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Abstract

Androgen receptor (AR) signaling plays a critical role in prostate cancer (PCA) pathogenesis. Yet,
the regulation of AR signaling remains elusive. Even with stringent androgen deprivation therapy,
AR signaling persists. Here, our data suggest that there is a complex interaction between the
expression of the tumor suppressor miRNA, miR-31 and AR signaling. We examined primary and
metastatic PCA and found that miR-31 expression was reduced as a result of promoter
hypermethylation and importantly, the levels of miR-31 expression was inversely correlated with
the aggressiveness of the disease. As the expression of AR and miR-31 was inversely correlated in
the cell lines, our study further suggested that miR-31 and AR could mutually repress each other.
Upregulation of miR-31 effectively suppressed AR expression through multiple mechanisms and
inhibited PCA growth /n vivo. Notably, we found that miR-31 targeted AR directly at a site
located in the coding region, which was commonly mutated in PCA. Additionally, miR-31
suppressed cell cycle regulators, including E2F1, E2F2, EXO1, FOXM1, and MCM2. Together,
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our findings suggest a novel AR regulatory mechanism mediated through miR-31 expression. The
downregulation of miR-31 may disrupt cellular homeostasis and contribute to the evolution and
progression of PCA. We provide implications for epigenetic treatment and support clinical
development of detecting miR-31 promoter methylation as a novel biomarker.

prostate cancer; androgen receptor; miR-31; DNA hypermethylation; biomarker

Introduction

Prostate cancer (PCA) represents a major public health problem among the aging Western
population. It has the highest incidence rate of all noncutaneous malignancies in men,
accounting for more than 241,000 new cases and 28,000 deaths in the United States in 2012
(1). PCA depends largely on androgen receptor (AR) signaling for growth and maintenance.
Following the seminal observations by Huggins and Hodges over 60 years ago that PCA
responded dramatically to castration, androgen deprivation therapy (ADT) has become the
standard first-line treatment for advanced hormone naive PCA (2, 3). By reducing
circulating androgen, ADT prevents signaling through AR and limits cancer growth.
Unfortunately, the beneficial effect of ADT is short-lived and patients progress to castration-
resistant prostate cancer (CRPC). The continued dysregulation of AR signaling in the face of
ADT has been attributed to the acquisition of amplified or mutated AR, recent work using
next-generation sequencing (NGS) suggests that AR gene amplification and mutations occur
in up to 44% of CRPC: 24% with copy number gain and 20% with point mutation (4).
Perhaps the most important recent finding came when Chen et al. discovered that AR
signaling persists under stringent ADT and that AR antagonists act as agonists at high AR
levels (5). While these observations have led to the development of more efficacious
therapeutic approaches for targeting AR signaling (6), CRPC still persists after treatment;
therefore, other interventions are needed for AR regulation.

Epigenetic aberrations arise during PCA initiation and disease progression, which include
promoter cytosine-guanine (CpG) island hypermethylation at specific gene loci and changes
in chromatin structure (7). Promoter hypermethylation at certain genes, such as glutathione-
S-transferase gene (GSTP1), has been proposed as a biomarker for early detection and
prognosis of PCA (8). Dysregulation of microRNAs (miRNAs) also occurs during PCA
pathogenesis (9). MiRNAs are small non-coding RNA molecules that simultaneously
regulate the expression of multiple genes by deteriorating messenger RNA (mRNA) stability
and/or interrupting translation. As miRNAs are involved in critical cellular functions in a
tissue-specific manner, aberrant expression of miRNAs can contribute to tumorigenesis by
inducing oncogenes, inhibiting tumor suppressor genes, or disrupting important signaling
pathways (10). While silencing miRNAs with tumor suppressor features by DNA
hypermethylation is linked to human cancer, little is known about the association between
DNA methylation, miRNA expression, and AR signaling. We sought to examine the
mechanism behind AR-mediated regulation of miRNAs. In this study, we report a novel role
for miR-31 in PCA and show that hypermethylation at the m/R-31 promoter occurs in a
PCA-specific manner, the extent of which correlates with disease progression, AR regulates
miR-31 expression, and miR-31 directly targets AR and other cell cycle regulators and
represses PCA growth.
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Materials and Methods

Benign and PCA tissue selection

All tissue samples were collected as part of an Institutional Review Board (IRB) approved
protocol at WCMC and informed consents were received from participants prior to inclusion
in this study. Hematoxylin and eosin (H&E) slides were prepared from frozen tissue blocks
and evaluated for cancer extent and tumor grade by the study pathologist (M.A.R./K.P./
J.M.M) and 1.5 mm biopsy cores of desired regions were taken from frozen tissue blocks for
RNA/DNA extraction. For more details, see Supplementary Methods.

MiRNA profiling

Asuragen Inc. processed samples for miRNA profiling studies according to the company’s
standard operating procedures. Total RNA (100 ng) from each sample was run with
GeneChip miRNA Array (Affymetrix). The two-sample Wilcoxon rank-sum test was
applied to evaluate the difference between PCA and benign tissues. False discovery rate
(FDR) control was used in multiple hypotheses testing to correct for multiple comparisons.
miRNAs with significant changes were chosen based on adjusted p-value < 0.05. To make
the selection more stringent, fold change more than 1.5 and difference more than 100 were
applied.

Quantitative DNA methylation analysis by MassARRAY EpiTyping

Measurement of DNA methylation levels was performed at WCMC Epigenomics core
facility by matrix-assisted laser desorption ionization/time-of-flight (MALDI-TOF) mass
spectrometry using EpiTYPER assays by MassARRAY (Sequenom) on bisulfite-converted
DNA according to the manufacturer’s protocol. For EpiTYPER primer sequences and
association analysis, see Supplementary Methods.

Quantitative real-time PCR (qPCR)

Cell Lines

cDNA synthesis was carried out using the M-MuLV Reverse Transcriptase (Emzymatics)
according to the manufacturer’s protocol. Quantitative real-time PCR was performed with
the Roche LightCycler480 with SYBR Green | Master Mix or Probe Master Mix for
Tagman Assay (Roche). Each sample was run in triplicate for every experiment. Tagman
MicroRNA Assays (Life technologies) were used to quantify mature miRNA expression,
carried out with Tagman MicroRNA Reverse Transcription Kit, hsa-miR-31 (AB Assay ID:
002279), and RNU6B (AB Assay ID: 001093) according to the manufacturer’s protocol.
Primer sequences are listed in Supplementary Methods.

The benign prostate epithelial cell line, RWPE-1, and PCA cell lines, VCaP, LNCaP,
22Rv1, PC3, DU145, and HEK293 cells were purchased from American Type Culture
Collection (ATCC) and used within 6 months after receipt; authentication of cell lines was
performed by ATCC. PC3-neo and PC3-AR cell lines were kind gifts from Dr. David M.
Nanus (WCMC) and LNCaP-abl cell line was a kind gift from Dr. Myles Brown (Harvard);
they were characterized by short-tandem repeat profiling by Genetica DNA Laboratories
Inc. and authenticated. Cells were maintained according to manufacturer and providers’
protocols.

