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Figure S1, related to Figure 1. p62 is overexpressed in the epithelium of human prostate
tumors.

(A) p62 levels are increased in the epithelium of primary PCa tumors as compared to normal
samples, and (B) are upregulated upon PCa progression. Analysis of TMA of Figure 1A. The H-
score, the staining intensity of p62 in epithelium x the proportion of cells with the observed

intensity, was used to grade p62 expression levels in each sample. Students t test (*p < 0.05,**p

<0.01).


http://www.editorialmanager.com/cancer-cell/download.aspx?id=417046&guid=27123452-f4dc-4eef-bd45-1b39bdf7ff11&scheme=1
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Figure S2, related to Figure 2. p62 deficiency in the stroma promotes a CAF and an
inflammatory phenotype.

(A) Genes differentially expressed between orthotopic tumors from WT and p62 KO mice were
subjected to NextBio analysis to identify biosets that contain similar genes. Venn diagrams
show the number of common and unique genes in both sets. (B and C) Differentially expressed
genes in orthotopic tumors from p62 KO mice analyzed by GSEA against C5 biological
processes of the MSigDB database. (B) The top-ranked twenty gene sets enriched in p62 KO
tumors are shown. (C) Leading edge genes of the “response to wounding” gene set. (D and E)
Differentially expressed genes in orthotopic tumors from p62 KO mice analyzed by GSEA
against C2 curated gene sets of the MSigDB database. (D) GSEA plot of the selected “stromal
stimulation” gene set. (E) Leading edge genes of gene set of D. (F and G) Leading edge genes

of selected gene sets enriched in p62 KO tumors from analysis shown in (B).
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Figure S3, related to Figure 3. Loss of p62 in the prostate stroma promotes
tumorigenesis in the prostate epithelium.

(A-C) H&E-stained organotypic cultures of different type of PCa cells: Myc-CaP (A), PC3 (B)
and PNT2 (C) combined with fibroblasts from WT and p62 KO mice. Right panels show
quantification of PCa cell invasion and proliferation of the organotypic experiments. (D) H&E-
stained organotypic cultures of Myc-CaP cells with macrophages from WT and p62 KO mice.
Right panels show quantification of PCa cell invasion and proliferation of the organotypic
experiments. (E) The TGFp ninnnnnnrrl SB431542 effectively blocks TGFBsignaling as
determined by immunoblot with pSMAD2. (F-H) Selective knockdown of IL-6 in p62 KO
fibroblasts reverted increased IL-6 (F) and TGFB G production as determined by ELISA, as well
as PCa invasion as determined by modified Boyden chamber assay (H). (I) Addition of IL-6 to
p62/IL-6 DKO fibroblasts restored TGFplevels. IL-6 was added for 48 hr and TGFp (1111 Ilevels
were determined by RT-PCR. (J) PCa invasion determined by modified Boyden chamber assay
in fibroblasts from the different genotypes. IL-6 was exogenously added to p62/IL-6 DKO
fibroblasts. Data are means + SEM (n = 4). *p < 0.05, **p < 0.01. **p < 0.001, ****p < 0.0001.

Scale bars, 100 pm.
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Figure S4, related to Figure 6. p62 role in prostate stroma of PTEN" mice.

(A-C) IL-6 ELISA (A) and RT-PCR of IL-6 (B) and c-Myc (C) in prostate stromal cells from
PTEN" and PTEN"/p62 KO mice (n = 6). (D) p62 levels are downregulated in the prostate
stroma of PTEN"" mice. Immunostaining of p62 (green) and DAPI (blue) were performed in
prostate sections of WT and PTEN" mice of 9 months of age (n = 4). *p < 0.01, **p <

0.0001. Scale bar, 25 um. Results are presented as means + SEM.
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Figure S5, Related to Figure 7. p62 signature in human stroma.

(A) Heat map of the top 25 genes differentially expressed (FDR > 0.0002 and fold > 1.5) in the
top 25% versus the bottom 25% of human stroma samples ranked by p62 expression levels.
Expression data were extracted from the GSE9014 dataset. Blue and red in the heatmap
indicate genes that are underexpressed or overexpressed, respectively. (B-H) A positive
significant correlation of gene expression between p62 and ATPVOE (B), VPS16 (C), VAPB (D),
RSP3 (E), RPL9 (F), LAPTMS (G), and elF4E (H) is shown for human stromal samples from the

GSE9014 dataset.





