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Validation

No sample-size calculation was performed. Sample size was determined based on previous experimental evidence. For example: Sozen et al,

Nature Cell Biology, 2018 and Sozen et al, Developmental Cell, 2019.

The experiments were not randomized and the investigators were not blinded to allocation during experiments and outcome assessment.

Culture experiments: on principle, data were only excluded for failed experiments, reasons for which included suboptimal culture conditions.

Following completion of any given aggregation experiment (from day 4 to 6), all cystic structures those clearly displaying a cavity were
included in further analyses. Non-cavitated structures were excluded from downstream analyses.

Each result described in the paper is based on at least two independent biological replicates but very often an experiment is based on more.
Figure legends indicate the number of independent experiments performed in each analysis.

For experiments were our samples were exposed to chemical inhibitors, samples were randomly allocated to control and experimental

groups.

Investigators were not blinded as in most cases the morphology could be distinguished based on embryo.

PARD6 Rabbit 1:200 sc-166405 Santa Cruz Biotechnology

E-Cadherin (Clone 36)

Mouse 1:200 610182 BD Biosciences

OCT3/4 Rabbit 1:200 Sc-9081 Santa Cruz Biotechnology

SOX2 Rabbit 1:200 D6D9 Cell Signaling Technologies

GATA3 Goat 1:200 AF2605 R&D Systems

PODXL Mouse clone 222328 1:20 MAB1658 R&D Systems

SOX17 Goat 1:200 AF1924 R&D Systems

FOXA2 Rabbit 1:200 D56D6 Cell Signaling Technologies

GATA6 Goat 1:200 AF1700 R&D Systems

Alexa Fluor® 488 Phalloidin (F-ACTIN) 1:500 A12379 Thermo Fisher Scientific

TFAP2C Goat 1:200 AF5059 R&D Systems

KRT18 Mouse 1:200 Ab668 Abcam

Anti-GFP Rat 1:1000 04404-84 Nacalai Tesque

The subcellular localization of all the antibodies used in this study has been previously reported iby multiple groups in various human
embryo/stem cell studies (shown as immunoflourescence labelling).




