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the the public repository of the Azimuth project at: https://github.com/MicrosoftResearch/Azimuth.

For gRNA selection the drugable gene database was used (http://dgidb.org)

The lentivirus plasmid is made available through Addgene (plasmid #170459)

No sample size calculation was performed.

The following data exclusion steps have been applied to the filtering of gRNA activity data. (1) Because the estimation of gRNA efficiency will
be less accurate if the sequencing coverage is low, we have removed gRNAs supported by less than 200 reads. (2) As gRNA targeting essential
genes could potentially cause bias in gRNA efficiency, we have excluded gRNAs targeting essential genes based on a 2-fold enrichment or
depletion between SpCas9-expressing cells and MOCK wildtype cells. (3) As DOX induction leads of over-expression of SpCas9 in the HEK293T-
SpCas9 cells, the skewed and saturated gRNA efficiency data from SpCas9-over expressing cells from day 8 and day 10 are not suitable for
establishing the on-target gRNA activity prediction model. These data are presented in the supplementary materials but excluded from
CRISPRon modeling. These data exclusion steps are not pre-established.

The gRNA efficiencies measured at day 8 and day 10, positively correlated (Pearson’s r = 0.91), were averaged. The library contains nearly
12,000 gRNAs, of which gRNA efficiency measured at each sites could be regarded as a test of the gRNA activity quantification method.
Systematic benchmarking was carried to validate models. All experiments were performed in at least duplicates and all attempts are
successful.

This study is not a case-control cohort experiment in life science, randomization was thus not applied.

In this study, the data generation and collection were conducted by the Luo group. The data analysis and establishment of the CRISPRon
predictor was carried by the Gorodkin group. In-kind blinding strategy was introduced through the independent analyses.

The HEK293T was purchased from ATCC

The cell lines were not authenticated.

The cell line was tested negative for mycoplasma contamination

No commonly misidentified cell lines were used in the study.




