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Abstract

The lack of effective therapy for advanced prostate cancer (PCa) remains a major unmet clinical
need. Recently approved therapeutics, such as enzalutamide (ENZ), have only delayed the
inevitable progression of castration-resistant PCa (CRPC), as resistance will typically emerge
following treatment. Although increased apoptosis-resisting ability of cancer cells represents a
fundamental mechanism for the onset of treatment resistance, no relevant agents have yet been
developed. Preliminary work in our laboratory has revealed an association between elevated
expression of BIRC6, an Inhibitor of Apoptosis (IAP) protein, and advanced PCa.

The overall objective of this doctoral study is to investigate the roles of BIRC6 in
advanced PCa, and to assess the therapeutic efficacy of a novel anti-BIRCG6 agent. Firstly, |
evaluated the clinical relevance of BIRC6 using patients’ PCa specimens, and the functional
importance of BIRCG6 using cell line-based PCa models. A significant correlation was found
between elevated BIRCG6 protein expression in clinical PCa and poor patient prognostic factors.
Functional assays validated the importance of BIRC6 in PCa cell proliferation and apoptosis
suppression.

Next, | designed BIRC6-based, dual 1AP-targeting antisense oligonucleotides (dASOs) to
inhibit BIRC6 and an additional IAP. Two dASOs, 6w2 and 6w5 targeting BIRC6+clAP1 and
BIRC6+survivin, showed substantial inhibition of CRPC cell proliferation in vitro and in vivo.
Functional studies showed that both dASOs significantly induced apoptosis, cell cycle arrest and
suppression of NF«B activation in CRPC cells.

Finally, I assessed the growth-inhibitory efficacy of dASO-6w2 in ENZ-resistant CRPC,
which has become an increasingly prominent problem in the clinic. The efficacy of dASO-6w2

was studied using both ENZ-resistant PCa cell lines and a clinically relevant, transplantable



patient-derived xenograft PCa tissue model, designated LTL-313BR, which exhibits primary
ENZ resistance. Importantly, | showed that treatment with dASO-6w2 markedly suppressed the
growth of LTL-313BR xenografts. The dASO-6w2 was also found to increase tumour apoptosis
and inhibit the expression of several pro-survival genes that were up-regulated in the LTL-
313BR line.

In conclusion, this doctoral study has established the clinical relevance and functional
importance of BIRC6 in advanced PCa, and has also presented new BIRC6-targeting agents that

markedly suppress the growth of advanced PCa.
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Chapter 1: Introduction

1.1 Prostate Cancer
1.1.1 Overview
Prostate cancer (PCa) represents a significant global health problem. According to statistics from
2012, PCa accounted for over 1.1 million estimated new cases and 307,500 estimated deaths
worldwide [1]. Furthermore, this disease has remained consistently as the most common non-
cutaneous cancer and the second leading cause of cancer-related deaths for males in the Western
world. In Canada and the United States, 1 in 8 men will be diagnosed with PCa at some point
during their lives. Although early stage PCa is readily treatable with localized therapies, around
30% of these patients will progress to a more advanced disease state [2]. As a result, these
patients whose tumours relapse after systemic therapies [e.g. androgen deprivation therapy
(ADT) and chemotherapy] will face a dismal prognosis. The high incidence and morbidity of
PCa also results in considerable socio-economic burdens. As such, research in improving the
management of this disease holds great potential at both the individual and societal level.
Currently, there are two major well-recognized challenges pertaining to the management
of PCa [3, 4]; these involve the clinical differentiation between aggressive and indolent PCa, and
the lack of effective therapeutic agents or treatment strategies for advanced PCa (i.e. castration-
resistant prostate cancer, CRPC). Currently, no curative treatments are available for patients with
metastatic castration-resistant prostate cancer (MCRPC), and the historical median survival for
MCRPC is less than two years [5]. Despite the advent of new FDA-approved agents (e.g.,
Enzalutamide, Abiraterone acetate and Cabazitaxel) that have resulted in incremental
improvements towards overall survival, mCRPC remains an incurable and substantial obstacle in

the management of this disease.



1.1.2 The Prostate

The prostate is the largest accessory sex gland in the male reproductive system; in adults, the
prostate is approximately the size of a walnut. It is located between the bladder and penis, in
front of the rectum and encircling the urethra. Histologically, the prostate is composed of 30-50
tubuloalveolar glands (parenchyma) that are surrounded by dense fibromuscular stroma [6].
These tubuloalveolar glands are lined with pseudostratified columnar epithelium, comprised of
mainly columnar and cuboidal cells. Present at the epithelium, but less frequently, are also basal
and neuroendocrine cells [7]. The prostate gland produces a fluid that, in combination with
sperm and fluids from the seminal vesicles and the bulbourethral gland, makes up semen. This
prostate secretion also contains various enzymes that increase the mobility of sperm, such as
prostate-specific antigen (PSA). These proteins are secreted from the luminal cells located at the
epithelium into the lumen of the gland. During ejaculation, the smooth muscle contracts and
leads to expulsion of prostatic fluid.

Anatomically, the human prostate can be divided into 3 zones; these include the central,
peripheral, and transitional zone, which all differ histologically. The peripheral zone is the
largest region, and represents 70% of the total mass of the prostate. The peripheral zone is also
the region from which adenocarcinoma and post-inflammatory atrophy commonly arise [8-10].
Next, the central zone accounts for approximately 25% of the prostate, but has a lesser likelihood
of developing carcinoma. Finally, the transitional zone is the smallest region of the prostate, and
comprises 5-10% of the total mass. The transitional zone is prone to the development of benign
prostatic hyperplasia (BPH), a non-malignant overgrowth that causes urethra compression,

particularly in older men [10, 11].



The development of the prostate begins at embryogenesis, and reaches maturity following
puberty. The prostate gland is initially formed from epithelial budding at the urogenital sinus,
which originates from the endoderm [12]. Early prostatic development is initiated by interactions
between the urogenital epithelium and the urogenital mesenchyme mediated by androgen
signalling [13]. Tissue recombination experiments (urogenital epithelium and urogenital
mesenchyme recombined in kidney capsules of mice) by Cunha’s group have demonstrated that
androgens initially act on the mesenchyme for prostate induction and growth. Later on in
development, androgen signalling is required in the epithelium for the secretory function of
differentiated cell types [13, 14]. Therefore, androgen is essential for the development, growth,
and maintenance of the prostate gland; as such, androgen deprivation by castration would result
in intensive prostatic cell death [15]. Notably, tissue recombination experiments have suggested
that aberrant growth factor signalling from stromal components may play an integral role in
cancer progression [16, 17]. However, the specific signals that mediate these events remain yet
to be identified.

1.1.3 Carcinogenesis and Disease Progression

Prostate cancer (PCa), also known as prostate carcinoma, is a cancer derived from prostatic
epithelial cells. The vast majority of prostatic cancers are acinar adenocarcinomas, originating
from the luminal secretary cells of the prostatic epithelium [18]. Non-acinar carcinoma variants
account for approximately 5-10% of prostatic carcinomas, including neuroendocrine prostate
cancer (NEPC) [19]. PCa is a multifocal disease; multiple tumour foci with differing dysplasia
and genetic aberrations are commonly found within a prostate [20-23], thus suggesting an
independent clonal origin [23, 24]. Among other cancer types, prostate cancer is a comparatively

slow developing disease. It is believed that prostatic neoplasms are initiated at a relatively early
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age and remain indolent [3]. For example, prostate cancer foci have been detected in specimens
from healthy men in their 30s [25, 26].

PCa is highly heterogeneous, with no single causative agent or mechanism responsible
for carcinogenesis. Three risk factors that have been established to be associated with PCa are
age, race, and family history [27]. Advanced age is by far the most important risk factor for PCa.
It is believed that this relationship between prostate cancer and advanced age likely reflects the
interplay between certain environmental, physiological, and molecular influences—with the
normal consequences of aging presumably intensifying the impact of these influences [3]. Some
of the more established processes that have been implicated in prostate carcinogenesis include
inflammation; oxidative stress and DNA damage; and interrelated genetic and epigenetic
aberrations [3]. The prostate gland is also prone to inflammation, which may be caused by
infections, physical trauma, hormonal variations, or dietary factors such as the consumption of
charred meats. Consequently, these insults can trigger the onset of epithelial cell regeneration to
replace damaged cells; this condition is manifested morphologically as Proliferative Inflammatory
Atrophy (PIA) [28]. PIA has been proposed to induce prostatic intraepithelial neoplasia (PIN), a
well-accepted precursor for early prostate cancer [29-31]. Characterized as a neoplastic
transformation of the lining epithelium of prostatic ducts and acini, PIN is typically confined
within the epithelium (i.e. intraepithelial). It is identified histologically by hyperplasia of luminal
epithelium, reduction in basal cells, and abnormal cellular morphology. High-grade PIN displays
an elevation of cellular proliferation markers, and is also believed to be the immediate precursor
of early invasive adenocarcinoma [30, 32].

Although prostatic adenocarcinoma is very common in men at an older age (in autopsy

studies, it is found in 80% of men >80 years old), only a small proportion will result in



clinically-significant disease [33]. This more aggressive subset of PCa can cause urinary
problems and readily invades regional tissues, such as pelvic lymph nodes and seminal vesicles.
Some patients may also develop distant metastases in various bones (90% of metastasis) [34],
which can result in severe bone pain. Metastasis to distant lymph nodes, lungs, the liver, and the
brain can also frequently occur [2]. Even though the relative 5-year survival rates for local stage
(confined in prostate) and regional stage PCa (affecting regional tissues but not distant sites) are
nearly 100%, survival rates can drop dramatically down to ~30% when distant metastases are
present [35].

