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Cytotoxicity analysis
We evaluated the cytotoxicity of 5azadC and TSA by the MTT assay. MSCs and HeLa cells (ATCC CCL2) were seeded 

on 96-well flat bottom plates. After the cultures achieved 80% confluence, they were treated with 5azadC or TSA (both 
from Sigma-Aldrich, USA) for 2 days. After removing the medium and replacing it with 100 µL fresh medium, cells were 
incubated with 10 µL 12 mM MTT (Sigma-Aldrich) solution for 4 h at 37°C. The resulting formazan was solubilized with 
100 μL DMSO. After mixing for 10 min, absorbance was measured at 550 nm using a Synergy H1 Hybrid Multi-Mode 
microplate reader (Biotek, USA). 

Slot blot immunoassay
We plated the same number of MSCs onto 75-cm2 culture flasks and treated them with 5azadC for 2 days. Cells 

were collected and genomic DNA was extracted with the Qiamp DNA mini kit (Qiagen, USA), according to manufac-
turer instructions. DNA concentration was measured in triplicate with a NanoDrop ND-100 Spectrophotometer (Thermo 
Scientific, USA). One microgram of DNA samples was denatured with the addition of a 0.1 volume of 3 M NaOH and 
incubated for 1 h at 60°C. After cooling, 1 volume of 6X SSC was added to the samples. The mixture containing DNA 
was transferred to a nitrocellulose membrane (Hybond-ECL, GE Healthcare, USA) by vacuum with the Minifold II Slot 
Dot System (Schleicher & Schuell, USA). DNA was immobilized by baking at 80°C for 1 h. The membrane was blocked 
with 5% BSA in Tris-buffered saline with Tween (TBST) for 1 h and incubated with mouse monoclonal anti-methylcytosine 
antibody (1:1000; Abcam, USA), diluted in PBS plus 1% BSA, for 3 h at room temperature. The membrane was rinsed 
three times with TBST and incubated for 1 h at room temperature with the peroxidase-conjugated goat anti-mouse 
IgM secondary antibody (1:2000; Sigma). Again, the membrane was washed three times with TBST and the blot was 
processed using the detection reagents supplied in the chemiluminescence kit Novex ECL HRP (Invitrogen, USA) ac-
cording to manufacturer instructions. 



Figure S1. Cytotoxicity analysis of BM-MSCs, ADSCs and HeLa cells treated with TSA (5, 50 and 500 nM; A) and 5azadC (1, 10 
and 100 µm; B) for 2 days by MTT assay. BM-MSCs and ADSCs are more resistant than HeLa cells to the effects of 5azadC and 
TSA. Treatment with 500 nM TSA decreased the proliferation of BM-MSCs, while the same treatment resulted in death of HeLa 
cells. In addition, 10 µM and 100 µM 5azadC treatments significantly reduced proliferation of HeLa cells when compared to un-
treated cultures, although no significant effect was observed on MSCs. BM-MSCs = bone marrow mesenchymal stem cells; ADSCs 
= adipose tissue stem cells; TSA = trichostatin A; 5azadC = 5-aza-2’-deoxycytidine. Data are reported as means and asterisks 
indicate statistically significant differences with respect to untreated cultures. *P < 0.05 (Student t-test). 

Figure S2. Timing of treatments and adipocyte induction. For 
abbreviations, see legend to Figure S1.



Figure S3. Differential interference contrast images obtained from BM-MSCs and ADSCs cultures treat-
ed with TSA (5, 50 and 500 nM) for 2 days and induced or non-induced (control) to adipogenesis for 14 
days after staining with Oil Red O. Bar = 100 µm. For abbreviations, see legend to Figure S1.



Figure S4. Global and specific effects of 5azadC on DNA demethylation. A, BM-MSCs were treated with 
5azadC (1, 10 and 100 µm) for 2 days and methylcytosine was evaluated by slot blot immunoassay, as 
described in Supplementary Material and Methods. B, TP73 was expressed in a dose-dependent man-
ner with 5azadC treatments as evaluated by RT-PCR. For abbreviations, see legend to Figure S1.



Figure S5. Differential interference contrast images obtained from BM-MSC and ADSC cultures treated 
with 5azadC (1, 10 and 100 µm) for 2 days and induced or non-induced (control) to adipogenesis for 14 
days after staining with Oil Red O. Bar = 100 µm. For abbreviations, see legend to Figure S1.


