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Supplementary Figure S4. Flotillin-1 is necessary for the sorting of ubiquitinated cargo by 
ESCRT-0. The expression of transfected proteins used in Figure 6 as detected by 
immunofluorescence. (a) Control and flotillin-1 knockdown HeLa cells were transfected with TfnR-Ub, 
Hrs-WT-GFP or Hrs-ΔUIM-GFP or pEGFR as control, fixed with methanol and immunostained for 
TfnR. Scale bar: 10 µm. (b) Knockdown efficiency (anti flotillin-1) and expression of GFP fusion 
proteins (anti-GFP) were monitored by Western blot. GAPDH was used as a control for equal loading. 
(c) HeLa cells or flotillin-1 knockout cells were transfected with the indicated HRS-EGFP constructs, 
starved, treated with EGF for 60 min and immunostained for EGFR. Red: EGFR, green: Hrs-EGFP, 
blue: DAPI.
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