
Supplemental Figure 1. Effects of PF-562,271 on MAD08-608 cell migration, 

invasion and proliferation.  A, The migration of MAD08-608 cells was assessed 

using a transwell assay as described in Materials and Methods.  Cell migration 

was measured in response to IGF-I (100 ng/mL) and EGF (25 ng/mL) in the 

presence (hatched bars) or absence (black bars) of 0.1 μM PF-562,271 and 

compared to cells treated in a similar fashion in the absence of growth factor (-).  

B, Haptotactic migration of MAD08-608 cells was assessed using transwell 

assays in which the migration chambers were coated with Collagen-I.  Cell 

migration was measured in uncoated wells and in collagen coated wells in the 

presence (hatched bars) or absence (black bars;) of 0.1 μM PF-562,271.   * 

denotes p<0.05; bars denote standard error.  C, The inhibition of invasion of 

MAD08-608 cells by PF-562,271 was assessed using Matrigel invasion 

chambers.  Cell invasion was determined in either the absence of serum or in the 

presence of serum with (hatched bars) or without (black bars) PF-562,271.  * 

denotes p<0.05; bars denote standard error.  D, The effects of PF-562,271 and 

gemcitabine on in vitro MAD08-608 cell proliferation were measured as 

described in Materials and Methods.  Cells were treated with increasing 

concentrations of gemcitabine as indicated and cell proliferation assessed after 5 

days.  Cell proliferation was also measured following addition of increasing 

amounts of PF-562,271 in the presence or absence of gemcitabine as indicated.  

Bars denote standard error. 

Supplemental Figure 2.  Effects of treatment with PF-562,271 or gemcitabine 

on tumor macrophage and myofibroblast infiltration.  A, Representative 



photomicrographs (400X) of MAD08-608 tumor sections stained with an anti-

F4/80 antibody or B, stained with an anti-α-SMA antibody.  To assess the 

number of infiltrating macrophage/monocytic cells, tumors were harvested 

following treatment with gemcitabine, PF-562,271, or gemcitabine and PF-

562,271 and stained with an antibody to F4/80 (A) or antibody to α-SMA (B) as 

described in Materials and Methods.  The data represent the number of cells per 

high-powered field assessed in 7 sections from 3 individual tumors.  * denotes 

p<0.05 vs. control; ^ vs. gemcitabine; † vs. PF-562,271; bars denote standard 

error.  C, F4/80 and D, α-SMA immunostaining of tumors 1 week post-treatment 

with PF-562,271.  Animals were implanted with MAD08-608 and 1 week later 

treatment begun with PF-562,271.  Tumors were harvested at 1, 2 or 3 weeks 

post-implantation and sections stained with antibodies to F4/80 (C) or α-SMA (D).  

The data represent the number of positively stained cells per high powered field 

assessed in 7 sections from 3 individual tumors. * denotes p<0.05 vs. week 1; ^ 

vs. week 2 control; † vs. week 3 control; bars denote standard error. 

 


