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Abstract

Prostate cancer, the second most frequently diagnosed cancer in males worldwide, is estimated to be diagnosed in
1.1 million men per year. Introduction of PSA testing substantially improved early detection of prostate cancer,
however it also led to overdiagnosis and subsequent overtreatment of patients with an indolent disease. Treatment
outcome and management of prostate cancer could be improved by the development of non-invasive biomarker
assays that aid in increasing the sensitivity and specificity of prostate cancer screening, help to distinguish aggressive
from indolent disease and guide therapeutic decisions. Prostate cancer cells release miRNAs into the bloodstream,
where they exist incorporated into ribonucleoprotein complexes or extracellular vesicles. Later, cell-free miRNAs have
been found in various other biofluids. The initial RNA sequencing studies suggested that most of the circulating
cell-free miRNAs in healthy individuals are derived from blood cells, while specific disease-associated miRNA signatures
may appear in the circulation of patients affected with various diseases, including cancer. This raised a hope that
cell-free miRNAs may serve as non-invasive biomarkers for prostate cancer. Indeed, a number of cell-free miRNAs that
potentially may serve as diagnostic, prognostic or predictive biomarkers have been discovered in blood or other
biofluids of prostate cancer patients and need to be validated in appropriately designed longitudinal studies and

clinical trials. In this review, we systematically summarise studies investigating cell-free miRNAs in biofluids of prostate
cancer patients and discuss the utility of the identified biomarkers in various clinical scenarios. Furthermore, we discuss
the possible mechanisms of MIRNA release into biofluids and outline the biological questions and technical challenges
that have arisen from these studies.
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Overdiagnosis

Background
Prostate cancer is a global health problem. Approxi-
mately 1.1 million cases are diagnosed per year, making
this malignancy the second most common cancer in
men worldwide and the most common cancer in men in
more developed regions [1, 2]. In terms of mortality,
prostate cancer is the fifth leading cause of death from
cancer in men [1, 2].

In the economically developed countries, over 80 % of
prostate cancer cases are diagnosed at localised stage [3],
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when the disease can often be cured by localised therapies
such as radical prostatectomy and radiotherapy. Technical
developments in radical prostatectomy as well as targeted
external beam radiation therapy have significantly reduced
patient morbidity after curative treatment. Cancer specific
survival 5 years after the time of diagnosis is high for local-
ised prostate cancer, and it reaches almost 100 % in USA
according to the American Cancer Society. However, the
more advanced the cancer at diagnosis, the poorer the
prognosis. When metastatic prostate cancer is diagnosed,
androgen deprivation is the initial line of therapy. Andro-
gen deprivation therapy (ADT), however, is a palliative and
not a curative treatment for patients with metastases, and
eventually the patients will develop metastatic castration-
resistant prostate cancer (mCRPC), for which currently
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available treatment options have limited efficacy [4, 5].
Once the disease is androgen independent, the estimated 5-
year survival drops to 28 % and the average survival time is
2 years [4].

The discovery of prostate specific antigen (PSA) al-
most 30 years ago has changed the way how prostate
cancer is diagnosed and managed. The serum PSA test
is currently the most commonly used tool for organised
screening programs, opportunistic screening and moni-
toring of prostate cancer. Evidence obtained in numer-
ous clinical trials suggests that the PSA test may
improve the early detection of localised prostate cancer,
however it has substantial drawbacks due to overdiagno-
sis and overtreatment. The balance of benefits and
harms is still a matter of active debate, and improving
the performance of PSA-based screening for prostate
cancer is essential [6—8]. Furthermore, recent advances
in the development of therapeutics for prostate cancer
have raised the necessity for biomarkers that can predict
treatment outcome and be used in therapeutic decisions.
It is clear that there is clinical need for novel prostate
cancer biomarkers. The identification of cancer bio-
markers that can be measured in a noninvasive way, for
example in a blood or urine sample, is of particular im-
portance as these samples can be easily acquired
throughout the course of the disease. These biomarkers,
often referred as circulating biomarkers or liquid biop-
sies [9], may better reflect the heterogeneity of the
tumour than single biopsies.

In 2008, three independent studies demonstrated that
tumour-associated miRNAs are released into the blood
circulation and are present in human plasma and serum
in a remarkably stable form [10-12]. More recently, cell-
free miRNAs have also been found in a variety of other
biofluids [13-15]. Given that miRNA expression pat-
terns are tissue and cancer-type specific [16, 17], these
findings led to the concept that different cancers may
leave specific miRNA signatures in biofluids [12], and
that these signatures may carry information about the
disease status, aggressiveness and response to therapy.
This concept has attracted enormous attention of re-
searchers resulting in the discovery of cell-free miRNA
signatures with diagnostic, prognostic and predictive
relevance for various types of cancer, including prostate
cancer. In the current review, we systematically summar-
ise studies exploring cell-free miRNAs in biofluids of
prostate cancer patients, propose their clinical utility in
various clinical scenarios and discuss mechanisms for
miRNA release in biofluids.

Unmet clinical needs in the management of prostate
cancer

Prostate cancer is a multi-faceted disease and clinicians
treating and managing the disease face several challenges
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at the different clinical states [18]. The first decision
point is the early detection of localised tumours. Since
prostate cancer symptoms generally appear at advanced
stages of the disease, PSA-based screening seemed an
appealing idea and many countries launched population-
based screening programs in the early 1990s [6-8]. A
combination of high PSA levels in blood and a positive
digital rectal exam typically leads to a biopsy to confirm
diagnosis and determine the Gleason grade. PSA-based
screening indeed has proved useful in detecting early
stage prostate cancer and has been shown to reduce the
rate of death from prostate cancer in some studies [19].
However, PSA is not cancer specific — it is a glycopro-
tein produced by normal prostate epithelial cells at equal
or higher levels than by cancer cells and released into
the bloodstream due to increased epithelial barrier per-
meability and cellular reorganisation [20]. Elevated
serum PSA levels can be found not only in men with
prostate cancer, but also in men with benign prostatic
hyperplasia (BPH) and prostatitis [21-23]. Moreover, a
variety of factors such as ejaculation, prostate biopsy,
acute urinary retention and even bicycle riding may
transiently increase PSA levels [24, 25]. In fact, several
initial studies have demonstrated that only 22-26 % of
men with elevated PSA levels (4.0-9.9 ng/ml) have can-
cer [26—28]. High false positive rate and low specificity
of the PSA test consequently leads to large numbers of
unnecessary prostate biopsies and emotional morbidity
[8, 29-31]. The PSA-based test also gives a high rate of
false negatives. For instance, a study by Thompson et al.
involving 2950 men with PSA levels <4.0 ng/ml showed
that 15.2 % of them had a biopsy-detected prostate can-
cer [32]. Several alternative approaches for improving
the diagnostic performance of PSA have been suggested,
including PSA velocity, PSA density, age-specific PSA
levels and free to total PSA ratio [33]. However all
these tests have their own advantages and drawbacks,
and their clinical utility has not been validated in
randomised trials so far. Hence, additional or alterna-
tive biomarkers that could increase the sensitivity and
specificity of prostate cancer screening still represent
an unmet clinical need.

The data about the impact of PSA-based screening on
prostate cancer mortality are controversial. While the
European Randomized Study of Screening for Prostate
Cancer that was initiated in the early 1990s and involved
182,000 men concluded that PSA-based screening re-
duced the death rate by 20 % [6, 19], the Prostate, Lung,
Colorectal, and Ovarian (PLCO) Cancer Screening Trial
that was carried out in the USA between 1993 and 2001
and enrolled 76,685 men found no evidence of reduced
mortality [7]. The reason for such a discrepancy is not
yet clear. Both studies, however, concluded that orga-
nised PSA-based screening is associated with high risk
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of overdiagnosis. In line with this conclusion, a recent
Norwegian study focusing on the effects of opportunistic
PSA testing on trends in stage distribution in different
age groups observed a considerable increase in the inci-
dence of localised prostate cancer in younger men, and a
moderate decrease in the incidence of advanced cancer
in older men, but that did not fully compensate the ini-
tial increase [29]. Overdiagnosis refers to the detection
of indolent cancers that most likely would never have
become clinically significant and leads to aggressive
treatments with substantial side effects [29, 34]. The
overdiagnosis rate for annual PSA-based screening has
been estimated to be approximately 50 %, and it is con-
sidered to be the most significant harm of screening
[29, 34]. Once early stage prostate cancer is detected,
the second decision point is to choice between radical
treatment and active surveillance. Management deci-
sions are based on risk stratification systems. For ex-
ample, the D’Amico risk system stratifies the patients in
low-, intermediate- and high-risk groups for recurrence
after curative treatment based on PSA levels, Gleason
score, and tumour stage [35]. However, actual risk clas-
sification systems (D’Amico risk-group classification,
National Comprehensive Cancer Network, CAPRA
score) often give different results and are not sufficient
to distinguish true indolent from clinically significant
prostate cancer thus resulting in many patients with in-
dolent cancers being treated. There is a clear unmet
need for biomarkers that can reduce overtreatment.
The third decision point is the choice of treatment
for metastatic prostate cancer. The standard treatment
for metastatic hormone-sensitive prostate cancer is
ADT. Although most of the patients initially respond
well, the disease ultimately becomes resistant and re-
curs within 1-3 years as mCRPC [4, 36]. Three recent
clinical trials evaluated the effect of the addition of
various chemotherapeutic agents to ADT — two of
these studies, STAMPEDE [37] and CHAARTED [38],
showed significant survival benefit for patients receiv-
ing ADT in combination with docetaxel, while the third
study, GETUG-AFU 15, observed a trend towards im-
proved survival, however it did not reach a statistical
significance [39]. For mCRPC, the first-line therapy
currently is docetaxel-based chemotherapy, which pro-
vides modest survival benefits (approximately
2.4 months compared with mitoxantrone-based ther-
apy) and improve the quality of life in approximately
22 % of patients [40]. In the past five years, several
novel chemotherapeutic (cabazitaxel) and radiopharma-
ceutical (radium-223) agents, androgen receptor-
targeted agents (abiraterone acetate, and enzalutamide)
and an immunotherapeutic approach (sipuleucel-T)
have been approved for the management of mCRPC, all
of them have been shown to improve overall survival
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by 3-5 months [41, 42]. More recently, several novel
therapeutic agents targeting DNA-repair defects (Olaparib)
[43], bone microenvironment and metastasis formation
(Tasquinimod) [44], resistance pathways (Custirsen) [45]
and mesenchymal-epithelial transition (Cabozantinib) [46]
have been shown to have antitumour activity and survival
benefits in subgroups of patients [47]. Therefore, the identi-
fication of biomarkers that could predict patients’ response
to specific therapies and could help to select the optimal
combination of agents or treatment schedule is becoming
increasingly important [48].