Small RNA interference and miRNA transfection

Cells were treated with DharmaFECT?2 transfection reagent (Dharmacon) for RNA
interference and microRNA transfection, according to the manufacturer’s protocol: non-
targeting SiRNA (D-001810-01), siRNA specific to EZH2 (11), AR (L-003400), miR-31
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(C-300507-05), miR-31 inhibitor (IH-300507-06), miR mimic Negative Control/NC
(CN-001000-01), and miR inhibitor NC (IN-001005-01).

Chromatin Immunoprecipitation (ChlP)

LNCaP cells were grown in phenol red-free RPMI 1640 media supplemented with 5%
charcoal-stripped serum for 3 days, then treated with ethanol or 1nM R1881 for 16~24
hours. For detailed description of methodology, see Supplementary Methods.

MiRNA reporter Luciferase Assays

LNCaP cells were transfected in triplicate with 30 nM miR-31 or control miRNA-NC mimic
together with psiCHECK2 vector (Promega; 0.4 pg/well, 24-well plate) containing 21-bp
MiRNA Recognition Elements (MRES) or the 3'UTR region containing the MREs of
indicated genes by DharmaFECT Duo transfection reagent, according to the manufacturer’s
protocol (Dharmacon). After 48 hours, cell were lysed and luciferase activity was measured
using the Dual Luciferase Assay System (Promega) and GloMax®-Multi Detection System
(Promega). Data were normalized to Firefly luciferase. Individual wild type and mutant
MREs were cloned into psiCHECK?2 vector as previously described (12). psiCHECK2-E2F1
3’UTR was a kind gift of Dr. Judy Lieberman (Addgene plasmid 29468). Site-directed
mutagenesis was carried out by the QuikChange Site-Directed Mutagenesis Kit (Agilent).
Primer sequences are shown in Supplementary Methods.

Prostate Tumor Xenograft Model

All procedures involving mice were approved by the Institutional Animal Care and Use
Committee (IACUC) at Weill Cornell Medical College and were in compliance with
regulatory standards. For detailed description of methodology, see Supplementary Methods.

Data analysis and statistical methods

Statistical analysis of expression data was performed with GraphPad Prism 4.0 (Graph Pad
software). Two-sided and p values <0.05 were considered statistically significant.

Accession Number
All microarray data are deposited in the GEO database under accession number GSE36803.

Additional Methods
Detailed methodology is described in the Supplementary Methods.

Results

MiR-31 expression is suppressed in PCA

Global miRNA expression profiling in PCA has been performed previously with highly
variable results from study to study (13). Newly discovered miRNAs and improved
detection platforms prompted us to re-examine this topic. Using Affymetrix microarray
technology, we interrogated 21 pairs of primary PCA and matched benign prostate tissue.
105 miRNAs were identified as significantly altered in PCA (FDR-adjusted p value < 0.05,
Supplementary Fig. S1A, Supplementary Table S1), including 25 miRNAs with at least 1.5-
fold expression change (Fig. 1A; Supplementary Table S2). Consistent with the study by
Schaefer et al. that had used matched samples (14), our data showed upregulation of
miR-182 and miR-375 and downregulation of miR-31, miR-145, miR-205, miR-221, and
miR-222 in PCA.

Cancer Res. Author manuscript; available in PMC 2014 February 01.
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Aberrant miR-31 expression has been reported in various cancer types, including adult T
cell leukemia (ATL), bladder cancer, breast cancer, colon cancer, gastric cancer, lung
cancer, serous ovarian cancer, and urothelial carcinoma, suggesting its involvement in
tumorigenesis and cancer progression (15-17). We thus focused on miR-31, as its role in
PCA disease progression is largely unknown. We verified miR-31 expression in 14 of the 21
matched pairs, and 93% (13/14) showed decreased miR-31 expression in PCA with respect
to matched benign prostate tissue (Fig. 1B). MiR-31 is located in the intronic region of its
host gene MIR31HG (RefSeq NR_027054). The overall expression of miR-31 and
MIR31HG in a cohort of 40 primary PCA specimens was significantly lower as compared to
15 benign prostate tissues (p-value < 0.0001, Fig. 1C). Taken together, our data
demonstrated the downregulation of miR-31 in primary PCA.

PCA-specific downregulation of miR-31 is mediated by promoter hypermethylation

To delineate the mechanism behind the downregulation of miR-31 in PCA, we first
examined whether genomic (i.e., somatic) loss was responsible. M/R-31 is adjacent to a
region containing CDKNZA/2B, a known hotspot of genomic loss in cancer (Supplementary
Fig. S1B). By examining somatic copy number alterations across a variety of tumor types
from a previously published dataset (18), we found that PCA did not have any deletion
peaks at the MIR31HG locus (Fig. 1D). The genomic area spanning the M/R31HG locus
and adjacent genes was deleted in only a small fraction (2—4%) of individuals with localized
PCA. In contrast, genomic regions spanning the same area were frequently deleted in up to
35% of other tumor types (Supplementary Fig. S1C). In another independent PCA dataset,
focal deletion at M/R31HG was also rarely observed (19). Altogether, the low rate of
somatic copy number losses cannot account for the high frequency of miR-31
downregulation in PCA.

Epigenetic alterations, such as promoter DNA hypermethylation, can result in silencing of
miRNA expression. Therefore, we examined if epigenetic alterations might account for the
regulation of miR-31 expression. The promoter region of M/R31HG/miR-31 harbors a CpG
island; we evaluated DNA methylation of this region on 12 of the 21 matched samples by a
direct quantitative DNA methylation assay (MassARRAY EpiTyping), with four pairs of
primers (Supplementary Fig. S1D; Supplementary Table S3; we did not have enough DNA
for the remaining 9 samples). We found that the m/R-31 promoter showed cancer-specific
hypermethylation (p-value < 0.001, Fig. 1E). PCA samples that displayed significantly
higher levels of promoter methylation as compared to matched benign prostate tissues had
lower miR-31 levels (ratio < 1.0 in Fig. 1B). Interestingly, the PCA sample with high
miR-31 expression (ratio > 1) had similar levels of promoter methylation as its benign
counterpart (Fig. 1F and Supplementary Fig. S1E). DNA methylation levels between PCA
and benign prostate tissue of the first 11 cases were significantly different across the whole
region (p-value < 0.001) as well as in each of the four subdivided regions (p-values < 0.006)
(Supplementary Table S4). Furthermore, three of individual CpG units showed cancer-
specific DNA methylation changes (p-values < 0.05). Taken together, DNA methylation
levels at the miR-31 promoter were inversely correlated with miR-31 expression, suggesting
that promoter hypermethylation accounts for miR-31 downregulation in the majority of PCA
cases.

