
Supplementary Materials and Methods 

Plasmids, antibodies and compounds  

The p53R175H mutant expressing vector was constructed by sub-cloning the wild-type 

p53 open reading frame (ORF) from the PLXSN-neo-p53 construct into the PWZL-

Blast construct using BamHI restriction. Site directed mutagenesis (200518-5, 

STRATAGENE), was conducted on the pWZL-blast-p53 construct according to the 

manufacturer's instructions using specific primers to create the specific mutation. The 

ATF3 and ATF3ΔZip expression plasmids were constructed by cloning their ORFs, 

obtained by reverse transcription-PCR (RT-PCR) with specific primers, into the 

pGEMT-easy vector (Promega, Madison, WI), and then restricted with EcoRI and 

inserted into the PLXSN-Neo expressing vector. The myc-BTG2 plasmid was 

constructed by cloning its ORF, obtained by RT-PCR with specific primers, into the 

pGEMT-easy vector and then restricted with EcoRI and inserted into the pCANmyc 

vector which was kindly provided by Prof. Elior Peles (The Weizmann Institute). 

Next, it was sub-cloned into PLXSN-neo vector using SnaBI and XhoI restriction 

enzymes. The myc-BTG2S158G vector was created using the site directed mutagenesis 

kit (200518-5, STRATAGENE). The Luciferase-fused BTG2 plasmid was 

constructed by cloning the BTG2 ORF, which was obtained by PCR amplification 

using primers that contain EcoRI and XhoI restriction sites, into PLXSN-Neo. Next, 

the luciferase ORF, lacking the stop codon, was obtained by PCR amplification from 

PGL3 basic vector using specific primers. The luciferase ORF was cloned into 

PGEMT-easy vector, and was sub-cloned into the PLXSN-Neo vector containing the 

BTG2 ORF using the EcoRI Restriction enzyme. All fill-in reactions were performed 

using the PFU Turbo polymerase (STRATAGENE) according to the manufacturer's 

instructions. The table below shows all primer sequences. 



Antibodies:  anti-p53 (DO-1 and 1801) was kindly provided by Prof. Sir David Lane 

[Ninewells Hospital and Medical School (Dundee, Scotland)]; anti-ATF3, anti-H-Ras, 

anti-p65, anti-TGFβ,  anti−c-Jun (Santa Cruz Biotechnology); anti-phospho ERK and 

anti-ERK, anti-myc tag, anti-Vinculin were kindly provided by Prof. Yosef Yarden, 

Prof. Elior Peles, Prof. Benjamin Geiger, respectively (The Weizmann Institute, 

Israel); anti-phospho AKTSer473, anti-AKT (Cell Signaling Technology); anti-GAPDH 

(Chemicon); anti-β-tubulin, IgG (Sigma); Compounds: Dimethyl sulfoxide (DMSO) 

(Sigma), [2’ –Amino-3’ –methoxyflavone] (PD-98059), and [2-(4-Morpholinyl)-8-

phenyl-4H-1-benzophyran-4-one] (LY-294002) (Alexis Biochemicals,). TNFα (R&D 

systems, Minneapolis, USA).H-Ras and SV-40 beads (Calbiochem). Cisplatinum 

(Pharmachemie) Nutlin3 (Alexis Biochemicals). 

 

Luminescence-based strategy for the detection of mammalian protein-protein 

interactions (LUMIER) 

LUMIER was developed and described in (2). Briefly, the Luc-BTG2 vector or Luc-

Empty vector as a control were stably infected in Ras/shp53 cells. H-Ras was 

immunoprecipitated with specific anti-H-Ras beads. As a control anti-SV-40 beads 

were used to measure the nonspecific absorption of the Luciferase protein. 

Luminescence was detected using the Synergy HT (Bio-TEK) machine. 

 

Immunostaining 

Cells were fixed with 4% PFA, permiabilized with 0.02% Triton in PBS and 

incubated with anti-p53 antibody for 1 hour in a humidified atmosphere. Goat anti 

mouse conjugated to cy3 fluorochrome (1:500) was mixed with DAPI stain, and was 



used in a similar fashion.  GFP and immunofluorescence was recorded using an 

Eclipse E1000 fluorescent microscope (Nikon). 

