








native fluorescence while DNA was counterstained using DAPI. (C) IFA of clathrin in TbRabex5
depleted cells. Induced and uninduced RNAI cells were stained with polyclonal antibodies against
trypanosome clathrin heavy chain and visualized using Alexa Fluor 568 antibodies. (D) Western
Blots and Ponceau S staining showing Rab5A, Rab21, and clathrin heavy chain expression in

uninduced and induced cells.

Supplementary Figure

Supplementary Figure 4. Knockdown of TbAlsin protein doesnot affect the expressionor
location of endosomalRabs (A) Immunofluorescence analysis of TbRab5SA in TbAlsin depleted
SMB BSF cells. Uninduced (-tet) and induced (+tet) cells were fixed and stained with polyclonal
antibodies against TbRab5A. Alexa Flour 568 labelled antibodies were used to visualize Rab5SA
and DAPI was used to visualize nucleus and kinetoplast. Scale bar Sum. (B) Analysis of TbRab21



in TbAlsin depleted cells. BSF TbAlsin knockdown cells were transfected with N-terminal YFP-
TbRab21. -tet and +tet cells were fixed and analysed for YFP native fluorescence while DNA was
counterstained using DAPI. (C) IFA of clathrin in TbAlsin depleted cells. Induced and uninduced
RNAI cells were stained with polyclonal antibodies against trypanosome clathrin heavy chain and
visualized using Alexa Fluor 568 antibodies. (D) Western Blots and Ponceau S staining showing

Rab5A, Rab21, and clathrin heavy chain expression in uninduced and induced cells.