PCa can also advance to become castration-resistant prostate cancer (CRPC), which is the
final stage of the disease. CRPC (previously known as hormone-refractory PCa or androgen-
independent PCa) is a recurrent disease that develops following androgen deprivation therapy
(ADT). ADT exerts its therapeutic action by effectively inhibiting PCa via the androgen-
dependent nature of PCa cells. However, all PCa will inevitably relapse in about 2-3 years [36,
37]. The median overall survival of CRPC patients ranges between 16-18 months [38], with no
curative treatments currently available.

Neuroendocrine prostate cancers (NEPC) represent a highly aggressive subtype of PCa,
with the median overall survival ranging between only 10-13 months [39]. Although pure de
novo NEPC comprise only 0.3% to 1% of all PCa [19], NEPC loci can be found in up to 25% of
CRPC patients [40]. Distinct from adenocarcinoma, NEPC cells do not express androgen
receptors and thus do not rely on androgen for survival. There is mounting evidence that support
the assertion that the transformation from adenocarcinoma to NEPC is promoted by androgen-

deprivation therapy, and may subsequently arise as a mechanism of resistance [41-43].



Therefore, the introduction of novel, highly potent androgen receptor—targeted therapies in the
clinic may consequently increase the incidence of NEPC [44].

1.1.4 Molecular Aberration in Prostate Cancers

The advent of high throughput and low-cost profiling technology has enabled the genomic and
transcriptomic analysis of an increasing number of clinical samples [45]. Numerous large
genomic and transcriptomic studies in PCa have identified many recurrent genetic aberrations
involved in PCa initiation and progression [4]. Collectively, these studies have demonstrated that
the AR represents a central driver of PCa. Over half (57%) of primary prostate cancers possess a
gene-fusion involving the fusion of a 5’ untranslated region of an androgen receptor-regulated
gene (TMPRSS2 in 90% cases) with the coding sequence of a ETS transcription factor family
member (e.g., ERG or ETV1) [46]. The non-ETS fusion (ETS negative) PCa is frequently
associated with elevated SPINK1 gene expression [47], SPOP mutations, FOXA1 mutations [48],
CHDZ1 deletion [49], and activation mutations in the RAF family [50]. In particular, SPOP and
FOXA1 mutant tumours have been reported to have the highest levels of AR-induced transcripts
[51]. The loss or mutation of TP53 and PTEN are among the most common genetic events in
PCa, occurring more frequently in ETS-positive cancers [48, 52]. Other genetic events that occur
most frequently include 8g24 amplification (MYC) [53], PTEN loss [54], NKX3.1 loss [55], and
TP53 loss [56]. Integrated pathway analysis has revealed that the AR pathway (including several
known AR coactivators and corepressors) is altered in 56% of primary PCa, despite no AR gene
alterations (outliner expression or somatic mutation) being detected [56]. Notably, the AR
pathway has been found to be altered in 100% of metastatic PCa cases, while the AR gene was

activated in 58% of metastatic cases. Three other commonly altered pathways in both primary



and metastatic PCa include PI3K, RAS/RAF, and RB signalling, occurring in 42/100%, 43/90%
and 34/74% of primary/metastatic cases, respectively [56].

1.1.5 Clinical Management

The clinical management of PCa involves the detection, diagnosis, and treatment of the disease.
Generally, early stage localized PCa will typically present as mostly asymptomatic. Symptoms
only become apparent when PCa becomes invasive and metastatic, whereupon patients will
experience frequent and painful urination, weight loss, fatigue, and pelvic or lower back pain
[57]. PCa is first suspected with positive results from prostate-specific antigen (PSA) testing and
a digital rectal exam (DRE). During a DRE, urologists will determine the presence of a palpable
tumor, in addition to the degree of the local extension of the tumour, as PCa will commonly arise
at the peripheral zone of the prostate which lies immediately in front of the rectum. For PSA
testing, a continuous increase in the PSA level indicates a greater likelihood of PCa [58]. There
exists some controversy over the use of PSA testing for prostate cancer screening, due to the
likelihood of false positive results from non-cancerous conditions, such as from BPH and
inflammation, and also to a tendency to over-treat indolent diseases that otherwise may never
have caused symptoms within a patient’s lifetime. It is estimated that there could be a 15-year (or
more) lag-time between the initial detection of PSA elevation until the onset of clinically
manifested PCa [59]. Currently, the BC Cancer Agency and the VVancouver Prostate Centre have
recommended PSA screening for men of 50 years or older, with an estimated life expectancy of
more than 10 years [60]. Aside from diagnosis, PSA is also routinely used to monitor disease
progression before or after treatment. Notably, recurrent PSA levels, following systemic
therapies (e.g., hormone deprivation, chemotherapies), are an indicator of disease recurrence and

will require further attention for clinical management.



1.1.5.1 Diagnosis and Staging

Once PCa has been suspected from PSA testing and a DRE, patients will be subjected to a needle
biopsy for definitive diagnosis based on histopathological verification by a pathologist.
Histopathological assessment could confirm the presence of malignant tissue, if present, and its
degree of aggressiveness. The latter is evaluated according to the Gleason grading system, based
on the tissue histology and extent of differentiation. The Gleason grade ranges from 1 to 5, where
grade 1 signifies a well-differentiated architecture and grade 5 represents a poorly differentiated
tumour. The final Gleason score is the sum of two most prominent histological grades [61]. A
Gleason score of 6 or less refers to a low-grade cancer, whereas a Gleason score of 8-10 refers to
a high-grade aggressive disease with poor patient prognosis [62]. Although the Gleason score
serves as a powerful indicator of PCa aggressiveness and prognosis, the clinical status of the
disease is often assessed by the TNM staging system. TNM defines the tumor size (T, 1-4), the
presence of regional lymph nodes metastases (N, 0-1), and the presence of distant metastases (M,
0-1). More specifically, T1 indicates a clinically inapparent tumour, not palpable or visible by
imaging; T2: tumour confined within the prostate; T3: tumour extends through the prostatic
capsule; T4: tumour invades adjacent structures other than the seminal vesicles, such as the
external sphincter, rectum and/or pelvic wall [63]. The patients are then advised on their
treatment strategies based on a risk assessment that takes into consideration the Gleason score,
clinical TNM stage, PSA level, and the positive biopsies, in addition to other factors, such as

patient age and physical condition [4].



1.15.2 Treatments

Guidelines for PCa clinical management have been established in various countries and regions,
reflecting the availability of therapeutic options (Canadian Urology Association, American
Urology Association, European Association of Urology, etc). Although the recommendations for
patient stratification may vary, all of these guidelines provide the same general recommendation
for typical disease stages, including localized, metastatic, or castration-resistant prostate cancer
(CRPC).

Patients with localized, low-risk PCa (Gleason score of 6 or less) are recommended for
active surveillance, where patients are monitored with PSA testing, repeat biopsies, and imaging
for signs of aggressive disease. Active surveillance can avoid the use of unnecessary treatment
procedures that are associated with harmful side effects, as men with low-risk PCa have an
excellent prognosis. Large studies have indicated that most men with low-risk PCa may avoid
direct treatment, with a 1% risk of death from PCa at 10 years [64, 65].

Patients with high-risk (Gleason score >6) PCa require intervention involving localized
therapies, such as surgery (radical prostatectomy) and radiation therapy (external beam
radiotherapy or brachytherapy). Both surgery and radiation therapy are standard local treatments
and considered as curative. Radical prostatectomy involves the surgical removal of the prostate,
in addition to adjacent tissue, including the seminal vesicle [66]. This can be done via open or
laparoscopic surgery by small incision. External beam radiotherapy is used in combination with
long term (at least 6 months) androgen deprivation therapy (ADT), where the use of adjuvant
ADT can significantly prolong overall survival [67, 68]. The 5-year survival rate for localized or

regional prostate cancer is nearly 100% [35].



Although the surgery and radiation therapy may be considered curative, 20-30% of these
cases will progress to more advanced stages within 5 years [2]. First indicated by rising PSA
levels, these patients will develop metastatic PCa, persisting from treatment with local therapies.
ADT, which involves the suppression of testicular androgens by medical or surgical castration, is
the current mainstay of treatment for metastatic PCa. Medical castration involves the continuous
administration of luteinizing hormone-releasing hormone (LHRH) agonists or antagonists.
Despite an excellent initial response, in approximately 2 to 3 years, most patients will succumb
to the castration-resistant form of the disease, otherwise known as CRPC [36].

Patients who develop progressive disease following castration and exhibit a rising PSA
level, but with no radiological evidence of metastases, is referred to as MO CRPC. However, no
standard treatment recommendation is currently available for MO CRPC. Men with progressing
M1 CRPC have several treatment options, following recent FDA approval of new anti-
androgens. Abiraterone acetate (Zytiga) with prednisone and enzalutamide (Xtandi) were both
first-line therapies for men with asymptomatic or minimally symptomatic, chemotherapy-naive
M1 CRPC (approved in 2012 and 2014 based on the COU-302 [69] and PREVAIL trials [70]
respectively). Abiraterone inhibits androgen synthesis by the adrenal glands, testes, and the
prostate tumour, by blocking CYP17, a critical enzyme in testosterone biosynthesis [71].
Enzalutamide, previously known as MDV-3100, is a second generation AR antagonist and an
AR signalling inhibitor with no agonist activity [72]. Sipuleucel-T (Provenge), a form of
autologous cellular immunotherapy, was approved for patients with asymptomatic mCRPC in the
United States in 2010 [73]; however, the therapy is not currently widely used due to its high

treatment cost.
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Men with symptomatic mCRPC are recommended for treatment with docetaxel (first line
chemotherapy), a taxane-based microtubule-stabilizing agent that was shown to improve overall
survival, disease control, and symptom palliation in mCRPC [74, 75]. The bone-targeting agent,
Radium-223, is recommended for mCRPC with symptomatic bone metastases and no known
visceral metastasis [76-78] after FDA approval in 2013 based on the ALSYMPCA trial [79].

