
Supplementary Materials and Methods 

Animals and Treatment: There were 22 mice in positive control and 25, 24, 27 mice in 

1%, 2% and 4% IP6-fed groups, respectively. IP6 (sodium salt) was purchased from 

Sigma (St. Louis, MO), and the freshly prepared solution (as the only source of drinking 

water) was supplied every 48h to the treatment groups; and the fluid consumption in both 

positive control and treatment groups was also recorded. As overall controls, non-

transgenic mice (n=5 mice/group) were fed with regular drinking water or 4% IP6 for 

same time. During the study, animals were permitted free access to AIN-76A rodent diet. 

Food consumption and animal body weight were recorded weekly, and the animals were 

monitored daily for their general health. Animal care and treatments were in accordance 

with Institutional guidelines and approved protocol.  

IHC Analysis. Paraffin-embedded sections were subjected to IHC analyses using 3, 3′-

diaminobenzidine (DAB) staining. Primary antibodies used were anti-PCNA 

(DakoCytomation); anti-VEGF (SantaCruz Biotechnology); anti-iNOS, anti GLUT-4 

(Abcam); anti- phospho Akt, anti-phospho p65, anti-phospho AMPK, anti-phospho ACC 

(Cell signaling). Biotinylated secondary antibodies used were rabbit anti-mouse IgG 

(DakoCytomation) and goat anti-rabbit IgG (SantaCruz Biotechnology). Apoptotic cells 

were identified by TUNEL (terminal deoxynucleotidyl transferase-mediated dUTP nick 

end labeling) staining using Dead End Colorometric TUNEL System (Promega Corp.,) as 

per vendor’s protocol. Positive cells were either quantified by counting brown-stained 

cells within total number of cells at 5 randomly selected fields at x400 magnification or 

represented as immunoreactivity (intensity of brown staining), scored as 0 (no staining), 

+1 (very weak), +2 (weak), +3 (moderate) and +4 (strong). 



MRI. Animals were anesthetized either with 2% isoflurane (volumetric MRI studies) or 

75mg ketamine/ 10mg xylazine i.p. (functional DCE-MRI studies). All images were 

processed using Bruker ParaVision software. For volumetric assessments, the total tumor 

volume was determined by multiplying the pixel volume by the number of pixels within 

the tumor area by hand-driving ROI (region of interest) with “track” command from each 

set of slices. For DCE-MRI, the T1-signal voxel intensities were calculated for the 

prostate gland and the muscle tissue (soleus) from each image. A compartmental 

pharmacokinetic model, using SAAM program (version 2, University of Washington, 

Seattle, WA), in which the tissue clearance of gadolinium was related to its transcapillary 

exchange in tumor and adjacent muscle tissue, was constructed based on T1-signal 

intensities as per Troiani et al 2007. The volume transfer constants (Ktrans), the 

extravascular fractions (Ve), and the areas under the T1-intensity curves (AUC and 

IAUC, total and for the first 90 seconds, respectively) were reported as a quantitative 

(Ktrans and Ve) and semi-quantitative (AUC and IAUC) end-points of tumor perfusion and 

permeability for gadolinium uptake. 

 

 

 

 

 


