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Validation

Samples sizes were indicated in figure legends. We did not predetermine sample sizes. The sample sizes for our experiments were based on
related studies in the field (see Refs: Anzalone A, Randolph P, Davis J et al., 2019 [10.1038/s41586-019-1711-4]; Liu P, Liang S, Zheng C et al.,
2021 [10.1038/s41467-021-22295-w]; Lin Q, Jin S, Zong Y et al., 2021 [10.1038/s41587-021-00868-w]; Nelson J, Randolph P, Shen S et al.,
2021 [10.1038/s41587-021-01039-7]).

No data has been excluded from the analyses.

As indicated in the figure legends, all data represented have been validated in biological replicates and through independent experiments. The
average values from such replications are presented (+/- STD, or +/- SEM, as indicated in the legend). The reported results are highly
reproducible.

No randomization of samples was applied. In any given experiment within this study, both the control groups and experimental groups (cells)
were prepared at the same time. They were further handled under identical conditions, except for the designed experimental variables
(introduction of specific plasmids).

Blinding was not applied. For most of the experiments, a series of samples representing different groups are analyzed side-by-side in a single
trial. All measurements in this study are highly objective (fluorescent readings, deep sequencing, etc). Moreover, experimental replications are
performed to exclude artifacts.

anti-Cas9 (Genscript (A01935, clone 4A1), 1:500), anti-GAPDH (Santa cruz (sc47724, clone 0411), 1:1000) and anti-GFP (ABclonal
(AE012), 1:2000)

The anti-Cas9 antibody has been characterized by the vendor (https://www.genscript.com.cn/antibody/A01935_40-
GenCRISPR_SpCas9_Antibody_4A1_mAb_Mouse.html) for WB, IF and ELISA. Our results in Fig. 1 included negative controls of un-
transfected cells and the bands exhibited the correct size.

The anti-GAPDH antibody is validated by the vendors (https://www.scbt.com/p/gapdh-antibody-0411/) for WB, IP, IF and IHC(P). It
has also been validated in our previous study (Tong Y. et al., EBioMedicine 2019 ).

The anti-GFP antibody has been characterized by the vendor (https://abclonal.com.cn/catalog/AE012) for IB and IF. No clone number
for this mouse antibody is provided by the vendor. Our results in Fig. 1 included negative controls and the bands exhibited the correct
size (mRuby-EGFP fusion).