These observations were also examined in common in vitro PCA models. A previous study
observed that miR-31 was downregulated in the advanced cell line WPE1-NAZ26 as
compared to the benign cell line WPE1-NA22; however, no explanation was provided (20).
We examined benign prostate and PCA cell lines for promoter hypermethylation and
expression of miR-31. The immortalized human prostate epithelial cell line, RWPE1, and
human PCA cell lines, PC3 and DU145, had high expression of miR-31 with little DNA
methylation at the miR-31 promoter. In contrast, 22Rv1, LNCaP, LNCaP-abl, and VCaP
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cancer cells had low expression of miR-31 with concurrent high DNA methylation levels at
the miR-31 promoter, consistent with what was observed in primary PCAs (Fig. 1G-H, and
Supplementary Fig. SIF-G). The expression levels of DNA methyltransferases (DNMTS),
however, did not parallel the DNA methylation patterns in the cell lines (Supplementary Fig.
S1H). Importantly, VCaP cells treated with the DNA methylation inhibitor 5-aza-2"-
deoxycytidine (5-aza-dC) showed decreased DNA methylation levels at the m/iR-31
promoter and increased expression of miR-31 (Fig. 11 and Supplementary Fig. S11),
supporting the role of promoter hypermethylation in downregulating miR-31 expression in
PCA.

MiR-31 promoter hypermethylation correlates with aggressiveness of PCA

We next explored for an association between miR-31 promoter methylation and PCA
disease progression. PCA is graded using the Gleason score. A Gleason score ranges from
2-10 and higher scores (i.e. 7-10) are associated with a more aggressive clinical course. We
examined 38 primary PCA cases with Gleason scores ranging from 6 to 9. We also
evaluated 5 metastatic castration resistant PCA cases from patients who failed endocrine
therapy and/or developed a predominantly androgen independent PCA associated with lack
of AR expression and extensive neuroendocrine differentiation (Gleason scores are not
assigned to metastatic PCAs). DNA methylation at the miR-31 promoter was positively
correlated with PCA progression (Supplementary Fig. S1J and Supplementary Table S5).
The overall DNA methylation at the m/R-31 promoter showed significant differences among
three groups: Gleason scores 6, = 7, and metastatic cancer (Fig. 1J), and it was inversely
correlated with miR-31 expression levels (Fig. 1K). Thus, our data demonstrated a close
association between the extent of DNA methylation at the m/R-31 promoter and the
aggressiveness of PCA, and both promoter hypermethylation and downregulation of miR-31
could serve as indicators for aggressive behaviors in PCA.

AR and H3K27 trimethylation negatively regulate miR-31 expression

We then sought to identify other factors that could regulate miR-31 expression. We found
that AR expression levels were also inversely correlated with miR-31 expression levels in
the prostate cell lines (Fig. 1H) and in primary PCA (r = -0.173097, p< 0.42,
Supplementary Fig. S2A). AR-positive cells expressed much lower miR-31. VCaP cells
with AR amplification and the highest AR expression showed the lowest expression level of
miR-31. Activation of AR signaling with synthetic androgen, R1881, led to increasing
expression of AR-targeting genes, NDRG1, PSA, and TMPRSS2, and downregulation of
miR-31, while knocking down AR by siRNA interference reversed the repression on miR-31
(Fig. 2A and Supplementary Fig. S2B). Additionally, PC3AR cells, which are PC3 cells
engineered to express AR (21), and HEK?293 cells transiently overexpressing AR also
showed a decreased expression of miR-31 (Fig. 2B and Supplementary Fig. S2C).
Chromatin immunoprecipitation (ChlP) assays in LNCaP cells showed AR enrichment at the
miR-31 promoter after androgen treatment, indicating a potential direct regulation of
miR-31 expression by AR (Fig. 2C). To evaluate the binding of AR to the m/R-31 promoter,
we conducted luciferase assays by using the miR-31 promoter-driven luciferase reporter
system. Expression of AR in HEK293 cells resulted in the inhibition of luciferase activity
with constructs containing regions of the m/R-31 promoter, suggesting that AR might
associate with the miR-31 promoter and inhibit its expression (Fig. 2D).

EZH2, a methyltransferase involved in epigenetic silencing through H3K27 trimethylation
(H3K27me3), has been shown to negatively regulate the expression of miR-31 in ATL and
melanoma (15, 22). Complementary to these observations, we found that H3K27me3 was
steadily enriched at the m/R-31 promoter and regions near miR-31 while EZH2 was
recruited to these regions after androgen stimulation (Fig. 2C). Knocking down AR and
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EZH2 alone or simultaneously in LNCaP cells increased miR-31 expression, suggesting that
AR and EZH2 concurrently regulate the expression of miR-31 (Fig. 2E). Collectively, our
data suggest that AR binding and repressive H3K27me3 coexist with promoter
hypermethylation to downregulate miR-31 expression.

MiR-31 represses AR expression by targeting AR directly

Previous reports suggest that dysregulation of critical miRNA-protein regulatory networks is
involved in cancer. In fact, LNCaP and VCaP cells transfected with increasing amounts of
miR-31 showed decreased expression of AR at both the transcript and protein levels (Fig.
3A, Supplementary Fig. S3A and S3B). qPCR assays also showed that miR-31 suppressed
AR signaling, which was abrogated by overexpression of AR (Fig. 3B). Therefore, we
posited that miR-31 might in turn modulate AR expression. Although miRNA target-
prediction algorithms provided by TargetScan, microRNA.org and PicTar did not list AR as
a miR-31 target, we identified four putative miRNA recognition elements (MREs) of AR
transcript variant 1 (RefSeq NM_000044) and transcript variant 2 (RefSeq NM_001011645)
by RNA22 (23) (Fig. 3C and Supplementary Fig. S3C). AR MRE1 and MRE4 were located
at the 5"UTRs of AR variant 1 and 2, respectively. AR MRE2 and MRE3 were located at
the coding sequence (CDS): MREZ2 in the ligand-binding domain and MRE3 near the DNA
binding domain. Interestingly, four previously reported AR mutations were located within
MRE2 and MRES3, including three point mutations: two transitions (A>G and G>A), one
transversion (G>T), and one deletion (AG) (Fig. 3D) (24-27), suggesting that these sites
may be important in regulating AR.

To determine whether reduced AR expression was directly mediated by miR-31, we cloned
the four predicted wild-type (WT) MREs as well as the four mutations identified previously
in human tumor samples into a luciferase reporter system and performed co-transfection
with either miR-31 or a negative control miR-NC in LNCaP cells (Fig. 3E). Inhibition of
luciferase activity was shown with constructs containing MRE2 and MRE4 but not with
constructs containing MRE1 or MRE3. Resistance to miR-31 repression was observed as a
result of one of the three known mutations at MRE2 (G>T), suggesting that this mutation
might lead to loss of AR regulation by miR-31. As MRE3 was not a bona fide target site for
miR-31, the deletion at MRE3 had no effect on luciferase activity. We also examined the
putative miR-31 target site identified in a recently characterized longer AR 3’UTR (28), but
inhibition of luciferase activity was not detected (Supplementary Fig. S3D). Consistently,
inhibition of AR expression by miR-31 occurred in 293HEK cells transfected with the
construct containing the entire CDS of WT AR, but not the mutant construct (Fig. 3F).
PC3AR cells, expressing the AR coding region and consequently MRE2, showed reduced
AR expression upon overexpression of miR-31, while the miR-31 inhibitor increased AR
expression (Fig. 3G). These results indicate that miR-31 can directly repress AR expression
through the AR CDS.