Patients who have progressed after docetaxel use are recommended for treatment with
abiraterone, enzalutamide, or cabazitaxel [5, 77], all of which have demonstrated significant
improvements on overall survival in COU-AA-301 [80], AFFIRM [81], and TROPIC [82] trials,
respectively. Cabazitaxel is a second generation taxane-based chemotherapeutic, designed to be
effective against docetaxel-resistant tumours. Studies have found taxanes to inhibit the
microtubule disassembly that impairs mitosis, as well as tubulin-dependent androgen receptor
nuclear shuttling [83]. Cabazitaxel has been determined to be superior in resisting drug efflux,
due to its poor affinity for P-glycoprotein, a drug efflux pump [84].

Although these recently approved agents have shown incremental improvements towards
the overall survival of mMCRPC patents, none of these drugs are curative. Additionally, incidences
of resistance towards these agents, occurring shortly after treatment, have been increasingly
reported. Clearly, the establishment of more effective therapeutic targets and drugs is of critical
importance for improved disease management and patient survival.

1.1.6  Mechanism of Treatment Resistance

When cancer progresses beyond the primary or regional sites, the disease prognosis can worsen
significantly due to the tendency of tumours to develop resistance to treatments. Even if
treatments such as androgen deprivation therapies, androgen axis targeting agents, or

chemotherapies have shown good initial efficacies, the development of acquired resistance or de
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novo resistance in tumours will eventually render these treatments ineffective. Therefore, an
improved understanding of the mechanism underlying treatment resistance is crucial for the
development of new strategies to suppress aggressive cancers or delay their recurrence.
Resistance towards next-generation androgen axis-targeting agents, such as abiraterone and
enzalutamide, has emerged as a major clinical problem. Clinical studies have revealed that
approximately 1/4 of all patients demonstrated primary resistance to ENZ (progressed within 3
months) and furthermore, that all patients with an initial response eventually progressed by 24
months [81]. As for abiraterone, approximately 1/3 of all patients had demonstrated primary
resistance, with all patients eventually progressed by 15 months [80].

Several major mechanisms underlying the development of resistance to androgen axis-
targeting agents and ADT, have been identified. These include pathways that reactivate AR
signalling (ligand-dependent or ligand-independent), a pro-survival pathway independent of AR,
and extrinsic microenvironmental influences [85-87]. The reactivation of AR, independent of
androgen, involves modification of AR via gene amplification [88, 89], gain of function
mutations [90], and truncation and splice variants [91, 92]. AR amplification was detected in the
plasma cell-free DNA of 53% of patients progressing on enzalutamide [89]. The AR splice
variant 7 (AR v7), which lacks the ligand-binding domain (LBD), was found in 39% and 19% of
patients treated with enzalutamide and abiraterone, respectively [91]. Without the LBD, AR v7
becomes constitutively active in the absence of androgen. In addition, a F876L mutation within
the LBD has been reported to turn enzalutamide into an agonist of AR in vitro [90]; this
observation was detected in plasma cell-free DNA of CRPC patients [89, 93]. Other known
ligand-independent mechanisms include an increase in AR coactivator recruitment, such as

FKBP51 [94]; activation through the glucocorticoid receptor [95]; and outlaw pathways
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involving the activation of AR signalling via cross-talk with pathways such as PI3K/Akt [96, 97]
and NF-kB [98, 99]. On the other hand, as observed in CRPC patients, the androgen-dependent
reactivation of AR signalling involves the continuous increase in testicular, adrenal, and
intratumoural androgen synthesis. Accordingly, abiraterone acetate is a CYP17 inhibitor that has
been developed to target this axis, and showed promising clinical activity. Regardless, treatment
resistance still developed and may be attributed to an increase in substrates of the ‘backdoor’
pathway of DHT synthesis, such as pregnenolone [100]. Furthermore, intracrine androgens and
AKR1C3 activation have been reported to confer resistance towards enzalutamide in a cell line
model [101].

Relatively less-studied is the treatment resistance mediated by AR-independent
mechanisms, the most prominent example being neuroendocrine transdifferentiation after
castration [102-105]. Castration-resistant NEPC cells are AR negative and do not require
androgen for survival or growth. Consequently, these resistant tumours would not respond to
treatment with androgen axis-targeting agents, and subsequently represented a rising clinical
problem. One of the key mechanisms exacerbating androgen-independent growth is the
inhibition of apoptosis as a method for bypassing the need for AR or its ligand [106]. A number
of aberrations within the apoptotic mechanism have been reported for CRPC [107], and include
the upregulation of the anti-apoptosis regulator Bcl-2 [108-110], Inhibitor of Apoptosis (I1AP)
protein family member, survivin [111], and BIRC6 [112]. Notably, overexpression of survivin
mediates the development of resistance to antiandrogens [111], and BIRC6 expression has been

found to be elevated in CRPC [112].
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1.1.7 Experimental Models

Both the study of disease progression and the development of therapeutic agents rely heavily
upon the use of experimental models. The establishment of PCa models, such as cell lines, is a
very challenging process, and the number of available cell lines is hence very limited [113]. To
date, the majority of PCa research has been conducted using LNCaP, C4-2, PC-3, and DU145
cell lines [114]. The LNCaP line was originally derived from a prostate cancer lymph node
metastasis, and its castration-resistant subline, C4-2, was developed via serial transplantation in
castrated mice following ADT [115]. Although both LNCaP and C4-2 express AR, only LNCaP
exhibits androgen-responsive growth [115]. In addition, a few enzalutamide-resistant LNCaP
sublines have been developed, including MR49F and MR42D, which allow study of the
enzalutamide resistance mechanism [96]. In contrast to LNCaP and C4-2, the PC-3 and DU145
lines were both derived from PCa bone and brain metastases. Both PC-3 and DU145 do not
express AR or PSA, and both are therefore both androgen-independent. These two cell lines are
representative of more aggressive PCa models, as they grow efficiently and are highly metastatic
in immunocompromised mice.

Animal models of PCa are essential for studies of its growth, pathophysiology and
evaluation of potential anticancer agents. Models that have been used include spontaneous
murine PCa models, such as the transgenic adenocarcinoma of mouse prostate (TRAMP) as
induced by the constitutive expression of SV40 T antigen [116], and the PTEN knock-out mice
model [117]. Both models allow study of the development of the disease and also contain an
intact immune system. However, the resulting tumours developed by these models have been
found to contain major discrepancies from its human counterpart. This limitation therefore

renders such models to be sub-optimal for preclinical studies [132]. In order to circumvent the
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problem arising from the difference in species, human cell line xenograft models are frequently
used. All four of the aforementioned major cell lines can be grafted into nude (athymic) or non-
obese severe combined immuno-deficient (NOD-SCID) mice subcutaneously (s.c.),
orthotopically, or at subrenal capsule (SRC) sites [118]. The SRC site has demonstrated the
highest successful engraftment rate (tumour take rate) due to its high degree of vascularization
[119]. This high engraftment rate therefore permits the survival and growth of low grade and
slow growing cancers, including primary prostate cancer [120]. Although cell line xenograft
models provide valuable tools for the study of human PCa in vivo, they are highly homogeneous
and lack the tumor heterogeneity, tissue architecture and particular genetic aberrations seen in
clinical cancer specimens [121]. More importantly, these models harbor a very low
predictability for anti-cancer drug responses, as illustrated by a National Cancer Institute
retrospective study comparing cell line xenograft models with phase 11 clinical results [122].
Recent technological advances have resulted in the successful transplantation of patients’
tumour tissue into mice, thus permitting the development of patient-derived xenograft (PDX)
cancer models. The use of PDX models, so far, appears to have largely increased clinical
relevance and preclinical predictability. The development and application of PDX models will be

further discussed in section 1.4.

1.2 Inhibitor of Apoptosis Protein (IAP) Family and BIRC6

1.2.1 Apoptosis

Apoptosis is a tightly regulated process of programmed cell death; it is characterized by
morphological changes such as blebbing, fragmentation of the nucleus, cell shrinkage, and the

disintegration into apoptotic bodies [123]. Apoptosis is an essential component of various
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physiological processes, including normal cell turnover, tissue homeostasis, embryonic
development, functioning of the immune system, and hormone-dependent atrophy [124].
However, deregulation of apoptosis, can lead to many pathological conditions, such as
neurodegenerative diseases, autoimmune disorders, and cancers. The ability to resist apoptosis is
one of the six hallmarks of cancer, as defined by the landmark papers by Hanahan and Weinberg
[125, 126]. Evading cell death is a fundamental property for cancer cells to develop, metastasize,
and resist various anti-cancer treatments.

