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Sample size
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The mass spectrometry proteomics data have been deposited to the ProteomeXchange Consortium via the PRIDE partner repository with the dataset identifier
PXD034193. ToxoDB accession numbers of the BioID hits and the localised proteins are shown directly in the corresponding figures (Fig 2, Fig S4). The sequence
identifiers for the protein sequences that were used for phylogenetic analyses are shown for each taxon in the phylogenetic trees (Fig S10, S11). The structure of
the mouse Alpha-adaptin Appendage Domain (identifier 1w80) was retrieved from the Protein Data Bank (PDB).
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No sample size determination was done in the case of BioID experiments. Instead, 3 biological replicates were analysed as the minimum
number of replicates required for the inference of the mean and variance of protein abundance values measured for each sample group,
which is a standard practice for this type of experiments in the field.

We used an independent proportion comparison method to determine the minimal sample size for the replication, egress, endocytosis and
plasma membrane and vacuole organisation assays. The minimum sample size required to find a difference of proportions of at least 40%
between the negative control uninduced cell lines (NC) and the knock down (KD) cell lines was 40 vacuoles/parasites per replicate (20 KD + 20
NC). The numbers used for each experiment (~200 vacuoles per condition) for these assays were well above the recommended minimum.
Each of the aforementioned assays was performed 3 times independently, which is a standard practice for this type of experiments in the
field.

In the BioID data, only proteins with High and Medium Protein FDR Confidence levels (q " 0.05) with complete abundance value series across
3 Bait and 3 NC samples were considered for the statistical analysis. The proteins with missing values in the TMT quantification data were
considered separately on a case-by-case basis, but no statistical testing was applied.

All replicates of the BioID experiments obtained successfully generated sufficient numbers of cells and afforded sufficient amounts of proteins
and peptides for the subsequent LC-MS/MS analysis. All replicates of the replication, egress, endocytosis and plasma membrane and vacuole
organisation assays were successful and enough vacuoles/parasites were obtained for a robust statistical analysis.

For the BioID experiments, three TMT10plex sets were used. The samples were distributed as follows:

negative control: Set 1 - TMT126, TMT127N, TMT127C; Set 2 - TMT127C, TMT128N, TMT128C; Set 3 - TMT128C, TMT129N, TMT129C

K13: Set 1 - TMT128N, TMT128C, TMT129N

DrpC: Set 1 - TMT129C, TMT130N, TMT130C

AP2-alpha: Set 2 - TMT126, TMT127N, TMT129N

AP2-mu: Set 3 - TMT130N, TMT130C, TMT131

KAE: Set 2 - TMT130N, TMT130C, TMT131

The remaining available TMT10plex channels were used to label samples from an unrelated experiment. All samples were labelled on the
same day using freshly prepared TMT10plex reagent solutions and according to the manufacturer's protocol ensuring the high efficiency of