Genes involved in cell cycle regulation are direct targets of miR-31

To gain insights into the cellular mechanism through which miR-31 exerts its effect, we
analyzed whole genome gene expression data from miR-31-overexpressing experiments in
LNCaP cells. The top cellular processes that were enriched by gene ontology analysis (GO)
included cell cycle, mitosis, DNA replication, microtubule-based process, and DNA repair
(Supplementary Table S6). Consistent with this analysis, overexpression of miR-31
inhibited cell proliferation and colony formation, and arrested cell cycle progression (Fig.
4A to 4C; Supplementary Fig. S4A). The decreased cell proliferation was likely due to cell
cycle arrest, since little apoptosis was observed as indicated by a minimal change in
caspase-3/7 activity (Fig. 4D; Supplementary Fig. S4B).
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Expression levels of several genes involved in cell cycle regulation were decreased in the
presence of miR-31 (Fig. 4E). Among them, transcription factor E2F1, which has been
previously shown to regulate AR expression via transcriptional regulation (29), was
decreased at both transcript and protein levels (Fig. 4F, Supplementary Fig. S3A and S3B).
One putative miR-31 MRE was identified at the 3'UTR of E2F1. Inhibition of luciferase
activity was observed in cells expressing the WT construct (12), but not with the mutant
(Fig. 4G), confirming that miR-31 could target E2F1 directly. These data suggested that
miR-31 could regulate AR through direct repression of E2F1, in addition to directly
targeting the AR mRNA.

We also identified putative miR-31 MREs at 3'UTRs of CDK1, E2F2, EXO1, FOXM1, and
MCMZ2, which are critical players in cell cycle regulation (Supplementary Fig. S4C). The
transcript and protein levels of these genes were decreased in the presence of miR-31 (Fig.
4E and 4H). Even though a previous study in serous ovarian carcinoma had suggested that
E2F2 was a predicted direct target of miR-31 (30), it did not provide experimental data to
validate this relationship. To address it, we used luciferase reporter assays to show that
miR-31 could directly repress the expression of E2F2, EXO1, FOXM1, and MCM2, but not
CDK1 (Fig. 41 to 4K; Supplementary Fig. S4D and S4E).

MiR-31 represses PCAgrowth

To evaluate the anti-tumor effect of miR-31 /n vivo, we established murine xenograft
experiments with LNCaP cells and treated tumors with miR-31 or control miR-NC mimics.
Consistent with the /in vitro data, miR-31 attenuated tumor growth over time (Fig. 5A to 5C).
Additionally, tumors treated with miR-31 showed a marked reduction in AR expression
(Fig. 5D and 5E). Xenografts established with VVCaP cells expressing miR-31 also showed
smaller tumor sizes, decreased growth rates, and reduced AR levels (Supplementary Fig.
S5A-E). These data supported a model in which miR-31 represses PCA growth, in part
through the downregulation of AR.

Discussion

There is an increasing appreciation for the role of miRNAs in maintaining cellular
homeostasis and for their tissue specific dysregulation in tumorigenesis. MiRNAs,
depending on the cellular context, can act as oncogenes or tumor suppressors. MiR-31, the
focus of this study, exemplifies this paradigm being implicated in both tumor promotion and
suppression. In lung adenocarcinoma, miR-31 acts as an oncogene by repressing the tumor
suppressor genes, LATS2and PPP2R2A (17), whereas in breast cancer it serves as a tumor
suppressor by inhibiting tumor metastasis through inhibition of RhoA, Fzd3, ITGA5, and
RDX (31). Our data suggest a tumor suppressive role for miR-31 in prostate tissue through
the modulation of AR and cell cycle. Different from breast cancer cell lines, metastatic PCA
cell lines PC3 and DU145 contain high expression levels of miR-31. This may suggest that
miR-31 has a different role in those cells. A recent study showed that overexpression of
miR-31 in these two cell lines could further inhibit cell proliferation, cell invasion and
migration, and /n sifico analysis of genome-wide gene expression data suggested that
miR-31 has other functions in PC3 cells (32).

MiRNAs have previously been implicated in the regulation of AR signaling. MiR-130a,
miR-203, and miR-205 interfere with AR signaling by repressing AR coactivators, CDK1,
PSAP, PSMC3IP, and PARKY, as well as by inhibiting the MAPK signaling pathway, which
facilitates ligand-independent AR activation (33). There are miRNAs that downregulate AR
expression. Let-7c¢ inhibits AR transcription through targeting c-MYC (34), while miR-488*
directly targets AR mRNA (35). Our study reveals a complex regulatory pattern between
miR-31 and AR. For the first time, we show that miR-31 directly targets and destabilizes AR
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mRNA through its coding sequence. MiR-31 can also repress AR indirectly through E2F1.
Finally, we find that miR-31 can decrease CDKZ1, which may indirectly contribute to AR
downregulation, as CDK1 stabilizes AR and contributes to AR activation (36).

AR regulates a number of genes at transcription level, including miRNAs (37). Extensive
studies have characterized AR transcriptional coregulators, and several of which, p300/CBP,
p/CAF, TIP60, class | and class Il HDACs, and p160/SRC proteins, have histone acetylase/
deacetylase activity (38). More recently, histone demethylases have also been shown to be
part of a regulatory complex with AR (39). AR utilizes these coregulators to achieve either
transcriptional activation or suppression. Using ChlP, we detected that AR is associated with
the miR-31 promoter. Occupation of H3K27me3 was also found at the /miR-31 promoter,
which was consistent with the induced expression of miR-31 when knocking down EZH2 in
LNCaP cells. As EZH2 has been recently shown to occupy genes repressed by AR (40), AR
binding and H3K27me3 might work together to repress miR-31.

Association of histone modification and DNA methylation for gene silencing is well
established for H3K9 methylation and implicated for H3K27me3 through the interaction
between EZH2 and DNMTs (41, 42); however, these repressive histone modifications are
not always accompanied by DNA methylation. Studies in breast cancer cell lines and in
ATL have suggested that miR-31 is downregulated through promoter hypermethylation and
the Polycomb repressive complex 2 (PRC2), respectively (15, 43). In this study, both
mechanisms are implicated in the inhibition of miR-31 in PCA. Moreover, low-frequency
germline deletions of 10-20 kilobase pairs spanning the M/R31HG locus were found in a
previously published dataset (44) and in about 1% of individuals with PCA of our dataset
(data not shown). Germline deletion might represent yet another type of regulation of
miR-31.

Interestingly, our data showed that AR expression was correlated with promoter
hypermethylation at the miR-31 promoter. To our knowledge, this is the first report linking
AR signaling and DNA methylation. It is unclear if AR mediates DNA methylation globally
or at specific gene loci. EZH2 is known to interact with DNMTSs and therefore, it is plausible
that AR might be involved in DNA methylation through EZH2 or through interactions with
DNMTSs. Overexpression of AR was found to enhance its association with chromatins under
low androgen conditions (45), suggesting that the increased accessibility might facilitate AR
to epigenetically modify global gene expression and possibly contribute to the development
of CRPC. Further investigation is warranted as to the involvement of AR in DNA
methylation.

