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Figure S5. MitoPits do not recruit AP1, AP2, AP3, amphiphysin-1, endophilin-1, Hip1R, or SNX9.

Representative confocal micrographs of HelLa cells co-expressing a red fluorescent protein-tagged accessory protein together
with dark MitoTrap and either FKBP-2-GFP or GFP-FKBP control. Cells were treated with 200 nM rapamycin and immunos-
tained with anti-PDHE2/E3/A647. Accessory proteins were sigma subunits of the AP1, AP2, and AP3 complexes (c1-mCherry,
62- mCherry or 63-mCherry, left) or mCherry-amphiphysin 1, Endophilin-FL-RFP, Hip1R- tDimer-RFP or mCherry-SNX9, as

indicated. Insets, 5X zoom. Scale bars, 10 um.
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Supplementary Videos

Figure SV1. Formation of MitoPits.

Live cell imaging (zoomed view) of a Hela cell express-
ing FKBP-B2-GFP (green) and MitoTrap (red). Rapamycin
(200 nm) is added after 8s. Playback is 6 fps. Time, mm:ss.
Scale bar, 1 um.

Figure SV2. Budding of MitoPit-derived vesicles.

Live cell imaging (zoomed view) of a HelLa cell express-
ing FKBP-B2-GFP (green) and MitoTrap (red). Rapamycin
(200 nMm) is added after 8 s. Playback is 10 fps. Time, mm:ss.
Scale bar, 1 um.
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