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Supplementary Figure 1. ETS1, MAX and miRNAs regulate CCL2 expression in human adipocytes in 
additive manner. A: Transcription factors ETS1 and MAX were silenced with siRNA alone at 10 or 20 nM 
final concentrations or co-silenced in pair with each other (10+10 nM of each miRNA) in in vitro 
differentiated adipocytes and mRNA levels of CCL2 were assessed by qRT-qPCR (n=5). B: miR-193b, -
126 and -92a were overexpressed alone at 5 nM final concentration or co-overexpressed in pairs (5+5 
nM of each miRNA) in in vitro differentiated adipocytes and mRNA levels of CCL2 were assessed (n=14-
22). In order to rule out unspecific effects, cells in parallel were transfected with appropriate 
concentrations of siRNA/miRNA non-targeting negative control. Levels of mRNA were calculated using 
a comparative Ct-method, i.e. 2ΔCt-target gene/2ΔCt-reference gene with 18S as reference gene. Data 
were analyzed using t-test and are presented as fold change ± SEM relative to the negative control. 
***, P<0.001; **, P<0.01; *, P<0.05; t, P<0.1. 
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Supplementary  Figure 2. Treatment with siRNA non-targeting negative control does not affect mRNA 
levels of CCL2, ETS1 and MAX. In vitro differentiated adipocytes were treated with transfection agent 
HiPerfect only (mock transfection) or transfected with 10 and 20 nM of siRNA non-targeting negative 
control. After 48 hours, mRNA of CCL2, ETS1 and MAX were assessed by qRT-qPCR (n=9). Levels of 
mRNA were calculated using a comparative Ct-method, i.e. 2ΔCt-target gene/2ΔCt-reference gene with 
18S as reference gene. Data were analyzed using t-test and are presented as fold change ± SEM 
relative to the mock transfection (HiPerfect only); ns, non-significant.  
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Supplementary Figure 3. Quantification of overexpression of miR-193b, -126 and -92a in adipocytes. 
MicroRNAs were expressed individually or co-overexpressed in in vitro differentiated adipocytes and 
expression of miRNAs was quantified using RT-qPCR (n=11-16). Data was log10-transformed, analyzed 
using t-test and are presented as fold change ± SEM relative to the negative control. ***, P<0.001; **, 
P<0.01; *, P<0.05. Levels of miRNAs were calculated using a comparative 2ΔCt-target gene/2ΔCt-
reference gene with RNU48 as reference gene.  
 

 
 

Supplementary Figure 4. Quantification of overexpression of miR-126 and -92a in in vitro 
differentiated THP1 cells. MicroRNAs were expressed individually or co-overexpressed in in vitro 
differentiated THP1 cells and expression of miRNAs was quantified using RT-qPCR (n=3). Data was 
log10-transformed, analyzed using t-test and are presented as fold change ± SEM relative to the 
negative control. ***, P<0.001; **, P<0.01; *, P<0.05. Levels of miRNAs were calculated using a 
comparative 2ΔCt-target gene/2ΔCt-reference gene with RNU48 or SNORD68 as reference gene. 

 