MiRNAs are believed to be more stable than mRNA in serum and urine, making them ideal
for biomarker development. However, it may not be feasible to detect the reduced miR-31
levels in such specimens for the diagnosis of PCA, due to background normal prostate and
other types of cells that have high levels of miR-31 expression, as recently suggested.
Alternatively, our current study suggests that one could detect m/R-31 promoter
hypermethylation in non-invasive blood and urine tests, which may enhance current clinical
strategies for PCA risk prediction using PCA3, TMPRSS2-ERG, and PSA (46).

A potentially important observation in the current study is that miR-31 mediates the
repression of AR through direct targeting of AR mRNA at the CDS. The majority of
miRNA target prediction methods solely take the 3"UTR into consideration; however, about
50% of miRNA-binding sites have been identified at CDS by PAR-CLIP (47). Although the
effectiveness of RNA degradation or translational interference by targeting the 3'UTR or
CDS remains unknown, prior studies have demonstrated that miRNAs target CDS for
inhibition of gene expression (48, 49). MiRNA-binding to the 5"UTR has also been shown

Cancer Res. Author manuscript; available in PMC 2014 February 01.



1duasnuey Joyiny vd-HIN 1duasnuey Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Linetal.

Page 10

to be as effective at repressing gene transcription as targeting the 3'UTR (50). Seedless
miRNA recognition sites for miR-24 are yet another way miRNAs identify their targets (12).
Taken together, these findings suggest considering beyond the canonical 3'UTR miRNA
recognition sites for the identification of target genes.

This study reveals a previously unknown relationship between miR-31 and AR, which
involves mutual gene repression, and furthermore, suggests that loss of miR-31 may play a
critical role in the dysregulation of AR in PCA. We propose a model for the mutual
regulation of miR-31 and AR in the context of PCA (Fig. 6). In normal prostate epithelium,
miR-31 controls cell proliferation and cell cycle progression through targeted inhibition of
AR and key cell cycle components, thereby maintaining tissue homeostasis. In PCA,
however, miR-31 is downregulated and therefore no longer able to regulate AR expression.
Conversely, AR binds to miR-31 and recruits epigenetic machinery, resulting in miR-31
silencing. In this model, prostate carcinogenesis may progress through the initial
accumulation of epigenetic alterations at the m/R-31 locus, leading to miR-31 silencing and
unfettered AR expression, or alternatively, through initial epigenetic/genetic changes that
cause increased AR expression and subsequent miR-31 silencing, resulting in blockage of
this regulatory loop.

In summary, the mutual regulation between miR-31 and AR maintains prostate cellular
homeostasis and loss of miR-31 contributes to PCA progression. Promoter hypermethylation
during prostate tumorigenesis results in the downregulation of miR-31 and diminishes its
ability to regulate AR. AR and H3K27me3 are also involved in the regulation of miR-31.
Additionally, miR-31 targets cell cycle regulators and modulates cell proliferation and cell
cycle progression. This miR-31-AR regulatory mechanism provides not only a rationale for
the tissue-specific nature of miR-31 but also a deeper understanding of AR regulation.
Finally, the frequent hypermethylation of the m/R-31 promoter in PCA suggests that
epigenetic therapy could complement existing therapeutic strategies to block AR activity.
Such combinatorial treatment might decrease the emergence of CRPC, which represents a
major cause of progression and mortality in PCA patients.

Supplementary Material

Refer to Web version on PubMed Central for supplementary material.

Acknowledgments

Grant Support

This work was supported by Early Detection Research Network Grant U01 CA 11275-07 (F.D. and M.A.R.) and
PCF Young Investigator Award (H.B.).

We thank Drs. Lorraine Gudas, Sung-Suk Chae and Daniel Di Bartolo for helpful suggestions, Naoki Kitabayashi,
Terry Vuong, Julie Huang, Wasay M. Hussain, and Robert Kim for technical assistance. We thank Dr. David M.
Nanus at WCMC for providing PC3neo and PC3AR cell lines, Dr. Judy Lieberman at Harvard University for the
psiCHECK2-E2F1-3"UTR construct, and Dr. Joshua T. Mendell at John Hopkins University for providing pGL3-
IRES-promoter reporter.

References

1. Siegel R, Naishadham D, Jemal A. Cancer statistics, 2012. CA Cancer J Clin. 2012; 62:10-29.
[PubMed: 22237781]

2. Messing EM, Manola J, Sarosdy M, Wilding G, Crawford ED, Trump D. Immediate hormonal
therapy compared with observation after radical prostatectomy and pelvic lymphadenectomy in men
with node-positive prostate cancer. N Engl J Med. 1999; 341:1781-8. [PubMed: 10588962]

Cancer Res. Author manuscript; available in PMC 2014 February 01.



1duasnuey Joyiny vd-HIN 1duasnuey Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Linetal.

10

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

Page 11

. Huggins C, Stevens RE, Hodges CV. The effect of castration on advanced carcinoma of the prostate

gland. Arch Surg. 1941; 43:209-15.

. Beltran H, Yelensky R, Frampton GM, Park K, Downing SR, Macdonald TY, et al. Targeted Next-

generation Sequencing of Advanced Prostate Cancer Identifies Potential Therapeutic Targets and
Disease Heterogeneity. Eur Urol. 2012 Sep 5.10.1016/j.eururo.2012.08.053.

. Chen CD, Welsbie DS, Tran C, Baek SH, Chen R, Vessella R, et al. Molecular determinants of

resistance to antiandrogen therapy. Nat Med. 2004; 10:33-9. [PubMed: 14702632]

. Chen Y, Sawyers CL, Scher HI. Targeting the androgen receptor pathway in prostate cancer. Curr

Opin Pharmacol. 2008; 8:440-8. [PubMed: 18674639]

. Jones PA, Baylin SB. The fundamental role of epigenetic events in cancer. Nat Rev Genet. 2002;

3:415-28. [PubMed: 12042769]

. Bastian PJ, Yegnasubramanian S, Palapattu GS, Rogers CG, Lin X, De Marzo AM, et al. Molecular

biomarker in prostate cancer: the role of CpG island hypermethylation. Eur Urol. 2004; 46:698-708.
[PubMed: 15548435]

. Volinia S, Calin GA, Liu CG, Ambs S, Cimmino A, Petrocca F, et al. A microRNA expression

signature of human solid tumors defines cancer gene targets. Proc Natl Acad Sci U S A. 2006;
103:2257-61. [PubMed: 16461460]

. Croce CM. Causes and consequences of microRNA dysregulation in cancer. Nat Rev Genet. 2009;
10:704-14. [PubMed: 19763153]

