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accession code GSE156099 [https://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE156099]. The public datasets used in this study are available in the GEO
database under accession codes: GSE105013 [https://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE105013] and GSE133437 [https://www.ncbi.nlm.nih.gov/
geo/query/acc.cgi?acc=GSE133437]. Source data are provided with this paper. Data for TF binding motifs were obtained from JASPAR database (http://
jaspar.genereg.net/).

The number of embryos used for sample preparation was determined following previously reported literature (Bogdanovic et al. 2012 PMID
22593555; Santos-Pereira et al., 2019 PMID 31296872; Kaaij et al., Cell Rep 2018 PMID 29972771; Mumbach et al. 2016 PMID 27643841), and
allowed the extraction of enough biological material to perform the experiment. The number of replicates for each experiment was
determined following the standards previously published for the ENCODE project. Sample sizes and number of replicates are specified in the
methods section.

Zebrafish embryos analyzed for CTCF immunofluorescence in Fig. 1b and Suppl. Fig. 1d whose genotyping failed were excluded from the
analysis (see Source Data file).

All experimental findings were reliably reproduced. We used two biological replicates for the experiments performed in this study, unless
indicated.

Randomization of the samples is not applicable to our study, since no treatment conditions were compared. All comparisons were performed
between different embryonic stages or between different genotypes, which do not require randomization.

Blinding was not relevant for our study, since all comparisons were performed automatically using statistical software that is not influenced by
the investigator.

anti-CTCF zebrafish: generated and kindly provided by Felix Rencillas-Targa (Carmona-Aldana et al. 2018 PMID 29723654) (not
commercially available)

anti-CTCF N-terminal: PA5-88115, ThermoFisher Scientific

anti-H3K4me3: abcam ab8580

Alexa FluorTM 555 Goat anti-rabbit: Invitrogen #A32727

Alexa Fluor TM 488 phalloidin: Invitrogen #A12379

Goat Anti-Rabbit IgG antibody: StarBright Blue 520, Bio-Rad, Cat. # 12005870

anti-digoxigenin antibody: 11093274910 Roche

Antibody dilutions or amounts used in each experiment are specified in the Methods section.

anti-CTCF zebrafish: it was validated by previous studies (Carmona-Aldana et al., 2018 PMID 29723654). We also performed
immunostaining assays as a validation.




