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Cell line source(s)

To integrate minimal donor-to-donor variability, at least 3 independent human donors are used for each genetic perturbation. 3 independent
biological replicates were generally used for most experiments. To account for donor and other experimental sources of variation when
applicable, as many BFU-E colonies as possible (usually 6~10 ) for each genetic mutation type were picked for downstream analysis.

Data were not excluded from analysis.

To ensure the reproducibility of experimental findings, at least 3 replicates were performed. Experiments involving human erythroid
progenitors were repeated with at least 3 independent donors to ensure consistency. To account for experimental sources of variation when
applicable, as many BFU-E colonies as possible (usually 6~10 ) for each genetic mutation type were picked for downstream analysis. Data from
all attempts at replication were included into analysis.

At least 3 independent healthy HSPC donors were chosen randomly for each genetic editing type from the Fred Hutchinson Hematopoietic
Cell Processing and Repository (Seattle, USA). BFU-E colonies were picked randomly for analysis among numerous colonies within each BFU-E
pooling plate for each genetic mutation type.

No blinding was performed in this study.

Details (supplier name, catalog number, clone name) of all antibodies used are listed in Supplementary Tables 9 & 10. The dilution
used for each antibody is mentioned in the methods section of the manuscript.

All antibodies in this study were used according to manufacturer's instructions. Species and applications have been provided here:

BCL11A Host species: Mouse, Tested applications: WB, Flow Cyt;

ZBTB7A Host species: Armenian hamster, Tested applications: WB;

Hemoglobin ! Host species: Mouse, Tested applications: WB, IP, IF, IHC(P) and FCM;

GAPDH Host species: Rabbit, Tested applications: WB, IP and IF.

HUDEP-2 cell line was obtained from RIKEN BioResource Center, Tsukuba, Ibaraki, Japan.

Souce reference: Kurita R, Suda N, Sudo K, Miharada K, Hiroyama T, Miyoshi H, Tani K, Nakamura Y. Establishment of
immortalized human erythroid progenitor cell lines able to produce enucleated red blood cells. PLoS One. 2013;8:e59890.

293T cell line was obtained from ATCC biorepository.




