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Supplementary Figure S1.- Gal-3 is expressed on macrophages and stellate 
cells.  (A) Liver sections from WT mice fed normal diet, 12 day CDE diet 
(hepatocelluar injury) or 14 day DDC diet (biliary injury) were immunostained 
for left: Gal-3 (green) and alpha-SMA (red) and right: Gal-3 (green) F480 (red).  
Nuclei were stained with DAPI (blue). Arrows show dual positive cells.  (B) Non-
parenchymal cells from DDC fed WT mice were stained for lineage mix-PE and 
F480-APC and Gal-3-FITC and analysed by flow cytometry.  Gal-3 
immunofluorescence was determined in macrophages (F480+) and stellate cells 
(Lineage- autofluorescent V450.  
 
Supplementary Figure S2.- (A) Ki67 staining in the livers of CDE treated 
mice.  Liver sections from WT and Gal-3(-/-) mice (n=5) fed CDE for 12 days 
were immunostained for Ki67 to identify proliferating cells.  Hepatocytes are 
indicated with arrows. (B) YM-1 staining in CDE and DDC treated livers.  WT and 
Gal-3(-/-) mice fed 12 day CDE diet or 14 day DDC diet were immunostained for 
the M2 macrophage activation marker YM-1. 
 
Supplementary Figure S3.-  Inflammatory cell infiltrate in CDE treated mice. 
Liver sections from WT and Gal-3(-/-) mice fed 12 day CDE diet were 
immunostained for CD3 (T cells), Ly6G (neutrophils) and F480 (macrophages).. 
 
Supplementary Figure S4.- Gal-3 does not effect hepatocyte regeneration 
following partial hepatectomy. WT and Gal-3(-/-) mice (n=4) underwent 70% 
partial hepatectomy and livers were harvested at 48h.  The number of BrdU 
positive hepatocytes were counted per (x20) field.  
 
Supplementary Figure S5.- HPCs isolated by triple sorting for CD24, CD133 
and EpCAM.  HPCs were isolated from normal and 12 day CDE fed WT mouse 
liver by triple sorting for CD24, EpCAM and CD133. CD24 and EpCAM positive 
cells were all positive for CD133 and contributed 2.36% of the lineage-ve 
population in CDE fed mice and only 1.47% in control.  (B) WT HPCs formed 
colonies in collagen gel and single expanded clones were differentiated into 
hepatocytes (top) or biliary cells (bottom) and differentiation genes measured 
by pPCR.  (C) Triple sorted colonies were transfected with siRNA to Gal-3 or 
control duplex.  Under non-differentiating conditions Gal-3 transfected cells had 
increased expression of hepatocyte and biliary markers (n=4,  *P<0.05). 
 
Supplementary Figure S6.- Both laminin and Gal-3 are important to 
maintain HPC in an undifferentiated stage. BMOLs cultured on either plastic 
or laminin were differentiated using a combination of matrigel and EGF. Gene 
expression for CK19 (A), GT (B), Aquaporin-1 (C), HNF-4α (D) and albumin (E) 
was analyzed at different time points to determine the relative maturity of the 
cells in each condition. In each case the culture of HPCs upon laminin inhibited 
their expression of mature differentiated biliary and hepatocytic genes. A similar 
effect to that seen in Gal-3 (-/-) primary HPCs was observed in BMOL HPCs in 
which Gal-3 was knocked down by siRNA.  Inhibition of Gal-3 (F) rapidly induced 
induction of hepatocytic and biliary specification genes CK19 (G), GGT (H), 
Aquaporin-1 (I), HNF-4α (J) and albumin (K). Data represent mean + SEM, n=3; 



Asterisk denotes a significant deviation from the mean (n=4, 
*P<0.05;**P,0.01;***P<0.001). 
 
Supplementary Figure S7.- Gal-3 expressed by progenitor cells and 
macrophages facilitates adhesion and proliferation of HPCs within the laminin 
rich niche. 
 


