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Figure S1. Setting up of the biological platform used to measure canonical WNT/β-catenin pathway activity in HEK293 cells. 
(A) HEK293 cells were transfected with cDNAs coding for the WNT reporter construct TCF-wt GFP and the WNT receptor FZD4. 
Activation of the pathway by WNT5A (a FZD4 agonist) induces expression of GFP. The histogram shows the increase in WNT 
pathway activity upon treatment with WNT5A, in the presence or in the absence of the WNT receptor FZD4. The measured 
increase in GFP expression upon treatment with WNT5A relies on the presence of a functional TCF/LEF sequence. Indeed, 
WNT5A does not increase GFP expression in cells transfected with a mutant WNT reporter GFP construct (TCF-mut GFP) or in 
cells transfected with a constitutively expressed GFP (cmv GFP). (B) Effect of NFAT and PKC inhibitors on the WNT pathway 
activity elicited by WNT5A. Values are reported as mean +/- SEM (n=5). *** P<0.05.  

 

 

 



 

Figure S2. AAE and LAE inhibit WNT/β-catenin in HEK293 cells. (A-B) Dose-response curves represent AAE (A) and LAE (B) 
modulation of WNT/β-catenin pathway in HEK293 cells co-expressing FZD4 and either TCF-wt GFP (green curve), TCF-mut GFP 
(blue curve) or cmv GFP (magenta curve). Values indicate changes in GFP expression. (C) WNT pathway activity (green bars) and 
cell viability (magenta bars) of HEK293 cells coexpressing FZD4 and TCF-wt GFP and cultivated in the absence (-) or in the 
presence of the indicated concentration of LAE ( or of the corresponding dilution of DMSO). Values on the left axes indicate 
changes in GFP expression (a.u.). Values on the right axes indicate changes in cell viability expressed as percentage of untreated 
cells (-).Values are reported as mean ± SD (n = 3 replicates). 

 



 

 

 

 

 

Figure S3. WNT/β-catenin pathway activity in CaCo-2 cells. Non-confocal immunofluorescence showing the intracellular 
localization of β-catenin in CaCo-2 cells. β-catenin (red channel) is localized on the Plasma Membrane in almost all the cell 
population. Only a small percentage of cells (here indicated by the arrows) present β-catenin localized in the cytoplasm and in the 
nucleus. As shown by the activity of the construct TCF-wt GFP (green channel), these cells present an active WNT pathway. 

 

 


