
 



Suppl. Fig. 1. Establishment of organotypic tissue cultures (OTCs) from freshly-resected 

HNSCCs. A, Tumor-related features of included samples (n=24=). B, Number of punches from 

uncultured tumors and OTCs included in the final TMA. C, Evaluation of morphology (H&E) 

upon culture in tumors of different anatomic subsites (larynx, oropharynx and oral cavity); 

morphology was preserved up to 3 days of culture and variably thereafter. D, Levels of MET 

expression were determined by immunohistochemistry at baseline and after 7 days, without 

significant changes in expression. E, Assessment of proliferation (Ki67 labeling index) at 

baseline, day 3 and day 7 in tumors with low, intermediate and high proliferation rates. No 

significant changes in Ki67 immunoreactivity were seen in any group after 3 days, whereas 

after 7 days there was a tendency for loss of cell proliferation in some tumors. F, Baseline 

tumors and OTCs after 3 days of culture did not reveal significant differences in Ki67 

expression (p=0.4275, paired t-test). 

 

 

 

 

 

 

 

 



 



Suppl. Fig. 2. MET expression and mutations in HNSCC. A, Representative images of 

immunohistochemical staining intensities in primary tumors, lymph node metastases (LNMs) 

and normal salivary gland tissue (larger image 20X magnification, size bar 100 µm; smaller 

image 40X magnification, size bar 50 µm). B, Frequencies of MET expression 

immunohistochemical intensities. High MET expression was found in 62.40% of primaries, 

53.63% of LNs and only 3.39% of normal tissue. No normal tissue was scored as 3+. C, MET 

expression in primaries and LNMs according to HNSCC anatomical subsites. D, Schematic 

representation of the MET receptor displaying mutations identified in our screening approach. 

E, Relative abundance of mutated alleles in primaries vs. lymph node metastases. F, 

Characteristics of patients whose tissues were used for mutational screening. G, Individual 

details of patients with MET-mutated HNSCC. 

 

 

 

 

 

 

 

 

 



 

 



Suppl. Fig. 3. Effects of tepotinib in vitro. EC50 value determination and effect of tepotinib on 

plating efficiency in vitro. A-E, EC50 values were determined by exposing cells to increasing 

concentrations of tepotinib (0-10 µM) for 72 hours. Cell proliferation was evaluated with a 

resazurin reduction based assay after 72 hours. F, For evaluation of plating efficiency, cells 

were seeded onto 6-well plates and treated with tepotinib (100 nM) or DMSO for 8-12 days. 

After this period, colonies of >50 cells were then quantified and plating efficiency was 

calculated using the formula “colonies/plated cells”. G-H, Cell migration in FaDu and Detroit-

562 cells. Cells were plated and left to attach. Subsequently, cells were treated with tepotinib 

(50 nM and 100 nM), and irradiated after 6 hours. Invaded area was determined after 48 

hours. I, SF/HGF induced cell migration in cells with low basal MET expression. Cells were 

plated and left to attach. Serum-starvation took place for 12 hours and cells were then 

stimulated with exogenous SF/HGF 50 ng/ml for 6 supplementary hours. Thereupon, tepotinib 

(100 nM) or DMSO was added in complete medium (without removing SF/HGF), and 6 hours 

later IR (6 Gy) was delivered. Cells migration was followed for 48 hours. P-values: *<0.05, 

**<0.01, ***<0.001.  

 



Suppl. Fig. 4. Effects of pre- and post-irradiation tepotinib treatment. Administration of 



tepotinib (50 and 100 nM) 16 hours prior or after IR (6 Gy) did not significantly alter final 

results. Surviving fraction normalized to plating efficiency and corrected for drug toxicity 

(upper panels) and representative images for UM-SCC-81A (A) and UM-SCC-81B (B). C, 

Radiosensitization was determined by calculating radiation enhancement ratios (RER). RERs 

significantly superior to 1 according to one-sample t tests (shown in bold characters in italics) 

indicate radiosensitization. 



 

Suppl. Fig. 5. Responses to MET inhibition and IR in OTCs. A, Comparisons of responses 

(expressed in variation of percentage of Ki67 positive nuclei, Δ[Ki67%]). P-values: *<0.05, 

**<0.01; calculated with one-sample t test). B, Single MET inhibition (tepotinib 1 µM) did not 

lead to significant reduction of Ki67 expression in any of the identified patterns.  

 



 



Suppl. Fig. 6. Mechanisms of radiosensitization in vitro. A, Live-dead assays were performed 

as described in the legend of Fig. 5, in 3 cell lines sensitized to IR by MET inhibition. P-values: 

*<0.05, **<0.01, ***<0.001. CyTOF analysis of expression of 19 proteins in cell lines treated 

with either DMSO or tepotinib for 16 hours prior to IR. Panels show the median arcsinh-

transformed expression of the proteins upon each treatment condition in UM-SCC-10B (Panel 

B) and HN5 (Panel C). The 95% confidence intervals are too small to be shown due to the large 

number of events analyzed (around 100,000 per cell line and treatment condition). D, Logistic 

regression analysis of all 19 included proteins. E, UM-SCC-10A, UM-SCC-81A, and UM-SCC-81B 

were exposed to DMSO or tepotinib (100 nM) 16 hours prior to IR. Cells were lysed 2 and 8 

hours after IR and γH2AX levels assessed by immunoblot. 

 


