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Movie S4: Nanoscale organization of aII/BII-spectrin at exocytic sites along the distal axon.

Top left, hippocampal neuron in culture expressing vamp2-pHluorin (cyan-hot) imaged using HiLo microscopy. Image is affine transformed.
White rectangle highlights the field of view of the SMLM acquisition. Bottom left, aII/BII-spectrin (green) nanoscale organization obtained
by SMLM. White rectangles show the regions of interest shown on the right. Right, timelapse of the regions of interest 1 (top) and 2 (bottom)
(one frame every 0.2 s for 10 s) of vamp2-pHLluorin (cyan-hot) aligned to the oll/BII-spectrin (green) signal and the repetition map (yellow).
White rectangle highlights the exocytotic site shown below, with a timelapse of the exocytic site at shafts 1 and 2 (one frame every 0.2 s for

3s).
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Movie S5: Nanoscale organization of oII/BII-spectrin and clathrin at exocytic sites along the proximal axon.
Top left, hippocampal neuron in culture expressing vamp2-pHluorin (cyan-hot) imaged using HiLo microscopy. Image is affine transformed.
White rectangle highlights the field of view of the SMLM acquisition. Bottom left, aII/BII-spectrin (green) and clathrin (magenta) nanoscale
organization imaged by 2-color demixing STORM. White rectangle shows the regions of interest shown on the right. Top right, timelapse of
the region of interest 1 (one frame every 0.2 s for 10 s) of vamp2-pHluorin (cyan-hot) aligned to the alI/BII-spectrin (green) and clathrin
(magenta) signal and (right-middle) the repetition map (yellow). White rectangles highlight the exocytotic sites shown below, with a timelapse
at the exocytic site (one frame every 0.2 s for 3 s).
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Movie S6: Nanoscale organization of oII/BII-spectrin and clathrin at exocytic sites along the distal axon.

Top left, hippocampal neuron in culture expressing vamp2-pHluorin (cyan-hot) imaged using HiLo microscopy. Image is affine transformed.
White rectangle highlights the field of view of the SMLM acquisition. Bottom left, aII/BII-spectrin (green) and clathrin (magenta) nanoscale
organization obtained by 2-color demixing STORM. White rectangle shows the regions of interest shown on the right. (Right-top) Timelapse
of the region of interest 1 (one frame every 0.2 s for 10 s) of vamp2-pHluorin (cyan-hot) aligned to the oll/BII-spectrin (green) and clathrin
(magenta) signal and (right-middle) the repetition map (yellow). White rectangles highlight the exocytotic sites shown below, with a timelapse
at the exocytic site (one frame every 0.2 s for 3 s).
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Movie S7: Sequential live-cell imaging of exo- and endocytosis along the AIS.

Top, timelapse of the AIS of a hippocampal neuron in culture expressing vamp2-pHLluorin (cyan-hot) and clathrin-mCherry (magenta) (one
frame of vamp2-pHluorin every 0.2 s for 160 s interleaved with one frame of clathrin mCherry every 15 s). White rectangles show the
timelapse regions of interest below. Bottom, timelapse (one frame of vamp2-pHluorin every 0.2 s for 3 s interleaved with one frame of
clathrin mCherry every 15 s) of the regions of interest above.

Supplementary Data

See the provided SupplementaryData.xlsx Excel file listing values, statistics and singificance tests used for all graphs shown in this manu-
script.
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