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Supplementary Methods 

 

Reagents and Antibodies- Media supplements and chemical reagents for molecular 

biology and buffer preparation were from Sigma-Aldrich, (St. Louis, MO, USA). 

Mouse anti-α-tubulin antibody, thapsigargin, tunicamycin, human insulin, 

hydrocortisone and puromycin were obtained from Sigma-Aldrich, (St. Louis, MO, 

USA). Anti-ERBB2 and anti-Bid antibodies were obtained from BD Biosciences 

(Erembodegem, Belgium). GAPDH and ATF4 polyclonal antibodies were from Santa 

Cruz (CA, USA). Anti-TRAIL-R2 was from R&D Systems (Minneapolis, USA). Anti-

c-FLIP monoclonal antibody (NF6) was from Alexis Corporation (Lausen, 

Switzerland). Anti p-AKTSer473, anti-AKT, anti p-ERK1/2, anti caspase-9, anti p-eIF2 

alpha, anti-eIF2α, anti Ire1alpha, anti Bcl-XL, anti p-P70S6K, anti P70S6K and anti 

caspase-3 antibodies were obtained from Cell Signaling Technology (CA, USA). Anti 

ERK, anti-pERBB2 (Tyr1248) and anti p4E-BP1 antibodies were from Upstate-

Millipore (NY, USA). Horseradish peroxidase or FITC-conjugated secondary 

antibodies, goat anti-mouse and goat anti-rabbit, were obtained from DAKO 

(Cambridge, UK).  Anti-caspase 8 was generously provided by Dr. Gerald Cohen 

(Leicester University, UK). Human EGF was from Peprotech (London, UK). 

Recombinant human TRAIL was produced as previously described (53). Lapatinib, 

U0126 and GSK690693 were purchased from Selleck Chemicals (Houston, Texas, 

USA). zVAD-fmk was from Bachem AG (Bachem, Bubendorf, Switzerland). Torin1 

was purchased from TOCRIS Bioscience (Bristol, UK). Rapamycin was purchased 

from LC laboratories (Woburn, MA, USA).   

Protein synthesis - Protein synthesis was measured by the incorporation of [3H]leucine 

(10 μCi/ml) into acid-precipitable material. After pulse-labeling (1-2 hr), the medium 
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was aspirated, and the cells were washed three times with phosphate buffered saline and 

treated with 1 ml of ice-cold 5% trichloroacetic acid. The cells were kept in the cold for 

20 min, washed once with cold 5% trichloroacetic acid and twice with ethanol, and then 

dissolved in 0.1 M NaOH/2% Na2CO3/0/1% Na-DodSO4 for measurement of 

radioactivity in a Beckman scintillation counter. 

Senescence-associated β-galactosidase assay- Senescence was determined using a 

senescence β-galactosidase staining kit (Cell Signaling Technology) as described by the 

manufacturer.  

RT-MLPA- RNA was analyzed by reverse transcriptase multiplex ligation-dependent 

probe amplification (RT-MLPA), using SALSA MLPA KIT R011 Apoptosis mRNA 

from MRC-Holland (Amsterdam, The Netherlands), following the 

manufacturer’indications.  

 

RT-PCR primers- 

ATF6-sense: 5’-CGGGTGCTCTGGAACAGGGCT -3’ 

ATF6-antisense: 5’-ACGTGGGTTGCCTCTGTGGC-3’ 

PERK-sense: 5’-ATCCCCCATGGAACGACCTG-3’ 

PERK-antisense: 5’-ACCCGCCAGGGACAAAAATG-3’ 

XBP1-sense: 5’- TTACGGGAGAAAACTCACGGC-3’ 

XBP1-antisense: 5’-GGGTCCAACTTGTCCAGAATGC-3’ 

Actin-sense: 5’-TGACGGGGTCACCCACACTGTGCCCATCTA-3’ 

Actin-antisense: 5’-CATGAAGCATTTGCGGTGGACGATGGAGGG-3’ 
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siRNAs- 

TRAIL-R2:  5´-GACCCUUGUGCUCGUUGUCdTdT-3´ 

Bid:  5´-GAAGACAUCAUCCGGAAUAdTdT-3´ 

Ire1α:  5´-GCGUCUUUUACUACGUAAUdTdT-3´ 

ATF4:  5´-GCCUAGGUCUCUUAGAUGAdTdT-3´ 

ATF6:  5´-GCAACCAAUUAUCAGUUUAdTdT-3´ 

Caspase-8:  5´-GGAGCUGCUCUUCCCAAUUdTdT-3´ 

Noxa: 5’-GGUGCACGUUUCAUCAAUUdTdT-3’ 

Bim: 5’-GCAACCUUCUGAUGUAAGUdTdT-3’ 

Raptor:  5’-GGACAACGGCCACAAGUACdTdT-3’ 

Rictor: 5’-ACUUGUGAAGAAUCGUAUCdTdT-3’ 

Control:  5’-CUUUGGGUGAUCUACGUUAdTdT-3' 

 

 

 

 