miRNAs are found in biofluids

miRNAs are a class of endogenous 19-22 nucleotides
long, single-stranded non-coding RNA molecules. These
small RNAs post-transcriptionally regulate gene expres-
sion by base-pairing to the complementary sites in their
target mRNAs resulting either in the degradation of the
target mRNAs or in the inhibition of translation initi-
ation [49, 50]. The current release of miRBase (June,
2014) contains 1881 precursors and 2588 mature human
miRNA sequences [51]. miRNA expression profiles have
been found to be tissue type-specific and frequently dys-
regulated in various cancers. Importantly, they may ro-
bustly distinguish tumours from normal tissues and
classify tumours according to the developmental lineage,
differentiation state and aggressiveness [16, 52]. In pros-
tate cancer, miRNA signatures that distinguish malig-
nant from normal tissues, low- from high-risk cancers
and recurrent from non-recurrent cancers have been
identified [53-56].

Mitchell et al. demonstrated for the first time that
miRNAs from human prostate cancer xenografts were
released into the circulation of xenograft-bearing mice
and could be readily detectable in the plasma once the
tumours were established [11]. This study also showed
that miRNAs in human plasma remain stable after incu-
bation of plasma at room temperature for up to 24 h or
multiple freeze-thaw cycles. Furthermore, serum levels
of miR-141 were substantially higher in patients with
metastatic prostate cancer than healthy controls and dis-
tinguished cases from controls with a sensitivity of 60 %,
specificity of 100 % and an area under the curve (AUC)
of 0.907 [11].

Cell-free miRNAs have been subsequently found in
various human body fluids including blood, urine, tears,
breast milk, bronchial lavage, colostrums, and also in
seminal, amniotic, pleural, peritoneal and cerebrospinal
fluid [13, 14, 57]. The highest number of detectable miR-
NAs was found in saliva, seminal fluid and breast milk,
while urine, pleural fluid and cerebrospinal fluid had the
lowest number of different miRNAs. The most abundant
miRNAs were typically found in most of the biofluids,
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however there are miRNAs that were uniquely detected
in a particular biofluid [13].

In biofluids and cell culture media, cell-free miRNAs
have been found to be packaged into extracellular vesi-
cles (EVs) [58-62], or to exist in a vesicle-free form asso-
ciated with proteins such as Argonaute2 [63, 64] and
nucleophosmin [65], or high-density lipoproteins [66]
(Fig. 1).

The proportion of vesicle-enclosed and vesicle-free
miRNAs in biofluids is still a controversial issue. A study
by Arroyo et al. demonstrated that only a minority of
cell-free miRNAs in human plasma and serum are asso-
ciated with EVs, while approximately 90 % of miRNAs
are incorporated in Argonaute2 containing ribonucleo-
protein complexes. Moreover, some miRNAs were exclu-
sively associated with vesicles and others with
ribonucleoprotein complexes [63]. The same group later
performed a stoichiometric analysis of the miRNA con-
tent of exosomes isolated from various sources and
found on average 0.00825 miRNA molecules per exo-
some. The authors proposed two models for exosomal
RNA content: one suggests that a small fraction of exo-
somes carries a low concentration of miRNA and the
other that very rare exosomes carry many copies of a
given miRNA [67]. On the contrary, a study by Gallo
et al. showed that the concentration of miRNAs was
consistently higher in exosomal fractions as compared to

Page 4 of 13

exosome-depleted serum and saliva [68]. Cheng et al.
performed deep sequencing of miRNAs in exosomal and
total cell-free RNA fractions in human plasma and
serum and found that exosomes are enriched in miRNAs
and provide a consistent source of miRNAs for bio-
marker discovery [69]. Similarly, deep sequencing of
exosomal and total cell-free small RNAs in human urine
showed a significant enrichment of miRNAs in exo-
somes [69] and the level of exosomal, but not vesicle-
free, miR-373 has been shown to be increased in patients
with breast cancer [70]. It is important to note that all
these studies are not directly comparable as they differ
in the EV isolation methods, RNase and proteinase K
treatment and possibly pre-analytical variables.

EV-mediated miRNA release

The term “EV” refers to virtually any type of lipid
bilayer-bound vesicle released into the extracellular
space by any type of cell. EVs differ in their biogenesis,
molecular content, size, membrane composition, cellular
source and specific functions. According to the mode of
biogenesis, three main types of EVs have been defined:
(i) exosomes, (ii) microvesicles (MVs) and (iii) apoptotic
bodies [71, 72] (Fig. 1). Exosomes are the smallest (30—
150 nm) vesicles and formed via inward budding of
endosomal membranes, resulting in multivesicular bod-
ies (MVB) that later fuse with the plasma membrane

. miRNAs
®© Exosomes (30-150 nm)

) Microvesicles (50-1000 nm)
) Apoptotic bodies (50-5000 nm)

v Large oncosomes (1-10 um)

AGO2, argonaute2; NPM1, nucleophosmin 1; MVB, multivesicular body

Fig. 1 Different mechanisms of cell-free miRNA release from cancer cells. miRNAs can be released from cells and enter the bloodstream, urine or
seminal fluid either in the form of membrane-enclosed vesicles (i.e, exosomes, microvesicles, apoptotic bodies and large oncosomes) that differ in size and
molecular content or vesicle-free forms, where miRNAs are bound to specific RNA binding proteins or packaged in high density lipoprotein complexes.

--_: High density lipoprotein complex
L

__) AGO2 or NPM1 associated miRNA
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releasing their internal vesicles/exosomes into the
extracellular environment [73, 74]. Microvesicles are
larger (50-1000 nm) vesicles generated by outward
budding and fission of the plasma membrane [75, 76].
Apoptotic bodies are produced by dying cells during
the late stages of apoptosis, when cells disassemble into
membrane-bound vesicles ranging in size from 50 nm
to 5 um [73, 77]. Apoptotic bodies are promptly cleared
by phagocytes in vivo and their main biological func-
tion is to facilitate the removal of aged or damaged
cells and to prevent the leakage of their intracellular
content in the extracellular space, thus minimising tis-
sue damage and preventing the development of chronic
inflammatory and autoimmune diseases [78]. More re-
cently, atypically large EVs (1-10 um), termed “large
oncosomes”, were found to be generated by the shed-
ding of non-apoptotic plasma membrane blebs from
fast-migrating prostate cancer cells that had acquired
an amoeboid phenotype known to be associated with
aggressive or metastatic disease [79-81]. These vesicles
were shown to harbour cancer-promoting bioactive
molecules and to be more abundant in plasma of pa-
tients with metastatic prostate cancer in comparison to
localised cancer, therefore they may be of particular im-
portance as prognostic biomarkers [80, 82, 83]. It is not
clear at the moment if large oncosomes represent a
new type of EVs or a subtype of MVs.

EVs have been shown to contain a large variety of
small non-coding RNA species, including miRNAs,
tRNAs, snoRNAs, snRNAs, mitochondrial-associated
RNA, piRNAs, vault RNAs and Y-RNAs, as well as
mRNAs, IncRNAs and rRNAs [58, 59, 62, 84, 85]. Ap-
parently, the EV RNA content is not merely a reflection
of cellular RNA content, and some specific small RNAs
are selectively exported to EVs, while others are ex-
cluded [85, 86]. Furthermore, the repertoire and propor-
tions of various RNAs seems to differ between various
types of EVs [80, 87, 88]. For example, in a recent study
Lunavat et al. compared the small RNA content in exo-
somes, MVs and apoptotic bodies released by melanoma
cells and found that exosomes were relatively enriched
in small RNAs, while MVs and apoptotic bodies con-
tained a larger proportion of rRNAs. Deep sequencing of
miRNAs revealed a set of 113 miRNAs that were shared
between all types of EVs and cells, a set of 23 miRNAs
that were only detected in exosomes and a distinct set of
26 miRNAs that were shared between MVs, apoptotic
bodies and cells, but not found in exosomes [87]. Hence,
the sorting signals and mechanisms are likely to be dif-
ferent in distinct types of EVs. In this regard, several
sorting mechanisms have been proposed. A study by
Gibbings et al. demonstrated that GW182, a component
of the RNA-inducing silencing complex, is localised in
endosomal/MVB membranes and secreted in exosomes
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and thus it may be implicated in the loading of miRNAs
into exosomes [89]. Later, Villarroya-Beltri et al. reported
the identification of short sequence motifs in miRNAs
that guide their sorting into exosomes and showed that
sorting was mediated by sumoylated heterogeneous nu-
clear ribonucleoprotein A2B1 [90]. A study by Koppers-
Lalic et al. suggested that, at least in B cells, sorting of
miRNAs in exosomes depends on the 3’ end modifica-
tions — 3'-end uridylated miRNAs are preferentially
sorted into exosomes, while 3'-end adenylated miRNAs
are retained in cells [91]. At the same time, another
showed that the loading of miRNAs into EVs is mediated
by Annexin A2 in a sequence independent manner [92].

