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acc.cgi?acc=GSE30203]. The ChIP-seq data for RAD21 in mES cells used in this study are available in the NCBI Gene Expression Omnibus under accession code
GSE94452 [https://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE94452]. The ChIP-seq data for H3K4me1 in mES cells used in this study are available in the
NCBI Gene Expression Omnibus under accession code GSE27844 [https://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE27844]. ChIP-seq data for H3K27ac and
H3K4me3 and DNase I hypersensitivity data in mES cells were accessed via ENCODE.

The Tiled-MCC data presented in the manuscript represent the averages of 9 replicates for WT samples, 6 replicates for auxin-treated RAD21-
AID samples, and 6 replicates for auxin-treated CTCF-AID samples. These sample sizes were chosen to generate data at sufficient depth and
assess differences between conditions robustly. These sample sizes are sufficient, since the observed biological effects of interest are clearly
detectable between conditions and robust across replicates (Supplementary Figures 1, 10, 13).

No data were excluded.

Tiled-MCC experiments were performed in multiple biological replicates as described and all attempts were successful. Immunoblots were
performed independently three times with similar results.

Samples were randomly allocated into different experimental groups prior to their treatment with auxin.

All samples were analyzed with the same pipeline, in which interactions are detected by scripts without interference of the researchers. Since
potential expectations of the researchers cannot influence the data analysis and results, blinding is not relevant to this study.

Anti-RAD21 antibody (Abcam, ab154769), anti-CTCF antibody (Abcam, ab70303), anti-histone H3 antibody (HRP) (Abcam, ab21054),
Goat Anti-Rabbit IgG H&L (HRP) (Abcam, ab205718).

Validation was performed by the manufacturer (Abcam). The antibodies were purified using immunogen affinity and validated by
immunoprecipitation, immunohistochemical analysis, and western blotting.

Mouse embryonic stem (mES) ES-E14TG2a.4 cells (gift from Doug Higgs), mES-RAD21-mAID-eGFP cells (Rhodes et al. Cell
Reports 2021), mES-CTCF-AID-eGFP cells (Nora et al. Cell 2017).




