Descriptions of Additional Supplementary Files

Supplementary Movie 1. Gene-edited EGFP-Rab5c¢** (green) clathrin-670nano** (blue) cells
transiently expressing mScarlet-I-GAK (red) imaged at the bottom surfaces every 1 s by TIRF
microscopy. Scale bar, 5 pm.

Supplementary Movie 2. Gene-edited Rabex5-mEGFP** (green) cells transiently expressing
mCherry-clathrin (red) imaged at the bottom surfaces every 1 s by TIRF microscopy. Scale bar, 5
pm.

Supplementary Movie 3. Gene-edited mEGFP-hRME6™* (green) cells transiently expressing
mCherry-clathrin (red) imaged at the bottom surfaces every 1 s by TIRF microscopy. Scale bar, 5
pm.

Supplementary Movie 4. Triple gene-edited mEGFP-hRME6"" (green) clathrin-670nano*" (blue)
mScarlet-I-Rab5¢** (red) cells imaged at the bottom surfaces every 1 s by TIRF microscopy. Scale
bar, 5 pm.

Supplementary Movie 5. Gene-edited EGFP-Rab5c¢™" (green fire blue) cells co-expressing
LYN11-FRB-ECFP, mCherry-FKBP-OCRL (magenta hot), and Vps9-Halo-CAAX (orange hot)
were imaged at 15-s intervals by spinning-disk confocal microscopy. Rapamycin was added (set as

0 s) during continuous imaging. Scale bar, 10 um.