An important question is how EVs secreted by various
cells reach the systemic circulation. After release from
donor cells, EVs may be taken up by neighboring cells,
internalized by the same donor cell or enter the systemic
circulation to reach different tissues. One possible mech-
anism for EV entry into the blood stream could be by
weakening the tight junctions in epithelial/endothelial
barriers. Tight junctions are formed by protein com-
plexes consisting of occludin and claudins, which are tet-
raspanins consisting of 4 transmembrane domains that
form 2 extracellular loops and lintracellular loop. The
cytosolic C terminus of tetraspanins is linked to adaptor
proteins ZO-1, ZO-2, ZO-3, which interact with the
actin cytoskeleton ensuring the maintenance of tight
junctions and epithelial barrier integrity [93]. In a recent
study Zhou et al. demonstrated that cancer exosome-
derived miR-105 can effectively weaken the tight
junctions between endothelial cells by reducing ZO-1
expression in endothelial cells hence making the endo-
thelial barrier more permeable for cancer cells [94].
Tominaga et al. have provided evidence that actin dy-
namics in the blood-brain barrier (BBB) is altered by
miR-181c transferred by metastatic cancer-derived EVs
[95]. miR-181c promotes the breakdown of BBB through
the downregulation of its target gene, PDPKI, that re-
sults in abnormal localization of actin. Altogether, exoso-
mal miRNAs from cancer cells have been shown to alter
the epithelial/endothelial barrier permeability and may
help EV entry into the systemic circulation.

Cell-free miRNA signatures with diagnostic, prognostic or
predictive relevance for prostate cancer

Following the initial discovery by Mitchell et al. [11] pro-
viding a proof of principle that miRNAs from prostate
cancer cells are released in the bloodstream, where they
are protected against degradation and readily detectable
by PCR-based methods, a number of studies have ex-
plored miRNAs in biofluids of prostate cancer patients.
The levels of specific miRNAs have been correlated with
disease status, stage, aggressiveness and response to
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therapy. The main findings of these studies are sum-
marised in Table 1.

Several groups have performed miRNA profiling in
plasma or serum of patients with localised or metastatic
prostate cancer, BPH and healthy individuals resulting in
the identification of miRNA signatures with remarkably
high diagnostic value. For example, Chen et al. per-
formed miRNA profiling in plasma from patients with
prostate cancer or BPH using Illumina’s miRNA micro-
array and identified a 5 miRNA-model that could differ-
entiate prostate cancer from BPH with AUC of 0.924
and prostate cancer from healthy individuals with AUC
of 0.860 in an independent validation cohort. These
miRNAs were shown to improve the diagnostic perform-
ance of the PSA test [96]. Similarly, by profiling miRNAs
in serum, Haldrup et al. identified another 5 miRNA-
panel that discriminated between prostate cancer and
BPH with AUC of 0.919 [97]. Such miRNAs could po-
tentially aid in early detection of localised prostate can-
cer, however whether or not they can differentiate
clinically significant from indolent cancers remains to be
determined.

A number of studies have identified cell-free miRNAs
that differentiate between localised and metastatic pros-
tate cancer or correlate with the risk score or Gleason
grade. Such miRNAs are potentially associated with ag-
gressive or indolent disease and may aid in tumour sta-
ging and treatment decisions at the time of diagnosis.
For example, a 3 miRNA model comprising miR-141,
miR-151-3p and miR-16 could differentiate localised
prostate cancer from mCRPC with AUC of 0.944 [98].
Another study showed that high levels of miR-146b-3p
and miR-194 in serum could predict rapid biochemical
recurrence after radical prostatectomy in a cohort of 70
patients of intermediate risk according to D’Amico risk
stratification system. Hence these miRNAs could help in
the treatment decisions for intermediate risk localised
prostate cancers [99]. Three other cell-free miRNAs,
miR-106a, miR-93 and miR-1274a were found to be
steadily increased, while miR-24 was steadily decreased
in sera from healthy controls compared to patients with
low and intermediate risk to metastatic disease [100].
Another set of 14 miRNAs was found to be highly
expressed in sera of patients with BPH and low-grade
(100 % Gleason grade 3) prostate cancer while had uni-
formly low levels in patients with high-grade cancers
(Gleason grade 4 and 5) and thus could predict absence
of high-grade cancer with negative predictive value of
0.939 [101]. It has to be noted that there are substantial
discrepancies between studies reporting miRNAs with
prognostic significance. For example, miR-106a, miR-93
and miR-451 have been shown to be highly expressed in
BPH and low-grade cancers compared to high-grade
cancers in one study [101], while the same miRNAs were
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shown to be elevated in high-risk cancers as compared
to low-risk cancers and healthy controls in another study
[100]. Whether such differences are due to the different
risk stratification systems or technical variations in
miRNA analysis is not clear at the moment.

A few studies have reported an association of cell-free
miRNA levels with response to therapy. It has been
shown that CRPC patients non-responding to docetaxel
chemotherapy had higher levels of miR-200 family mem-
bers and lower levels of miR-17 family members in
plasma and serum prior to docetaxel therapy, and identi-
fied a 6 miRNA model that could distinguish responders
from non-responders with AUC of 0.730 [102]. Another
study showed that lower serum miR-210 level in mCRPC
patients correlated with PSA response to ADT combined
with chemotherapy and suggested that increased miR-
210 level may serve as a marker for hypoxia response in
the tumour [103].

More recently, several studies have explored the possi-
bility of using other biofluids such as urine or prostatic
secretions as a source of cell-free miRNAs. Guzel et al.
were the first to demonstrate that diagnostically relevant
miRNAs are present in prostate secretions. Three miR-
NAs were significantly downregulated and 1 was upreg-
ulated in prostate secretion samples of prostate cancer
patients compared to BPH, and the combination had an
AUC of 0.950 [14]. This study, was based on a small
sample size and has to be validated in a larger independ-
ent cohort. Urine is an easily accessible sample type that
typically is available in large amounts. Three studies
demonstrated that cell-free miRNAs can be readily de-
tectable in urine and revealed several miRNAs with a
diagnostic significance [15, 57, 104]. Interestingly,
the urinary virus-encoded miRNAs hsvl-miR-H18 and
hsv2-miR-H9-5p could distinguish prostate cancer from
BPH better than the PSA test in patients in the PSA gray
zone and may aid in early detection of localised cancers
[104]. However, urine is just emerging as a novel source
of miRNA biomarkers and currently a direct comparison
of the cell-free miRNA repertoire in blood and urine of
prostate cancer patients is not available. It is too early to
conclude which sample type is more suitable for the de-
tection of miRNA biomarkers.

Most of the studies here presented used total RNA ex-
tracted from whole plasma, serum or other biofluids,
while a few studies focused on EVs. Analysis of the
miRNA profile in exosomes released by prostate cancer
cells revealed a high degree of similarity between the
miRNA of exosomes and parent cells, while a small frac-
tion of miRNAs appeared to be specifically sorted or ex-
cluded from exosomes [105]. Bryant et al. performed
miRNA profiling in MV-enriched EV fractions isolated
from plasma or serum of prostate cancer patients and
controls and identified miRNA panels that were
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Table 1 Studies investigating cell-free miRNA signatures with diagnostic, prognostic and predictive relevance in prostate cancer

Study design, substrate, and sample size Significant miRNAs Diagnostic value/outcome Reference
TagMan gRT-PCR analysis of 6 candidate miR-141 AUC=0.907, Sn =60 %, Sp =100 % Mitchell et al.
miRNAs in serum from 25 mPC patients and 2008 [11]
25 HI. Normalised to spike-ins.
miRNA profiling by in serum from 6 PC miR-16, miR-34b, miR-92a, miR-92b, miR-  Upregulated miRNA levels in PC serum Lodes et al.
patients (stage 3 and 4) and 8 HI by pan- 103, miR-107, miR-197, miR-328, miR-485- samples 2009 [118]
miRNA microarray. 3p, MiR-486-5p, miR-574-3p, miR-636,
miR-640, miR-766, miR-885-5p

gRT-PCR analysis of 3 candidate miRNAs in ~ miR-21, miR-141, miR-221 miR-21: AUC = 0.880 (PC vs HI) Agaoglu
plasma from 51 PC patients (26 LPC, ) ) _ et al. 2011
25mPC) and 20 HI. Normalized to RNUTA. miR-221: AUC=0830 (PC vs HD [119]

miR-141: AUC=0.755 (mPC vs LPC)
Discovery: profiling of 667 miRNAs in serum miR-141, miR-200b, miR-375 69 differentially expressed miRNAs Brase et al.
of 7 mPC and 14 LPC patients by TagMan between mPC and LPC. 2011 [120]
arrays. Normalised to spike-ins.
Validation 1: analysis of 5 selected miRNA in Increased miR-375, miR-141, miR-200b
different PC risk groups (n =45). levels differentiate pT3 vs pT2, Gleason

score 6 vs 7.
Validation 2: analysis of 3 selected miRNA in miR-375 level differentiate Gleason score 7
different PC risk groups (n=71). vs =28 and NO vs N1/M+
gRT-PCR analysis of 4 candidate miRNAs in  let-7i, miR-26a, miR-32, miR-195 4 miRNA model: AUC=10.758, Sn =784 %, Mahn et al.
serum from 45 PC, 18 BPH patients and 20 Sp=66.7 % (LPC vs BPH) (PSA AUC=0.834) 2011 [121]
HI. Normalised to spike-ins. Decrease of miR-26a and miR-195 level

after prostatectomy
Profiling of 384 miRNAs in serum from 36 miR-24, miR-26b, miR-30c, miR-93, miR- 10 differentially expressed miRNAs (PC vs Moltzhan
PC patients (CAPRA scores: 12 low, 12 106a, miR-223, miR-451, miR-874, miR- HI) et al. 2011
medium, 12 high risk) and 12 HI using 1207-5p, miR-1274a ) . ) o [100]
Fluidigm microfluidic platform, validation of ;mR—LQ6at,>n;\R—93, m|R—127;L a .lg;\i& rlela—l
12 candidate miRNAs by qRT-PCR in the '035 b be ‘Ze‘?r‘k'”dease MIRNA leve
same sample set, and increased risk score.