At the cellular level, apoptosis is under tight molecular control, which involves (1) initial
triggers from internal or external death signals [127], (2) activation of the proteolytic cleavage
cascade (caspases activation) and degradation of the cellular architecture [128], and finally, (3)
fragmentation into apoptotic bodies and recognition by immune cells for phagocytosis, or
digestion by neighboring cells [129]. Apoptosis can be activated via the (1) extrinsic (death-
receptor-mediated) pathway, (2) intrinsic (mitochondrial) pathway, and (3) Granzyme B
pathway. All three pathways are mediated by a family of cysteine proteases called caspases,
which are cysteine proteases that cleave after an aspartate residue of the substrates [130].
Caspases are originally present within cells as inactive procaspases; once activated by cleavage,
caspases can often activate other procaspases, thus allowing for the initiation of a protease
cascade.

The extrinsic pathway is initiated by the binding of a ligand to the transmembrane death
receptors of the tumor necrosis factor (TNF) receptor gene superfamily, such as TNFR1 or FasR.
The binding of FasL to FasR or TNF-a toTNFR1, will lead to the trimerization of receptors and
the subsequent recruitment of specific adaptor proteins, such as the Fas-associated death domain

(FADD) protein to FasL/FasR and TNF receptor-associated death domain (TRADD) to TNF-
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o/TNFR1 [124]. Following along the FasR route, FADD will then associate with procaspase-8
via the dimerization of the death effector domain. At this point, a death-inducing signalling
complex (DISC) is formed, which results in the autocatalytic activation of procaspase-8 [131].

Following the TNFRL1 route, apoptosis is mediated via two sequential signalling
complexes. The initial plasma membrane bound complex (complex 1) is comprised of TNFR1,
TRADD, RIP1, TRAF2, clAP1, and clAP2, and rapidly signals the activation of nuclear factor
kB (NF-«B). In the second step, both TRADD and RIP1 associate with FADD and caspase-8,
forming a cytoplasmic complex (complex II) that facilitates caspase-8 activation and cell death.
Complex Il then mediates apoptosis in situations where the initial signal (via complex I, NF-xB)
fails to be activated [132]. Activated caspase-8 can directly cleave effector caspases-3 and -7, or
it can cleave BID, which in certain cell types will translocate into the mitochondria to stimulate
mitochondrial-mediated apoptosis [133].

The intrinsic (mitochondrial) pathway is initiated by the detection of a diverse array of
intracellular stresses by the BH3-only proteins in the B-cell lymphoma-2 (Bcl2) family [134].
Some of these stimuli include DNA damage, free radicals, hypoxia, hyperthermia, radiation,
viral infections, accumulation of misfolded proteins, and the absence of growth factors,
hormones, or cytokines. Once a crucial threshold has been reached, BH-3 proteins will overcome
the inhibitory effect of the anti-apoptotic B-cell lymphoma-2 (BCL-2) family members and
induce the oligomerization of the pro-apoptotic BCL-2-family members BAX and BAK in the
mitochondrial outer membranes [127]. BAK-BAX oligomers form channels that permit the
efflux of intermembrane space proteins into the cytosol, such as cytochrome ¢, Smac/DIABLO,
and HtrA2/0Omi [135]. Cytochrome c, in conjunction with Apaf-1 and procaspase-9, form a large

complex apoptosome in which caspase-9 becomes activated [136]. Active caspase-9 will then
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propagate a proteolytic cascade of further caspase activation [127]. Smac can bind and inhibit
IAP family proteins, including XIAP, clAP1, clAP2, survivin [137], ML-1AP [138], and BIRC6
[139].

The granzyme/perforin pathway is an alternative cell death pathway that is mediated
exclusively by cytotoxic T cells. Secreted proteases granzyme A or B enter the cell through a
perforin channel in the plasma membrane. Granzyme B involves the activation of procaspase-10
and the mitochondrial pathway [124]. The extrinsic, intrinsic, and granzyme B pathways
converge on the same execution pathway that is mediated by the activation and cleavage of
caspase-3, thus resulting in DNA fragmentation, degradation of cytoskeletal proteins, etc.

1.2.2  Inhibitors of Apoptosis Proteins Family and Functions

The Inhibitors of Apoptosis Proteins (IAP) form a family of functionally and structurally related
proteins that all have a major role in cell death, in addition to regulatory roles in immunity,
inflammation, cell cycle, and migration [140]. The human IAP family consists of 8 members,

which include NAIP (BIRC1) [141], c-IAP1 (BIRC2), c-1AP2 (BIRC3) [142], XIAP (BIRCA4)
[143], survivin (BIRC5) [144], Apollon/Bruce (BIRC6) [145], ML-1AP (BIRC7 or livin) [146],
and ILP-2 (BIRCS) [147] (Fig. 1.1). The proteins of this family are characterized by the

presence of 1 to 3 baculovirus IAP repeats (BIR), a 70 amino acids zinc-binding motif that
mediates protein-protein interactions. These interactions include the binding with caspases,
which accounts for the direct effect of apoptosis inhibition [148-150]. NAIP, c-1AP1, clAP2, and
XIAP all have 3 BIR domains, whereas ILP-2, ML-IAP, survivin, and BIRC6 all have only 1

BIR domain. Several 1APs, including clAP1, clAP2, XIAP, ML-IAP, and ILP-2 also possess a

RING (Really Interesting New Gene) finger domain, which are defined by the presence of seven

18



cysteines and one histidine that are able to coordinate two zinc atoms. The RING domain also
has ubiquitin protease ligase (E3) activity, and is responsible for the auto-ubiquitination and
degradation of 1APs following an apoptotic stimulus [151]. Both clAP1 and clAP2 possess a
caspase-recruitment (CARD) domain within the linker region between the BIR and the RING
domains. The CARD domain was shown to prevent clAP1 auto-ubiquitination and degradation
[152]. Uniquely, BIRC6 contains an ubiquitin-conjugating (UBC) domain that has chimeric E2/
E3 ligase activity [139]. The UBC domain facilitates the proteosomal degradation of various
proteins, including pro-apoptotic proteins p53, caspases-9 [153], Smac [139], and the mitotic
regulator cyclin A [154].

IAPs are first known to demonstrate anti-apoptotic ability through antagonizing caspases,
the final executors of apoptosis. XIAP is the most effective inhibitor of caspases of the IAP
family; it directly binds to and inhibits caspase-3, -7 and -9 [155, 156]. Other IAPs such as
clAP1, clAP2, survivin and BIRCG are less efficient in caspases inhibition [153, 157-159].
However, they demonstrate significant anti-apoptosis properties. For instance, clAP1 and clAP2
primarily counteract apoptosis by promoting activation of the TNFR1 death receptor complex |
(pro-survival) and inhibiting complex Il (pro-apoptotic) at the extrinsic apoptotic pathway [160].
Survivin is reported to inhibit apoptosis via cooperative interactions with other IAPs, e.g., by
stabilizing XIAP [161, 162], whereas BIRCG6 is known for its role as an antagonist for both the
precursor and mature forms of Smac and caspase-9 [163], and in the protection of cells from
both intrinsic and extrinsic apoptosis pathways [164].

IAPs have recently emerged as broader regulators of cellular homeostasis, with functions
extending beyond apoptosis inhibition [165]. Recent studies have shown IAPs to also modulate

inflammatory signalling and immunity, mitogenic kinase signalling, proliferation and mitosis, as
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well as tissue invasion and metastasis [166]. Most notably, clAP1 and clAP2 both control Ub-
dependent signalling events that are essential for the activation of NF-«B signalling, which in
turn drives the expression of genes important for inflammation, immunity, cell migration, and
cell survival [166]. In particular, clAP1 and clAP2 polyubiquitinate components in TNFR
complex I (including RIP1 and TRADD) subsequently activate IKK-mediated degradation of
IxB and therefore release NF-«B into the nucleus [160]. clAPs also mediate the ubiquitination of
TNFR-associated factor 3 (TRAF3), leading to its proteosomal degradation and subsequently
releases the brake for MAPK activation [167]. Notably, clAP1 was found to be important for the
maintenance of vasculature integrity at the physiological level via inhibition of caspase-8-
mediated apoptosis in endothelial cells [168].

XIAP has been shown to form a complex with survivin that activates NF-xB, which in
turn leads to increased fibronectin gene expression, signalling by betal integrins, and activation
of cell motility kinases FAK and Src [169]. XIAP was also reported to regulate Akt activation
[170], TGF-beta signalling [171], and TNFR2-mediated p38 and JNK activation [172, 173].

Survivin plays essential roles in regulating mitosis [174], the cellular stress response
[175, 176], and the developmental pathways of gene expression [177]. Not typically expressed in
normal, terminally-differentiated adult tissues, survivin has been found to be expressed in a large
proportion of common human cancers [144]. With regards to its role in mitosis, survivin
associates with microtubules of the mitotic spindle. Therefore, it can serve as a mitotic spindle
checkpoint; a disruption to survivin-microtubule interactions can result in the loss of anti-
apoptotic function and increased caspase-3 activity [174]. Notably, survivin expression can be

induced by androgen (DHT) via the IGFR-1/AKT-dependent mechanism [111][178-181]. As a
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result, overexpression of survivin can induce androgen-independent growth of androgen-

dependent cells [111].

