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Validation

Sample sizes were determined based on literature precedence for genome editing (eg. Anzalone et al., Nature 2019). For
immunofluorescence experiments aimed to acquire at least 50 images per condition.

No data was excluded.

All experiments were performed at least in two independent but mostly with three biological replicates, with technical replicates. The exact
number of replicates for each experiment is indicated in the figure legends.

Mammalian cells used in this study were grown under identical conditions. No randomization was used.

For manual microscopy, data were collected randomly by choosing at least 3 regions. The investigators who analyzed data were blind to group
allocation. For other experiments, the investigators who collected and analysed the data were not blinded to group allocation.

Immunoblotting: MLH1 (554073, BD Pharmigen, 1:1000), MSH2 (ab52266, Abcam, 1:1000), MSH3 (ab69619, Abcam, 1:1000),
Tubulin (3873, Cell Signaling, 1:5000), ß-Actin (A5060, Sigma, 1:5000), HRP-conjugated goat anti-mouse (115-035-003,
JacksonImmuno, 1:2000) and HRP-conjugated goat anti-rabbit (111-035-003, JacksonImmuno, 1:2000).

Immunofluorescence: anti-Cas9 (Cell Signalling, 14697), anti-TRF1 (Abcam, ab1423), anti-MLH1 (ThermoFisher, A300-015A), anti-GFP
(Abcam, ab6556), goat anti-mouse Alexa Fluor® 568 (A-11004, ThermoFisher, 1:2000) and goat anti-rabbit Alexa Fluor® 488
(A-11034, ThermoFisher, 1:2000).

For immunoblotting, the antibodies were validated using knock-out cell lines for the respective proteins.

The antibody anti-Cas9 (Cell Signalling, 14697) has been validated for immunofluorescence by the manufacturer in 293 cells.

The antibody TRF1 (Abcam, ab1423) has been validated for immunocytochemistry by the manufacturer and for immunofluorescence
in previous publications [Hu, MH. et al Nucleic acids Research (PMID: 27923993)], [Douarre, C. et al Nucleic acids Research (PMID:
23396447)] and [Fakhoury, J. et al Journal of Cell Science (PMID: 20427319)].

The anti-MLH1 (ThermoFisher, A300-015A) has been validated for immunofluorescence by the manufacturer in U-251 MG cells and
by us here using U2OS cells treated with a pool of siRNAs against MLH1.

The anti-GFP antibody (Abcam, ab6556) has used in over 1000 publications and been validated for immunofluorescence by the
manufacturer in primary hippocampal neurons and rat glial cells and by us using transfected U2OS in the presence and absence of a
GFP encoding plasmid.

The HRP-conjugated goat anti-mouse (115-035-003, JacksonImmuno) has been validated for immunoblotting by the manufacturer
and was used in over 1400 publications.