miR-24: a liner relationship between

decreased miRNA level and increased risk

score.

miR-451: increased in high risk in

comparison to low and medium risk PC

and HI.
gRT-PCR analysis of miR-21 in serum from ~ miR-21 A liner relationship between increased Zhang et al.
56 patients (20 LPC, 20 ADPC, 10 CRPC and miR-21 level and increased serum PSA level 2011 [122]
6 BPH) The 10 CRPC patients received in patients with ADPC and HRPC.
docetaxel-based chemotherapy. Higher miR-21 levels in patients who were

resistant to docetaxel-based

chemotherapy.
Profiling of 742 miRNAs in plasma-derived 27 differentially expressed miRNAs miR-107, miR-130b, miR-141, miR-181a-2%, Bryant et al.
MVs from 78 PC patients (55 LPC, 16 mPC) miR-2110, miR-301a, miR-326, miR-331-3p, 2012 [106]
and 28 Hl using Exigon miRNA gPCR panel. miR-432, miR-574-3p, miRr-625* (PC vs HI).
Validation of miR-375 and miR-141 in MV . . : o
and exosome fractions from sera of 47 mPC m's;&7 m'g;gg mg{ig a_z.é n;|7R4231 10,
and 72 non-recurrent PC patients by Tag- m!R:62Si/(rLT;"C7 }_’“;m o4 MIR-575-3p,
Man gRT-PCR. Normalised to spike-ins. mi Vs Fb.

miR-17%, miR-20a*, miR-23a*, miR-130b,

miR-198, miR-200b, miR-375, miR-379,

miR-513a-5p, miR-572, miR-577, miR-582-

3p, miR-609, miR-619, miR-624*, miR-1236

(mPC vs LPC)
Discovery: profiling of 754 miRNAs in let-7¢, let-7e, miR-30c, miR-622, miR-1285 5 miRNA model: AUC=0.860, Sn=74.1 %, Chen et al.
plasma from 25 PC and 17 BPH patients by Sp=3838% (PC vs HI) 2012 [96]

lllumina MiRNA expression platform.
Validation: gRT-PCR analysis of 8 selected
miRNAs in plasma from 80 PC, 44 BPH and
54 HI. Normalised to Ue.

AUC=0.924 (PC vs BPH)
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Table 1 Studies investigating cell-free miRNA signatures with diagnostic, prognostic and predictive relevance in prostate cancer

(Continued)

Profiling of 365 miRNAs in serum from 25
mCRPC patients (pooled) and 25 HI
(pooled) by TagMan Low-Density Array.
Normalised to spike-ins. Additional testing
of individual miRNAs by TagMan gRT-PCR.

Profiling of 699 miRNAs in serum samples
from 28 patients of low-risk LPC and 26 of
mCRPC by TagMan microRNA arrays.

miRNA profiling in the serum of 8 patients
with rapid BCR and 8 patients without BCR
following RP. Validation: Testing of four
candidate miRNAs in 70 independent
Gleason 7 PC patient serum samples, 31 of
whom had relapse after RP, by gRT-PCR.

gRT-PCR analysis of 4 miRNAs (previously
found deregulated in PC tissues) in urine
samples from 36 PC patients (GS6 and GS7)
and 12 HI. Normalised to RNU48.

Profiling of 742 miRNAs in plasma samples
from 25 LPC (pooled) and 25 mCRPC
(pooled) patients by Exiqgon miRNA gPCR
panel. Validation: Analysis of 10 selected
candidate miRNAs in 50 individual plasma
samples by gRT-PCR.

Profiling of 732 miRNAs in serum samples
from 13 BPH and 31 PC (11 LPC+ 9 N1/M1
+ 11 CRPQ) patients by Exigon microRNA
PCR panel [ +1I, V2.M.

miRNA profiling on docetaxel-resistant and
sensitive cell lines to identify candidate cir-
culating miRNA biomarkers and subsequent
gRT-PCR analysis of 46 candidate miRNAs in
plasma/serum samples collected from 97
CRPC patients before and after docetaxel
treatment.

miRNA profiling in PSS from 4 BPH patients
and 4 PC patients by Agilent miRNA
Microarray.

Validation: Analysis of 4 candidate miRNA in
PSS from 23 PC and 25 BPH patients by
QRT-PCR.

Deep sequencing of plasma exosomal RNA
in 23 CRPC patients and correlation with
OS. Validation: gRT-PCR analysis of candi-
date miRNAs in a follow-up cohort of 100
CRPC patients.

gRT-PCR analysis of 12 miRNAs in blood
and tissue samples from 75 PC and 27 BPH
patients

gRT-PCR analysis of 3 candidate miRNAs in
cell-free urine fraction from 71 PC patients
and 18 HLI.

miR-141, miR-200a, miR-200¢, miR-210,
miR-375

miR-141, miR-375, miR-378% miR-409-3p

miR-141, miR-146b-3p, miR-194

miR-205, miR-214

miR-16, miR-141, miR-151-3p

19 differentially expressed miRNAs

miR-20a, miR-20b, miR-21, miR-25, miR-
132, miR-146a, miR-200a, miR-200b,
miR-200c, miR-201b, miR-222, miR-375,
miR-429, miR-590-5p

miR-133b, miR- 203, miR-221, miR-361-3p

miR-375, miR-1290

let-7a, miR-141, miR-145, miR-155

miR-483-5p

Increased miRNA levels in serum samples
from mCRPC patients

miR-210: correlation with PSA response to
treatment

Increased levels of miR-375, miR-378* and
miR-141; decreased level of miR-409-3p
(mCRPC vs LPC)

Increased miRNA levels in serum samples
from patients who had experienced BCR.

miR-146b-3p (HR =2.13) and miR-194 (HR
=2.13) were also associated with disease
progression in the validation cohort.

Decreased miRNA levels in PC. miR-205:
AUC=0.708, miR-214: AUC=0.743

2 miRNA model: Sn =89 %, Sp =380 %

67 differentially expressed miRNAs.

3 MIRNA model : AUC = 0.944, Sn =84 %,
Sp=96 %

miR-562/miR-210/miR-501-3p/miR-375/
miR-55Tb model: AUC=0.919, Sn=284 %,
Sp=100 % (BPH vs PQ)

miR-375/miR-708/miR-1203/miR-200a
model: AUC=0.875, Sn=75 %, Sp=100 %
(LPC vs disseminated PC)

let-7a/miR-210/miR-562/miR-616/miR-297
model: AUC=0.900, Sn =80 %, Sp= 100 %
(BPH vs disseminated PC)

miR-200c/miR-200b/miR-146a/miR-222/
miR-201b/miR-20a model for prediction of
chemoresponse: AUC =0.730

Pre-docetaxel levels of miR-200b, miR-429,
miR-200a, miR-21, miR-200c, miR-590-5p,
miR-375, miR-132, miR-20a and post-
docetaxel decrease/no-change of miR-20a,
miR-222, miR-20b, miR-132 and miR-25 as-
sociated with poor overall survival.

4 miRNA model: AUC =0.950

miRNA levels significantly associated with
poor overall survival.

Combination of ADT failure time and PSA
level at time of CRPC stage with miRNA
levels improved predictive performance
with AUC increase from 0.660 to 0.730.

4 miRNA model: AUC=0.783, Sn =97 %,
PPV =80 %

Elevated miRNA levels in PC patients, AUC
=0.69%4

Cheng et al.
2013 [103]

Nguyen et al.
2013 [117]

Selth et al.
2013 [99]

Srivastava
etal 2013
[15]

Watahiki
etal 2013
[98]

Haldrup et al.
2014 [97]

Lin et al.
2014 [102]

Guzel et al.
2015 [14]

Huang et al.
2015 [107]

Kelly et al.
2015 [123]

Korzeniewski
et al. 2015
[57]
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(Continued)

Discovery: miRNA profiling in cell-free urine
from 14 PC and 5 BPH patients. Validation:
gRT-PCR analysis of candidate miRNAs in
urine in 3 validation cohorts including 593
PC patients and 459 controls.

gRT-PCR analysis of 21 miRNA in serum

from 50 low-grade (Gleason grade 3) PC
and 50 high grade (Gleason grade 4 +5)
PC. 451, miR-874

Hsv1-miR-H18, hsv2-miR-H9-5p

let-7a, miR-24, miR-26b, miR-30c, miR-
93, miR-100, miR-103, miR-106a, miR-
107, miR-130b, miR-146a, miR-223, miR-

Hsv1-miR-H18: AUC=0.772, Sn =66.5 %, Yun et al.
Sp=741% 2015 [104]
Hsv2-miR-H9-5p: AUC =0.777, Sn=70.2 %,

Sp=720%

Highly expressed in BPH and low-grade PC, Mihelich
uniformly low levels in high-grade PC. 11 etal. 2015

miR model: NPV of 0.939 for prediction of
absence of high-grade PC.

[101]

ADPC androgen-dependent prostate cancer, BCR biochemical recurrence, BPH benign prostatic hyperplasia, CRPC castration resistant prostate cancer, GS Gleason
score, HI healthy individuals, mPC metastatic prostate cancer, LPC localised prostate cancer, MV microvesicle, PC, prostate cancer, PSS prostate secretion samples,
gRT-PCR quantitative reverse transcription-polymerase chain reaction, RP radical prostatectomy, Sn sensitivity, Sp specificity. miRNAs identified in more than one

study are marked in bold

differentially expressed between prostate cancer patients
and healthy controls or between patients with localised
and metastatic cancer [106]. These panels included some
miRNAs (such as miR-141, miR-107, miR200b and miR-
375) that had previously been found in studies of whole
plasma or serum, yet the majority of the miRNAs did
not overlap with other studies. Interestingly, miR-141
and miR-375 had similar expression patterns both in
MV and exosome-enriched EV fractions [106]. Huang et
al. performed deep sequencing of exosomal RNAs in
CRPC patients and identified two miRNAs — miR-375
and miR-1290 that were significantly associated with
overall survival and thus may aid in the treatment deci-
sions for CRPC patients [107]. These studies show that
miRNA analysis in various EV fractions isolated from
blood is feasible, however, whether or not EV-based ana-
lysis provides any advantages over whole plasma or
serum analysis is not yet clear.

