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Validation

The maximum sample size was used for each single cell RNA-seq experiment, within the limitations of the technology (15,000 cells per
experiment). For other experiments sample no sizes were calculated. All analyses were carried out in independent biological replicates (at
least n=2), after pilot analyses. All outcomes were consistent.

For WT 1, WT 2 and ZC3H20 single cell transcriptomic experiments, cell transcriptomes were excluded from the analysis if they were
determined to contain transcripts of multiple cells or from inviable cells.

All experiments were performed at least biological duplicate and attempts to replicate were successful. Single cell transcriptomics analysis was
performed with samples which behaved in the same manner as biological replicates in test conditions; two wild-type biological replicated
were examined by scRNA-seq and one ZC3H20 KO replicate.

Randomisation scRNA was not appropriate as biological replicates were carried out independently at different times. For cell growth analyses
randomisation was not carried out in order to allow inclusion of appropriate culture additives for the respective cell lines. All analyses were
replicated and consistent.

Blinding of scRNA was not appropriate as data processing and analysis need to be carried out appropriately and differentially for biological
wild type replicates vs ZC3H20 KO sample.

For cell growth and IFA analyses blinding was not carried out in order to allow inclusion of appropriate culture additives for the respective cell
lines. All analyses were replicated and consistent

1. anti-PAD1

2. anti-EP procyclin

anti-PAD1: For detection of Trypanosoma brucei PAD1 protein by immunofluorescence, mouse, previously validated Dean, S.,
Marchetti, R., Kirk, K. & Matthews, K. R. A surface transporter family conveys the trypanosome differentiation signal. Nature 459,
213–217 (2009).

anti-EP Procyclin: For detection of Trypanosoma brucei procyclin protein by immunofluorescence mouse, Ceder Lane Labs,
CLP001AP, validated by manufacturer. "Cedarlane's Anti-Trypanosoma brucei procyclin Monoclonal Antibody recognizes the EP epeat
portion of this molecule. This antibody can be used for ELISA's, immunoblotting and immunofluorescence on living and fixed
parasites. The antibody does not cross-react with other species of trypanosomes or with Leishmania."




