
 
 

Supplemental Figure Legends 

 

 

Supplemental Figure 1. Proteasome inhibition reverses the impact of GA on phospho-MET 

and total MET protein expression. A, NIH3T3/MET-Y1248H cells were treated with MG132 

(10 μM) 1h before treatment with 0.5 μM GA for an additional 8 h. Cells were collected, lysed in 

TNES buffer (50 mM Tris-HCl pH 7.5, 1% NP-40, 2 mM EDTA, 100 mM NaCl, plus protease 

and phosphatase inhibitors) and subjected to immunoblotting. B, MKN45 and NIH3T3/MET-

Y1248H cells were treated with either 0.5 μM GA or 100 μg/ml cycloheximide for the indicated 

times and then lysed in TNES buffer.  Equal amounts of total protein from each sample were 

subjected to immunoblotting.  

 

Supplemental Figure 2. Hsp90 stabilizes MET-Y1248H kinase activity and protects mutant 

MET from crizotnib inhibition in vitro. A, NIH3T3/MET-Y1248H cells were treated with 

indicated concentrations of ganetespib (16 h), then lysed in TNES buffer and subjected to 

immunoblotting. B, Inclusion of bacterially purified Hsp90 protein (50 nM) with bacterially 

purified, constitutively active MET-Y1248H protein (50 nM, Millipore) inhibits sensitivity to 

crizotinib (‘PF’) in an in vitro kinase assay (top 2 panels); pre-incubation with GA (100 nM) 

restores sensitivity to crizotinib (bottom 2 panels). Briefly, proteins were resuspended in kinase 

buffer (50 mM Tris-HCl pH 7.5, 10 mM MgCl2, 0.1 mM EDTA, 2 mM DTT). The kinase 

reaction was initiated by adding 0.2 mM ATP and incubating at 30˚C for 15 min. Kinase activity 

was assessed by visualizing MET autophosphorylation with appropriate antibodies. 

 

Supplemental Figure 3. Combination of crizotinib and ganetespib inhibits migration of 

wtMET-overexpressing cells. MKN45 cells in serum-free medium containing indicated drugs 

were added to upper wells of transwell chambers. After 48 h, migrated cells (e.g., cells appearing 

on the lower surface of the uncoated separating membrane) were stained and counted 

microscopically. Scale bar, 0.1mm. Data are graphically displayed as mean ± SD of triplicate 

experiments. *, P < 0.05 vs. control (unpaired Student’s t-test followed by Bonferroni test). 

 

 



 
 

 

Supplemental Figure 4. Ganetespib inhibits MET activity and downstream signaling in 

cells expressing TKI-sensitive MET mutants. NIH3T3 cells stably expressing either MET-

M1268T or MET-V1110I were treated, lysed and analyzed as described in Figure 4. 

 

Supplemental Figure 5. A dose range study of single agent crizotinib and ganetespib in 

wtMET-driven or mutant MET-driven tumor xenografts.  A, Athymic mice bearing wtMET-

driven MKN45 tumor xenografts were administered either crizotinib or ganetespib at the 

indicated dose and schedule for 3 weeks. Tumor volume was measured as described in Figure 6. 

Data are shown as mean ± SD (n=5/group). *, P < 0.05 vs. control (unpaired Student’s t-test 

followed by Bonferroni test). B, A dose range study of single agent crizotinib or ganetespib in 

TKI-resistant MET-Y1248H-driven xenografts. Athymic mice bearing NIH3T3 tumors stably 

expressing MET-Y1248H were administered either crizotinib or ganetespib at the indicated dose 

and schedule for 2 weeks. Tumor volume was measured as described in Figure 6. Data are shown 

as mean ± SD (n=5/group). *, P < 0.05 vs. control (unpaired Student’s t-test followed by 

Bonferroni test). 

 


