
Legends to Supplementary Figures 
 
Table 1:   Selectivity against BMS-754807:  The primary screen for BMS-754807 is an 

in vitro kinase assay using recombinant human IGF-1 receptor enzyme in biochemical 

assays using synthetic peptide KKSRGDYMTMQIG as a phosphoacceptor substrate.  

The selectivity profile was evaluated against multiple recombinant enzymes that were 

generated at BMS or purchased externally. The enzymatic assays were performed in U-

bottom 384-well plates using a 30 μl reaction volume in assay buffer (100 mM Hepes pH 

7.4, 10 mM MgCl2, 0.015% Brij35 and 4 mM DTT).  The 60 minute reactions were 

initiated by combining ATP (concentration equivalent to Km ATP), 1.5 μM fluorescein-

labeled peptide substrate, enzyme and test compounds. The reactions were terminated 

with EDTA. The reaction mixtures were analyzed on the Caliper LabChip 3000 by 

electrophoretic separation of the fluorescent substrate and phosphorylated product. 

Inhibition data were calculated by comparison to enzyme-free control reactions for 100 % 

inhibition and vehicle-only reactions for 0 % inhibition.  Compounds were dissolved in 

dimethylsulfoxide (DMSO, 10mM stock) and evaluated at eleven concentrations. IC50 

values were derived by non-linear regression analysis of the dose response curves. 

 

Table 2:  Effects of BMS-754807 in IGF-1R, TrkA and Met-driven cell lines 

*IGF-1R-Sal: Derived from an IGF-1R-Sal tumor xenograft with CD8-IGF-1R fusion 

protein (IGF-1R constitutively activated).  **CD8-TrkA:  RKE cells transfected with 

CD8-TrkA fusion protein.  ***GTL-16:  Met-driven gastric carcinoma cell line.  Cell 

assays were carried out in media containing 0.5% FBS.  In vitro Kinase Activity IC50:   

As described above.  Cell specificity:  IC50’s were determined by [3H]-thymidine 

incorporation after exposure to compound for 72hrs in media supplemented with 10% 

FBS.  Autophosphorylation:  Cells were exposed to no compound, or to increasing 

concentrations of compound in media with 10% FBS for 1hr.  Whole cell lysates were 

analyzed for pIGF-1R, pTrkA or pMet by Western Blot (Odyssey Infrared Imaging 

System (Li-Cor Biosciences; Lincoln, NE). 
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Table 3:  Individual IC50 values for BMS-754807 in the cell lines shown in Figure 2 

Cells were grown at their optimal density in RPMI medium+GlutaMax™ supplemented 

with 10% FBS, 10mM Hepes, penicillin and streptomycin. Cell proliferation was 

evaluated by incorporation of [3H]-thymidine (GE Healthcare) into DNA after exposure 

of cells to BMS-754807 for 72hrs.  

 

Table 4:  Tabulated summary of inhibition of phosphorylation of IGF-1R, Akt, and 

MAPK in IGF-1R-Sal, Rh41 and Geo cell lines. 

A tabulated summary of the level of inhibition of phosphorylation of IGF-1R,  

Akt and MAPK derived from Western blot data that is shown in Figure 2.  

 

Table 5:  Oral Glucose Tolerance Test (OGTT):   An OGTT study was performed in 

mice (Nu/Nu) treated with vehicle PEG400/H20 (80:20) alone, or with BMS-754807 at 

varying concentrations (3.125, 12.5, 25, 50mg/kg (efficacy was observed at all doses);   

insulin levels were measured at the end of the study (2 hrs) by Elisa assay (Crystal Chem 

Inc, #INSKR020). Circulating levels of BMS-754807 were also measured by LC/MS/MS.  

The 7 point standard curve ranged from 1 to 4000 ng/mL and was fitted with a linear 

regression weighted by reciprocal concentration (1/x). 

 

Table 6:  In vitro combination: a) studies were performed by using either a dilution of 

drug ratios or the addition of a fixed concentration of one drug to a full concentration 

curve of the second drug.  Cells were exposed to compound for 72hr, then pulse-labeled 

with [3H]-thymidine for 4hrs.  Drug combination results are representative of 3 trials, and 

were assessed by fraction graphing, Isobologram Analysis, or Combination Index 

calculations. The combination index (CI = (a/A) + (b/B)) was calculated using the 

method of Chou and Talalay (21), where:  Synergy= <1.0; Additivity=1; 

Antagonism=>1.0. 
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Figure 1:  BMS-754807 Ambit Selectivity Profile:  (a). Kinase selectivity was 

determined using the AMBIT Platform against a panel of 317 serine/threonine and 

tyrosine kinases. BMS-754807 was shown to have a predicted target activity (Kd <100 

nM.) in only 29 additional kinases, albeit at a reduced potency relative to the IGF family.  

(b). Radial Plots demonstrate compound potency and selectivity for the various kinases.  

Each color represents kinase class (RTI’s, STE’s, etc).  Each individual line represents 

binding potency to a specific kinase with the length of the line indicating the potency.  

Lines extending to the outer ring represent potent inhibition i.e., 0% control.  Binding of 

>33% control predicts for a Kd >0.5uM. 

 

Figure 2:    Oral Glucose Tolerance Test (OGTT):  An OGTT study was conducted in 

mice as described in Supplemental, Table 5. 

 

 

 

 

 

 

 
 
 
 
 


