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Validation

No statistical methods were used to predetermine sample size. Sample sizes were chosen based on prior knowledge in the respective
experiments and their intrinsic variability as performed in previous studies.

No data were excluded in analyses.

All attempts at replication were successful. All of data in this manuscript was obtained with more than three biological replicates and/or more
than two independent experiments. These obtained data was combined for statistical testing and presentation in figures.

Samples and organisms were allocated to the respective group based on their genotype or treatment. These are randomly chosen in each
group, then processed and analyzed in parallel. Image acquisition was performed with randomly selected cells/fields.

Blinding was not relevant to most of our study as the readout of experiments was based on quantitative measurements and not based on
subjective assessments. In some analysis with possible subjective view such as evaluation of vesicle formation, two investigators confirmed
the results.

For immunofluorescence

anti-discs large monoclonal antibody (4F3) (Developmental Studies Hybridoma Bank)

anti-cleaved caspase3 monoclonal antibody (Asp175) (Cell Signaling Technology, 9661)

Alexa Fluor 546 conjugated goat anti-mouse IgG (Life Technology, A11003)

anti-Rabbit IgG (H+L) Cross-Absorbed Secondary Antibody, Alexa Fluor 568 (Life Technology, A11011)

For western blotting

anti-Arf6 (3A-1) (Santa Cruz, sc-7971)

anti-Glyceraldehyde-3-Phosphate Dehydrogenase Polyclonal (Trevigen, 2275-PC-100)

Anti-DYKDDDDK tag, Monoclonal Antibody (1E6) (Wako, 014-22383)

Peroxidase-AffiniPure Donkey Anti-Rabbit IgG (H+L) (Jackson ImmunoResearch, 711-035-152)

Anti-Mouse IgG (H+L)-HRP Conjugate (Biorad, 170-6516)

All antibodies are commercially available and have been validated for immunofluorescence and/or western blotting by the
manufacturers.

anti-discs large (4F3), https://dshb.biology.uiowa.edu/4F3-anti-discs-large

anti-cleaved caspase3 (Asp175), https://en.cellsignal.jp/products/primary-antibodies/cleaved-caspase-3-asp175-antibody/9661

anti-Arf6 (3A-1), https://datasheets.scbt.com/sc-7971.pdf

anti-Glyceraldehyde-3-Phosphate Dehydrogenase, https://trevigen.com/products-services/cell-stress-and-dna-damage/apoptosis/
cell-stress-and-dna-damage-apoptosis-antibodies/cell-stress-and-dna-damage-apoptosis-antibodies-anti-g3pdhgapdh/anti-g3pdh-




