F&TH

FETH

G2 EFH G2 G2 EPH EFH G2 G2
i o R N ™y [ RY i N B
1 2 1 2
- ej——— @-—-— e Akivizse A @_ ______ g T
] o - - - - —-—— -
-+ + + -+ + + -+ + + - o+ 4+ + -+ + + = F Fodsossdkdt F -+ + 4+
E2 OHT OHT Ez OHT Ez OHT EX
G1 G1
G1
LHCaP HUVEC LHCaP HUUVELC
3 I _if Yy Y i 3 r"3 ) 4.’ Y Y
O : !6 ' pid Aotz se A e - - - —— -
-+ o+ o+ -+ o+ o+ o o T Pl 0 i iy
1C1 1C1 ICI ICI (]

BPFH G2 G1 LHCaP
[ 1] | I 11 1
1 2 3 4 5 6 7 & 3 101112 13
wlka
15
74
5
s
*
GET P1-1 e —— ——— - L
"™
L
"
.
oA ctin —————— — ——— — 4]

Supplemental Figure 1. Original scans of Figure 2, A-B. A-B, Semiguantitative RT-FCR analysis of
ST (&) and housekeeping gene Aldolase A (B mRENAs in immortalized cells derived from Benign
Frostate Hyperplasia (BFH), PCa cells of the 51 and G2 groups and LMCaP cells after treatment with
Ez or OHT or IClL Circles and relative numbers indicate bands showed in Figure 24 right Panel,
corresponding exactly to EPH {first lane), G2 (second lang), G1 (third lane) and LMCaP cells (fourth
lane). ©, Western Blots for GST P1-1 (woper panell and loading control a-Actin (ower panel
performed in BPFH, G2, G1 and LMCaF cells. Gels were first blotted and stained with anti GST P1-1
antibody, then were washed and re-stained with antibody to a-Actin. Recombinant GST P1-1 served
as positive contral (=), Bands 1, 3, 7 and 12 are displayed in Figure 2B right Panel, carresponding
exactly to BPH, G2, G1 and LMCaP cells.
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Supplemental Figure 5. Effect of 3p-Adiol and ICT on the #2 vive ERP and eNOS recruitment onto
positive and negative estrogen target genes  After formaldehyde crosslinking and chromatin
precipitation with ERP, and eNOS antthodies or in the ahsence of antthody (Moah) the DMNA was
subjected to quantitve RT-PCE amplification using priners for the GSTRJ, BTERT or p52 promoter
encompassing the well charactenzed ERE sites Analyses were in duplicate, and wvalues were
normalized to the comresponding DMA input. Eesults are expressed as relahive ennchiment.
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Supplemental Figure 4. GSTP1 mRNA and protein expression in G2 cells after treatment with DETA-NO.
A, G2 cells (C38IM) were treated with DETA-NO for 6 and 12 hours and GSTP/ mRNA was evaluated
by qRT-PCR. The data are expressed after normalization to B-Actin and represent the mean + SEM of
4 experiments (* P<0.05 vs NT). B, Western blot of GST P1-1in G2 cells (C38IM) in basal conditions
and after treatment with DETA-NO for 6 and 12 hours at 150 uM and 500 uM. HSP70 was the loading
control. Ratio (+/- treatment ), after normalization to the HSP70 signal by densitometric analysis, is
indicated in the bottom row.
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Supplemental Figure 3.GSTP1 expression upon treatment with eNOS and Calmodulin inhibitors.
GSTP1 mRNA levels were assessed by qRT-PCR in Gl cells (n =2) (A) upon treatment
with 5 mM L-NAME (Papapetropoulos et al., J. Clin. Invest. 1997, 100:3131-3139; Grasselli et al.,
Circ. Res. 2008,103(1):34-42 ) and (B) with 25 uM W-7 (Sivanandam A. et al., J Cell Physiol
2010, doi 10.1002/jcp. 22516) for the indicated times. The data represent the mean = SEM

of 4 experiments performed in duplicate (* P<0.05 vs NT or empty vector).
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Supplemental Figure 2, Analysis of PCa nuclear complex bindingto the ERE and EpERE sites of G5TF] prom oter by EMZA
atid o-Fos recruitm ent by CHP. A-C, A 2P labeled double-stranded oligonucleotide containing the 3TP1-ERE I (&) G2TPL-
ERE Il (B} ot EpERE () sequence was itcubated with extracts of Gl PCa cells alone (lane 2 in each panel). Five- 50- and
200-fold molar excess of unlabeled oligonucleotides for ERE I (&) or ERE II (B) or EpERE (i) sequences wete used as
competitors (lanes 3, 4, 5, respectively). Anurnrelated DN A sequence wasused asa non specific competitor (lanes 6-2). D-F,
ERp, eHO3 and cFosbindingto GSTF] promoter. & ¥2P-labeled double-stranded oligonucle otides containing the G3TP1-ERE
1D or GATP1-ERE II (E) ot EpERE szequenice (F) were incubated with nuclear extracts of G1 cells alone (lane 27 or in the
presence of antibody anti ERP (lane 3 or anti el O3 (lanes 4) or anti cFos (lanes 3 or with unrelated antibody 125 as control
(lane ). G, After form aldelyrde crosdinking and chromatin precipitation in the absence of antibody (oAb or with artibody

to c-Fos or unrelated 125, the DHA was subjected to quantitive RT-PCE amplification using specific primers for G5TFI
prot oter.
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