Technical challenges in testing cell-free miRNAs

Some cell-free miRNAs, including miR-141, miR-375,
miR-21, miR-107 and miR-221, have been identified in
multiple studies that strongly support their relevance as
prostate cancer biomarkers. However, more than a half
of the miRNAs have been associated with prostate can-
cer diagnosis or prognosis only in 1 study and others
have been reported to have opposite prognostic roles.
This could be attributed to some extent to variations in
pre-analytical and analytical techniques for miRNA
analysis.

Although initial studies suggested that serum and
plasma miRNAs remain stable and protected from
degradation after treatment with exogenous RNase A,
several freeze-thaw cycles and extreme pH conditions
[11, 12], later studies show that blood processing con-
ditions may substantially influence cell-free miRNA
levels [108]. A major factor affecting miRNA abun-
dance appears to be a residual platelet contamination.
It has been shown to affect the levels of 72 % of circu-
lating miRNAs, and some of them exhibited even

1000-fold variation solely due to differences in pro-
cessing [108]. The platelet count is likely to be af-
fected by centrifugation conditions, variations in
blood collection procedure and storage conditions.
Furthermore, thrombocytosis is commonly found in
cancer patients and has been associated with poor
prognosis in various cancers [109, 110], and thus may
cause a systematic bias in case-control studies [108].
In addition, levels of some miRNAs have also been
shown to be affected by haemolysis [111]. This empha-
sizes the importance of rigorously standardised proce-
dures for blood collection and processing, as well as
controlling for haemolysis and platelet counts in stud-
ies investigating cell-free miRNAs. Factors affecting
miRNA abundance and stability in other biofluids
should also be systematically studied.

The choice of reference genes and/or normalisation
method for qRT-PCR can also cause a systematic bias
and inconsistency in the quantification of cell-free miR-
NAs. Compared to miRNA expression analysis in tis-
sues, where the selection of internal controls for data
normalisation is relatively straight-forward and panels of
reliable controls have been established, there is no con-
sensus on the most appropriate normalisation method
for the quantification of cell-free miRNAs in biofluids.
The most commonly used internal controls such as
rRNAs, snoRNA, RNU6B and miR-16 have been shown
to be highly variable in biofluids [112—114]. Therefore,
many studies are using “spike-ins” — synthetic RNAs
with no sequence homology to human miRNAs that
are spiked into the biofluid sample prior to RNA ex-
traction and amplified together with the target miR-
NAs. Spike-ins can control for variations arising during
RNA extraction, reverse transcription and PCR effi-
ciency, but cannot detect variations caused by platelet
contamination or haemolysis. Several recent studies
have made attempts to identify reliable internal con-
trols in various biofluids by analysing large-scale ex-
pression datasets. For example, Schlosser et al.
performed global profiling of miRNAs in plasma from
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pulmonary hypertension patients and healthy subjects
and identified miR-142-3p and miR-320a as the most
suitable internal controls, however it remains to be de-
termined if these miRNAs are suitable controls in other
diseases [114]. Huang et al. analysed RNA sequencing
data from plasma exosomal RNAs in 192 subjects and
found miR-30a-5p and miR-30e-5p as the best en-
dogenous controls for data normalisation [107]. Finding
a suitable internal control for urinary miRNA analysis
seems to be even more challenging. Given that urine
samples vary greatly in their concentration and volume,
spike-ins are unlikely to be a suitable approach. Some
of the commonly used controls such as miR-16, RUN6-
2, miR-518a and miR-3605 exhibited large variation be-
tween urine samples and therefore are not suitable as
urinary reference genes. Thus, at the moment, normal-
isation to the total RNA concentration seems to be the
most reliable approach [104].

Conclusions

Eight years ago cell-free miRNAs emerged as an entirely
new type of cancer biomarkers detectable in human bio-
fluids. Since then, a number of cell-free miRNAs that
may serve as biomarkers of prostate cancer has been dis-
covered. Most of them are putative diagnostic or prog-
nostic biomarkers that may aid in early detection or help
to distinguish aggressive cancers from indolent cancers.
To date, far less predictive biomarker candidates that
may aid in therapeutic choices for advanced cancers
have been discovered.

The sample sizes are relatively small in most of the
studies and the identified miRNA biomarkers should be
validated in cohorts with adequate statistical power and
in a clinically relevant setting. Biomarkers that are ex-
pected to detect early-stage cancers or be associated
with aggressiveness should be evaluated in longitudinal
studies to assess at what time point during disease devel-
opment a candidate biomarker becomes detectable in
biofluids. This would show if a putative prognostic bio-
marker appears in the biofluid only when the cancer
already has metastasized or before the clinically detect-
able metastases appear, and therefore could predict the
disease behaviour. Next, the performance of a biomarker
assay should be evaluated in a blinded, randomised clin-
ical trial, before it can be used in a clinical setting.

Most studies have explored cell-free miRNAs in blood.
However, several recent studies demonstrated that
cancer-associated cell-free miRNAs can also be detected
in other biofluids, such as urine or prostate secretions,
which potentially may be enriched in cancer-derived
miRNAs and have a lower background of miRNAs re-
leased by various normal cells. To evaluate which bio-
fluid is the best source of prostate cancer-associated
miRNAs, a systematic comparison of miRNA profiles in
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blood, urine, prostate secretions and cancer tissues of
the same patient is required.

It has been suggested that purified EVs may have sev-
eral advantages over whole-plasma (or other biofluid)
analysis since they may contain cancer-associated
miRNA signatures and provide better protection against
degradation. In addition, prostate cancer-derived exo-
somes have been shown to be enriched in PSMA [115],
a prostate-specific membrane antigen that is upregulated
in a vast majority of prostate cancers [116]. Hence,
PSMA might serve as a tool for detection and isolation
of prostate cancer-derived exosomes from biofluids.
This, in turn, could enable the analysis of cancer-derived
miRNAs and other nucleic acids without contamination
of those derived from normal cells. Nevertheless, it is
still an open question what type of EVs represents the
best source of miRNA biomarkers and whether EV
isolation can improve the detection of prostate
cancer-associated miRNAs in biofluids. A head-to-
head comparison of EV-based versus whole biofluid-
based techniques would be highly relevant to address
this question.

The cellular origin of cell-free miRNAs is also an im-
portant aspect. Initial studies suggested that the majority
of cell-free miRNAs in the blood of healthy individuals
is released from blood cells, while disease-associated
miRNA signatures may be derived from the tissues af-
fected by the disease [11, 12]. Several miRNAs, such as
miR-141, miR-375, miR-200a, miR-200c and miR-210,
which were found at elevated levels in blood of prostate
cancer patients, have also been shown to be overex-
pressed in prostate cancer tissues [103, 117], suggesting
that these circulating miRNAs originate from prostate
cancer tissues. However, no such correlation has been
found for other miRNAs, such as miR-378* and miR-
409-3p [117]. The cellular origin of miRNAs that are
decreased in biofluids is even more controversial as the
decrease is very unlikely to be related to their expression
level in tumour tissues. Instead, it might be associated
with inflammatory or immune responses to the tumour.

Taking together, these studies suggest that cell-free
miRNAs are a novel and very attractive type of cancer
biomarkers. Gaining a deeper understanding of the ques-
tions arising from the initial studies will help to design
future miRNA biomarker discovery studies, assess the
identified biomarker candidates and select the best can-
didates for evaluation in clinical trials.

Abbreviations

ADT: androgen deprivation therapy; AUC: area under the curve; BPH: benign
prostatic hyperplasia; EV: extracellular vesicle; mCRPC: metastatic castration-

resistant prostate cancer; miRNA: microRNA; MV: microvesicle; PSA: prostate

specific antigen; PSMA: prostate-specific membrane antigen.

Competing interests
The authors declare that they have no competing interests.



Endzelins et al. Molecular Cancer (2016) 15:41

Authors’ contributions

EE and VM equally contributed to the collection of data, preparation of
tables and drafting individual sections of the manuscript; ZK and UR
contributed to collection of data, preparation of figures and writing
individual sections of the manuscript, VL, ALl and AL revised and expanded
the manuscript. All authors read and approved the final manuscript.

Acknowledgements
This study was supported by the Norwegian Financial Mechanism 2009-2014
under Project Contract No NFI/R/2014/045

Author details

" atvian Biomedical Research and Study Centre, Ratsupites Str 1, k-1, LV-1067
Riga, Latvia. *Riga Stradin3 University, Dzirciema Str 16, Riga LV-1007, Latvia.
3Faculty of Medicine, University of Latvia, 19 Raina blvd, Riga LV-1586, Latvia.
4Department of Molecular Cell Biology, Institute for Cancer Research, Oslo
University Hospital-The Norwegian Radium Hospital, 0379 Oslo, Norway.

Received: 19 February 2016 Accepted: 12 May 2016
Published online: 18 May 2016

References

1. Ferlay J, Soerjomataram |, Dikshit R, Eser S, Mathers C, Rebelo M, et al.
Cancer incidence and mortality worldwide: sources, methods and major
patterns in GLOBOCAN 2012. Int J Cancer. 2015;136:E359-86.

2. GLOBOCAN 2012 v1.0, Cancer Incidence and Mortality Worldwide: IARC
CancerBase No. 11 [http://globocan.iarcfr] Accessed 15 Dec 2015.

3. Surveillance, Epidemiology and End Results Program. http://seer.cancer.gov/
faststats/selections.php Accessed 15 Dec 2015.

