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In Chromaffin cells, the sample size in this study is from at least 11 cells, which are taken from 3 or more independent cultures, number of
cells for each condition are indicated in the results and figure legends. This allowed us to perform statistical analysis as described in the figure
legends. The sample size is also based on our previous experience with the same cells and similar techniques to obtain consistent results. The
actual sample size are presented with each result in the main text of the manuscript. In hippocampal neurons, the sample size is from 40-100
synaptic profiles from 3-8 independent cultures. In Cryo EM experiemts, the statistics were performed using unpaired t test with Welch's
correction where n represents diameter (nm) of every dynamin decorated tube and vesicle. The sample size was decided based on more than
ten years of experience in the study of this field, as referenced below.
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There are no data exclusions. We have included all images and traces from STED, patch-clamp electrophysiology and Cryo EM.

STED imaging and patch-clamp electrophysiology experiments were repeated in at least 11 cells (up to 513 cells) for each group of data, which
were taken from 3 or more independent cultures. For each group of data, the cell number, culture number, and animal number are specified
in the Results and figure legends. Furthermore, our findings were verified by 1-3 people from 3 or more independent experiments in the lab,
and all attempts at replication were successful and confirmed with minor statistical differences which are not significant to overturn the our
statistical results. For the Cryo EM experiments, the reproducibility of the data of every condition was checked by performing experiments on
3 different days and freezing 4 or more grids of each condition. We repeated each experiment 3 times and 104 micrographs for each
condition.

All experimental findings were from completely randomized allocated samples.

The investigators did not have expected outcomes before performing experiments and analysis. Blinding was not used for data collection or
analysis. Bovine selection was blinded – it was selected by workers in the abattoir without our participation.




