
 

 

 

Supplementary Figure 1. Evaluation of angiogenic factors secreted by GBM cells. Relative secretion of 

angiogenic factors set relative to VEGF secretion. One million GBM cells (CPH036 and CPH047) were 

incubated for 14 days and the conditioned cell media was harvested, concentrated around 10 times and 

subjected to the Proteome Profiler human angiogenesis array kit (R&D systems) used in accordance with the 

manufacturer’s instructions. Signal was detected utilizing the Super-Signal West Dura extended Duration 

Substrate (Pierce Biotechnology) in the UVP Biospectrum AC imaging system which also was used for 

quantification of relative protein expression. Mean of one experiment performed in duplicate is shown.  

 

 

 

 

 

 

 



Supplementary Figure 2. Expression of VEGF receptors (VEGFR-1 and VEGFR-2) in GBM cell 

cultures CPH036 and CPH047 and in endothelial cells (HMVEC). (a) Expression levels of VEGFR-1 and 

VEGFR-2 evaluated by Q-RT-PCR. (b) Expression of VEGFR-2 identified by western blotting using 

primary antibody against VEGFR-2 and tubulin.  

Supplementary Figure 3. Effect of conditioned cell media from GBM cell cultures treated with 

inhibitors on endothelial cell proliferation.  Conditioned media was obtained from 1x10
6
 cells of either 

CPH036 (a) or CPH047 (b) cells treated for 14 days with DMSO, 5µM Iressa, 5µM DAPT or a combination. 

HMVEC (EC) cells were plated in 96-well plates (2,000 cells in 0.1 mL EC media) and the following day the 

media was changed to EC media added 10% of conditioned media from the GBM cells that had been 

concentrated around 10 times. Cells were incubated for 20 hrs and level of proliferation was examined by 

BrdU assay using the Cell Proliferation ELISA, BrdU kit (Roche A/S) using a 20 hrs BrdU incubation step 

and otherwise following the instructions by the manufacturer. Quantification was done by measuring the 

absorbance at 370nm with 492nm as a reference using Synergy2 microplate reader with Gen5.  Data are 

shown as mean ± SEM obtained from three independent experiments. Significant difference was tested with 

a one-way ANOVA with a Tukey post-hoc test.  



 

Supplementary Figure 4. Overview of primary antibodies used for western blotting. Antibodies are 

listed with dilution, manufacturer (university) and catalog number.  

 

Supplementary Figure 5. Overview of primer sets used for Q-RT-PCR. All primers were obtained from 

DNA Technology A/S.  