Varambally S, Dhanasekaran SM, Zhou M, Barrette TR, Kumar-Sinha C, Sanda MG, et al. The
polycomb group protein EZH2 is involved in progression of prostate cancer. Nature. 2002;
419:624-9. [PubMed: 12374981]

Lal A, Navarro F, Maher CA, Maliszewski LE, Yan N, O’Day E, et al. miR-24 Inhibits cell
proliferation by targeting E2F2, MYC, and other cell-cycle genes via binding to “seedless” 3'UTR
microRNA recognition elements. Mol Cell. 2009; 35:610-25. [PubMed: 19748357]

Coppola V, De Maria R, Bonci D. MicroRNAs and prostate cancer. Endocr Relat Cancer. 2010;
17:F1-17. [PubMed: 19779034]

Schaefer A, Jung M, Mollenkopf HJ, Wagner |, Stephan C, Jentzmik F, et al. Diagnostic and
prognostic implications of microRNA profiling in prostate carcinoma. Int J Cancer. 2010;
126:1166-76. [PubMed: 19676045]

Yamagishi M, Nakano K, Miyake A, Yamochi T, Kagami Y, Tsutsumi A, et al. Polycomb-
mediated loss of miR-31 activates NIK-dependent NF-kappaB pathway in adult T cell leukemia
and other cancers. Cancer Cell. 2012; 21:121-35. [PubMed: 22264793]

Valastyan S, Weinberg RA. miR-31: a crucial overseer of tumor metastasis and other emerging
roles. Cell Cycle. 2010; 9:2124-9. [PubMed: 20505365]

Liu X, Sempere LF, Ouyang H, Memoli VA, Andrew AS, Luo Y, et al. MicroRNA-31 functions as
an oncogenic microRNA in mouse and human lung cancer cells by repressing specific tumor
suppressors. J Clin Invest. 2010; 120:1298-309. [PubMed: 20237410]

Beroukhim R, Mermel CH, Porter D, Wei G, Raychaudhuri S, Donovan J, et al. The landscape of
somatic copy-number alteration across human cancers. Nature. 2010; 463:899-905. [PubMed:
20164920]

Demichelis F, Setlur SR, Beroukhim R, Perner S, Korbel JO, Lafargue CJ, et al. Distinct genomic
aberrations associated with ERG rearranged prostate cancer. Genes Chromosomes Cancer. 2009;
48:366-80. [PubMed: 19156837]

Bhatnagar N, Li X, Padi SK, Zhang Q, Tang MS, Guo B. Downregulation of miR-205 and miR-31
confers resistance to chemotherapy-induced apoptosis in prostate cancer cells. Cell Death Dis.
2010; 1:e105. [PubMed: 21368878]

Shen R, Sumitomo M, Dai J, Harris A, Kaminetzky D, Gao M, et al. Androgen-induced growth
inhibition of androgen receptor expressing androgen-independent prostate cancer cells is mediated
by increased levels of neutral endopeptidase. Endocrinology. 2000; 141:1699-704. [PubMed:
10803579]

Asangani 1A, Harms PW, Dodson L, Pandhi M, Kunju LP, Maher CA, et al. Genetic and
epigenetic loss of microRNA-31 leads to feed-forward expression of EZH2 in melanoma.
Oncotarget. 2012; 3:1011-25. [PubMed: 22948084]

Cancer Res. Author manuscript; available in PMC 2014 February 01.



1duasnuey Joyiny vd-HIN 1duasnuey Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Linetal.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

Page 12

Miranda KC, Huynh T, Tay Y, Ang YS, Tam WL, Thomson AM, et al. A pattern-based method
for the identification of MicroRNA binding sites and their corresponding heteroduplexes. Cell.
2006; 126:1203-17. [PubMed: 16990141]

Kleinerman DI, Troncoso P, Pisters LL, Navone NM, Hsieh JT, Logothetis CJ, et al. Expression
and structure of the androgen receptor in bone metastases of hormone refractor prostate cancer. J
Urol. 1996; 155:1254.

Sanchez D, Rosell D, Honorato B, Lopez J, Arocena J, Sanz G. Androgen receptor mutations are
associated with Gleason score in localized prostate cancer. BJU Int. 2006; 98:1320-5. [PubMed:
17034507]

Takahashi H, Furusato M, Allsbrook WC Jr, Nishii H, Wakui S, Barrett JC, et al. Prevalence of
androgen receptor gene mutations in latent prostatic carcinomas from Japanese men. Cancer Res.
1995; 55:1621-4. [PubMed: 7712463]

Taplin ME, Bubley GJ, Shuster TD, Frantz ME, Spooner AE, Ogata GK, et al. Mutation of the
androgen-receptor gene in metastatic androgen-independent prostate cancer. N Engl J Med. 1995;
332:1393-8. [PubMed: 7723794]

Ostling P, Leivonen SK, Aakula A, Kohonen P, Makela R, Hagman Z, et al. Systematic analysis of
microRNAs targeting the androgen receptor in prostate cancer cells. Cancer Res. 2011; 71:1956—
67. [PubMed: 21343391]

Sharma A, Yeow WS, Ertel A, Coleman I, Clegg N, Thangavel C, et al. The retinoblastoma tumor
suppressor controls androgen signaling and human prostate cancer progression. J Clin Invest.
2010; 120:4478-92. [PubMed: 21099110]

Creighton CJ, Fountain MD, Yu Z, Nagaraja AK, Zhu H, Khan M, et al. Molecular profiling
uncovers a p53-associated role for microRNA-31 in inhibiting the proliferation of serous ovarian
carcinomas and other cancers. Cancer Res. 2010; 70:1906-15. [PubMed: 20179198]

Valastyan S, Reinhardt F, Benaich N, Calogrias D, Szasz AM, Wang ZC, et al. A pleiotropically
acting microRNA, miR-31, inhibits breast cancer metastasis. Cell. 2009; 137:1032-46. [PubMed:
19524507]

Fuse M, Kojima S, Enokida H, Chiyomaru T, Yoshino H, Nohata N, et al. Tumor suppressive
microRNAs (miR-222 and miR-31) regulate molecular pathways based on microRNA expression
signature in prostate cancer. J Hum Genet. 2012 Aug 2.10.1038/jhg.2012.95.

Boll K, Reiche K, Kasack K, Morbt N, Kretzschmar AK, Tomm JM, et al. MiR-130a, miR-203
and miR-205 jointly repress key oncogenic pathways and are downregulated in prostate
carcinoma. Oncogene. 2012 Mar 5.10.1038/onc.2012.55.

