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Supplementary Figure S1 Assessment of the knockdown of Nipbl, Brd4 and Brd2. Analysis
by western blot of protein depletion upon transfection of the indicated siRNA (si) or esiRNA
(esi) molecules. Twenty micrograms of total protein were loaded per lane. a-TUBULIN was

registered as a loading control.
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Supplementary Figure S2 Principal component analysis of RNA-Seq data. Principal
component analysis (PCA) performed on TMM normalized RNA-seq expression data.

Biological replicates are depicted in the same color.
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Brd4 KD n
positive regulation of cell migration 33
cell adhesion 54
multicellular organism development 83
axon guidance 24
positive regulation of cell-substrate adhesion
heart development 29
wound healing 16
regulation of ventricular cardiac muscle cell action potential 6
regulation of heart rate by cardiac conduction 9
ion transport 49
nervous system development 35
cell differentiation 59
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positive regulation of cell migration 33
multicellular organism development 82
neural crest cell migration 16
axon guidance 25
nervous system development 37
transmembrane receptor protein tyrosine kinase signaling pathway 17
cell adhesion 4
positive regulation of synapse assembly 14
patterning of blood vessels 11
cell differentiation 56
positive regulation of cell proliferation 43
positive regulation of protein phosphorylation 22
angiogenesis 25
cellular response to transforming growth factor beta stimulus 12
hemopoiesis 14
kidney development 17
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regulation of transcription DNA-templated 424
DNA methylation of cytosine 22
positive regulation of gene expression, epigenetic 21
chromatin silencing at rDNA 27
nucleosome assembly 38
protein heterotetramerization 23
DNA replication-dependent nucleosome assembly 19
negative regulation of megakaryocite differentiation 13
cellular response to hypoxia 34
apoptotic process 113
cellular response to DNA damage stimulus 88
positive regulation of cell migration 50
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negative regulation of fat cell differentiation 18
osteoblast differentiation 31
angiogenesis 53
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Supplementary Figure S3 NIPBL and BRD4 regulate a common set of genes involved in

relevant developmental processes. Main GO categories comprising misregulated genes upon

knocking down Nipbl, Brd4 and Brd2. A p-value cut-off of 8.0 10” was established for the

different knockdown analysis. Common categories are marked in colours as follows: green,

common categories of misregulated genes upon depletion of the three proteins; blue, common

categories of misregulated genes upon depletion of NIPBL and BRD4; orange, common

categories of misregulated genes upon depletion of NIPBL and BRD2. n indicates the number

of genes in the different categories.
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Supplementary Figure S4 Expression analysis validates RNA-Seq data for a selection of
genes. Twelve downregulated genes under NIPBL or BRD4 depletion conditions and 3
control genes were assessed for gene expression through qPCR after transfection of the
indicated siRNA and esiRNA molecules. siC, Control siRNA; siNip#1, Nipbl siRNA #1;
siNip#2, Nipbl siRNA #2; siB4, Brd4 siRNA; esiB4, Brd4 esiRNA; esiB2, Brd2 esiRNA;
esiC, Control esiRNA. Relative levels of expression are represented. Values are means =+ s.d.
of 3 independent experiments analyzed in triplicate. Statistical significance of each condition
in comparison with the corresponding control was analyzed by Student’s t-test (*p< 0.05,

#kp< 0.01, ¥*¥p< 0.001).



