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Figure S1: The C-terminal domain of Amphiphysinl does not bind to the membrane
directly. (a) Images of vesicles that were tethered and incubated with 0, 1, 10, or 100 nM
AmphCTD. Fluorescence intensities in the protein channels were adjusted to achieve
maximum contrast (i.e. to promote the best visualization of bound protein). (b) The
average fluorescence background in the protein channel as a function of solution
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concentration. The linear increase in intensity indicates an increase of fluorescent protein
concentrations in solution. Scale bars in a represent 2 um.
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Figure S2: Raw data for protein binding to vesicles. Average number of membrane-
bound proteins (left) and percent coverage of the membrane surface by proteins (right) for
(a) N-BAR, (b) Amph-1/3, (c) Amph-2/3, and (d) Amph-FL. In the left panels, blue dots
correspond to individual vesicles and black dots correspond to the moving average. Error
bars correspond to the standard error of the mean within each bin. Coverage corresponds
to the percentage of the vesicle surface area occupied by proteins. Coverage was
calculated using the moving average data from the corresponding left panel. Coverage is
equal to (number of proteins)*(projected area of a single protein on the membrane
surface)/(surface area of the spherical vesicle). A projected area of 23.5 nm?/monomer
was used for N-BAR.! Projected areas of 25 nm?/monomer, 50 nm?/monomer, and 75
nm?/monomer were used for Amph-1/3, Amph-2/3, and Amph-FL, respectively,
based on measurements and polymer scaling approximations performed

previously.?
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Figure S3: Fluorescence images of tethered vesicles with constant intensity
settings. Images from Figure 2a with the pixel intensity scales held constant throughout
each picture. Pixel intensity scales were set from (a) 0 — 7500 (a.u.) and (b) 0 — 3000
(a.u.). Scale bars represent 2 pm.
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