21



Nomenclature
Common BIRC

Survivin  BIRC5

ILP2 BIRCS8

ML-IAP  BIRC7

XIAP BIRC4

c-IAP1 BIRC2

c-IAP2 BIRC3

NAIP BIRC1

BRUCE BIRC6

Figure 1.1 Schematic representation of the human IAP family of proteins (Adapted from Srinivasula and

Ashwell 2008 Mol Cell [165])
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1.2.3 Baculoviral IAP Repeat-Containing Protein 6 (BIRC6)

BIRCSG is an unusual member of the IAP family. The BIRC6 gene (BRUCE/APOLLON) encodes
a 528 kDa protein in mammals, which consists of a single N-terminal BIR domain and a C-
terminal ubiquitin-conjugating (UBC) domain; the latter has chimeric E2/E3 ubiquitin ligase
activity as well as anti-apoptotic activity [139]. Through the BIR domain, the BIRC6 protein is
able to bind to active caspases, including caspases-3, 6, 7, and 9. These interactions have been
shown to underlie the ability of BIRCG6 to inhibit the caspase cascade, and ultimately apoptosis
[139]. Through the UBC domain, BIRCG is able to facilitate the proteasomal degradation of pro-
apoptotic proteins, including caspase-9 [153], SMAC/DIABLO [91, 163], and HTRA2/OMI
[139, 182]. In contrast with other IAPs, BIRC6 has been shown to have a cytoprotective role,
essential for the survival of mammalian cells [153, 163]. BIRCG is also known for its essential
role in regulating cytokinesis, the final event of cell division [183]. More recently, BIRC6 has
been shown to be a novel regulator of mitotic cyclin A degradation, a critical process for the
completion of mitosis [154]. Collectively, these studies have served to further support the key
role of BIRCG during cell proliferation. The dual roles of BIRC6 during the processes of cell
death and division seem to resemble those of survivin, and thereby render it a promising target
for the therapy of a variety of cancers [184].

1.2.3.1 BIRC6 and Cancer

Elevated expression of BIRC6 has been found in clinical specimens of a variety of cancers,
including colorectal cancer [185], neuroblastoma [186], melanoma [164], non-small cell lung
cancer [187], childhood de novo acute myeloid leukemia [188], ovarian cancer [189], and
hepatocellular carcinoma [190]. Furthermore, BIRCG6 silencing has been shown to sensitize

cancer cells to various anticancer agents, including DNA damaging agents such as: camptothecin
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in glioma [191]; 5-fluorouracil in fibrosarcoma, cervical and breast cancer cells [192]; and
oxaliplatin and cisplatin in non-small cell lung cancer, glioma [187, 191], and colonospheres
[193]. Kinase inhibitors include: MEK inhibitor, a BRAFV600E-specific inhibitor in melanoma
cells [164]; Sorafenib in hepatoma [190]; and apoptosis inducer TRAIL in melanoma [164].
1.2.4 1AP Family as Therapeutic Targets in Cancers

Elevated expression of several members of the IAP family has been found in cancers. For
instance, survivin is highly expressed across various cancer types, but not in adult differentiated
tissue [194]. Expression of XIAP, clAP1, clAP2, ML-1AP, and BIRCS6 is frequently elevated in
various cancers [146, 195-199]. In prostate cancer, elevated expression has been reported for
XIAP, survivin, clAP1, clAP2 and BIRC6 [112, 200].

An increasing number of IAP-targeting agents are currently evaluated in the clinic for
treatment of various cancers. One major class of AP inhibitor are the Smac-mimicking 1AP
antagonists, or Smac mimetics that target clAP1, clAP2, XIAP, and ML-1AP. These small
molecules contain the IAP-binding motif (Ala-Val-Pro-lle) that are present in Smac, which
effectively block IAP—caspase interactions and sensitize cancer cells to pro-apoptotic stimuli
[137, 201]. There are currently 5 different Smac mimetics undergoing phase I and 11 clinical
evaluations, including LCL161 (Novartis, phase I, 1), GDC-0917/CUDC-427 (Genetech, phase
1), TL32711/birinapant (Tetralogic Pharm, phase I1), AT-406/Debio1143 (phase 1), and
HGS1029 (phase 1) [202]. The inhibitors developed against survivin are currently under clinical
trials, and include the small molecule YM155 (Astellas, phase 1l [203]) and antisense
oligonucleotide (ASO) LY2181308 (Eli Lilly, phase I1). An XIAP-targeting ASO, AEG35156
(Aegera), is also under clinical development (phase 1) [107, 155]. To date, no inhibitor of

BIRC6 has been reported in clinical or preclinical studies.
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1.3 Antisense Oligonucleotides

1.3.1 Overview

Natural antisense transcripts were first described in prokaryotes, where they were found to
downregulate the expression of complementary sense transcripts via Watson-Crick hybridization
[204]. These antisense transcripts were later determined to be widely present within the
eukaryotic world, inhibiting sense transcripts that encode proteins involved in extremely diverse
biological functions, such as control of proliferation, development, structure, hormonal response,
viral replication, etc [205]. It is estimated that 5-10% of the human genome may possess an
antisense transcript [206], thereby suggesting that antisense modulation of gene expression may
be a common regulatory mechanism within human cells.

Antisense oligonucleotides (ASOs) are synthetic polymers of chemically modified
deoxyribonucleotides that containing sequence designed to be complementary to the sense
sequence of target MRNAs. ASOs can be used as biochemical tools for basic scientific studies,
and also be utilized as therapeutic agents against various diseases by specifically reducing gene
or protein expression levels. The first demonstration of the concept of an ASO as a therapeutic
agent was by Stephenson and Zamecnik in 1978 [207]. They reported the synthesis of a 13
nucleotide oligodeoxyribonucleotide that was complementary to a sequence of the Rous Sarcoma
virus genome; its implementation demonstrated effective inhibition of viral RNA translation
[207]. Since the early 1990s, substantial progress has been made in the development of antisense
technology as new pharmaceutical agents have been discovered [208]. In particular, chemical
modifications of ASOs, such as the replacement of the phosphodiester backbone with a
phosphorothioate (PS) backbone (first generation ASO), and sugar modification at the 2’-

position [including 2’-O-methoxyethyl (MOE) at the 3” and 5” ends of ASO (gapmer) (second
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generation ASO)], have both greatly enhanced their nuclease resistance (i.e. stability) and RNA
binding affinity, respectively [208]. A second generation 2°-MOE gapmer ASO has since entered
clinical trials for multiple indications and demonstrated good activities and safety profiles.
Newer generation ASO, such as the sugar modified constrained-ethyl (cEt) ASO (Gen 2.5)
(STAT3 [209, 210]), locked-nucleic acid (LNA) [211], and sugar — phosphate modified
morpholino [212] are also under active development for clinical use, and are expected to show
superior efficacies than second generation ASOs.

1.3.2 Mechanism of Action

Several mechanisms have been reported to explain the inhibitory action of ASOs, in terms of a
target gene/protein. The most well-known mechanism involves the formation of an MRNA-ASO
duplex (through Watson—Crick binding), which leads to RNase-H-mediated cleavage of the
target MRNA in the RNA-DNA hybrid [213, 214]. Other mechanisms include the inhibition of
mRNA splicing, the inhibition of mRNA maturation via the prevention of 5'-cap formation and
polyadenylation, and the inhibition of ribosomal read-through during translation [215].

As ASOs target the RNA located within the nucleus and/or cytoplasm, they therefore
must be delivered into target cells and cross the plasma membrane. A systemic application of
ASOs is administered through parenteral injection, either via intravenous (1V) infusion,
intraperitoneal (IP), or subcutaneous (SC) injection. Following systemic administration, ASOs

are bound to plasma proteins (>85%) from across all species [216, 217], with the greatest binding

affinity for albumin. PS-ASO then rapidly transfers from the blood into tissues, a process that
occurs within minutes to hours [218, 219]; this rapid transmission into cells is predominantly

facilitated by endocytotic uptake. Once inside the intracellular space, ASOs exhibit long half-
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lives (2—4 weeks) and prolonged activity, in suppressing or altering the expression of their target
RNA [220].
1.3.3  Use of Antisense Oligonucleotides as Therapeutic Agents
Antisense oligonucleotides (ASOs) were first approved by the FDA for clinical use in 1998.
Fomivirsen (Vitravene) is a first-generation ASO, and is used for treatment of cytomegalovirus
retinitis (by lonis Pharmaceuticals, previously known as Isis Pharmaceuticals) [221]. However,
despite substantial efforts since the approval of Fomivirsen, no ASO-based drugs successfully
passed phase I11 trials until 2013. In 2013, Mipomersen (a second-generation ASO that inhibits
the apolipoprotein B100) was approved for homozygous familial hypercholesterolaemia [222,
223]. The slow initial development of ASO therapeutics can be attributed to hurdles regarding
ASO stability, affinity, and off-target toxicity. However, with recent advances in chemical
modification, the latest generation ASOs have acquired significant improvements in all three
aspects [224]. Currently, there are approximately 70 clinical trials underway for the evaluation of
ASOs targeting various cancers and neurodegenerative diseases [225]. ASOs targeting Bcl-2,
Clusterin (CLU), Hsp27, STAT3, Raf-1, AR, and XIAP are being tested for treatment of various
cancers.

