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Supplementary Figure Legends 

 

 

 
 

 

Sup Fig S1 siRNA and antibody validation for KDM2B. A. U2OS and HeLa cells 

were transfected with the indicated siRNA oligonucleotides for 48 hours prior to 

RNA extraction. Following cDNA synthesis, qPCR analysis was performed for the 

levels of KDM2B mRNA. Graphs depict mean and standard deviation from a 

minimum of three independent experiments performed in duplicate. Student t-test was 

performed and p values calculated. * p< 0.05, **p < 0.01, ***p<0.001. B. HeLa cells 
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were transfected with the indicated siRNA oligonucleotides for 48 hours prior to lysis. 

Western blot analysis was performed with the depicted antibodies. C. HeLa cells were 

transfected with 1 µg of control or KDM2B expression plasmids for 24 hours prior to 

transfection with siRNA oligonucleotides as in A. Whole cell lysates were analysed 

by western blot for the levels of KDM2B using the Millipore antibody. D. HeLa cells 

were transfected with the indicated siRNA oligonucleotides for 72 hours or double 

siRNA transfection prior to lysis. Western blot analysis was performed with the 

depicted antibodies. E. HeLa cells were treated as in A, but different lysis buffers 

were used or nuclear extraction performed (NE). Lysates were analysed for the levels 

of KDM2B using the Millipore antibody. 
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Sup Fig S2 siRNA and antibody validation for KDM2B using immunofluorescence. 

A. U2OS cells were grown on cover slips and transfected with the indicated siRNA 

oligonucleotides prior to methanol fixation. Cells were stained with anti-KDM2B and 
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DAPI to mark chromatin. Scale bar represents 20µm. Images were acquired using a 

Deltavision microscope, deconvolved and analysed using Omero software. Pixel 

intensities were quantified in Omero using the ROI tool. Graph depicts mean and 

standard deviation (SD) of a minimum of 100 cells per condition. Student t-test was 

performed and p values calculated. * p< 0.05, **p < 0.01, ***p<0.001. B. U2OS cells 

were grown on cover slips and transfected with the indicated expression vectors for 

48 hours prior to methanol fixation. Cells were stained with anti-KDM2B and DAPI 

to mark chromatin. Scale bar represents 20µm. Images were processed and analyzed 

as in A. C. HeLa cells were grown on cover slips for 24 hours prior to methanol 

fixation. Cells were stained with anti-KDM2B and secondary antibody as standard, or 

just anti-KDM2B and no secondary antibody, or with secondary antibody only. DAPI 

was used to stain DNA. Scale bar represents 20µm. Images were processed as in A. 

 

 

 

Sup Fig S3 Additional siRNA controls for HIF subunits. HeLa cells were transfected 

with the indicated siRNA oligonucleotides for 48 hours prior to lysis. In addition, 

cells were exposed to 1% O2 for the last 24 hours. Whole cell extracts were analysed 

by Western blot using the indicated antibodies. 
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Sup Fig S4 HIF mRNA level controls. A. HeLa and U2OS cells were transfected 

with the indicated siRNA oligonucleotides for 48 hours prior to RNA extraction. In 

addition, cells were exposed to 1% O2 for the last 24 hours. Following cDNA 

synthesis, qPCR analysis was performed for the levels of HIF subunits mRNA. 

Graphs depict mean and standard deviation from a minimum of three independent 

experiments performed in duplicate. Student t-test was performed and p values 
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calculated. * p< 0.05, **p < 0.01, ***p<0.001. B. HeLa and U2OS cells were 

transfected with empty vector (EV), or HIF-1 (1 or 2 µg) for 48 hours prior to RNA 

extraction. In addition, cells were exposed to 1% O2 for the last 24 hours. Following 

cDNA synthesis, qPCR analysis was performed for the levels of HIF-1 mRNA. 

Graphs depict mean and standard error of mean from a minimum of three independent 

experiments performed in duplicate. Student t-test was performed and p values 

calculated. * p< 0.05, **p < 0.01, ***p<0.001. 

 

 

 

Sup Fig S5 HRE annotation in the promoters of KDM2 family in different species. 

Bioinformatic analysis of the genomes of different species, revealed the presence of 

several HREs. 


