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Supplementary methods 

TUNEL 

Apoptosis was assessed in paraffin embedded tissue sections from the xenograft tumors by 

terminal deoxynucleotidyl transferase-mediated nick and labeling (TUNEL), using the in situ 

cell death detection kit (Roche, Basel, Switzerland), according to the manufacturer’s 

instructions. 

Flow Cytometry 

UM-SCC-74A cells were seeded in 6 well plates at a density of 5x104 per well. Cell culture 

medium was replaced with DMEM containing drugs or vehicle. Cells were treated with 

several different regimens, as described (Supplementary Fig. S3).  Cells were assessed for 

apoptosis and cell cycle by hypotonic lysis and staining of DNA with propidium iodide (PI) 

followed by flow cytometry, as we described previously (26). 

Western Blot Analysis 

HDMEC and UM-SCC-74A cells were exposed to taxotere and/or AT101 at the IC50 or 2xIC50 

for 24 hours. Whole-cell lysates were resolved by electrophoresis and membranes were 

probed overnight at 4°C with a 1:1,000 dilution of hamster anti-human Bcl-2 monoclonal 

antibody (BD Biosciences, San Diego, CA). Membranes were exposed to appropriate 

peroxidase-coupled secondary antibodies and proteins were visualized with enhanced 

chemiluminescence (Thermo Scientific, Waltham, MA). 
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Supplementary figure legends 

Supplementary Figure S1. Effect of combination therapies on liver and lungs. Mice treated 

with weekly AT101+taxotere, daily AT101+taxotere, or vehicle controls underwent autopsy 

immediately after euthanasia. Liver and lungs were fixed, paraffin embedded, and tissue 

sections were stained with hematoxilin/eosin. Histopathological analysis was performed by 

an experienced pathologist blinded for experimental conditions.  

Supplementary Figure S2. Tumor cell apoptosis induced by combination therapies in vivo. 

Representative images of histological sections stained for TUNEL for identification of 

apoptotic cells. The apoptotic cells can be identified by dark brown staining in the nucleus. 

Bottom row depicts higher magnifications of the areas encompassed by the black boxes. 

Please note that the areas selected localized at approximately the same distance from the 

tumor periphery.  

Supplementary Figure S3. Effect of combination therapies on apoptosis and cell cycle. UM-

SCC-74A cells were exposed to IC50 concentrations of AT101 and/or taxotere for 72 hours. 

Alternatively, cells were pre-treated for 24 hours with either taxotere or AT101, and then 

treated for 48 hours with both drugs together. Immediately after treatment, cells were stained 

with propidium iodide and subjected to flow cytometry. A, graph depicting the proportion of 

apoptotic cells (sub-G0/G1). Different letters depict significant differences at P<0.050. B, 

graph depicting the percentage of viable cells in each phase of cell cycle. C, representative 

graphs depicting the effect of AT101 and taxotere on UM-SCC-74A cell cycle. Experiments 

were done in triplicate wells per condition. Each graph is representative of three independent 

experiments. 

Supplementary Figure S4. Effect of combination therapies on Bcl-2 expression. A,B, 

Western blot analysis of Bcl-2 expression in HDMEC and UM-SCC-74A exposed to taxotere 

and/or AT101 at the IC50 or 2xIC50 for 24 hours.  


