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Validation

We performed no sample size calculations prior to the experiments due to unknown effect sizes. We aimed for a minimum of five samples
based on a priori experience with this type of experiments and to minimize the number of sacrificed animals.

We excluded captured dSTORM videos where the focus was too poor to perform efficient fits with 3D-DAOSTORM.

Transporter internalizations experiments were repeated three times with the same outcome. Reported statistics are for pooled data.
Hippocampal synapse organization experiments were performed with a pool of dissected neurons from one set of animals, but on three
separete sets of prepared cultures that all showed the same result. Further dissections were not performed to reduce animal use as sufficient
statistical power was obtained. Reported statistics are from pooled data.

All experiments contained multiple conditions. For all experiments the samples were imaged in alternating order to account for buffer and
sample deterioration. Conditions were mixed across sample plates and randomly assigned.

Experiments were not performed blinded, as the resolution necessary to resolve the nanoarchitecture is not obtained until after pre-
processing. Therefore the experimenter is blinded to the result during imaging. All pre-processing was done with an automated pipeline with
human input only for setting a standard deviation threshold for peak detection on the level of the entire experiment.

Anti-Stx1, Synaptic Systems, 110 011; Anti-Munc18-1, Synaptic Systems, 116 002; Anti-DAT, Sigma-Aldrich, MAB369; Anti-hNET, MAb
Technologies, NET17-1; Anti-VMAT2, from Professor Garry Miller; Anti-EEA1, Abcam, Ab2900; Anti-mouse AF568, ThermoFisher,
A-11004, Anti-mouse AF568, ThermoFisher, A-11004; Anti-rabbit, AF568, ThermoFisher, A-11011; Anti-rabbit AF647, ThermoFisher,
A-21245; Anti-rat AF647, ThermoFisher, A-21247; Anti-mouse AF647, ThermoFisher, A-21235.

Validation of the used antibodies are specified either on the suppliers website or in the papers explicitly stated:

Primary antibodies:

Anti-Stx1, Synaptic Systems, 110 011: https://sysy.com/product/110011

Anti-Munc18-1Synaptic Systems, 116 002: https://sysy.com/product/116002

Anti-DAT, Sigma-Aldrich, MAB369: https://www.sigmaaldrich.com/product/mm/mab369, and in-house validation (DOI: 10.1016/
j.jbc.2021.101361)

Anti-hNET, MAb Technologies, NET17-1: https://mabtechnologies.com/categories/product/5-norepinephrine-transporter-human-
net17-1, and in-house validation (DOI: 10.1074/jbc.M115.702050)

Anti-VMAT2, developed and gifted by Professor Garry Miller. See original publication, Cliburn et al., J Chem Neuroanat. (2017), and
further validation Rahbek-Clemmensen et al., Nat Comms (2017).

Anti-EEA1, Abcam, Ab2900: https://www.abcam.com/eea1-antibody-early-endosome-marker-ab2900.html.




