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Figure SV1. SBP-EGFP-E-Cadherin RUSH imaging in control cells.

Live cell confocal microscopy of RUSH assay, biotin is added at time 0. Still images from this movie
are shown in Figure 2.

Time, hh:mm. Scale bar, 10um.

Figure SV2. SBP-EGFP-E-Cadherin RUSH imaging in TPD54-depleted cells.

Live cell confocal microscopy of RUSH assay, biotin is added at time 0. Still images from this movie
are shown in Figure 2.

Time, hh:mm. Scale bar, 10um.

Figure SV3.  Rerouting mCherry-FKBP-TPD54 to mitochondria in cells co-expressing
MitoTrap.

Live cell confocal microscopy of rerouting assay, mCherry-FKBP-TPD54 is rerouted to MitoTrap
using rapamycin 200 nv, applied at 10 s Still images from this movie are shown in Figure 4.

Time, mm:ss. Scale bar, 10um.

Figure SV4. Imaging subresolution vesicle uorescence.

Live cell confocal microscopy of cells expressing GFP (left) or
GFP-TPD54 (center), GFP-TPD54 knock-in cells are shown
to the right.

Captured at 120 ms per frame. Playback, 10 frames per
second. ROl is 3:5um by 3:5um, expansion is ve-fold.

Figure SV5. Fluorescence recovery after photobleaching (FRAP).

Fluorescence recovery after photobleaching (FRAP) of GFP (left) or GFP-TPD54 (right) expressed
in Hela cells. Bleach area is a rectangle inset by 0:8um.

Time is indicated. Scale bar, 5pm.

Figure SV6. Co-rerouting of a GFP-Rab with
mCherry-FKBP-TPD54.

Live cell confocal microscopy of rerouting assay. Co-rerouting
of GFP-Rab30 (left, green) with mCherry-FKBP-TPD54
(middle, red) to dark MitoTrap (not shown) using rapamycin
200 nv, applied at 10s

Time, mm:ss. Scale bar, 10um.
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