
Supplementary Methods 
 
MTT assay 
Growth inhibition by 5FU was measured using the MTT test (3-[4,5-dimethylthiazol-2-yl]-
2,5-diphenyltetrazolium bromide; Sigma Chemical, France) in 96-well microtiter plates. 
 
Flow cytometry 
Cell suspensions were incubated for 1h at room temperature with anti-CXCR4-PE, anti-
CD133-APC, anti-CD24-FITC and/or anti-CD44-V450 and analyzed using a Beckman-
Coulter Epics XL-MCL4 cytometer (Villepinte, France) and Wincycle software (Phoenix 
Flow Systems, San Diego, CA, USA). 
For cell cycle analysis, cell suspensions were fixed with 70% ethanol at −20°C and incubated 
with anti-human FITC-conjugated Ki67 antibody or matching isotype for 30 minutes on ice 
and for 30 minutes with 50 mg/ml propidium iodide and 5 μg/ml RNase at room temperature. 
The reaction was stopped on ice (1).  
 
Sphere formation  
Cells were plated at a clonal density of 4000 cells/ml on plates coated with poly-2-
hydroxyethylmetacrylate (0.5 mg/ml in ethanol) and cultured in serum-free DMEM/F12 
medium supplemented with 20 ng/mL bFGF, 20 ng/mL EGF and 1X B27. Spheres were 
counted after 7 days. The spheres were subsequently trypsinized and re-plated to assess self-
renewal over several successive generations. The spheres were also frozen in OCT-
embedding matrix for immunocytochemistry (1).  
 
Orthotopic xenografts  
Tumor xenografts were induced by subcutaneous injections of cancer cells (2×106 cells) into 
immunodeficient SCID CB17 mice (4 mice per group). For orthotopic xenografts, a fragment 
of subcutaneous tumor was surgically implanted onto the caecal wall of mice (8 mice per 
group) (2). All the experiments were conducted in agreement with the guideline and approved 
by the animal care committee (Comité Ethique Expérimentation Animale Nord Pas-de-Calais, 
Permit/Protocol number: AF042008). Tumor xenografts were collected, fixed in 10% (w/v) 
buffered formaldehyde, embedded in paraffin, and examined by Hematoxylin-Eosin-Saffron-
Astra blue (HESAB) staining. 
 
Phosphokinase arrays, Western blots, ELISA and immunoprecipitation 
The phosphokinase array was performed according to the manufacturer’s instructions (R&D 
systems). The phospho-array coordinates are: A1, A2: positive controls. A3, A4: p38α; A5, 
A6: ERK1/2; A7, A8: JNK pan; A9, A10: GSK-3α/β; A13, A14: p53 (S392); A17, A18: 
positive control; B3, B4: MEK1/2; B5,B6: MSK1/2; B7,B8: AMPKα1; B9, B10: Akt (S473); 
B11, B12: Akt (T308); B13, B14: p53 (S46); C1, C2: TOR; C3, C4: CREB; C5, C6: HSP27; 
C7, C8: AMPKα2; C9, C10: β-catenin; C11, C12: p70 S6 kinase; C13, C14: p53 (S15); C15, 
C16: p27 (T198); C17, C18: paxillin; D1, D2: Src; D3, D4: Lyn; D5, D6: Lck; D7, D8: 
STAT2; D9, D10: STAT5a; D11, D12: p70 S6 kinase (T421/S424); D15, D16: p27 (T157); 
D17, D18: PLCγ-1; E1, E2: Fyn; E3, E4: Yes; E5, E6: Fgr; E7, E8: STAT3; E9, E10: 
STAT5b; E11, E12: P70 S6 kinase (T229); E13, E14: RSK1/2; E15, E16: c-Jun; E17, E18: 
Pyk2; F1, F2: Hck; F3, F4: Chk-2; F5, F6: FAK; F7, F8: STAT6; F9, F10: STAT5a/b; F11, 
F12: STAT1; F13, F14: STAT4; F15, F16: eNOS; F17, F18: negative controls; G1, G2: 
positive controls; G5, G6: negative controls. 
Western blotting was performed using NuPAGE gels and nitrocellulose membranes. 
Immunoreactive bands were visualized by chemiluminescence using a LAS4000 apparatus. 



Results were integrated using Gel analyst software® (Claravision). The nuclear and cytosolic 
extracts were prepared as previously described (3). For immunoprecipitation, cells were lysed 
in RIPA buffer and precleared with protein-A sepharose. The supernatants were incubated 
with the anti-phosphotyrosine or anti-YAP antibody at 4°C overnight and then with protein-A 
sepharose for additional 1h. The protein-A sepharose was washed three times with Tris buffer 
(10mM Tris, pH 7.4) and bound proteins were eluted in SDS sample buffer and boiled for 5 
minutes. 
 
Confocal microscopy 
Cells were grown on lab-Tek chamber slide, fixed with 3% paraformaldehyde, permeabilized 
with 0.2% saponin and incubated with anti-c-Yes antibody, diamidino-2-phenylindole and 
Texas-Red-labelled phalloidin. Alexa-488 conjugated secondary antibody was used. Slides 
were visualized with a Zeiss LSM710 confocal microscope. 
 
Real-time PCR 
Total RNAs were isolated with the Nucleospin II Extraction kit (Macherey Nagel, Duren, 
Germany). Messenger RNAs were retrotranscribed from 2 μg total RNA by using the High- 
Capacity cDNA Archive Kit according to the manufacturer’s instructions (Applied 
Biosystems, Foster City, CA). PCR was performed using the Sso Fast Evagreen SuperMix kit 
according to the manufacturer’s protocol and the CFX 96 real time PCR system (Biorad). The 
forward and reverse primers used were as follows: 5’-tgaatggcacgaatccaagag-3’ and 5’-
cacgtcgggttatctcct-3’ for ALDH1A3, 5’-gccattaaaggcagctgttc-3’ and 5’-agcactgtgccaggtatcac-
3’ for YAP, 5’-gtgtcaccatgtccgtcatct-3’ and 5’-aaaggcgttacccctgaggat-3’ for c-Yes. The level 
of expression of each gene was normalized to the mRNA level of GAPDH housekeeping gene 
(forward 5’-ccacatcgctcagacaccat-3’ and reverse 5’-ccaggcgcccaatacg-3’). 
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