 

Tables 

Table.1: Primers for QRT-PCR: 

Genes and promoters  Sense Anti-sense 

GAPDH ACCCACTCCTCCACCTTTGA CTGTTGCTGTAGCCAAATTCGT 

CXCL1 AGTCATAGCCACACTCAAGAATGG GATGCAGGATTGAGGCAAGC 

IL-1β GCCTGAAGCCCTTGCTGTAGT GCGGCATCCAGCTACGAAT 

MMP3 ACAAAGGATACAACAGGGACCAA CAATTTCATGAGCAGCAACGA 

BTG2 AGGCACTCACAGAGCACTACAAAC GCCCTTGGACGGCTTTTC 

p21 GGCAGACCAGCATGACAGATT GCGGATTAGGGCTTCCTCT 

ATF3 TTTGCCAGGAGCGATGAAC CCGAAGAGGCCACAACACTT 

H-Ras GCTGCATGAGCTGCAAGTGT CATCCGGCACCTCCATGT 

Luciferase CGCTGGAGAGCAACTGCATA CCAGGAACCAGGGCGTATCT 

p65 ACGAACTGTTCCCCCTCATCT TCCTTTCCTACAAGCTCGTGG 

c-Jun CCTGACCTCACTTTCTCCAAGAAG GTGCTGGAGGACCGAGATGT 

CXCL2 CGCCCAAACCGAAGTCATAG AGACAAGCTTTCTGCCCATTCT 

CXCL3 TCCCCCATGGTTCAGAAAATC GGTGCTCCCCTTGTTCAGTATCT 

IL-6 TCTCCACAATTCGGTCCAGTT CAACACCAGGAGCAGCCC 

IL-8 GGCAGCCTTCCTGATTTCTG CTTGGCAAAACTGCACCTTCA 

VNN1 GCTTGCACCTGGAGAATTTCAG AGACTAAACAAGCGTCCGTCAGT 

TREM1 CTGACTCTGAAATCAACCTTACAAATG CCGGAACCCTGATGATATCTGT 

KCNJ15 GCGGAGTGAGTGACCAGTGTT GATGTGAATGGCATCCATTGC 

CXCL1 promoter AAAGGCTGAGGCAGAGAGGAT TTTGGAGGAAGAGCGTTGTGT 

MMP3 promoter GTGTTGCCTTGCAAAATTGG GCTTGACTCATCCTTGCTTTCA 

IL-1β promoter TGCTACTCCTTGCCCTTCCAT CCAGTTTCTCCCTCGCTGTTT 

ATF3 promoter  TCCGGTCCTGATATGGAGAGA CCTCGCTCACTGAGACACACA 

 



Primers for site directed mutagenesis: 

Mutation Sense Anti-sense 

p53 R175H ATGACGGAGGTTGTGAGGCACTGCCCCCACCATGA

GCGCT 

AGCGCTCATGGTGGGGGCAGTGCCTCACAACCTCC

GTCAT 

BTG2 S158G CGTGATGGCAGTCTCCGGTTAGGCCCTTCAATCGAA

TTCT 

AGAATTCGATTGAAGGGCCTAACCGGAGACTGCCA

TCACG 

 

Primers for open reading frame isolation: 

Gene Name Sense Anti-sense 

ATF3 CAAAATGATGCTTCAACACCCAGG CCCATACCACGACTGCTTAGC 

ATF3ΔZip GAGCCTGGAGCAAAATGATG TCATTTGCATGAGTCAACAGC 

BTG2 GACATGAGCCACGGGAAG GAAGGGCCTAGCTGGAGACT 

BTG2-EcoRI- XhoI GAATTCATGAGCCACGGGAAGG CTCGAGCTAGCTGGAGACTGCCATCACGTAG

TT 

Luciferase-EcoRI GAATTCATGGAAGACGCCAAAAACATAAA

G 

GAATTCCACGGCGATCTTTCCGCCCTTCTTG 

 
 


