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Fig. S1. Titration of LLO concentrations on HeLa cells. (A) Representative
immunoblots of HeLa cells treated with different siRNAs as indicated. GAPDH or
Clathrin HC were used as loading controls. These siRNAs have been previously
verified and quantified in our laboratory; caveolinl and clathrin (Mohan et al., 2015),
GRAF1 (Doherty et al., 2011; Holst et al., 2017; Lundmark et al., 2008; Vidal-
Quadras et al., 2017) and cdc42 (Francis et al., 2015; Vidal-Quadras et al., 2017).
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ANXAG-BFP

FM4-64

Fig. S2. FM4-64 does not label the membrane of cells with an intact plasma
membrane. Live-cell confocal spinning disc time series of ANXA6-BFP (top)
transfected HeLa Flp-In TRex cells treated with control buffer and FM4-64 (bottom).
To the right, insets of the white box form the last frame of each channel. Time in

seconds and scale bars 10 um.
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Supplementary Figure 3

120s g’“\

Fig. S3. Annexin A6 assembles in punctae, protruding spikes and larger surface
areas in response to LLO. Live-cell confocal spinning disc time series of ANXA6-
BFP (top) transfected HeLa Flp-In TRex cells treated with LLO. Arrow heads
indicate punctae (green), protruding spikes (red) and larger surface areas (yellow).

Time in seconds and scale bars 10 um.
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Fig. S4. LLO-A647 triggers a specific Annexin A6 response. Fluorescent

micrographs from live-cell confocal spinning disc imaging taken every other second
of cells transfected with ANXA6-BFP (blue) and treated with LLO-A647 (red). Insets
show time series in magnification of the area indicated by a white rectangle. White
double arrow indicates a LLO-A647 punctae and yellow arrowheads indicate the

annexin response. Time in seconds and scale bar 10 um.
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Movie 1. Confocal spinning disc movie taken at 1 fps corresponding to figure 3A of
ANXA6-mCherry (red) transfected GFP-SNX9 (green) Flp-In TRex cells treated with

LLO. Time 5 min shown in mm:ss. Scale bar 2 um.
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Movie 2. Confocal spinning disc movie corresponding to figure 3A of ANXAG6-
mCherry (red) transfected caveolinl-GFP (green) Flp-In TRex cells treated with LLO.

Time 5 min shown in mm:ss. Scale bar 2 pm.
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Movie 3. Confocal spinning disc movie taken at 1 fps corresponding to figure 3A of
ANXA6-mCherry (red) transfected EHD2-GFP (green) Flp-In TRex cells treated with

LLO. Time 5 min shown in mm:ss. Scale bar 2 um.
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Movie 4. Confocal spinning disc movie taken at 1 fps corresponding to figure 3A of
ANXA6-mCherry (red) transfected GRAF1-GFP (green) Flp-In TRex cells treated with

LLO. Time 5 min shown in mm:ss. Scale bar 2 pm.
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Movie 5. Confocal spinning disc movie taken at 2 s per frame corresponding to figure
4A of ANXAG6-BFP (blue) transfected Flp-In Trex cells treated with LLO-A647 (red).

Time 5 min shown in mm:ss. Scale bar 10 pm.
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Movie 6. Confocal spinning disc movie taken at 2 s per frame corresponding to figure
4B of caveolinl-GFP Flp-In Trex cells treated with LLO-A647 (red). Time 5 min

shown in shown in mm:ss. Scale bar 8 pm.
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Movie 7. Confocal spinning disc movie taken at 2 s per frame corresponding to figure
4B of GRAFI1-Flp-In Trex cells treated with LLO-A647 (red). Time 5 min shown in

mm:ss. Scale bar 8 pm.
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Movie 8. Confocal spinning disc movie taken at 2 s per frame corresponding to figure
4B of GFP-SNX9 Flp-In Trex cells treated with LLO-A647 (red). Time 5 min shown

in mm:ss. Scale bar 8 pm.
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Movie 9. Confocal spinning disc movie taken at 2 s per frame corresponding to figure
4E of ANXAG6-BFP (blue) transfected GRAF1-GFP (green) Flp-In TRex cells treated
with LLO-A647. Time 5 min shown in mm:ss. Scale bar 10 pm.
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