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Biological replicates were defined as independent transfections or cell cultures. Sample sizes of n = 3 to 9 per condition were used for
experiments because these sample sizes are standard practice in the field and because variations between replicates were low compared with
the effect size observed and reported here. For each replicate, hundreds to thousands of cells were analyzed. Statistical analyses to determine
optimal sample sizes were not conducted.

We excluded non-transfected cells from analysis. The method used to distinguish transfected cells from non-transfected is described below in
the flow cytometry section. We excluded a minute number of obvious outlier values (e.g. ~ 1 cell / 10,000 cells with a z-score of > ~ 50). These
outlier values are likely cells from previous samples that stuck to the walls of the flow cytometer capillaries and were not removed in the wash
steps between samples.

Three to nine independent transfections (n=3 to 9) per condition were used for all the experiments. For most experiments, replicates were
conducted once on a separate day and successfully showed the same trends.

Randomization was not critical in this study as there was no need to allocate cells into experimental groups.

Aspects of blinding and other measures were used to minimize potential bias. (1) All sample groups were prepared and assayed using the
same predefined protocols. (2) Samples were assayed automatically by the Attune NxT Flow Cytometer Autosampler (Thermo Fisher
Scientific) with no interference from the experimenter after starting sample acquisition. (3) The flow cytometer named data files using well
numbers instead of sample names. The experimenter mapped the sample identities to well numbers only at the final analysis stage. (4)
Identical analysis was done on all samples using predefined routines. (5) Only quantitative data were used to compare different conditions. (6)
Qualitative data (e.g., fluorescence images) were only used to confirm the conclusions derived using quantitative data. (7) For microscopy,
fields of view were randomly selected to acquire images.




