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No sample-size calculation was performed. Every experiment was performed with N ranging from 2 to 6, so as to ensure at least duplicate
reproducibility. Most of the bona fide knock-out clones were derived independently two or more times, often using different gRNAs.

We excluded samples with low numbers of sequencing reads (which sample indel profiles stochastically), as well as individual indels with large
deletions size (which approach read size and are therefore enriched for primer dimers).

No independent replication of results was attempted, beyond simple repeating of experiments as described in the 'Sample size' section (to
wit, "every experiment was performed with N ranging from 2 to 6"). Every attempt was successful.

We randomized position of individual clones across the experimental plate, in particular spreading out control clones.

No blinding was performed - the novel and exploratory nature of our experimental design required data-guided analysis.

"Western blots were performed using following antibodies: rabbit Parp1 (ab191217, abcam, dilution 1:8000), rabbit Lig1 (18051-1-
AP, Proteintech, 1:500), rabbit Nbs1 (A301–284A, Bethyl, 1:2000), rabbit Xlf (A300-730A, Bethyl, 1:2000), mouse Actin (SC-47778,
Santa Cruz, 1:200), HRP goat anti-rabbit antibody (ab205718, abcam, 1:2000) and HRP goat anti-mouse (ab205719, abcam, 1:4000)
following manufacturers' recommendations."

Validation information can be found on manufacturers' websites: ab191217 - WB: mouse heart lysate; 18051-1-AP: WB species and
cited specificities include mouse (but no validations provided); A301–284A - WB species reactivity: mouse, NIH 3T3

cells (also see Tsai2020); A300-730A - only human cited by manufacturer, but see Balmus2019, Bhargava2018,Tsai2020,Hung2018;
SC-47778 - WB: mouse, NIH-3T3

Parent cell line CB9 is described in Strogantsev 2015 Genome Biology. It was obtained from the corresponding author of the
paper ie Anne Ferguson-Smith.

We used M-FISH when establishing subclone CBA9 to check chromosomal integrity. Cell morphology and colony-forming
efficiency strongly implies it remained a mouse pluripotent stem cell.

The cells involved in this study tested negative for mycoplasma.




