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A priori sample size calculation was not performed. Sample size specific to experiments were based on existing standards used in literature. In
general we severely oversample for each experiment. Spatiotemporal FRAP and inverse FLIP experiments were performed for each condition
on ~40 cells from two different samples. Where relevant, all curves/numbers/plots are given with standard deviations or standard errors of
the mean (see main text and figures). Fluctuation and sequestration experiments were performed on 100s of cells per condition from multiple
samples over multiple days. All live-cell transcription experiments were performed on three independent samples.

We curated imaging datasets by manually flagging cells that appeared unhealthy or abnormal. These flagged cells were excluded from
downstream analysis. For MCF10A, 10AT, SUM159 and MDA MB231 healthy morphology is well documented. We excluded cells that did not
conform to the established health morphology and in general discarded dishes that had cells of abnormal morphology.

All findings were replicated by independent experiments at minimum two times. All attempts at replication were successful.

There was no bias in selecting cells for data acquisition.

We decided that blinding was not relevant to the study. This is not a clinically based study and does not involve experiments that require
blinding. The dynamic nature of our experiments required imaging one sample at a time, and we found the effects were so distinct, we did not
need require blinding to prevent experimenter bias.

anti-YAP Antibody (63.7) - Santa Cruz biotechnology. The catalog number for the YAP antibody used is sc-101199.

The Catalog # for Mouse IgG2a is A-21137

The details regarding dilutions have been provided in the Methods section.

anti-YAP Antibody (63.7) - (Santa Cruz biotechnology) is a highly cited antibody for staining YAP localization. In our work, we
validated this antibody for localization in Figure 1c-d with our YAP-eGFP knockin.

Further details of YAP antibody validation can be found at https://www.scbt.com/p/yap-antibody-63-7

under product citation and review categories.

Product details can be further found at https://datasheets.scbt.com/sc-101199.pdf

MCF10A and MCF10A+HRas were kind gifts from Professor Valerie M. Weaver. MDA-MB-231 was obtained from ATCC.
SUM159 was obtained from Asterand (now bioivt). H1 hESC was obtained from WiCell (hPSCReg ID: WAe001-A).




