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this paper for Figures 7c, 8c and 8e-g. Other data relating to individual genes can be found at tritrypdb.org.

We used two biological replicates for RNAi analysis of Tb927.10.970 or Tb927.10.3970, including analysis on growth following knockdown,
flow cytometry, protein blotting and microscopy. When counting DAPI-stained cells, n=100 is typical and desirable. When quantifying DNA-
intensity or GFP-intensity in DAPI-stained cellular compartments, n=50-100 is considered sufficient.

No data were excluded from the analyses.

Two of us observed the trends reported in Figures 8e-g using a series of preliminary experiments. Three technical replicates are considered to
provide sufficiently robust qRT-PCR data. All attempts at replication were successful.

We use a strain with RNAi cassettes expressed from a locus that has been validated for robust and reproducible, inducible knockdown.
Accordingly, two clones that behave similarly are considered sufficient for cross-validation and randomization is not considered necessary..

Blinding was not considered necessary since the ImageJ and flow cytometry assays were automated. In addition, the perturbed cells analyzed
here were easily distinguished from unperturbed cells using the microscopy-based assays.

ANTIBODY / SOURCE / IDENTIFIER

Mouse anti-Myc 9B11 / Cell Signaling Technology/ Cat# 2276S RRID:AB_331783

Rabbit anti-GFP / Abcam / Cat# 290 RRID:AB_303395

Mouse anti-EF1 CBP-KK1 / Merck-Millipore / Cat# 05-235 RRID:AB_309663

Goat anti-mouse HRP / Biorad / Cat# 1721011 RRID:AB_11125936

Goat anti-rabbit Alexa 488 / ThermoFisher Scientific / Cat# A-11008 RRID:AB_10563748

All antibodies have been widely used and validated for the purposed reported here.

Trypanosoma brucei brucei Lister 427 was originally obtained from Prof. George Cross (Rockefeller University, NYC, USA).

Subsequent genetic modifications were performed by the authors.

RIT-seq and microscopy provided authentication.