Custirsen (OGX-011), a second generation ASO targeting CLU, was the first mCRPC-
targeting ASO to enter phase Il clinical trials (SYNERGY, NCT01188187). Results from phase
I & 1l demonstrated Custirsen to be well tolerated in combination with docetaxel, and over half

of the patients exhibited a > 50% decline in PSA levels [226]. However, ultimately Custirsen did

not meet the primary endpoint dictating a statistically significant improvement in overall survival
for men with mCRPC. Two more phase 111 clinical trials for Custirsen (in combination with

cabazitaxel/prednisone as a second-line chemotherapy for mMCRPC (AFFINITY, NCT01578655)
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and stage IV non-small cell lung cancer (NCT01630733) are currently ongoing. In addition,
Apatorsen (OGX-427), a second generation ASO targeting Heat Shock Protein 27, is also under
seven phase Il evaluations, e.g., for CRPC [227, 228]. In 2014, AZD5312, a generation 2.5 ASO
targeting AR, has entered a phase I clinical trial to determine the maximum tolerated dose in men
(NCTO02144051). Finally, since 2012, another generation 2.5 ASO IONIS-STAT3RX targeting
STAT3 is currently undergoing phase I/11 evaluation in patients with advanced cancers

(NCT01563302).

1.4 Patient-Derived Xenograft (PDX) Cancer Models
Successful development of novel cancer therapeutics is often hampered by discrepancies
between drug efficacies, obtained in preclinical studies, and patient outcomes in clinical trials.
These inconsistencies can be attributed to a lack of clinical relevance of the cancer models used
for preclinical testing [121]. Recently, there is an increasing interest in the development and use
of patient-derived xenograft (PDX) cancer models in various areas of cancer research, including
drug efficacy testing, identification of new therapeutic targets and biomarkers, and elucidation of
mechanisms underlying disease progression and treatment resistance, etc. [229]. PDX models
are produced via grafting of fresh cancer tissue specimens into immunodeficient mice,
subcutaneously, orthotopically (into the type of organ from which the cancer was derived), or
under the kidney capsules. Fresh cancer tissues from the patients’ tumours, obtained following
surgery or from biopsies, are cut into small pieces for grafting. Through serial transplantation of
developing tumours transplantable tumour tissue lines can be established.

Transplantable PDX cancer tissue models, in particular those developed under kidney

capsules, are well recognized to have a more accurate predictive ability, and hence greater
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clinical relevance, than the commonly used cell line-based models. In contrast to the latter, the
PDX models retain histopathological properties of the original cancers, such as tumour
heterogeneity and tumour-stroma architecture, both of which are key factors in the progression of
patients’ tumours [229]. Even during serial transplantation, PDX tissues retain a high degree of
genomic, epigenetic, and gene expression patterns of the original tumours [230-234]. Therefore,
this feature adds further confidence towards the assertion that PDX tumour tissue lines harbour a
high degree of resemblance to patient tumours, in terms of disease progression and response to
treatments [235]. For instance, colorectal PDX models responded to the anti-EGFR antibody
cetuximab with rates and extents analogous to those observed in the clinic [236]. PDX models
and patients exhibited comparable responses to treatment of pancreatic cancers with gemcitabine
[237]. In addition, selected drugs that were effective in PDX models produced similar
responsiveness (resistance and sensitivity) for patients with advanced refractory cancers [238].
These highly clinically relevant models could therefore be used as a platform for personalized or
precision medicine, a rapidly developing area in translational cancer research [239, 240]. Besides
its application in predicting drug response, the PDX system can also be an excellent resource for
biomedical discovery, which include the identification of novel regulators in disease
development [241, 242], new biomarkers, and therapeutic targets [243-245]). Previous work
from our laboratory has used PDX models, generated from prostate cancer biopsies or
prostatectomy samples, for a number of basic science discoveries. These include the novel
metastasis master regulator gene GATA2 [242]; the epigenetic regulator CBX2 for advanced PCa
[246]; the PEG10 gene, which has a crucial role in promoting NEPC progression [247]; various
miRNAs as biomarkers for metastatic PCa [248]; as well as long non-coding RNA, SNORADS5,

as a novel biomarker and therapeutic target for PCa [249, 250].
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However, certain factors have been recognized to limit full application of PDX. One
major limitation is the lack of key immune components in the immunocompromised host. The
strains that are most commonly used for PDX hosts are NOD-scid and NOD-scid IL2Rgamma
(null) (NSG) mice. NOD-SCID mice lack mature T and B cells [251], whereas NSG mice lack
mature T cells, B cells, and natural Kkiller cells [252]. As a result, the interactions that occur
within patients’ tumours, e.g., between cancer cells and immune cells/secreted cytokines, are not
captured. Accordingly, the effect of immunotherapies on tumour growth can also not be fully
assessed. Furthermore, the technical difficulties in the development and maintenance of stable
PDX lines also represent a major hurdle in the widespread application of PDX system. For
example, patient-derived tumour tissue is known to be more difficult to maintain and grow in
mouse hosts than traditional cell lines. This is particularly true for less aggressive tumours or
slow-growing cancer types, in which the “take-rate” can range from 62—89% in pancreatic and
colorectal cancers to 13-27% in breast cancers [229, 253]. Prostate cancer has one of the lowest
take rate of all cancer types [254]. Moreover, for the common research laboratory, the limited
availability of obtaining clinical samples also limits the use of PDX cancer model in basic and
translational research.

Given the great potential of PDX models in biomedical research, a number of large
institutions have focused on the development of large PDX repositories. In early 2016, the US
National Cancer Institute (NCI) announced the replacement of the traditional NCI-60 cancer cell
lines panel with PDX models for preclinical drug testing [255]. The NCI PDX repository was
launched in the spring of 2016, and has since made 75 PDX PDX models available for cancer
research institutions worldwide. Meanwhile, a number of other research institutions have also

reported and made their PDX collections available commercially. EuroPDX, a consortium from
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16 European institutions, have reported 1500 established PDX models (majority of colorectal,
pancreatic and gynecological cancers) and has become one of the largest PDX collections within
the field [229]. Additionally, the Switzerland-based pharmaceutical giant, Novartis, has also
reported the use of 1000 PDX models, of various organs of cancer origin, in a drug screening
study [256]. Another well-known group with large PDX models includes Jackson Laboratory

(450 models) (https://www.jax.org/jax-mice-and-services/in-vivo-pharmacology/oncology-

services/pdx-tumors).

1.4.1 In Vivo Patient-Derived Xenograft (PDX) Prostate Cancer Tissue Models

At the Living Tumour Laboratory (LTL) of the BC Cancer Agency, we have established 'high-
fidelity' transplantable prostate tumour xenograft lines by grafting and transplanting patients’
tumour tissue into NOD-SCID mice at the renal graft site [118, 119, 121]. The LTL prostate
cancer repository encompasses models that include primary prostate adenocarcinoma, CRPC,
enzalutamide-resistant CRPC, and NEPC (www.livingtumourlab.ca). These stable LTL PDX
lines represent an excellent platform for drug efficacy testing, notably for advanced and currently

incurable prostate cancer subtypes.

1.5 Thesis Theme and Rationale

The lack of effective therapy for advanced prostate cancer remains as one of the major unmet
clinical needs. The recent approvals of more potent androgen axis-targeting agents have shown
encouraging results in delaying disease progression in CRPC patients; however, resistance
towards these agents occurs shortly after treatment. The increasing ability of cancer cells to resist
apoptosis represents a fundamental mechanism of treatment resistance; yet, no related agents

have been developed for targeting such recuring diseases.
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Preliminary work by Low in our laboratory has revealed an association between BIRC6
and advanced PCa samples. BIRC6 was found to be increasingly expressed in Gleason score 6 to
8 PCa and CRPC clinical specimens [257]. Moreover, accumulating evidence supports the roles
of BIRCG in disease progression and treatment resistance in various cancers. Collectively, this
evidence suggests that BIRC6 may play functional roles in PCa progression, including anti-
apoptosis and treatment resistance, and may represent a potential therapeutic target in advanced,
highly treatment-resistant PCa. Therefore, the current study first sought to more thoroughly
validate the clinical association of BIRC6 with PCa using clinical samples and investigate the
functional roles of BIRC6 in in vitro models. Next, we designed a new anti-BIRC6 agent, an
antisense oligonucleotide, and evaluated the potential anti-cancer effect using cell line-based in
vitro and in vivo models. Finally, based on the initial activity, we further explored the therapeutic
potential of the anti-BIRC6 agent in enzalutamide-resistant, castration-resistant PCa using a
highly clinically relevant PDX model developed in our laboratory.

The overall goal of this study is to evaluate the potential of targeting BIRCG6 in advanced
prostate cancer and assess the therapeutic efficacy of a novel anti-BIRC6 antisense

oligonucleotide using a high fidelity PDX PCa model.

1.6 Hypotheses and Specific Aims
The main hypotheses of the study are as follows: (1) BIRC6 plays functional role in promoting
survival of advanced PCa cells, and (2) Targeting tumor BIRC6 expression can suppress

advanced PCa growth.
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Main objective: To study the roles of BIRCG, an inhibitor of apoptosis protein, in advanced PCa
and to assess the therapeutic efficacy of a novel anti-BIRC6 agent developed for treating the
disease.

