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Extended Data Fig. 10 | VDIMs form by ESCRT-mediated, microautophagy- 
like process. a, Representative images showing TOM20 (cyan), mitotracker 
(magenta) and LAMP1 (green). Higher magnifications of indicated regions are 
shown in Fig. 5g. b, Representative images showing localization of TOM20 (cyan), 
mitotracker (magenta) and TRPML1 (green). Cells were transiently transfected 
with TRPML1-YFP. Higher magnifications of indicated regions are shown in 
Fig. 5h. c, Localization of TOM20 (cyan) and mitotracker (magenta) in cells 
expressing mCherry-Parkin. Higher magnification of indicated region is shown 
in Fig. 5i. d, Effect of Parkin overexpression on VDIM formation. Cells were 
transiently transfected with (top) GFP or (bottom) pEGFP-Parkin. Red circles in 
inverted micrographs for mitotracker indicate VDIMs. e, Representative images 
showing VDIM formation in Parkin-/- MEFs compared to WT controls. Circles in 
the inverted mitotracker micrograph indicate the VDIMs. f-h, Representative 
images showing localization of TOM20 (cyan), mitotracker (magenta) and 
LAMP1 (green) in cells transiently transfected with (f) Tsg101-GFP (grey),  

(g) Chmp2a-GFP (grey) or (h) Chmp4b-RFP (grey). Higher magnifications of 
indicated regions are shown in Fig. 6a–c. i, Live-cell imaging sequence showing 
recruitment of Tsg101 (green) at sites of VDIM scission. Images were acquired 
every 5 s. Arrowheads indicate the VDIMs and arrows indicate the Tsg101 
puncta. j, Representative images showing mitotracker (magenta), TOM20 
(cyan) and ALG-2 (grey). Higher magnifications of the indicated regions are 
shown in Fig. 6g. k, Representative western blot showing the efficiency of 
Tsg101 depletion compared to non-targeting (NT) controls. l, Representative 
images showing VDIM formation in cells treated with Tsg101 siRNA compared 
to NT controls. Right: Higher magnification of indicated regions. Red circles 
in inverted micrograph for mitotracker indicate the VDIMs. All data shown are 
representative from three independent experiments. d,e, Representative 
spinning disc confocal images are shown. Gel source data for (k) are provided in 
Supplementary Fig. 1. Scale bars: main panels 10 μm, magnified panels 3 μm.












