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Supplementary Methods 

Cells and Cell Culture  

MCF-7 and MDA-MB-231 breast cancer cells (ATCC) were cultured in Dulbecco´s Modified   

Eagle´s Medium/Ham´s F-12 (DMEM/F-12) (Thermo Scientific), supplemented with 1% 

penicillin/streptomycin (Thermo Scientific), and 10% fetal bovine serum (FBS; Thermo Scientific). 

When the cells reached 80%-85% confluence, they were detached with 0.25% trypsin-EDTA solution 

(Thermo Scientific) and passaged. 

WST-8 Assay  

 ASCs were seeded in growth medium in 96-well plates and after attachment of cells, they were 

cultured according to the respective condition. At the indicated time points, 10 µl Cell Counting Kit-

8 (Sigma-Aldrich) containing the water-soluble tetrazolium salt WST-8 (2-(2-methoxy-4-

nitrophenyl)-3-(4-nitrophenyl)-5-(2,4-disulfophenyl)-2H-tetrazolium, monosodium salt) was directly 

added into 100 µl culture medium. Cells were then incubated at 37°C for 4 hours. The respective light 

absorbance of the samples was recorded using a microplate reader (Infinite M200; Tecan, Crailsheim, 

Germany) at a wavelength of 450nm. The mean value of day 0 samples was taken as reference and 

set as 100%. 

Proliferation and Metabolic Activity of Breast Cancer Cell Lines 

  Conditioned medium from glucose/oxygen-deprived ASCs (ASC-CMischemic) was prepared as 

described. Breast cancer cells (MCF-7 and MDA-MB-231) were treated with basal medium (DMEM, 

w/o FBS) and ASC-CMischemic, each supplemented with 1 g/l glucose, under normoxic conditions. 

Proliferation and metabolic activity of the cells were analyzed at the indicated time points using a 

DNA and MTT assay as described.  
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Supplementary Figures  

 

Figure S1. Metabolic activity of human ASCs under glucose and oxygen deprivation, determined by 

the WST-8 assay. The optical density was measured at 450 nm; % metabolic activity was calculated in 

relation to the mean value of day 0. Data are presented as means ± SD of n = 3; * p < .05. Abbreviation: 

WST-8, 2-(2-methoxy-4-nitrophenyl)-3- (4-nitrophenyl)-5-(2,4-disulfophenyl)- 

2H-tetrazolium, monosodium salt. 
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Figure S2. Human cytokine antibody array. (A) The map of the array (RayBio® human cytokine array 

C5, RayBiotech, Norcross, GA) showing the position of 80 human cytokines and positive and negative 

controls (as available on https://doc.raybiotech.com/pdf/Manual/AAH-CYT-5.pdf). (B) Array 

membranes were probed with supernatants of ASCs collected under 1 g/l glucose and normoxia  

(21% O2) (control), 1 g/l glucose and hypoxia (0.2% O2), 0.1 g/l glucose and normoxia (21% O2), and 

0.1 g/l glucose and hypoxia (0.2% O2) at day 4 (n=2). 
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Figure S3. Effect of conditioned medium of glucose/oxygen-deprived ASCs (CMischemic) on MCF-7 and 

MDA-MB-231 cancer cells growth rate and metabolic activity. (A) Quantitative determination of total 

DNA content in relation to the mean value of day 0. (B) Metabolic activity as determined by a MTT 

assay. MTT accumulated in MCF-7 and MDA-MB-231 was solubilized and the optical density was 

measured at 570 nm; % metabolic activity was calculated in relation to the mean value of day 0. Data 

are presented as means ± SD of n = 3; * p < .05. Abbreviation: MTT, 3-(4,5-dimethylthiazol-2-yl)- 2,5-

diphenyltetrazolium bromide; ASC-CMischemic, adipose-derived stem cell-conditioned medium of 

glucose/oxygen-deprived ASCs. 


