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Mice, tumor scoring and immunohistology 
Animal procedures were carried out according to APAFiS permit #16115 approved by the French Ministry of Agriculture.  Mucdhl+/+ and Mucdhl-/- mice (B6;129S5-Cdhr5tm1Lex/Mmucd) were obtained through homologous recombination targeting exon 1-7 of Cdhr5 (1) and provided by the MMRRC (University of California, Davis, CA).  Genotypes were verified by PCR as recommended and analyses were performed on littermates. 
ApcΔ14/+; Mucdhl+/+ and ApcΔ14/+; Mucdhl-/- compound animals were obtained by successive breeding with ApcΔ14/+ mice (2) provided by Christine Perret (Institut Cochin, Paris, France).  Animals were sacrificed by cervical dislocation at 6-8 months when symptoms of neoplasia (bleeding, anemia, behavior) usually appeared.  The whole intestinal tract of each mouse was removed, flushed with PBS, opened longitudinally, spread flat and fixed with 4% paraformaldehyde.  Number, approximate size (microadenoma: 0.5-5 mm; macroademoma: > 5 mm) and location of polyps were assessed under a dissecting microscope.  1-2 tumors /mice were collected for histological analyses.
Paraformaldehyde-fixed tissues were embedded in paraffin and sectioned before staining with hematoxylin-eosin or processing for immunohistology (3) with various antibodies (Supplementary Table S1).  Sections were observed on an Axiophot or Axio Imager Z2 microscope with the Axiovision software (Zeiss, Oberkochen, Germany). 

Plasmids
pRL-null was from Promega and pEGFP-C1 from Clontech Laboratories, Inc (Mountain View, CA).  pcDNA4/TO was from Invitrogen (Carlsbad, CA).  pTopFlash, pFopFlash, pcDNA1 expressing Myc-tagged TCF4, and pCI-Neo expressing human beta-catenin S33Y were from H. Clevers (Utrecht University Medical Center, Utrecht, The Netherlands).  EGFR-GFP and pcDNA3 expressing Flag-tagged human-catenin WT or S33Y were from Addgene (Cambridge, MA; #32751, #16828, and #19286, (4)).
pcDNA4/TO-DHLM/HA that allows inducible expression of C-terminally HA-tagged full-length human MUCDHL M (NP_112554.2) was described (5).  cDNAs encoding truncated versions of MUCDHL M were generated by PCR (Platinum® Pfx Polymerase, Invitrogen) using pcDNA4/TO-DHLM/HA as template, a common forward primer IFALL-DHLM-F and a specific reverse primer IF(AA STOP)-DHLM-R (AA corresponds to the aa replaced by a STOP codon) and sub-cloned into XbaI-KpnI-linearized pcDNA4/TO using the In-Fusion® HD Cloning kit (Clontech Laboratories, Inc) to generate pcDNA4/TO–M-648/HA, pcDNA4/TO–M-598/HA, pcDNA4/TO–M-572/HA, pcDNA4/TO–M-548/HA, pcDNA4/TO–M-524/HA, pcDNA4/TO–M-500/HA and pcDNA4/TO–M-470/HA.
pcDNA4/TO-M-∆466/HA was generated in 2 steps: first, a cDNA was produced by PCR (template: pcDNA4/TO-DHLM/HA; primers: E47DHL466F and X-DHLR) and inserted in the shuttle vector pCR®II TOPO (Invitrogen) to create TOPO-DHL466E47X; next, a PCR fragment (template: pcDNA4/TO-DHLM/HA; primers H-DHLPSF and E47-DHLPSR) encoding the signal peptide of MUCDHL M was sub-cloned in frame into TOPO-DHL466E47X using HindIII and E47III restriction sites to generate pcDNA4/TO-M-Δ466/HA.
PCR fragments corresponding to the extracellular and transmembrane domains of IL2R (template: IL2r/hE-cadherin-cytotail, #45773 from Addgene; primers: F-A and R-C) and C-terminal regions of MUCDHL (template: pcDNA4/TO-DHLM/HA or pcDNA4/TO–M-572/HA; primers: F-D and R-E) were combined into BamHI-XhoI-linearized pcDNA4/TO with the In-Fusion® HD Cloning kit to generate IL2r-∆500 and IL2r-PRO.
Each new construct was checked by sequencing (GATC Biotech, Konstanz, Germany) and sequences of primers are available upon request.

siRNA and RT-qPCR analyses
Control (Silencer Select siRNA Negative control n°2) and MUCDHL (Silencer® Select siRNA@CDHR5 s224288) siRNA duplexes were from Ambion (Waltham, MA).  Final concentration was between 5-10nM.  Silencing was checked by RNA extraction (5) followed by RT-qPCR analysis (6) using TaqMan probes (MUCDHL Hs01059246_m1, TBP Hs00427620_m1; Applied Biosystems, Foster City, CA).

Colony Formation Assays and Soft Agar Assays
For colony formation assays, 250 cells in 1 ml of medium were added to 1 ml of medium without or with doxycycline (2 µg/ml) in a well of a 6-well plate (3 replicates) and allowed to grow for 14 days before fixation (70% Ethanol), staining with Crystal violet (0.05% in PBS) and counting of the colonies.
For soft agar assays, cells were mixed with DMEM containing 10% FBS and 0.4% low melting point agarose (Promega, Madison, WI).  1.5 ml of this solution (containing 5000 cells) were added to each well of a 6-well plate previously coated with 1.5 ml of 0.6% low melting agarose (3 replicates).  After 30 min, 1 ml of growth medium without or with doxycycline (1 µg/ml) was added to each well.  Medium was changed every 2-3 days.  After 2 weeks, colonies were fixed, stained and counted. 

Transfections and Luciferase Assays
Plasmid transfections were performed as recommended with Jetprime (Polyplus Transfection) for protein assays and with JetPEI (Polyplus Transfection) for Luciferase assays.  siRNA transfections were done with Lipofectamine RNAimax (Invitrogen) as recommended by the supplier for short term analysis (2 days) or as described (6) for long term analysis (17 days).
Luciferase assays were done with the Dual-Luciferase Reporter Assay (Promega) as described (5).  Before EGF stimulation (30 ng/ml, 24h, Sigma), cells were serum-deprived (0% FBS) overnight.  For EGFR inhibition, cells were treated 24 hrs before lysis with AG1478 (20 µM; Enzo Life Sciences, Farmingdale, NY) or Cetuximab (5µg/ml, Merck Serono, Darmstadt, Germany).

Western Blot
Western blot analyses were performed as described (7) with primary and HRP-linked secondary antibodies listed in Supplementary Table S2.  Signals were revealed with ECL or ECL Prime (Amersham GE) and quantified with Image J or a PXI imaging system (Syngene, Bangalore, India).  Molecular weights (kDa) are indicated at the left of the blots.

Statistics
Methods used for statistical analyses are specified in each figure legend.  Sample sizes were chosen according to standard practices in the literature and are indicated in each figure legend. 
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