4. Katsogiannou M, Ziouziou H, Karaki S, Andrieu C, Henry de Villeneuve M,
Rocchi P. The hallmarks of castration-resistant prostate cancers. Cancer Treat
Rev. 2015;41:588-97.

5. Fusi A, Procopio G, Della Torre S, Ricotta R, Bianchini G, Salvioni R, et al.
Treatment options in hormone-refractory metastatic prostate carcinoma.
Tumori. 2004;90:535-46.

6.  Schroder FH, Hugosson J, Roobol MJ, Tammela TL, Ciatto S, Nelen V, et al.
Prostate-cancer mortality at 11 years of follow-up. N Engl J Med.
2012;366:981-90.

7. Andriole GL, Crawford ED, Grubb 3rd RL, Buys SS, Chia D, Church TR, et al.
Prostate cancer screening in the randomized Prostate, Lung, Colorectal, and
Ovarian Cancer Screening Trial: mortality results after 13 years of follow-up.
J Natl Cancer Inst. 2012;104:125-32.

8. Strope SA, Andriole GL. Prostate cancer screening: current status and future
perspectives. Nat Rev Urol. 2010;7:487-93.

9. Crowley E, Di Nicolantonio F, Loupakis F, Bardelli A. Liquid biopsy:
monitoring cancer-genetics in the blood. Nat Rev Clin Oncol.
2013;10:472-84.

10.  Lawrie CH, Gal S, Dunlop HM, Pushkaran B, Liggins AP, Pulford K, et al.
Detection of elevated levels of tumour-associated microRNAs in serum of
patients with diffuse large B-cell lymphoma. Br J Haematol. 2008;141:672-5.

11. Mitchell PS, Parkin RK, Kroh EM, Fritz BR, Wyman SK, Pogosova-Agadjanyan
EL, et al. Circulating microRNAs as stable blood-based markers for cancer
detection. Proc Natl Acad Sci U S A. 2008;105:10513-8.

12. Chen X, Ba Y, Ma L, Cai X, Yin Y, Wang K, et al. Characterization of
microRNAs in serum: a novel class of biomarkers for diagnosis of cancer
and other diseases. Cell Res. 2008;18:997-1006.

13. Weber JA, Baxter DH, Zhang S, Huang DY, Huang KH, Lee MJ, et al. The
microRNA spectrum in 12 body fluids. Clin Chem. 2010;56:1733-41.

14.  Guzel E, Karatas OF, Semercioz A, Ekici S, Aykan S, Yentur S, et al.
Identification of microRNAs differentially expressed in prostatic secretions of
patients with prostate cancer. Int J Cancer. 2015;136:875-9.

15.  Srivastava A, Goldberger H, Dimtchev A, Ramalinga M, Chijioke J, Marian C,
et al. MicroRNA profiling in prostate cancer-the diagnostic potential of
urinary miR-205 and miR-214. PLoS One. 2013;8:e76994.

16. LuJ, Getz G, Miska EA, Alvarez-Saavedra E, Lamb J, Peck D, et al. MicroRNA
expression profiles classify human cancers. Nature. 2005;435:834-8.

17.  Barbarotto E, Schmittgen TD, Calin GA. MicroRNAs and cancer: profile,
profile, profile. Int J Cancer. 2008;122:969-77.

18.  Scher HI, Heller G. Clinical states in prostate cancer: toward a dynamic
model of disease progression. Urology. 2000;55:323-7.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31

32.

33.

34.

35.

36.

37.

38.

39.

40.

42.

43.

Page 11 of 13

Schroder FH, Hugosson J, Roobol MJ, Tammela TL, Ciatto S, Nelen V, et al.
Screening and prostate-cancer mortality in a randomized European study. N
Engl J Med. 2009;360:1320-8.

O'Malley KJ, Eisermann K, Pascal LE, Parwani AV, Majima T, Graham L, et al.
Proteomic analysis of patient tissue reveals PSA protein in the stroma of
benign prostatic hyperplasia. Prostate. 2014;74:892-900.

Kawakami J, Siemens DR, Nickel JC. Prostatitis and prostate cancer:
implications for prostate cancer screening. Urology. 2004;64:1075-80.
Agnihotri S, Mittal RD, Kapoor R, Mandhani A. Asymptomatic prostatic
inflammation in men with clinical BPH and erectile dysfunction affects the
positive predictive value of prostate-specific antigen. Urol Oncol. 2014;32:946-51.
Zackrisson B, Aus G, Lilja H, Lodding P, Pihl CG, Hugosson J. Follow-up of
men with elevated prostate-specific antigen and one set of benign biopsies
at prostate cancer screening. Eur Urol. 2003;43:327-32.

Mejak SL, Bayliss J, Hanks SD. Long distance bicycle riding causes prostate-
specific antigen to increase in men aged 50 years and over. PLoS One.
2013;8:256030.

Tchetgen MB, Oesterling JE. The effect of prostatitis, urinary retention,
ejaculation, and ambulation on the serum prostate-specific antigen
concentration. Urol Clin North Am. 1997;24:283-91.

Catalona WJ, Smith DS, Ratliff TL, Dodds KM, Coplen DE, Yuan JJ, et al.
Measurement of prostate-specific antigen in serum as a screening test for
prostate cancer. N Engl J Med. 1991;324:1156-61.

Yamamoto M, Hibi H, Miyake K. Role of prostate-specific antigen and digital
rectal examination in the detection of prostate cancer. Int J Urol. 1994;1:74-7.
Brawer MK, Chetner MP, Beatie J, Buchner DM, Vessella RL, Lange PH.
Screening for prostatic carcinoma with prostate specific antigen. J Urol.
1992;147:841-5.

Moller MH, Kristiansen IS, Beisland C, Rorvik J, Stovring H. Trends in stage-
specific incidence of prostate cancer in Norway, 1980-2010: A population-
based study. BJU Int. 2015. doi: 10.1111/bju.13364.

Moyer VA. Screening for prostate cancer: US. Preventive Services Task Force
recommendation statement. Ann Intern Med. 2012;157:120-34.

Loeb S, Carter HB, Catalona WJ, Moul JW, Schroder FH. Baseline prostate-
specific antigen testing at a young age. Eur Urol. 2012,61:1-7.

Thompson IM, Pauler DK, Goodman PJ, Tangen CM, Lucia MS, Parnes HL, et
al. Prevalence of prostate cancer among men with a prostate-specific
antigen level < or =40 ng per milliliter. N Engl J Med. 2004;350:2239-46.
Polascik TJ, Oesterling JE, Partin AW. Prostate specific antigen: a decade of
discovery-what we have learned and where we are going. J Urol.
1999;162:293-306.

Draisma G, Boer R, Otto SJ, van der Cruijsen IW, Damhuis RA, Schroder FH,
et al. Lead times and overdetection due to prostate-specific antigen
screening: estimates from the European Randomized Study of Screening for
Prostate Cancer. J Natl Cancer Inst. 2003;95:868-78.

D'Amico AV, Whittington R, Malkowicz SB, Cote K, Loffredo M, Schultz D, et
al. Biochemical outcome after radical prostatectomy or external beam
radiation therapy for patients with clinically localized prostate carcinoma in
the prostate specific antigen era. Cancer. 2002;95:281-6.

Lian F, Sharma NV, Moran JD, Moreno CS. The biology of castration-resistant
prostate cancer. Curr Probl Cancer. 2015,39:17-28.

James ND, Spears MR, Clarke NW, Dearnaley DP, De Bono JS, Gale J, et al.
Survival with newly diagnosed metastatic prostate cancer in the “Docetaxel
Era" data from 917 patients in the control arm of the STAMPEDE Trial (MRC
PR08, CRUK/06/019). Eur Urol. 2015,67:1028-38.

Sweeney CJ, Chen YH, Carducci M, Liu G, Jarrard DF, Eisenberger M, et al.
Chemohormonal therapy in metastatic hormone-sensitive prostate cancer.
N Engl J Med. 2015,373:737-46.

Lam ET, Flaig TW. Upfront chemotherapy for metastatic prostate cancer.
oncology (Williston Park). 2015,29.

Tannock IF, de Wit R, Berry WR, Horti J, Pluzanska A, Chi KN, et al. Docetaxel
plus prednisone or mitoxantrone plus prednisone for advanced prostate
cancer. N Engl J Med. 2004;351:1502-12.

Hathaway AR, Baker MK, Sonpavde G. Emerging agents for the therapy of
advanced prostate cancer. Future Oncol. 2015;11:2775-87.

Cereda V, Formica V, Massimiani G, Tosetto L, Roselli M. Targeting metastatic
castration-resistant prostate cancer: mechanisms of progression and novel
early therapeutic approaches. Expert Opin Investig Drugs. 2014;23:469-87.
Mateo J, Carreira S, Sandhu S, Miranda S, Mossop H, Perez-Lopez R, et al.
DNA-repair defects and Olaparib in metastatic prostate cancer. N Engl J
Med. 2015;373:1697-708.


http://globocan.iarc.fr
http://seer.cancer.gov/faststats/selections.php
http://seer.cancer.gov/faststats/selections.php
http://dx.doi.org/10.1111/bju.13364

Endzelins et al. Molecular Cancer (2016) 15:41

44,

45,

46.

47.

48.

49.

50.

51.
52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

62.

63.

64.

65.

66.

67.

68.

69.

70.

Magnusson LU, Hagberg Thulin M, Plas P, Olsson A, Damber JE, Welen K.
Tasquinimod inhibits prostate cancer growth in bone through alterations in
the bone microenvironment. Prostate. 2015. doi: 10.1002/pros.23133.

Chi KN, Hotte SJ, Yu EY, Tu D, Eigl BJ, Tannock |, et al. Randomized phase Il
study of docetaxel and prednisone with or without OGX-011 in patients with
metastatic castration-resistant prostate cancer. J Clin Oncol. 2010;28:4247-54.
Smith DC, Smith MR, Sweeney C, Elfiky AA, Logothetis C, Corn PG, et al.
Cabozantinib in patients with advanced prostate cancer: results of a phase Il
randomized discontinuation trial. J Clin Oncol. 2013;31:412-9.

