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Validation

Raw Illumina sequencing data relative to HITI junction characterization and HITI on- and off-target in liver, are deposited on GEO database with the dataset identifier
GSE158771 and GSE158759, respectively. Sequencing data relative to SpCas9 gRNA off-targets and HITI efficiency in the retina are deposited on GEO database with
the dataset identifier GSE180117 and GSE180875, respectively.

All sample sizes are described in the legend to each figure. Sample sizes were determined based on previous experience and technical
feasibility. No statistical method was used to determine sample size.

No data were excluded from the analyses

A minimum of n=3 Independent biological replicates were considered for each experiment, unless otherwise noted in the methods or figure
legends. The number and successful attempts are clearly stated through the manuscript for each experiment.

In all in vivo studies, right and left eyes were randomly assigned to each treatment group. In addition, in the studies on the disease models,
female and male mice were considered equivalent and randomly assigned to treatment groups. All samples were prepared, treated,
processed and analyzed in random order.

Observers were blind to both genotype and treatment of the animals for in vivo experiments during both collection and data analysis

Custom-made anti-human arylsulfatase B (hARSB) polyclonal antibody (Covalab), Villeurbanne, France). No catalog number is
available.

The antibody was used to detected hARSB by an immune-capture assay. We performed in-house validation of the antibody using
appropriate positive and negative controls.




