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SUPPLEMENTARY MATERIALS AND METHODS  

 

Flow cytometry (FACS) 

Biological effects of the class I PI3-kinase inhibitor BKM120 on apoptotic cell rates were 

assessed by flow cytometric analyses as described before. In brief, MLS cells were 

grown in 175 cm2 cell culture flasks (medium supplemented with 2% FBS) and treated 

with BKM120 (1-2 µmol/L; 72 h). Adherent cells were fixed in 2% paraformaldehyde 

(10 min on ice), washed in PBS, collected by centrifugation and incubated in ice-cold 

PBS (supplemented with 0.25% Triton X-100) for 5 min on ice. After an additional 

washing step, cells were re-suspended in PBS supplemented with the cleaved 

Poly-(ADP-ribose)-polymerase (cPARP) (Asp214) (BD Biosciences; 

phycoerythrin-labeled) antibody followed by incubation for 60 min at room temperature. 

Fluorescence intensity was measured using a FACSCanto II analytical flow cytometer 

and cytometric data were analyzed using the FACSDiva software (both 

BD Biosciences). Each experiment was performed at least in duplicates. 

 

Apoptosis assay 

ApoTox-Glo assays were performed to examine induction of apoptosis via caspase 3/7 

activity according to the manufacturer’s instructions (Promega). In brief, MLS402-91 

cells were seeded in 96-well culture plates (medium supplemented with 2% FBS), 

transfected with pCMV2-Tag 2A ΔH1047R PIK3CA or the wild type control and treated 

with BKM120 (2 µmol/L; 24 h). Cells were incubated with the Caspase-Glo 3/7 reagent 

for 30 minutes at room temperature. Activated caspase 3/7 cleaves the luminogenic 

substrate (DEVD-peptide) which releases luciferin. The measured luminescence signal 

(GloMax Microplate Reader; Promega) correlates with caspase 3/7 activation as 

indicator of apoptosis. Experiments were performed in duplicates and results were 

calculated as mean + SEM. 

 

RNA interference (RNAi) 

To exclude unspecific off-target effects, a set of two pre-validated Stealth siRNAs 

PIK3CA: #2 = HS108006, #3 = HSS182305 and a non-targeting negative control siRNA 
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(BLOCK-iT Alexa Fluor Red Fluorescent Control) were purchased from Life 

Technologies. MLS402-91 and MLS1765-92 cells were cultured in 25 cm2 cell culture 

flasks (medium supplemented with 2% FBS) and transfected with indicated siRNA 

(25 pmol; cell density of approximately 50%) using Lipofectamine RNAiMAX (Life 

Technologies). After incubation for 72 h, siRNA-transfected cells were lysed and 

knockdown efficiency was documented by immunoblotting. 

 

Statistical analysis 

Immunohistochemical staining results and Kaplan-Meier survival/event free correlations 

were statistically analyzed by Gehan-Breslow-Wilcoxon test (GraphPad Software). 

Two-group comparisons were analyzed by unpaired, two-tailed Student’s t-test 

(GraphPad Software). Experimental results of MTT/ApoTox-Glo assays, CAM 

experiments and flow cytometric analyses are represented as mean + SEM (standard 

error of the mean) from at least three independent experiments. Statistical differences 

were considered significant at p<0.05 (*), p<0.01 (**) and p<0.001(***). The 

concentrations of BKM120 and LY294002 required for 50% growth inhibition in vitro (half 

maximal inhibitory concentration; IC50 value) was calculated by non-linear regression 

analysis.  