Suzman DL, Antonarakis ES. Castration-resistant prostate cancer: latest
evidence and therapeutic implications. Ther Adv Med Oncol. 2014;6:167-79.
Valenca LB, Sweeney CJ, Pomerantz MM. Sequencing current therapies in the
treatment of metastatic prostate cancer. Cancer Treat Rev. 2015;41:332-40.

Krol J, Loedige |, Filipowicz W. The widespread regulation of microRNA
biogenesis, function and decay. Nat Rev Genet. 2010;11:597-610.

Garzon R, Marcucci G, Croce CM. Targeting microRNAs in cancer: rationale,
strategies and challenges. Nat Rev Drug Discov. 2010;9:775-89.

miRBase. 2015. [http//www.mirbase.org] Accessed 18 Apr 2016.

Di Leva G, Croce CM. miRNA profiling of cancer. Curr Opin Genet Dev.
2013;23:3-11.

Tong AW, Fulgham P, Jay C, Chen P, Khalil |, Liu S, et al. MicroRNA profile
analysis of human prostate cancers. Cancer Gene Ther. 2009;16:206-16.
Wen J, Li R, Wen X, Chou G, Lu J, Wang X, et al. Dysregulation of cell cycle
related genes and microRNAs distinguish the low- from high-risk of
prostate cancer. Diagn Pathol. 2014;9:156.

Karatas OF, Guzel E, Suer |, Ekici ID, Caskurlu T, Creighton CJ, et al. miR-1
and miR-133b are differentially expressed in patients with recurrent prostate
cancer. PLoS One. 2014;,9:e98675.

Hart M, Nolte E, Wach S, Szczyrba J, Taubert H, Rau TT, et al. Comparative
microRNA profiling of prostate carcinomas with increasing tumor stage by
deep sequencing. Mol Cancer Res. 2014;12:250-63.

Korzeniewski N, Tosev G, Pahernik S, Hadaschik B, Hohenfellner M, Duensing
S. Identification of cell-free microRNAs in the urine of patients with prostate
cancer. Urol Oncol. 2015;33:16. e17-22.

Huang X, Yuan T, Tschannen M, Sun Z, Jacob H, Du M, et al.
Characterization of human plasma-derived exosomal RNAs by deep
sequencing. BMC Genomics. 2013;14:319.

Valadi H, Ekstrom K, Bossios A, Sjostrand M, Lee JJ, Lotvall JO. Exosome-
mediated transfer of mRNAs and microRNAs is a novel mechanism of
genetic exchange between cells. Nat Cell Biol. 2007,9:654-9.

Ogawa Y, Taketomi Y, Murakami M, Tsujimoto M, Yanoshita R. Small RNA
transcriptomes of two types of exosomes in human whole saliva
determined by next generation sequencing. Biol Pharm Bull. 2013;36:66-75.
Armstrong DA, Green BB, Seigne JD, Schned AR, Marsit CJ. MicroRNA
molecular profiling from matched tumor and bio-fluids in bladder cancer.
Mol Cancer. 2015;14:194.

Lasser C, Alikhani VS, Ekstrom K, Eldh M, Paredes PT, Bossios A, et al. Human
saliva, plasma and breast milk exosomes contain RNA: uptake by
macrophages. J Trans| Med. 2011;9:9.

Arroyo JD, Chevillet JR, Kroh EM, Ruf IK, Pritchard CC, Gibson DF, et al.
Argonaute2 complexes carry a population of circulating microRNAs independent
of vesicles in human plasma. Proc Natl Acad Sci U S A. 2011;108:5003-8.
Turchinovich A, Weiz L, Langheinz A, Burwinkel B. Characterization of
extracellular circulating microRNA. Nucleic Acids Res. 2011;39:7223-33.
Wang K, Zhang S, Weber J, Baxter D, Galas DJ. Export of microRNAs and
microRNA-protective protein by mammalian cells. Nucleic Acids Res.
2010;38:7248-59.

Vickers KC, Palmisano BT, Shoucri BM, Shamburek RD, Remaley AT.
MicroRNAs are transported in plasma and delivered to recipient cells by
high-density lipoproteins. Nat Cell Biol. 2011;13:423-33.

Chevillet JR, Kang Q, Ruf IK, Briggs HA, Vojtech LN, Hughes SM, et al.
Quantitative and stoichiometric analysis of the microRNA content of
exosomes. Proc Natl Acad Sci U S A. 2014;111:14888-93.

Gallo A, Tandon M, Alevizos |, Illei GG. The majority of microRNAs detectable
in serum and saliva is concentrated in exosomes. PLoS One. 2012;7:230679.
Cheng L, Sun X, Scicluna BJ, Coleman BM, Hill AF. Characterization and
deep sequencing analysis of exosomal and non-exosomal miRNA in human
urine. Kidney Int. 2014,86:433-44.

Eichelser C, Stuckrath I, Muller V, Milde-Langosch K, Wikman H, Pantel K, et
al. Increased serum levels of circulating exosomal microRNA-373 in
receptor-negative breast cancer patients. Oncotarget. 2014;5:9650-63.

71,

72.

73.

74.

75.

76.

77.

78.

79.

80.

81.

82.

83.

84.

85.

86.

87.

88.

89.

90.

92.

Page 12 of 13

Yanez-Mo M, Siliander PR, Andreu Z, Zavec AB, Borras FE, Buzas El, et al.
Biological properties of extracellular vesicles and their physiological
functions. J Extracell Vesicles. 2015;4:27066.

Sadovska L, Eglitis J, Line A. Extracellular vesicles as biomarkers and
therapeutic targets in breast cancer. Anticancer Res. 2015,35:6379-90.
Thery C, Ostrowski M, Segura E. Membrane vesicles as conveyors of
immune responses. Nat Rev Immunol. 2009,9:581-93.

Colombo M, Raposo G, Thery C. Biogenesis, secretion, and intercellular
interactions of exosomes and other extracellular vesicles. Annu Rev Cell Dev
Biol. 2014;30:255-89.

Kalra H, Simpson RJ, Ji H, Aikawa E, Altevogt P, Askenase P, et al.
Vesiclepedia: a compendium for extracellular vesicles with continuous
community annotation. PLoS Biol. 2012;10:21001450.

Heijnen HF, Schiel AE, Fijnheer R, Geuze HJ, Sixma JJ. Activated platelets
release two types of membrane vesicles: microvesicles by surface shedding
and exosomes derived from exocytosis of multivesicular bodies and alpha-
granules. Blood. 1999,94:3791-9.

Atkin-Smith GK, Tixeira R, Paone S, Mathivanan S, Collins C, Liem M, et al. A
novel mechanism of generating extracellular vesicles during apoptosis via a
beads-on-a-string membrane structure. Nat Commun. 2015;6:7439.
Wickman G, Julian L, Olson MF. How apoptotic cells aid in the removal of
their own cold dead bodies. Cell Death Differ. 2012;19:735-42.

Minciacchi VR, Freeman MR, Di Vizio D. Extracellular vesicles in cancer:
exosomes, microvesicles and the emerging role of large oncosomes. Semin
Cell Dev Biol. 2015;40:41-51.

Morello M, Minciacchi VR, de Candia P, Yang J, Posadas E, Kim H, et al.
Large oncosomes mediate intercellular transfer of functional microRNA. Cell
Cycle. 2013;12:3526-36.

Kim J, Morley S, Le M, Bedoret D, Umetsu DT, Di Vizio D, et al. Enhanced
shedding of extracellular vesicles from amoeboid prostate cancer cells:
potential effects on the tumor microenvironment. Cancer Biol Ther.
2014;15:409-18.

Di Vizio D, Morello M, Dudley AC, Schow PW, Adam RM, Morley S, et al.
Large oncosomes in human prostate cancer tissues and in the circulation of
mice with metastatic disease. Am J Pathol. 2012;181:1573-84.

Minciacchi VR, You S, Spinelli C, Morley S, Zandian M, Aspuria PJ, et al. Large
oncosomes contain distinct protein cargo and represent a separate
functional class of tumor-derived extracellular vesicles. Oncotarget.
20156:11327-41.

Ekstrom K, Valadi H, Sjostrand M, Malmhall C, Bossios A, Eldh M, et al.
Characterization of mRNA and microRNA in human mast cell-derived
exosomes and their transfer to other mast cells and blood CD34 progenitor
cells. JExtracellVesicles. 2012;1. doi: 10.3402/jev.v1i0.18389

Nolte-'t Hoen EN, Buermans HP, Waasdorp M, Stoorvogel W, Wauben MH, t
Hoen PA. Deep sequencing of RNA from immune cell-derived vesicles
uncovers the selective incorporation of small non-coding RNA biotypes
with potential regulatory functions. Nucleic Acids Res. 2012,40:9272-85.
Mittelbrunn M, Gutierrez-Vazquez C, Villarroya-Beltri C, Gonzalez S, Sanchez-
Cabo F, Gonzalez MA, et al. Unidirectional transfer of microRNA-loaded
exosomes from T cells to antigen-presenting cells. Nat Commun. 2011,2:282.
Lunavat TR, Cheng L, Kim DK, Bhadury J, Jang SC, Lasser C, et al. Small RNA
deep sequencing discriminates subsets of extracellular vesicles released by
melanoma cells - Evidence of unique microRNA cargos. RNA Biol.
2015;12:810-23.

Crescitelli R, Lasser C, Szabo TG, Kittel A, Eldh M, Dianzani |, et al. Distinct
RNA profiles in subpopulations of extracellular vesicles: apoptotic bodies,
microvesicles and exosomes. JExtracellVesicles. 2013;2. doi: 10.3402/jev.
v2i0.20677.

