
Figure legends for Supplementary Figures (O’Toole, et al) 
 
Supplementary Figure 1. Quantitation of cell migration data from Figure 4b. Migrated 
cells were counted and graphically represented. 
 
Supplementary Figure 2. H&E staining of HT-29 xenograft tumors from Figure 5a. HT-
29 tumors from Figure 5a were sectioned and stained with hematoxylin and eosin (H&E) 
in order to compare levels of viable cells in tumors treated with IMC-41A10 versus 
control IgG. Non-viable cells are not stained by H&E. 
 
Supplementary Figure 3. IMC-41A10 slows the growth of non-established HT-29 
xenograft tumors. HT-29 cells were injected sub-cutaneously into nude mice. IMC-
41A10 was administered one day later at 40 mg/kg or 80 mg/kg every three days for the 
duration of the study. 
 
Supplementary Figure 4. HT-29 and NCI-H292 cells do not produce MSP. HT-29 and 
NCI-H292 cell line and tumor lysates were prepared and tested for MSP expression by 
IP/Western and Western. The bands in lanes 2 and 3 of the IP/Western are heavy and 
light chain Ig bands from the MSP antibody used for immunoprecipitation. 
 
Supplementary Figure 5. IMC-41A10 does not lead to down-regulation of RON levels 
in vitro or in vivo. a) Cultured HT-29 cells treated with IMC-41A10 for 4 and 24 hours 
were tested for down-regulation of RON levels by Western blot analysis. An anti-IGF1R 
antibody (IMC-A12) was used as a positive control on MCF7 cells. b) Western blot 
analysis of RON levels from HT-29 xenografts treated by IMC-41A10 or control IgG. 
 
Supplementary Figure 6. IMC-41A10 does not suppress VEGF production or induce 
apoptosis. a) HT-29 cells were exposed to IMC-41A10 or control IgG for 24 and 48 
hours. VEGF secretion was measured by ELISA. b) Western analysis to detect cleaved 
PARP and Caspase-9 in HT-29 cells treated with IMC-41A10. 
 
Supplementary Figure 7. IMC-41A10 does not elicit in vitro CDC or ADCC activity. a) 
Determination of whether IMC-41A10 elicits CDC activity in HT-29 and NCI-H292 cells. 
CDC was measured using the LDH Assay Kit (Roche). Briefly, target cells (Ron-
expressing were seeded into 96-well plates in triplicate at 10,000 cells per well.  IMC-
41A10 or a control human IgG was added at the indicated final concentrations. In 
addition, anti-HLA class I (A, B and C) antibody W6/32 (Novus) was used as a positive 
control. Maximum Release wells were set up by adding Triton X-100 to target cells. 
After incubation for 2 hours, rabbit serum complement (Accurate Chemical) was added 
to antibody-treated target cells. The plate was incubated at 37°C for 2 h and cells were 
then incubated with LDH reaction mixture and fluorescence measured. Percent 
cytotoxicity was calculated using the following formula: ([release in antibody-treated 
group – release in complement-alone group] / maximum release) x 100%. b) IMC-41A10 
and Erbitux were tested for their ability to induce ADCC activity in DIFI cells, which 
express high levels of EGFR and RON. Peripheral blood monocuclear cells (PBMCs) 
were collected from normal volunteers and supplemented with 10% FBS and IL-2. They 



were allowed to proliferate for 4 days wherein NK cells were enriched using a negative 
selection kit. Target cells were collected with cell dissociation buffer and plated at a 
density of 10000 cells/well in 50ul, in a 96 well U bottom plate.  NK enriched cells were 
then added at varying Effector:Target (E:T) ratios.  Plates were incubated for 4 hours at 
37°C.  Cells were pelleted and 100ul of supernatants were gently transferred to 96 well 
flat bottom plates.  100ul/well LDH assay reagent (Roche) was added and absorbance 
read at 490nm.  Target spontaneous (no antibody, no Effector) and Target maximum (No 
antibody and 50ul 4% Triton X-100 added instead of Effector) and Effector + Target 
Spontanious (No antibody) were also determined, along with media alone (No antibody, 
no Target, no Effector).  Percent cytotoxicity was calculated at a given E:T ratio as: 
(experimental OD - effector spontaneous – target spontaneous) / (Target Maximum – 
Target spontaneous) * 100. Percent specific lysis is reported as antibody percent 
cytotoxicity – negative control percent cytotoxicity. 
  
 
  


