
Supplementary Materials and Methods 

Western Blotting 

Whole cell lysates were prepared using 1x Cell Lysis Buffer from Cell Signaling Technology 

(Danvers, MA, USA) according to the manufacturer’s instructions. Similar amounts of protein 

lysates (50 µg per lane) were separated by 10% SDS-polyacrylamide gel electrophoresis and 

transferred to Immobilon-P® PVDF membranes (Millipore, Bedford, MA, USA). Subsequently, 

membranes were blocked in PBS/ 0.05% Tween 20/ 5% milk for 1 h at RT. MAbs specific for 

p21 (clone SX118, BD Biosciences, San Jose, CA, USA) or p53 (clone DO-1, Santa Cruz 

Biotechnology, Santa Cruz, CA, USA) were added at an 1:500 and 1:1000 dilution, respectively, 

in PBS/ 0.05% Tween 20/ 5% BSA for an overnight incubation at 4°C. Polyclonal rabbit Ab 

specific for PARP (Cell Signaling Technology, Danvers, MA, USA) was added at a 1:1000 final 

dilution in PBS/ 0.1% Tween 20/ 5% milk for an overnight incubation. Equal loading was 

controlled by reprobing the membranes with a mAb specific for actin (clone C4, MP 

Biomedicals, Solon, Ohio, USA) at a final dilution of 1:10000. Horseradish-peroxidase (HRP)-

coupled anti-rabbit Ab at a final dilution of 1:5000 or HRP-conjugated anti-mouse Ab at a final 

dilution of 1:5000 (both Biorad, München, Germany) were applied for 1 h at RT. Signals were 

visualized by enhanced chemiluminescence using the SuperSignal West Chemiluminescent 

Substrate from Thermo Scientific (Rockford, IL, USA).  

Flow Cytometry 

For flow cytometry, cells of less than 70% confluence were harvested by trypsinization and 

washed twice with FACS buffer containing PBS, 0.05% NaN3 and 3% FCS. For each staining, 2 

x 105 cells were resuspended in 50 µl FACS buffer containing the primary antibodies listed in 



Table S1 at the indicated concentrations for 1 h on ice. Subsequently, cells were washed twice 

with FACS buffer followed by an 1 h incubation on ice with goat F(ab’)2 anti-mouse-R-PE 

(Invitrogen, Karlsruhe, Germany) or goat F(ab’)2 anti-human-R-PE (Jackson ImmunoResearch, 

West Grove, PA, USA), respectively, at an 1:200 dilution in 50 µl FACS buffer. After an 

additional washing step, dead cells were stained by addition of 7-AAD (BD Biosciences, San 

Jose, CA, USA) at an 1:40 dilution in 100 µl for 20 min on ice. Finally, flow cytometry was 

performed using a FACS Calibur® and analyzed by CellQuest Pro® software (both BD 

Biosciences, San Jose, CA, USA). All FACS analyses were performed upon dead cells exclusion 

by gating on the 7-AAD-negative population. 

RNA Extraction, Reverse Transcription and Real-time PCR 

Total RNA from 1 x 106 cells was extracted with the RNeasy Mini Kit (Qiagen, Hilden, 

Germany) according to the manufacturer’s instructions. Residual contaminating DNA was 

removed with the TURBO DNA-freeTM Kit (Ambion, Huntingdon, UK). 1 µg of total RNA was 

reversely transcribed using the ProtoScript® M-MuLV First Strand cDNA Synthesis Kit (New 

England Biolabs, Ipswich, MA, USA) with d(T)23 VN primer in a final volume of 20 µl. To 

exclude false positive results due to contaminating genomic DNA, samples without reverse 

transcriptase were included that did not reveal detectable signals (data not shown).  

All real-time PCR experiments were run on a LightCycler® 480 Instrument I (Roche Diagnostics, 

Mannheim, Germany). TaqMan reactions were performed in duplicates in 20 µl final volume 

using the DyNAmo Probe qPCR Kit (New England Biolabs, Ipswich, MA, USA) containing 

forward and reverse primers (300 nM each), probe (100 nM) and a cDNA equivalent to 10 ng 

RNA. Primer and probe sequences for ULBP1/2 and GAPDH are summarized in Table S2. The 

TaqMan PCR protocol was the following: 50°C for 2 min; 95°C for 10 min; 40 cycles at 95°C 



for 15 sec/ 60°C for 60 sec. Crossing point (Cp) values were determined using LightCycler® 480 

software 1.5 (Roche Diagnostics, Mannheim, Germany). Transcripts were considered present at 

a Cp <35. Relative target gene expression was calculated as: 2-ΔCp, where ΔCp = Cptarget gene – 

CpGAPDH.  

For ChIP experiments, SYBR Green reactions were performed in duplicates in 20 µl final 

volume using the LightCycler® 480 SYBR Green I Master (Roche Diagnostics, Mannheim, 

Germany) containing forward and reverse primers (500 nM each) and an 1:3-diluted DNA 

precipitated by ChIP. Primer sequences for ULBP1 and ULBP2 intronic p53RE sequences are 

summarized in Table S3. The PCR protocol was the following: 95°C for 5 min; 40 cycles at 

95°C for 10 sec/60°C for 15 sec/ 72°C for 20 sec. Melting curves were determined to exclude 

formation of primer dimers. The signal relative to input chromatin precipitated by ChIP was 

calculated as: 2-ΔCp, where ΔCp = Cpspecific signal – Cpinput.  

 