Nadiminty N, Tummala R, Lou W, Zhu Y, Zhang J, Chen X, et al. MicroRNA let-7¢ suppresses
androgen receptor expression and activity via regulation of Myc expression in prostate cancer
cells. J Biol Chem. 2012; 287:1527-37. [PubMed: 22128178]

Sikand K, Slaibi JE, Singh R, Slane SD, Shukla GC. miR 488* inhibits androgen receptor
expression in prostate carcinoma cells. Int J Cancer. 2011; 129:810-9. [PubMed: 21710544]

Chen S, Xu Y, Yuan X, Bubley GJ, Balk SP. Androgen receptor phosphorylation and stabilization
in prostate cancer by cyclin-dependent kinase 1. Proc Natl Acad Sci U S A. 2006; 103:15969-74.
[PubMed: 17043241]

Ribas J, Ni X, Haffner M, Wentzel EA, Salmasi AH, Chowdhury WH, et al. miR-21: an androgen
receptor-regulated microRNA that promotes hormone-dependent and hormone-independent
prostate cancer growth. Cancer Res. 2009; 69:7165-9. [PubMed: 19738047]

Heemers HV, Tindall DJ. Androgen receptor (AR) coregulators: a diversity of functions
converging on and regulating the AR transcriptional complex. Endocr Rev. 2007; 28:778-808.
[PubMed: 17940184]

Cai C, He HH, Chen S, Coleman I, Wang H, Fang Z, et al. Androgen receptor gene expression in
prostate cancer is directly suppressed by the androgen receptor through recruitment of lysine-
specific demethylase 1. Cancer Cell. 2011; 20:457-71. [PubMed: 22014572]

Zhao JC, Yu J, Runkle C, Wu L, Hu M, Wu D, et al. Cooperation between Polycomb and androgen
receptor during oncogenic transformation. Genome Res. 2012; 22:322-31. [PubMed: 22179855]
Vire E, Brenner C, Deplus R, Blanchon L, Fraga M, Didelot C, et al. The Polycomb group protein
EZH2 directly controls DNA methylation. Nature. 2006; 439:871-4. [PubMed: 16357870]

Cancer Res. Author manuscript; available in PMC 2014 February 01.



1duasnuey Joyiny vd-HIN 1duasnuey Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Linetal.

42.

43.

44,

45.

46.

47.

48.

49.

50.

Page 13

Lehnertz B, Ueda Y, Derijck AA, Braunschweig U, Perez-Burgos L, Kubicek S, et al. Suv39h-
mediated histone H3 lysine 9 methylation directs DNA methylation to major satellite repeats at
pericentric heterochromatin. Curr Biol. 2003; 13:1192-200. [PubMed: 12867029]

Augoff K, McCue B, Plow EF, Sossey-Alaoui K. miR-31 and its host gene IncRNA LOC554202
are regulated by promoter hypermethylation in triple-negative breast cancer. Mol Cancer. 2012;
11:5. [PubMed: 22289355]

Redon R, Ishikawa S, Fitch KR, Feuk L, Perry GH, Andrews TD, et al. Global variation in copy
number in the human genome. Nature. 2006; 444:444-54. [PubMed: 17122850]

Urbanucci A, Sahu B, Seppala J, Larjo A, Latonen LM, Waltering KK, et al. Overexpression of
androgen receptor enhances the binding of the receptor to the chromatin in prostate cancer.
Oncogene. 2012; 31:2153-63. [PubMed: 21909140]

Prensner JR, Rubin MA, Wei JT, Chinnaiyan AM. Beyond PSA: The Next Generation of Prostate
Cancer Biomarkers. Sci Transl Med. 2012; 4:127rv3.

Hafner M, Landthaler M, Burger L, Khorshid M, Hausser J, Berninger P, et al. Transcriptome-
wide identification of RNA-binding protein and microRNA target sites by PAR-CLIP. Cell. 2010;
141:129-41. [PubMed: 20371350]

Tay Y, Zhang J, Thomson AM, Lim B, Rigoutsos |. MicroRNAs to Nanog, Oct4 and Sox2 coding
regions modulate embryonic stem cell differentiation. Nature. 2008; 455:1124-8. [PubMed:
18806776]

Forman JJ, Legesse-Miller A, Coller HA. A search for conserved sequences in coding regions
reveals that the let-7 microRNA targets Dicer within its coding sequence. Proc Natl Acad Sci U S
A. 2008; 105:14879-84. [PubMed: 18812516]

Lytle JR, Yario TA, Steitz JA. Target mRNAs are repressed as efficiently by microRNA-binding
sites inthe 5° UTR as in the 3° UTR. Proc Natl Acad Sci U S A. 2007; 104:9667—72. [PubMed:
17535905]

Cancer Res. Author manuscript; available in PMC 2014 February 01.



1duosnuey JoyIny vd-HIN 1duosnuey JoyIny vd-HIN

1duosnuei\ Joyiny Vd-HIN

Linetal.

Page 14

A Benign PCA B

hsa-miR-182 3.0
hsa-miR-375
hsa-miR-25
hsa-miR-93
hsa-miR-141

g
=)
1

hsa-miR-148a
hsa-miR-665
hsa-miR-106b
hsa-miR-425
hsa-miR-200c
hsa-miR-1291
hsa-miR-20a
hsa-miR-1224-5p

Relative miR-31 levels
(PCA / benign)

15
10
i
0.5 4]
19 T
15 hsa-miR-125a-5p ]
Cc D 2 5% E
I tes 20
— w In Deletion Peak M 2 N
7 * p<oooot I 2 p<0.0001 EES588 & o | peoo0r
° s < . ) Colorectal g 5\/
) 3 TR Mlyeloproliferative disorder Sc
] 3 g = . Hepatocellular | 59
Q g - " T " - Acute ic leukemia T
- Oy — " Breast 5 =104
H<29 = ENOR TR R 2 210
1SS . ol - % Glioma iy 3
E o T u Lung NSC €€
Enx - e H
°E 1 - S :...- Melanoma =<
2 ) - [ ugu” Ovarian [
© : ,;“ =~ Renal [3a)
[0) ey Lung SC
c 2 o 1 O o -
Benign  PCA Benign  PCA Prostate - Benign  PCA
] 550 2 12599
= 30 oR el =
s Beni E~ 40 g w0
2 enign S =1.00
g 2 WPCA g5 3 2 S g
6¢c =g % 82075 s
05 0> -
Qs [ o<
-8 0 ¢ 3 050
iz L £ 23
€3 &5 2EO R
= N o
55 RS e A
o8 TR (L@éo 2
0 & VS & AR
o I — o ma
RWPE1
PC3
btas [ i
22Rv1
: R oo [——]
~ p<0.001 . 45 . 35
8 ~ 50 8 75 g~ p<0.0001 0 <0.05
E 2 e ‘g 2 —I—\ 3
40 ) ~ E
s¢ ] Ss¢c 3225
a2 3250 & 930 982'5
= gao0 it 2% 2z
gz 2 ) 5C
I%2 1) L= i
EE Eg 25 I3 515
Z<0 of € E15- Eg
g2 2= =< 0E
EAAL. L
0 ] 4
[¢) DMSO 5-aza-dC DMSO 5-aza-dC (9 3 05
p <0.001
(O o

r T T T T '
—— GS=6 GS=7 METs GS=6 GS=7 METs

DMSO
[ 00T PSRN (n=11) (n=27)  (n=5) (n=11)  (n=27)  (n=5)

Figure 1.

