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Validation

All data analyzed in this study are included in the manuscript and in the supplementary information file.

Large, raw image data sets will be made available upon reasonable request.

Statistical methods to estimate sample size were not systematically used. For paired experiments (before/after treatment) the minimal
sample size was straightforwardly determined by assuming a priori a reliable drug effect.

No data was excluded from the analysis.

Repetitions of each experiment were spread over multiple weeks to minimize the influence of each day setup. An equal number of test and
control experiments were performed each day.

On each experimental day, coverslips covered with neurons were taken and randomly assigned to a test drug or control (eg DMSO) before
starting the experiment and examining the cells on the microscope. The number of coverslips in each group was balanced daily.

Most analysis methods were automated and were applied in a, de facto, blind manner. Specific blinding was used for semi-automated
processing (trajectory tracing in kymographs) so that the operator could not know the groups when analyzing the data.

Synaptic Systems Mouse monoclonal anti synapsin 1 (105 311 BT). Biotinylated.

Synaptic Systems Mouse monoclonal anti synapsin 1 (105 311 CR1). Chromeo 488-conjugated.

Sigma-Aldrich Mouse monoclonal anti alpha-tubulin (T6074).

Synaptic Systems anti synapsin 1 antibodies were tested in rats: Qin X, Tsien RW, Park H, Biochemical and biophysical research
communications (2019). The colocalization with FM-dye staining of recycling synaptic vesicles was checked in Supplementary
Figures.

Monoclonal anti alpha-tubulin recognizes an epitope located at the C-terminal end of alpha-tubulin isoform in a variety of organisms
(eg, human, mouse, bovine, rat, African green monkey, kangaroo rat, chicken, sea urchin, and chlamydomonas) (from Sigma-Aldrich).