Specific Aims:

Specific aim 1. To investigate the clinical relevance and functional roles of BIRC6 in PCa
Specific aim 2. To develop anti-BIRC6 ASOs as a new therapeutic agent and validate the
targeting effect in PCa cell line-based models

Specific aim 3. To evaluate the preclinical therapeutic efficacy of anti-BIRC6 ASO using patient-

derived xenograft PCa models
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Chapter 2: Clinical Relevance and Functional Roles of BIRC6 in Prostate

Cancer

2.1  Introduction
Prostate cancers (PCa) initially present as androgen-dependent tumors, susceptible to growth
arrest/apoptosis induced by androgen deprivation therapy. Although initially effective, androgen
deprivation frequently results in the development of castration-resistant prostate cancer (CRPC),
an advanced disease state that is highly resistant to existing therapies. Consequently, castration
resistance commonly marks the end stage of PCa and as such, is a major obstacle in disease
management [258]. The development of CRPC is characteristically associated with marked
increases in resistance to apoptosis, a major death pathway that is commonly exploited by drug
action [259, 260]. Apoptosis resistance results from the up-regulation of anti-apoptotic genes and
their products, and is thought to be a key contributor in the development of resistance to
castration and anti-cancer treatments. Therefore, elucidating the role of anti-apoptotic proteins in
the progression of PCa will likely to lead to improvements in the treatment of refractory disease.
The Inhibitors of Apoptosis Protein (IAP) family has been previously reported to play a
key role in establishing apoptosis resistance in many cancers, and is characterized by the
presence of one to three Baculoviral IAP Repeat (BIR) domains. IAPs have been demonstrated
to bind to and inhibit a variety of pro-apoptotic factors, thereby effectively suppressing apoptosis
induced by a wide range of effectors, including chemotherapeutics and irradiation [194]. The
BIR domain is essential for the interaction of IAPs with pro-apoptotic factors, including
caspases. A family of cysteine aspartic acid-specific proteases, caspases is present in a pro-form

that, once activated via cleavage, is responsible for the degradation of death substrates (such as
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poly-ADP-ribose polymerase (PARP)) that subsequently trigger apoptosis. Cleaved caspase-3
and cleaved PARP can be readily detected by Western blot analysis and are commonly used as
markers for apoptosis [196].

The BIRCSG protein is, at 528 kDa, an unusually large member of the IAP family. It is
comprised of an N-terminal BIR domain and a C-terminal ubiquitin-conjugating (UBC) domain;
the latter has chimeric E2/E3 ubiquitin ligase activity and anti-apoptotic activity [139]. Via the
BIR domain, BIRCS is capable of binding to and inhibiting active caspases, including caspases-
3, 6, 7, and 9. These interactions have been demonstrated to underlie the ability of BIRC6 to
inhibit the caspase cascade and ultimately apoptosis [139]. Through the UBC domain, BIRC6
facilitates the proteasomal degradation of pro-apoptotic proteins caspase-9 [153],
SMAC/DIABLO [153, 163], and HTRA2/OMI [139, 182]. BIRCEG is also a critical regulator of
cytokinesis [183] and mitosis [154], and therefore plays an important role in cell proliferation.

Recent evidence corroborates the widespread role of BIRC6 in conferring apoptosis
resistance to cancer cells, as indicated by in vitro studies with cells from gliomas [191], lung
cancers [187], cervical cancers [192], fibrosarcomas [153, 192], osteosarcomas [183], breast
cancers [192, 261], and colon cancers [193]. In breast and lung cancer cells, apoptosis triggered
by the loss of BIRC6 expression has been shown to involve p53 stabilization [261, 262]. BIRC6
expression in clinical cancer samples has also been observed for colorectal cancer [185] and
childhood de novo acute myeloid leukemia (AML) [188]. Within AML, elevated expression of
BIRC6 mRNA was associated with an unfavourable response to chemotherapy and poor relapse-
free survival rates [188]. An earlier study by Low first reported the role of BIRCG6 in prostate
cancer, and found BIRC6 expression to be significantly elevated in the malignant tissues of

clinical specimens (Gleason 68 cancers and castration resistance) and PCa cell lines [257].
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In this present study, we aimed to establish the role(s) of BIRC6 in the progression and
survival of PCa. First, we sought to examine the frequency of genetic alterations in the BIRC6
gene by using large, publicly available PCa clinical cohorts (primary PCa, metastatic CRPC, and
NEPC). Additionally, we determined the presence of elevated BIRC6 protein expression by
using a clinical cohort of the Vancouver Prostate Centre, with a particular focus on correlation
with clinical parameters, including T stages, lymph node metastasis, and PSA recurrence.
Following clinical validation, we studied the functional roles of BIRC6 in PCa cell proliferation
and survival by silencing BIRC6 gene expression. Finally, the status of BIRC6 in PCa cells in

response to cell death induced by chemotherapeutic agents was also assessed.

2.2 Materials and Methods

2.2.1 Materials

Chemicals, solvents and solutions were obtained from Sigma-Aldrich, Oakville, ON, Canada,
unless otherwise indicated.

2.2.2 Bioinformatic Database Analysis

The cBIO Cancer Genomics Portal (www.http://cbioportal.org) was used to assess the genomic
alterations (mutations and copy number variations) affecting the BIRC6 locus in PCa. Eight
large, publicly available independent PCa cohorts, with mutation and CNV datasets, were
included; the details have been summarized in Table 2.1. The results pertaining to BIRC6 gene

alteration frequencies in the cohorts were generated by online cBI1O portal query searches.
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2.2.3 Cell Lines

The PCa cell line LNCaP was obtained from the American Type Culture Collection (ATCC,
Manassas, VA) and maintained in RPMI-1640 media supplemented with FBS, in a humidified
incubator at 37°C and 5% CO2. To determine the effect of chemotherapy-induced apoptosis on
BIRC6 expression in LNCaP cells, 6x10° cells were seeded in 6-well plates, incubated overnight,
and finally incubated with doxorubicin (1 or 0.5 pg/ml) for 24 hours (or as indicated).

2.2.4 Tissue Microarray (TMA) Construction and Immunohistochemistry (IHC)

Prostate specimens (consisting of 60 benign prostate samples, 137 primary tumours with no
lymph node metastasis, 30 primary tumours with lymph node metastasis, 65 neo-adjuvant treated
primary tumours, and 67 CRPCs) were obtained from the Vancouver Prostate Centre Tissue
Bank, following written informed patients’ consent and institutional study approval. All samples
were obtained through radical prostatectomy, except for the CRPC samples, which were obtained
through transurethral resection of prostate (TURP). TMAS were constructed as previously
described [263]. Immunohistochemical staining, using rabbit polyclonal antibody against BIRC6
(NB110-40730, Novus Biological, 1:50), was conducted with a Ventana autostainer (model
Discover XT; Ventana Medical System, Tucson, AZ) using an enzyme-labelled biotin-
streptavidin system and a solvent-resistant DAB Map kit (Ventana). BIRC6 staining of the
tissues was evaluated and scored by pathologist Dr. Ladan Fazli (Vancouver Prostate Centre). O
designates no staining of any tumour cells; 1 designates a faint or focal, questionably-present
stain; 2 designates a stain of convincing intensity in a minority of cells; and 3 designates a stain

of convincing intensity in a majority of cells.
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2.2.5 siRNA Transfections

Custom siRNAs, synthesized by Dharmacon (Lafayette, CO) and known to target BIRC6, had
the following sequences: sSiRNA-2, sense, 5’-CUC-AGG-AGA-GUA-CUG-CUC-AdTdT-3’
[183]. Non-targeting sSiRNA (siGENOME Non-Targeting Smartpool; Dharmacon) was used as
the control. To examine the effect of the sSiRNAs on BIRC6 protein expression, LNCaP cells
were plated in 6-well plates, in antibiotic-free RPMI-1640 medium supplemented with fetal
bovine serum (10%). After 24 hr, the cells were transfected with 100 nM siRNA in lipofectamine
2000 reagent (Invitrogen; Burlington, ON), as per the manufacturer’s instructions. Vehicle
control and non-targeting SiRNAs were also applied to the replicate cell cultures.

2.2.6  Western Blotting

Cell lysates were prepared using cell lysis buffer (1% NP-40, 0.5% sodium deoxycholic acid)
supplemented with a protease inhibitor cocktail (Roche, Nutley, NJ). For detection of BIRC6
(528 kDa), 10 pg of whole cell lysate was resolved in a 5% SDS-polyacrylamide gel and
electrotransferred overnight to a PVDF membrane in tris (25 mM), glycine (191.5 mM),
methanol (10%), and SDS (0.05%) buffer at 40V and 4°C. Membranes were probed for BIRC6
using a rabbit polyclonal anti-BIRC6 antibody (1:500; Novus Biologicals). For detection of
PARP and caspase-3 protein expression, 5-15 pg of whole cell lysate was run on 10 or 12.5%
SDS-polyacrylamide gels, and following protein transfer, membranes were probed using rabbit
anti-PARP and anti-caspase-3 antibodies (1:1000; Cell Signalling; Beverly, MA). Actin or
vinculin were used as loading controls, and detected on membranes using rabbit anti-actin
polyclonal antibody (1:2000; Sigma-Aldrich) and mouse anti-vinculin antibody (1:3000; Sigma-

Aldrich).
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2.2.7 Annexin V Assay

Apoptosis was measured by fluorescence-activated cell sorter (FACS) analysis, using annexin-V
conjugated with fluorescein isothiocyanate (annexin-V-FITC) (BD Biosciences PharMingen) to
stain for early apoptosis and propidium iodide (PI) for late apoptosis, as per the manufacturer’s
protocol. Cells were cultured in RPMI-10% FBS medium and subsequently treated with BIRC6
SIRNA. Forty-eight hours following treatment with siRNA, the cells were harvested, washed
with cold PBS, and resuspended in 1X Binding Buffer (BD PharMingen, San Diego, CA) at a
concentration of 1 x 10° cells/ml. Next, cell suspensions (100 pl; 1 x 10° cells cells) were
transferred into new tubes, alongside the addition of 5 mL Annexin V-FITC and 5 pl PI aliquots.
Finally, the cells were incubated in the dark for 15 min at 21°C. Annexin—FITC fluorescence was
measured in the FL1 channel (using a 530/30 band pass filter) and Pl in FL3 channel (660/20 BP
band pass filter). Ten thousand events were collected, and apoptosis was assessed by counting
the percentage of AnnexinV-positive cells. Data are shown as means = SD of triplicate cultures.
2.2.8 MTT Cell Viability Assay

