
Supplementary Materials and Methods 

Immunohistochemistry, Immunofluorescence, TUNEL staining 

4 µm-thick UM-PDX-HACC-5 tissue sections (Fig. 1A) were incubated at 600C, deparaffinized in 

xylene and rehydrated in ethanol. Citrate Buffer Antigen Retrieval kit (Dako, Carpinteria, CA, 

USA) was used to reveal epitopes. Tissues were permeabilized by incubation with 0.1% Triton 

X-100 and the endogenous peroxidase activity was blocked using 3% hydrogen peroxide. 

Sections were incubated with mouse anti-human p53 (1:200) (Santa Cruz) for 

immunohistochemistry (IHC) or p53 conjugated with secondary fluorescent antibody (1:100) 

(Alexa Fluo® 488, Thermo Fisher) for immunofluorescence (IF), overnight at 40C. The 

EnVision™+ system (Dako) and 3,3-diamino benzidine (Dako) were utilized for visualization 

(IHC). Prolong Gold Anti-fade Reagent with DAPI (Invitrogen) was used to mount slides for 

immunofluorescence. For terminal deoxyribonucleotide transferase-mediated nick-end labeling 

(TUNEL), tissue slides were incubated with the In Situ Cell Death Detection Kit Fluorescein 

(Roche, Basel, Switzerland). In all cases, isotype-matched non-specific IgG was used as 

negative control. Slides were visualized under light or fluorescence microscopy (Leica DM 

5000B), when indicated, and images were taken with Q-Capture Pro 7 (Q-imaging). 10 fields (at 

400x magnification)/slide were randomly selected and percentage of positive cells were quantify 

using ImageJ (NIH) software. Data were obtained from triplicate samples per condition.  

  



Supplementary Figure Legends 

Supplementary Figure S1. Treatment with MI-773 and/or cisplatin is not toxic to mice. Graph 

depicting mouse weight during the experimental period. Data were normalized against pre-

treatment weight. 

Supplementary Figure S2. Representative photomicrographs of UM-HACC-5 and -6 cells 

exposed to 1 µM MI-773 and/or 2 µM cisplatin, or vehicle control, for 72 hours in vitro. 

Supplementary Figure S3. Representative graphs depicting the number of UM-HACC-5 (A) 

and -6 (B) cells in each cell-cycle phase after treatment with 1 µM MI-773 and/or 2 µM cisplatin, 

or vehicle control, for 24 hours.  

Supplementary Figure S4. Representative photomicrographs obtained by 

immunofluorescence for ALDH (green) in UM-PDX-HACC-5 tumors treated with MI-773 and/or 

cisplatin. ALDH-positive cells are predominantly observed in vehicle and cisplatin groups 

(details) and are apparently located in close proximity to blood vessels (*) and nerve structures 

(N). Scale bar represents 50 µm (400x).  










