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Sample size for the flow cytometry was chosen based on the number of variants in the library. There are 20,000 different variants in the
library. 300,000 cells per expression bin were collected to enable coverage of all library variants, while allowing for an order of magnitude
variation between the frequencies of the different library variants.

We conducted data exclusion procedure on the oligo-ibrary strains based on their read numbers following FACS sorting and NGS. The
following two criteria were predetermined based on previous works. We introduced two cutoffs on the 8x6 (expression x induction) matrices
for each of the different variants: (i) only inducer levels that had above 30 reads for all eight expression bins combined were taken into
account; and (ii) only variants that had more than 300 reads in total for the entire 8x6 matrix were taken into account.

For the oligo-library work we had six different inducer concentrations, yet no duplicates for each one. This was due both to workload and to
the financial expense of the entire protocol. As for the imaging experiments, each experiment was done in duplicates and on at least two
different days (total of 4 experiments per variant tested); all attempts at replication were successful.

During the oligo-library sorting, all six samples that had different levels of inducer concentrations were allocated to one of two consecutive
days, i.e. inducer levels zero, three, and five were done on day one, and levels one, two, and four on day two.

Blinding was not relevant to the study, since the analysis for all samples was identical and automated.

Human Bone Osteosarcoma Epithelial Cell line (U2OS, HTB-96 in ATCC)

None of the cell lines were authenticated.

Cell lines were tested for mycoplasma contamination and were found negative.

No commonly misidentified cell lines were used in the study.




