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2018)(http://159.149.160.88/pscan/), employing non redundant JASPAR 2018 set of matrices and selecting -450/+50 bp near TSS.

Enriched GO Terms and Pathways, in the two gene list, were computed by KOBAS 3.0 run by command line (run_kobas.py --infile=$entrez_list
--intype=id:ncbigene --species=mmu) set for Fisher exact Test and Benjamini and Hochberg p-value correction (both default).

R environment employed was version 3.6.3.

RNA-seq data that support the findings of this study is deposited in Gene Expression Omnibus (GEO) database with the accession code GSE154017. GEO record is
currently public.

Fig. 1a,1b,1c,1e, 1g, 1h, 1i, 2b,2c, 2d, 3b, 3c, 3d, 4a,4 b, 4c, 4d, 4f, 4g, 5c, 5d, 5e, 5i, 5h, 6c,6d, 6e, 6f, 7c, 7d, 7e, 7f, 7g, Supplementary Fig. 1b, 1c, 1d, 1f, 1g, 1h, 2,
3a, 3b, 3c have associated raw data in the Source Data file. All other data supporting the findings of this study are available upon request.

Sample size for animal studies was precalculated by G-power software (power 80% and alpha-error 0.05). In particular, for Cardiotoxin
experiments, sample size was precalculated by two-way Anova F-test (power 80% and alpha-error 0.05, effect size 0.5 and degree of freedom
1).

For molecular analysis, we used pre-exclusion criteria based on the efficiency of NF-YA deletion induced by Tamoxifen administration. By
means of PCR analysis of NF-YA deleted transcript and genotype, samples that did not show significant levels of NF-YA deletion were excluded
for subsequent analysis.

The same procedures were performed at least three times independently and data were collected for statistical analysis. All the replicates
were successful.

Mice were allocated into experimental groups on the basis of their genotype. Within each group, mice were randomly chosen. For all
experiments, we used the same age and gender of control and KO mice from the same litter whenever possible. For cell

experiments, we randomly counted multiple fields or cells per group for quantification.

For immunofluorescence/histological data collection , we performed the experiments in a blinded way randomly counting multiple fields per
group and calculated the number of positively stained cells per field. For molecular analysis (qRT-PCR and Western Blot) blinding was not
applicable.
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Flow Cytometry

Plots
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Rabbit anti-NF-YA (C15310261, Diagenode, mouse anti-NF-YA (G2) (sc-17753, Santa Cruz Biotechnology), rabbit anti-NF-YA (1:100,
Thermo Fisher Scientific), rabbit anti-NF-YA (H-209), (1:100, sc-10779 Santa Cruz Biotechnology), mouse anti-Pax7 (Developmental

Studies Hybridoma Bank), mouse anti-MyHCII (MF20) (Developmental Studies Hybridoma Bank), rabbit anti-Myogenin (M-225)
(sc-576 Santa Cruz Biotechnology), mouse anti-eMyHC (Developmental Studies Hybridoma Bank), goat anti-Actin (I-19) (sc-1616,
Santa Cruz Biotechnology), mouse anti-Vinculin (V4504, Sigma Aldrich), rabbit anti-GAPDH (sc-47727, Santa Cruz Biotechnology),
mouse anti-Tubulin (6031 ,Proteintech Europe), mouse anti-p57Kip2 (66794, Proteintech Europe), rabbit anti-NF-YB (GeneSpin),
rabbit anti-laminin (ab11575, Abcam), rabbit anti-MyoD (C-20) (sc-304 ,Santa Cruz Biotechnology), rabbit anti-phospho(S10)-histone
H3 (06-750 Millipore), goat anti-histone H3 (sc-8654 Santa Cruz Biotechnology), rabbit anti-MRE11A (E-AB-11403 Elabscience),
rabbit anti-RAD51 (H-92) (sc-8349 Santa Cruz Biotechnology), rabbit anti-phospho(S139)-H2AX (2577 Cell Signaling), rabbit anti-
histone H2A (Ab18255 Abcam)rabbit anti-MyoD (M-318) (sc-760 Santa Cruz Biotechnology), rabbit anti-MyoD (8943-1-AP
Proteintech), mouse anti-Myogenin (M3559 Dako), rabbit anti-cleaved Caspase3 (Asp175) (9661 Cell Sinaling), anti-rabbit AlexaFluor
488 (A21206, Life Technologies), anti-mouse AlexaFluor 568 (A10037, Life Technologies), goat anti-mouse (A90116P, Bethyl
Laboratories), goat anti-rabbit (G21234, ThermoFisher Scientific), donkey anti-goat (A50101P, Bethyl Laboratories), rabbit IgG
(sc-2027, Santa Cruz Biotechnology).

All antibodies used are commercially available and validated for mouse species and for the applications tested in this study by the
manufacturers. The validation information for application and antigen specificity being provided in the respective data sheets from
the manufacturers or on the manufacturers' websites.

NF-YB antibody (GeneSpin) has been previously validated by collaborators and by our group (Dolfini D, Zambelli F, Pedrazzoli M,
Mantovani R, Pavesi G. A high definition look at the NF-Y regulome reveals genome-wide associations with selected transcription
factors. Nucleic Acids Res. 2016;44(10):4684-4702. doi:10.1093/nar/gkw096; Benatti P, Basile V, Dolfini D, Belluti S, Tomei M,
Imbriano C. NF-Y loss triggers p53 stabilization and apoptosis in HPV18-positive cells by affecting E6 transcription. Oncotarget. 2016;7
(29):45901-45915. doi:10.18632/oncotarget.9974).

Mus musculus, C57B6, males, 6-8 weeks old were used for experiments. All animals were housed at controlled temperature and
humidity on a 12 h light-dark cycle and provided water and food ad libitum. The Pax7-CreERT2 mice were kindly provided to G.M. by
Prof. Shahragim Tajbakhsh, Institut Pasteur (Paris, France). NF-YAfl/fl mice were a gift from Nobuyuki Nukina's laboratory at Juntendo
University Graduate School of Medicine (Tokyo, Japan). The NF-YAfl/fl mice were bred with the Pax7-CreERT2 mice to generate NF-
YAfl/fl;Pax7-Cre ERT2 mice.

This study did not involve wild animals.

This study did not involve samples collected from the field.

The experiments involving mice were approved by National Institute of Health (Ministero della Salute) (n. 404/2015-PR and
699/2019-PR) and by the Institutional Animal Care Committee.




