Supplementary File 1. Identification of RNA pol II promoter. A 6001 bp region of the human NANOG gene, from nt 7936295 to nt 7942295 of the NCBI sequence GI 224589803 (http:www.ncbi.nlm.nih.govnuccore224589803), was considered a 5’-flanking Transcription Start Sequence (TSS). We evaluated this selected region with Proscan online software, which finds the putative RNA pol II promoter region in the eukaryotic genome with a small rate of false positives (http:www-bimas.cit.nih.govmolbioproscan), predicting Pol II promoter sequences using transcription factor binding sites.
Supplementary File 2. Identification of the P53 and E2F binding sites on the human NANOG promoter with JASPAR CORE. A 6001 bp region of the human NANOG gene, from nt 7936295 to nt 7942295 of the NCBI sequence GI 224589803 (http:www.ncbi.nlm.nih.govnuccore224589803), was evaluated with the JASPAR CORE database (http:jaspar.genereg.net), which contains a curated, non-redundant set of profiles, derived from published collections of experimentally defined transcription-factor binding sites for eukaryotes.
Supplementary File 3. Identification of the P53 and E2F binding sites on the human NANOG promoter with PATCH. A 6001 bp region of the human NANOG gene, from nt 7936295 to nt 7942295 of the NCBI sequence GI 224589803 (http:www.ncbi.nlm.nih.govnuccore224589803), was evaluated with PATCH (http:www.gene-regulation.compubprograms.html), which is a pattern-based program for predicting transcription-factor binding sites (TFBS) in DNA sequences. It uses the set of binding sites from TRANSFAC® Public 6.0.
Supplementary File 4. Primer pairs for the CHIP analysis of the human NANOG promoter. The 6001 bp region of the human NANOG gene (from nt 7936295 to nt 7942295 of the sequence NCBI GI 224589803) was considered a 5’-flanking TSS region and was indicated as 5700 + 300. We selected 10 couples of primers for the putative E2F binding sites and 5 couples for the putative P53 sites. The tables indicate the putative binding sites, the primers’ positions and sequences, along with annealing temperature (Ta) and amplicons’ sizes.
Supplementary File 5. Identification of the CpG regions of the human NANOG promoter and primer pairs for DNA methylation analysis – Primer pairs for CHART-PCR. METHPRIMER software (http:www.urogene.orgcgi-binmethprimermethprimer.cgi) was used to identify CpG regions in the NANOG promoter. The picture shows the human NANOG gene sequence encompassing the 700 nt +300 nt region, here indicated as 0 -1000. The picture shows CpG dinucleotides as vertical bars. The upper table shows the position and sequences of methylation-specific primers. The PCR annealing temperature (Ta) and amplicons’ sizes are also indicated. The lower table shows primers and PCR conditions for CHART analysis.
Supplementary File 6. List of peptides reporting iTRAQ data used for the proteomic analysis of nuclear proteins in senescent MSC with de-regulated BRG1 expression.
Supplementary File 7. List of differentially expressed proteins in upBRG1 by LC-MSMS analysis. Relative protein quantification was performed using iTRAQ reagents and LC-MSMS. Differential expression was defined by a relative abundance ratio ≥1 .50 and ≤0 .66.
Supplementary File 8. List of differentially expressed proteins in siBRG1 by LC-MSMS analysis. Relative protein quantification was performed using iTRAQ reagents and LC-MSMS. Differential expression was defined by a relative abundance ratio ≥1 .50 and ≤0 .66.
Supplementary file 9. Detailed description of proteome analysis methods.
Supplementary file 10. Panel A: Western blot analysis of cell fractionation. To obtain nuclear fractions, cells were lysed in 10 mM Tris-HCl pH 7.4, 10 mM NaCl, 3 mM MgCl2, 0.5 mM spermidine and 0.5% Nonidet P40. Following an incubation of 5 min at 4C, nuclear and cytosolic fractions were obtained after centrifugation for 5 min at 500 g. The nuclei were washed 3 times in PBS, resuspended in the lysis buffer and further centrifuged at 17 500 g. In the panel are shown the nuclear and cytoplasmic fractions of MSC in different experimental conditions. GAPDH and H1.2 were used as cytoplasmic and nuclear marker, respectively. Ponceau S staining was used as loading control. Panel B: Validation of proteome analysis by protein gel blot. In the panel are shown the expression levels of 2 proteins (H1.2 and Macro H2A) whose expression changed in siBRG1 and upBRG1 according to proteome data. The panel depicts a representative western blot showing H1.2 upregulation both in siBRG1 and upBRG1 and Macro H2A downregulation in siBRG1. Ponceau S staining was used as loading control.
Supplementary File 11. Western blot analysis of BRG1 and NANOG expression in cells with silenced and upregulated BRG1. The picture shows the expression level of BRG1 and NANOG proteins in control MSC and in cells with deregulated BRG1 expression. Beta-actin was used as loading control.
Supplementary File 12. Senescence of MSC cultures following up- and downregulation of BRG1 expression. Photomicrographs show acid -galactosidase staining of MSCs following upregulation and silencing of BRG1. Representative fields for each treatment are shown. Percentage of senescent cells was: Upregulated BRG1 26% ( 3%), Silenced BRG1 24% ( 3%), CTRL 7% ( 2%).
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