MiR-31 is downregulated in PCA due to promoter hypermethylation. A, heatmap of the 25
differentially expressed miRNAs in PCA as compared to matched benign tissues (Benign),
red = high expression, green = low expression. B, expression ratio of miR-31 in PCA to
matched Benign, red line for ratio 1. C, expression of miR-31 and MIR31HG in 40 PCA and
15 Benign as evaluated by gPCR. D, deletion analysis of chromosome region 9p21.3 in
various cancer types, gray indicates genes that fall within the deletion peak. E, DNA
methylation levels at the miR-31 promoter in PCA (n=12) and Benign (n=12). F,
comparison of overall DNA methylation at the m/R-31 promoter in 12 matched pairs (* p <
0.05, ** p < 0.01, *** p < 0.0001). G, DNA methylation at the m/R-31 promoter in
indicated cell lines. Top: comparison of overall DNA methylation levels; bottom: heatmap
of DNA methylation levels. Each row corresponds to an individual sample, and each column
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corresponds to an individual CpG unit, which is a single CpG site or a combination of CpG
sites. H, expression of miR-31 and AR in indicated cell lines by qPCR and immunoblot
(n=3). I, VCaP cells treated by vehicle (DMSO) or 5-aza-dC. Left panel and heatmap: DNA
methylation levels, right panel: miR-31 levels (n=3). J-K, comparisons of DNA methylation
levels at the miR-31 promoter and miR-31 levels between three groups: Gleason score (GS)
6, = 7, and metastatic cancer (METS). All bar graphs are shown with mean + SEM.
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Figure2.

AR and PRC2-mediated repressive histone modification in regulation of miR-31 expression.
A, expression of miR-31 (left panel) and NDRGL1, PSA, and TMPRSS2 (right panel) in
LNCaP cells transfected with AR siRNA (siAR) or control siRNA (siCTL), and treated with
1 nM R1881 or vehicle (ethanol), evaluated by qPCR, and AR expression by immunoblot (n
= 3). B, expression of miR-31 and AR in PC3neo cells versus the AR-expressing PC3AR
cells, evaluated by qPCR and immunoblot (n = 3). C, quantitative ChIP analysis with AR,
EZH2, and H3K27me3 antibodies at the m/R-31 promoter and regions near m/iR-31in
LNCaP cells treated with 1 nM R1881 or vehicle (ethanol) (n = 3). Red bars represent g°PCR
regions. D, luciferase activity of reporter constructs containing the /m/iR-31 promoter region
of —1,000 bp and downstream region +500bp co-transfected with constructs containing
empty vector or AR-CDS with siCTL or siAR in HEK293 cells (n = 3, *p < 0.01). E,
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LNCaP cells in regular medium, miR-31 levels in response to knockdown of AR, EZH2, or

both, evaluated by gPCR, and AR expression by immunoblot (n = 3). All bar graphs are
shown with mean + SEM.
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Figure 3.

Downregulation of AR by miR-31. A, AR protein level was examined by immunoblot.
LNCaP and VVCaP cells were transfected with miR-31 or miR-NC (n=3). B, expression of
PSA and TMPRSS2 evaluated by gPCR (n = 3). LNCaP cells transfected with siCTL, SiAR,
miR-NC, miR-31, and miR-31 with AR-CDS for 48 hours, followed by treatment with 1nM
R1881 or vehicle (ethanol) for 24 hours. C, schematic graph illustrating predicted locations
of three miR-31 MREs within the transcript of AR variant 1. Numbers in parenthesis
correspond to the position in the whole transcript (NM_000044). Perfect matches are shown
by a line; G:U pairs by a colon (:). D, previously reported mutations are shown in red and
the original sequence in bold. Three point mutations, A > G, G > A, and G > T were located
within MRE2 and one deletion, AG, was located within MRE3. E, luciferase activity of
LNCaP cells co-transfected with reporter constructs containing WT, mutant (mt), or empty
vector (v) and either miR-31 or miR-NC (n = 3). F, AR expression levels in HEK293 cells
co-transfected with AR-CDS WT or mutant containing the G > T mutation in MRE2 and
either miR-31 or miR-NC, evaluated by qPCR (n = 3). G, AR expression in PC3AR cells
transfected with miR-31, miR-NC, inhibitor negative control (IN-NC), or miR-31 inhibitor
(IH-miR-31), evaluated by gPCR and immunoblot (n = 3). **p < 0.01, all bar graphs are
shown with mean £ SEM.
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Genes in cell cycle regulation are direct targets of miR-31. A, proliferation assay of LNCaP
cells transfected with miR-31 or miR-NC (n = 6, * p < 0.001). B, colony formation analysis
of VCaP cells overexpressing miR-31 or vector alone (n = 3). C, cell cycle analysis of
LNCaP cells transfected with miR-31 or miR-NC by FACS (n = 3). D, caspase 3/7 activity
in LNCaP cells transfected with miR-31 or miR-NC (n = 6). E, expression of genes involved
in cell cycle in LNCaP cells transfected with miR-31 or miR-NC, evaluated by gPCR (n =
3). F, immunoblot of E2F1 with lysates from LNCaP cells transfected with miR-31 or miR-
NC (top). Schematic graph illustrates the miR-31 MRE within the 3'UTR of E2F1 (bottom).
G, luciferase activity of LNCaP cells co-transfected with reporter constructs containing WT
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or mutant (mt) E2F1 3"UTR or vector alone (V) with either miR-31 or miR-NC (n = 3, **p <
0.01). H, expression levels of indicated proteins from LNCaP cells transfected with miR-31
or miR-NC by immunoblot. 1, luciferase activity of LNCaP cells transfected with reporter
constructs containing 3"UTRs of CDK1, E2F2, EXO1, FOXM1, or MCM2 in conjunction
with miR-31 or miR-NC (n = 3, *p < 0.05, **p < 0.01). J-K, luciferase activity of LNCaP
cells transfected with reporter constructs containing WT or mutant MREs of E2F2 and
FOXML1 in conjunction with miR-31 or miR-NC (n = 3, *p < 0.05, **p < 0.01). All bar
graphs are shown with mean + SEM.
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Figure5.

MiR-31 represses PCA growth /in vivo. A-B, luciferase imaging in mice with LNCaP
xenografts treated with miR-31 or miR-NC intratumorally. The experiment was terminated
after 43 days of initial treatment. C, tumors were removed on Day 43 and weighed. D,
representative immunohistochemistry images of AR (top) and Hematoxylin and eosin
staining (H&E) (bottom) in LNCaP xenografts treated with miR-31 or miR-NC. Scale bar:
100 wm. E, expression of AR protein levels in LNCaP xenografts treated with miR-31 or
miR-NC, evaluated by immunoblot.
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Mutual regulatory model of miR-31 and AR. MiR-31 inhibits the expression of AR and
several proteins involved in cell cycle regulation and proliferation. On the other hand, AR

and H3K27 trimethylation can repress miR-31 expression. During PCA pathogenesis,

increased promoter methylation leads to the loss of miR-31 expression. Downregulation of
miR-31 in PCA may occur as an early event in PCA resulting in increased AR expression.
Alternatively, increased AR expression or activity may be a preliminary event that leads to

miR-31 silencing.
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