Gibbings DJ, Ciaudo C, Erhardt M, Voinnet O. Multivesicular bodies associate
with components of miRNA effector complexes and modulate miRNA
activity. Nat Cell Biol. 2009;11:1143-9.

Villarroya-Beltri C, Gutierrez-Vazquez C, Sanchez-Cabo F, Perez-Hernandez D,
Vazquez J, Martin-Cofreces N, et al. Sumoylated hnRNPA2B1 controls the
sorting of mMiRNAs into exosomes through binding to specific motifs. Nat
Commun. 2013;4:2980.

Koppers-Lalic D, Hackenberg M, Bijnsdorp IV, van Eijndhoven MA, Sadek P,
Sie D, et al. Nontemplated nucleotide additions distinguish the small RNA
composition in cells from exosomes. Cell Rep. 2014;8:1649-58.

Hagiwara K, Katsuda T, Gailhouste L, Kosaka N, Ochiya T. Commitment of
Annexin A2 in recruitment of microRNAs into extracellular vesicles. FEBS
Lett. 2015,589:4071-8.


http://dx.doi.org/10.1002/pros.23133
http://www.mirbase.org
http://dx.doi.org/10.3402/jev.v1i0.18389
http://dx.doi.org/10.3402/jev.v2i0.20677
http://dx.doi.org/10.3402/jev.v2i0.20677

Endzelins et al. Molecular Cancer (2016) 15:41

93.

94.

95.

96.

97.

98.

99.

100.

101.

102.

104.

106.

107.

108.

110.

111

112

113.

114.

Cichon C, Sabharwal H, Ruter C, Schmidt MA. MicroRNAs regulate tight
junction proteins and modulate epithelial/endothelial barrier functions.
Tissue Barriers. 2014,2:€944446.

Zhou W, Fong MY, Min Y, Somlo G, Liu L, Palomares MR, et al. Cancer-
secreted miR-105 destroys vascular endothelial barriers to promote
metastasis. Cancer Cell. 2014:25:501-15.

Tominaga N, Kosaka N, Ono M, Katsuda T, Yoshioka Y, Tamura K, et al. Brain
metastatic cancer cells release microRNA-181c-containing extracellular
vesicles capable of destructing blood-brain barrier. Nat Commun.
2015;6:6716.

Chen ZH, Zhang GL, Li HR, Luo JD, Li ZX, Chen GM, et al. A panel of five
circulating microRNAs as potential biomarkers for prostate cancer. Prostate.
2012;72:1443-52.

Haldrup C, Kosaka N, Ochiya T, Borre M, Hoyer S, Orntoft TF, et al. Profiling
of circulating microRNAs for prostate cancer biomarker discovery. Drug
Deliv Trans| Res. 2014;4:19-30.

Watahiki A, Macfarlane RJ, Gleave ME, Crea F, Wang Y, Helgason CD, et al.
Plasma miRNAs as biomarkers to identify patients with castration-resistant
metastatic prostate cancer. Int J Mol Sci. 2013;14:7757-70.

Selth LA, Townley SL, Bert AG, Stricker PD, Sutherland PD, Horvath LG, et al.
Circulating microRNAs predict biochemical recurrence in prostate cancer
patients. Br J Cancer. 2013;109:641-50.

Moltzahn F, Olshen AB, Baehner L, Peek A, Fong L, Stoppler H, et al.
Microfluidic-based multiplex qRT-PCR identifies diagnostic and prognostic
microRNA signatures in the sera of prostate cancer patients. Cancer Res.
2011;71:550-60.

Mihelich BL, Maranville JC, Nolley R, Peehl DM, Nonn L. Elevated serum
microRNA levels associate with absence of high-grade prostate cancer in a
retrospective cohort. PLoS One. 2015;10:e0124245.

Lin HM, Castillo L, Mahon KL, Chiam K, Lee BY, Nguyen Q, et al. Circulating
microRNAs are associated with docetaxel chemotherapy outcome in
castration-resistant prostate cancer. Br J Cancer. 2014;110:2462-71.

. Cheng HH, Mitchell PS, Kroh EM, Dowell AE, Chery L, Siddiqui J, et al.

Circulating microRNA profiling identifies a subset of metastatic prostate
cancer patients with evidence of cancer-associated hypoxia. PLoS One.
2013;8:269239.

Yun SJ, Jeong P, Kang HW, Kim YH, Kim EA, Yan C, et al. Urinary MicroRNAs
of prostate cancer: virus-encoded hsv1-miRH18 and hsv2-miR-H9-5p could
be valuable diagnostic markers. Int Neurourol J. 2015;19:74-84.

. Hessvik NP, Phuyal S, Brech A, Sandvig K, Llorente A. Profiling of microRNAs

in exosomes released from PC-3 prostate cancer cells. Biochim Biophys
Acta. 2012;1819:1154-63.

Bryant RJ, Pawlowski T, Catto JW, Marsden G, Vessella RL, Rhees B, et al.
Changes in circulating microRNA levels associated with prostate cancer. Br J
Cancer. 2012;106:768-74.

Huang X, Yuan T, Liang M, Du M, Xia S, Dittmar R, et al. Exosomal miR-1290
and miR-375 as Prognostic Markers in Castration-resistant Prostate Cancer.
Eur Urol. 2014. doi: 10.1016/j.eururo.2014.07.035.

Cheng HH, Yi HS, Kim Y, Kroh EM, Chien JW, Eaton KD, et al. Plasma
processing conditions substantially influence circulating microRNA
biomarker levels. PLoS One. 2013;8:64795.

. lkeda M, Furukawa H, Imamura H, Shimizu J, Ishida H, Masutani S, et al. Poor

prognosis associated with thrombocytosis in patients with gastric cancer.
Ann Surg Oncol. 2002;9:287-91.

Soonthornthum T, Suraseraneewong V, Kengsakol K, Wijaithum K, Kasemsan
P, Prommatt S. Thrombocytosis in advanced epithelial ovarian cancer. J Med
Assoc Thai. 2007;90:1495-500.

Yamada A, Cox MA, Gaffney KA, Moreland A, Boland CR, Goel A. Technical
factors involved in the measurement of circulating microRNA biomarkers for
the detection of colorectal neoplasia. PLoS One. 2014;9:¢112481.

Hunter MP, Ismail N, Zhang X, Aguda BD, Lee EJ, Yu L, et al. Detection of
microRNA expression in human peripheral blood microvesicles. PLoS One.
2008;3:e3694.

Kok MG, Halliani A, Moerland PD, Meijers JC, Creemers EE, Pinto-Sietsma SJ.
Normalization panels for the reliable quantification of circulating microRNAs
by RT-gPCR. FASEB J. 2015;29:3853-62.

Schlosser K, McIntyre LA, White RJ, Stewart DJ. Customized internal
reference controls for improved assessment of circulating MicroRNAs in
Disease. PLoS One. 2015;10:e0127443.

115.

117.

118.

120.

122.

123.

Page 13 of 13

Liu T, Mendes DE, Berkman CE. Functional prostate-specific membrane
antigen is enriched in exosomes from prostate cancer cells. Int J Oncol.
2014,44.918-22.

. Silver DA, Pellicer |, Fair WR, Heston WD, Cordon-Cardo C. Prostate-specific

membrane antigen expression in normal and malignant human tissues. Clin
Cancer Res. 1997,3:81-5.

Nguyen HC, Xie W, Yang M, Hsieh CL, Drouin S, Lee GS, et al. Expression
differences of circulating microRNAs in metastatic castration resistant
prostate cancer and low-risk, localized prostate cancer. Prostate.
2013,73:346-54.

Lodes MJ, Caraballo M, Suciu D, Munro S, Kumar A, Anderson B. Detection
of cancer with serum miRNAs on an oligonucleotide microarray. PLoS One.
2009;4:26229.

. Yaman Agaoglu F, Kovancilar M, Dizdar Y, Darendeliler E, Holdenrieder S,

Dalay N, et al. Investigation of miR-21, miR-141, and miR-221 in blood
circulation of patients with prostate cancer. Tumour Biol. 2011;32:583-8.
Brase JC, Johannes M, Schlomm T, Falth M, Haese A, Steuber T, et al.
Circulating miRNAs are correlated with tumor progression in prostate
cancer. Int J Cancer. 2011;128:608-16.

. Mahn R, Heukamp LC, Rogenhofer S, von Ruecker A, Muller SC, Ellinger J.

Circulating microRNAs (miRNA) in serum of patients with prostate cancer.
Urology. 2011;77:1265. €9-16.

Zhang HL, Yang LF, Zhu Y, Yao XD, Zhang SL, Dai B, et al. Serum miRNA-21:
elevated levels in patients with metastatic hormone-refractory prostate
cancer and potential predictive factor for the efficacy of docetaxel-based
chemotherapy. Prostate. 2011;71:326-31.

Kelly BD, Miller N, Sweeney KJ, Durkan GC, Rogers E, Walsh K et al. A
circulating MicroRNA signature as a biomarker for prostate cancer in a high
risk group. J Clin Med. 2015;4:1369-79.

Submit your next manuscript to BioMed Central
and we will help you at every step:

* We accept pre-submission inquiries

e Our selector tool helps you to find the most relevant journal

* We provide round the clock customer support

e Convenient online submission

e Thorough peer review

e Inclusion in PubMed and all major indexing services

e Maximum visibility for your research

Submit your manuscript at

www.biomedcentral.com/submit ( BioMed Central



http://dx.doi.org/10.1016/j.eururo.2014.07.035

	Abstract
	Background
	Unmet clinical needs in the management of prostate cancer
	miRNAs are found in biofluids
	EV-mediated miRNA release
	Cell-free miRNA signatures with diagnostic, prognostic or predictive relevance for prostate cancer
	Technical challenges in testing cell-free miRNAs

	Conclusions
	Abbreviations
	Competing interests
	Authors’ contributions
	Acknowledgements
	Author details
	References

