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SUPPLEMENTARY MATERIALS AND METHODS 

Western blotting Analysis 

Total protein extracts from freshly frozen tissue samples (tumor and patient-matched 

normal mucosa) were prepared as previously described [59]. The HNSCC-derived cell 

lines (UT-SCC2, UT-SCC29, UT-SCC38, UT-SCC40 and UT-SCC42B kindly provided 

by Prof. R. Grenman from Turku University Finland [60] and FaDu from the ATCC) 

were lysed in Laemmli sample buffer and sonicated before centrifugation. Protein 

lysates (40 µg) were resolved by SDS–polyacrylamide gel electrophoresis (SDS–

PAGE) and transferred subsequently to nitrocellulose membranes (Amersham Protran, 

GE Healthcare). The membranes were blocked for 1h with Odyssey blocking buffer 

and incubated overnight with the following specific primary antibodies at 1:1,000 

dilution: phospho-SRC (Y419) (Invitrogen # 44-660G), total SRC (Santa Cruz 

Biotechnology # sc-8056), and Anti-GAPDH clone 6C5 (Merck Millipore # MAB374; at 

dilution 1:10,000). The IRDye Infrared Fluorescent secondary antibodies IRDye 800CW 

and IRDye 680RD were used for detection. Membranes were scanned with the 

Odyssey Fc Dual-Mode Imaging System (LI-COR Biosciences) using the red (700 nm) 

and green (800 nm) channels and signal density analysis was performed using Image 

Studio Lite software (LI-COR, Nebraska). Results were normalized to GAPDH as 

loading control. 
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SUPPLEMENTARY FIGURES 

 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
Supplementary Figure S1. (A) Western blot analyses of p-SRC (Tyr419) and total 

SRC in tumor samples (T) and patient-matched normal mucosa (N) from 4 HNSCC 

patients. Patients #1-3 are examples of positive expression of active SRC by IHC 

(scored as 2 and 3, moderate to strong), while patient #4 showed negative expression 

of active SRC (scored 1, low). GAPDH levels were used as loading control. (B) 

Quantification of the infrared fluorescent signals from the Western blot analyses shown 

in A. Data is relative to N1 (C) Western blot analyses of p-SRC (Tyr419) and total SRC 

in a panel of HNSCC-derived cell lines. (D) Quantification of the infrared fluorescent 

signals from the Western blot analyses shown in C. Data is relative to UT-SCC29.  

 


