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Antibodies
Antibodies used

The sample size was not predefined. The engraftment study was modeled after previously published studies conducted in similar model
systems with similar size groups (Chang et.al, Mol Ther Methods Clin Dev, 2017; Psatha et. al, Mol Ther Methods Clin Dev, 2018).

In Supplementary Fig.13b, % Hbf in hCD45+ cells is not reported in mouse samples with insufficient cells required

for flow cytometry.

All in vitro experiments were confirmed by a minimum of at least one independent replication unless otherwise noted (e.g. TTISS). The
number of independent replications for each experiment is specified in the figure legends. All data points represent measurements taken
from distinct samples.

The TTISS experiment was designed with controls to enable comparison with previously published work (Schmid-Burgk et al., Mol Cell, 2020;
Tsai et al., Nat Biotechnology, 2015). Editing rates were confirmed to be consistent across technical replicates (i.e. individually transfected
wells), as shown in figure 2b. Sensitivity, and therefore utility, for integration-dependent off-target screens is dependent upon cell inputs and
sequencing depth, each of which were sufficiently achieved in this study and are in line with the current literature precedent.

Mice were randomized be weight into different groups. No clinical research study with group randomization was involved in this study.

No clinical research study with blinding was involved in this study.

Antibodies used are described in Methods and listed here (Antibody, Clone, Fluorophore, Protein, Vendor, Catalog#, Dilution):

Anti-human B2M, 2M2, PE, Human B2M, BioLegend, 316305, 1:20

Anti-human TRAC, IP26, APC/Cy7, Human TRAC, BioLegend, 306728, 1:20

Anti-human HLA-DR/DP/DQ, Tü39, FITC, Human HLA-DR/DP/DQ, BioLegend, 361706, 1:20

Anti-human CD45, HI30, APC, Human CD45, BioLegend, 304012, 1:20

Anti-mouse CD45, 30-F11, BV785, Mouse CD45, BioLegend, 103149, 1:40

Anti-human CD15, HI98, PE, Human CD15, BioLegend, 301906, 1:20

Anti-human CD66b, G10F5, PE, Human CD66b, BioLegend, 305106, 1:20

Anti-human CD19, HIB19, BV421, Human CD19, BioLegend, 302234, 1:20

Anti-human CD20, 2H7, BV421, Human CD20, BioLegend, 302330, 1:20

Anti-human CD71, CY1G4, FITC, Human CD71, BioLegend, 334104, 1:20

Anti-human HbF, HBF-1, APC, Human HbF, Thermofisher, MHFH05, 1:20
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Validation

Eukaryotic cell lines
Policy information about cell lines

Cell line source(s)

Authentication

Mycoplasma contamination

Commonly misidentified lines
(See ICLAC register)

Animals and other organisms
Policy information about studies involving animals; ARRIVE guidelines recommended for reporting animal research

Laboratory animals

Wild animals

Field-collected samples

Ethics oversight

Note that full information on the approval of the study protocol must also be provided in the manuscript.

Anti-human HbF, HBF-1 FITC, Human HbF, Thermofisher, MHFH04, 1:20

Validation is provided on manufacturers' websites:

Anti-human B2M BioLegend 316305

https://www.biolegend.com/en-us/products/pe-anti-human-beta2-microglobulin-antibody-3080

Anti-human TRAC BioLegend 306728

https://www.biolegend.com/en-us/products/apc-cyanine7-anti-human-tcr-alpha-beta-antibody-12516

Anti-human HLA-DR/DP/DQ BioLegend 361706

https://www.biolegend.com/en-us/products/fitc-anti-human-hla-dr-dp-dq-antibody-9376

Anti-human CD45 BioLegend 304012

https://www.biolegend.com/en-us/products/apc-anti-human-cd45-antibody-705

Anti-human CD15 BioLegend 301906

https://www.biolegend.com/en-us/products/pe-anti-human-cd15-ssea-1-antibody-713

Anti-human CD66b BioLegend 305106

https://www.biolegend.com/en-us/products/pe-anti-human-cd66b-antibody-6529

Anti-human CD19 BioLegend 302234

https://www.biolegend.com/en-us/products/brilliant-violet-421-anti-human-cd19-antibody-7144

Anti-human CD20 BioLegend 302330

https://www.biolegend.com/en-us/products/brilliant-violet-421-anti-human-cd20-antibody-7192

Anti-human CD71 BioLegend 334104

https://www.biolegend.com/en-us/products/fitc-anti-human-cd71-antibody-4907

Anti-human HbF Thermofisher MHFH05

https://www.thermofisher.com/antibody/product/Fetal-Hemoglobin-Antibody-clone-HBF-1-Monoclonal/MHFH05

Anti-human HbF Thermofisher MHFH04

https://www.thermofisher.com/antibody/product/Fetal-Hemoglobin-Antibody-clone-HBF-1-Monoclonal/MHFH04

HEK-293T: American Type Culture Collection (ATCC)

Human PBMC: Stem Cell Technologies Cat No. 70025

Human bone marrow CD34+cells: Lonza Cat No. 2M101C

Human donor-derived cells were authenticated for their respective markers by flow cytometry

Cells were not tested for mycoplasma

No commonly misidentified cell lines were used in this study

The animal study described in this paper utilized female NOD.Cg-Prkdcscid Il2rgtm1Wjl/SzJ (NSG) mice (Mus musculus.).

n/a

n/a

This work was covered under an ethics protocol reviewed and approved by the Institutional Animal Care Committee at the University
of British Columbia under protocol #A18-0276. During the study the care, housing and use of animals was performed in accordance
with the Canadian Council on Animal Care Guidelines.




