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Figure S1. Validation of G3PP antibody by western blot analysis. (A) Western blot analysis of G3PP protein expression in two 
normal prostate epithelial cells (RWPE and PZ-HPV7) and four prostate cancer celllines (LNCaP, PC3, 22Rv1 and DU145) (B) 
Western blot analysis of prostate cancer cells transfected with Vector (CTR) or  G3PP pcDNA G3PP (overexpression). (C) Liver 
specific deletion of G3PP/PGP using AAV8-TBG-cre virus, in vivo, in G3PP fl/fl mice. Male, 8 weeks old, G3PP flox/flox (fl/fl) 
mice fed standard chow diet (15% fat by energy; Harlan Teklad, Madison, WI, USA) received a single injection through the tail 
vein of AAV8-TBG-Cre (L-KO) or AAV8-TBG-eGFP (control) or only saline (control) (viral dose: 5×1010 Genome Copies/mice). 
After 4 weeks, the mice were sacrificed and different tissues were collected and hepatocytes were isolated from the livers by in 
situ collagenase (type XI; Sigma) perfusion. To validate G3PP deletion, protein was extracted from different tissues and 
hepatocytes and 40 µg of protein from each extract was used for western blot (primary Ab.: G3PP/PGP Antibody (E-10) (sc-
390883) at dilution 1/1000; secondary Ab. m-IgGκ BP-HRP (sc-516102)  at 1/10000 dilution). For all the tissues GAPDH was 
used as a housekeeping protein (loading control) except for the Adipose tissue for which α-tubulin was used.  Results clearly 
demonstrate hepatocyte specific deletion of G3PP/PGP by the AAV8 mediated cre-recombinase expression. For all the normal 
and cancer cells β-actin was used as the housekeeping protein (loading control). 

 
Figure S2. Validation of G3PP expression by immunohistochemistry and tumor core analysis using Visiomorph software. (A) 
Immunohistochemical staining of G3PP in human prostate cancer TMA. Representative images of Positive control (Staining with 
G3PP antibody; (E-10; sc-390883)) and negative controls (Mice Isotype IgG2a and absence of primary antibody). (B) G3PP 
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expression assessed by immunohistochemistry in three prostate cancer cell lines. (C) Determination of mean intensity of G3PP 
epithelial expression using semi-automated analysis protocol packages (APPs) of Visiomorph software. Representative image of 
IHC staining of G3PP (Left). Representative image of Visiomorph mask used to calculate Mean Intensity (MI) (Right) 

Table 1. Univariate and multivariate Cox regression analyses predicting biochemical recurrence in the TF123 and CPCBN co-
horts after overall follow-up. 

 

Table S2. Univariate and multivariate Cox regression analyses predicting bone metastasis developement in the TF123 and 
CPCBN TMA cohorts after overall follow-up. 
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