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No statistical methods were used to pre-determine sample-size. At least 10 image frames were picked per sample in each biological replicate
(for 3 independent biological replicates) for quantification purposes. The only exception was for the experiment involving Raichu-Cdc42 FRET
biosensor, where ~5 image frames were picked per biological replicate (for 3 independent replicates). For in vitro experiments the n numbers
were determined according to the minimal number of independent biological replicates that significantly identify an effect. Every figure
legend has information on exact n for the respective experiment.

No data was excluded from the analyses.

The reproducibility of all experiments displayed through representative images was confirmed using at least three biological replicates.

Image frames of co-cultured cells used for imaging and quantification were selected randomly and there was no sub-sampling done. Cells
were measured randomly within each condition and under every treatment condition.

Blinding was considered to be not necessary due to clear effects being observed from experimental data. Thresholds for detecting extruded
cells were chosen for each image-frame based on cross-verification from different image planes with objective properties that appeared
indistinguishable across conditions.

Dilution and source information of all primary and secondary antibodies are given in Supplementary Table 2.

All used antibodies are commercially available and have been validated for the application by the respective manufacturer. The
validation information is available on the the suppliers homepage.

MDCK-wild type and MDCK-GFP-HRasV12 were a gift from Yasuyuki Fujita. Eph4-EV and Caco-2 were obtained from ATCC.

Original cell lines (MDCK-wild type and MDCK-GFP-HRasV12, Eph4-EV or Caco-2) were authenticated at source. Derived cells
(stable cell lines: MDCK-mApple-FLNA; mApple-dnFLNA-MDCK; mApple-dnNesprin1-MDCK; mApple-dnLaminB1-MDCK;
MDCK-mApple-dnFAM101B) were not authenticated.

All cell lines tested negative for mycoplasma contamination.




