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No particular statistical method was used to define sample size. A minimum of n=3 independent experiments were carried out. Sample size
was determined based on previous studies in the field (Latorre et al Nature 2018; Bryant et al NCB 2010).

The only data that were excluded were if image quality was too poor (the structure of interest did not remain in the field of view throughout
the whole imaging process)for the automated analysis pipeline.

For cytoskeletal inhibition experiments, data were collected on at least 5 separate days from distinct samples. For fluid pumping inhibition
experiments, data were collected on two separate days from distinct samples. For lattice light-sheet microscopy, data were collected on two
separate days from distinct samples. All attempts at replication were successful.

In experiments not involving grouping, no randomization was performed. In experiments involving grouping, no particular randomization
strategy was implemented.

Blinding was not possible because the investigators who conducted the experiments also carried out data analysis (using custom code).

Primary antibody

mouse anti-gp135 (PDX) from Developmental Studies Hybridoma Bank (3F2/D8)

Secondary antibody

goat anti-mouse IgG Alexa Fluor 555, Cell Signaling Technology (Cat. 4413), used at 1:1000

goat anti-mouse IgG Alexa Fluor 647, Cell Signaling Technology (Cat. 4410), used at 1:1000

Also stated in "Cell immunofluorescence" section of Methods

gp-135 (PDX) antibody validated by knockdown in MDCK cells in 10.1083/jcb.200407072

Madin Darby Canine Kidney (MDCK) II cells were purchased from Sigma (Cat. # 00062107). MDCK Lifeact-RFP were developed
in this study using PiggyBac transfeciton of Lifeact-RFp plasmid (see Methods section). MDCK Claudin-quintuple knockout
cells were obtained from M. Furuse lab -- published in (Otani et al JCB 2019). Rab11a-GFP cells were obtained from K. Mostov
lab -- published in (Bryant et al NCB 2010).




