-1 (PBANKA_113340) promoter. Black arrows denote primers specific to the 5′ and 3′ regions of gene-targeting vectors. (A) Introduction of the PbSR1::gfp cassette into the 3′ region of the PbSR1 locus of wild-type P. berghei ANKA. The correct integration of gfp and pfdhps into the 3′ region of PbSR1::gfp was confirmed through PCR with gDNA of WT parasites (1563 bp) or gDNA from three independent clones of PbSR1::GFP parasites after limiting dilution (6172 bp). (B) Introduction of the RhopH2::mCherry cassette into the 3′ region of the RhopH2 locus of malaria parasites expressing PbSR1::GFP. Correct integration of mCherry and hdhfr into the 3′ region of RhopH2 was confirmed through PCR with gDNA of WT parasites (1871 bp) or gDNA from three independent clones of RhopH2::mCherry parasites after limiting dilution (5829 bp).  
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Figure S2. Live-cell fluorescence imaging of WT parasites.
Erythrocytes parasitized by wild-type Pb ANKA were incubated for 22 h. The nuclei were stained with Hoechst 33342 (Hoechst, blue). Gametocytes were characterized by the size of the parasite, the presence of a single nucleus and nuclear enlargement. At least 50 parasitized erythrocytes were analyzed, and no GFP or mCherry signals were observed in all parasitized erythrocytes. Representative data are shown. Scale bar = 5 µm.


Table S1. Sequences of primers used in this study.

Table S2. Results of immunoprecipitation coupled to mass spectrometry for SR1::GFP parasites.
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