Twenty-five thousand cells were seeded per well, of a 24-well dish, and transfected with sSiRNA-
2. At 0, 24, 48, and 72 hr following transfection, 50 pl of MTT (5 mg/ml) was added to each well
and cultures were incubated in a humidified incubator at 37°C and 5% CO, for 4 hr. Five
hundred pl of 20% SDS solution was then added to each well and incubated overnight at room
temperature, in the absence of light. Samples (100 ul) were then transferred to 96-well plates,

and absorbance was measured at 570 nm.
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2.3 Results

2.3.1 Analysis of Genetic Alterations in the BIRC6 Gene in Multiple Prostate Cancer
Clinical Cohorts

The presence of genetic alterations in the BIRC6 gene in prostate cancer, including mutations
and copy number variations (CNV), were examined using publicly available clinical cohorts
from the cBIO cancer genomics portal. Eight large independent prostate cancer cohorts,
including mutation and CNV datasets, were available. Four out of the eight studies were
comprised of mostly primary prostate cancers, including MSKCC 2010 [56], Broad/Cornell 2012
[48], Broad/Cornell 2013 [264], and TCGA 2015[265], whereas the remaining four studies
focused primarily on metastatic CRPC or NEPC, including Michigan 2012 [266], SU2C/PCF
Dream Team [267], Fred Hutchinson 2016 [268], and Trento/Cornell/Broad 2016 [105] (see
Table 2.1). Analyses from the cBIO portal database found that the majority of patients in the
cohorts, from both primary prostate cancers and metastatic CRPCs, have low frequencies of
BIRCS alteration, with about 6% or less overall gene alterations. However, an exception was
found for the Trento/Cornell/Broad 2016 cohort, which showed alterations in ~17% of samples
(Fig. 2.1A). The Trento/Cornell/Broad 2016 dataset consists of 114 PCa clinical samples (from
77 patients), from either CRPC (63 samples) or castration-resistant NEPC subtypes (44 samples)
[105], thereby composing the largest NEPC cohort to date. Further analyses showed that both
NEPC and CRPC subsets to have similar frequencies of alteration (20% vs 14% respectively),
with NEPC demonstrating higher BIRC6 amplification (Fig. 2.1B). The discrepancy between the
Trento/Cornell/Broad 2016 cohort with other CRPC cohorts may have resulted from differing
methods of CNV analysis (in the Trento cohort: putative copy-number alterations adjusted by

ploidy and purity with CLONET), thus potentially complicating the current analysis. Therefore,
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in order to check whether the CNV analyses in these cohorts are comparable, the CNV change in
the AR gene for these 8 cohorts was examined as a reference. As shown in Figure 2.1C-D, the
percentage of AR gene amplification in the Trento/Cornell/Broad 2016 dataset was found to be
highly comparable to the other 4 CRPC cohorts, with 60.3% (CRPC subset in the Trento cohort)
versus 44.7% to 54.4% in the Michigan 2012, SU2C/PCF Dream Team, and Fred Hutchinson
2016 cohorts. Given that between the CRPC cohorts there were no significant variations in CNV
within the “reference gene”, the high percentage of BIRC6 gene amplification, as shown in the
Trento/Cornell/Broad 2016 cohort, is likely indicative of a significant gain of BIRCG6 for this
group of CRPC/NEPC patients. Taken together, these results suggest that BIRC6 amplification

(and its resultant elevated expression) may potentially favour PCa progression in advanced PCa.
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PCa Dataset & Journal PMID # Patients Sample type

MSKCC - Cancer Cell 2010 20579941 85 Primary PCa

Michigan - Nature 2012 22722839 61 50 metastatic CRPCs and 11 high-grade
primary PCa

Broad/Cornell - Nat. Gen. 2012 22610119 109 Treatment-naive primary PCa

Broad/Cornell - Cell 2013 23622249 56 Primary PCa

TCGA — Cell 2015 26544944 333 Primary PCa

SU2C/PCF Dream Team - Cell 26000489 150 Metastatic CRPC

2015

Fred Hutchinson - Nat Med. 2016 26928463 63 Metastatic CRPC

Trento/Cornell/Broad 2016 26855148 77 CRPC or NEPC

Table 2.1 Details of 8 prostate cancer clinical cohorts from cBIO cancer genomics portal

42



20%
18%-] 200
g NEPC
g 16% | 18% (Trento/Cornell/Broad
g . 2016)
\E W D 6%
L 4% 8
S 2
5 . £ 1a%
g 12%+ 3 CRPC — 63 samples
< 1o T 1% NEPC — 44 samples
7 3
3 10%+
o
8% 2
= 8%
s
6% — =R
® 6%
| 2
4% £
h " .
2%+ I I [ 2%~ I
=00
0% L] . | 0%~
Mutation data L (f}b @Q
CNA data - +* * + * * * * e (J
B T T B M« s e
533353%3%3%%
SR % % % % %
25 %% % s
GG
IR S
T R V., 2 Q 2 " :
50 BT @Y B [l Mutation [ Deletion
> 2
%, > % 2 %
£} %, ) %
3 k) k) 6ot i ;
% £} ge) - Amplification Multiple alterations
[ZA
e
)
=~

C 1 AR D 70%9 AR

60%
o 80% 1 NEPC
% 50% z (Trento/Cornell/Broad
g 5 2016)
£ g ]
£ do%- fr
g c
k] S
2 = 40% -|
0% L
<
30%
20%
10% I . o
o L
0% - [ —— 10%
Miimits T I EEEFF S [
CNAdata + + + 4+ o+ + 4+ & o+
0%
<
AASAAAAY
L%%%%%22%% & &
258 % 5% Y %
o Z 0O Qe e
4 % Q9 2 2
TR S
% 2 % s
3 S k2
2
e 5, kS
\Qo = g
2.
2

Figure 2.1. Analysis of gene alterations in prostate cancer clinical cohorts from the cBIO cancer genomics
portal. A-B, alterations of BIRC6 gene. A, majority of clinical cohorts analyised have low frequencies of BIRC6
alteration, except the Trento/Cornell/Broad 2016 cohort, shown in (B). C-D, alterations of AR gene were examined
as reference for CNV analyses.
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2.3.2 Elevated BIRCG6 Protein Expression is Associated with Poor Prognostic Factors in
Prostate Cancer Patients

Next, we set out to investigate the protein expression levels of BIRC6 in PCa clinical samples
from a Vancouver Prostate Centre cohort (177 cases). The associations between various clinical
parameters of PCa, i.e. clinical T stage, PSA recurrence, lymph node metastasis, and capsule
invasion, with respects to changes in BIRCG6 protein expression were examined.
Immunohistochemical staining of BIRCG6 in PCa tissue arrays showed BIRCG6 expression to be
elevated in tumours of more advanced clinical stages, i.e. expression of BIRC6 was significantly
higher for tumours in the T3-4 stages, compared to the T1-2 stages or the benign prostate (mean
intensity: 1.91, 1.60, and 1.53, respectively; benign to T3-4, p = 0.003; T1-2 to T3-4, p = 0.006;
Student’s t test) (Fig. 2.2A). Elevated BIRC6 expression also correlated positively with poor
prognostic factors, such as PSA recurrence (Fig. 2.2B), lymph node metastasis (Fig. 2.2C), and
prostatic capsule invasion (Fig. 2.2D) (p = 0.057, 0.029 and 0.025, respectively, Chi square test
for trend); thus indicative of its association with more advanced prostate cancers.

The expression of survivin was also found to be elevated in PCa specimens (p = 0.004,
benign to T3-4) and similarly to BIRCG6, was correlated with the previously mentioned poor
prognostic factors (p = 0.017, PSA recurrence; p = 0.028, capsule invasion; p = 0.006, lymph
node metastasis) (Fig. 2.3). Elevated XIAP expression was also observed in PCas with poor
prognostic factors; however, statistical significance was not reached. Finally, no correlation was
seen for clAP1 (Fig. 2.3). Taken together, the data indicate that BIRC6, similar to survivin, may

play a role in PCa progression.
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Figure 2.2. Elevated BIRC6 protein expression is associated with poor clinical parameters in clinical samples.
A, correlation of IHC staining intensity of BIRC6 and clinical (T) stages of prostate cancer (mean staining intensity
+ SEM) in Vancouver Prostate Centre tissue microarray clinical cohort. Statistical test: Student t test. B-D,
correlation of BIRC6 IHC staining intensity with the absence and presence of poor prognostic factors, such as
recurrence of PSA, lymph node metastasis and prostatic capsule invasion. The statistical significance of positive

trends was determined by the Chi square test for trend.
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Figure 2.3. Correlations between survivin, XIAP, and clAP1 protein expressions with poor prognostic factors. Positive

correlations between survivin expression with clinical (T) stages, recurrence of PSA, lymph node metastasis and
prostatic capsule invasion were observed in Vancouver Prostate Centre clinical cohort. Statistical tests: T-stage

correlation (Student’s t test); other clinical parameters (Chi square test for trend)
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2.3.3 BIRCS6 is Important in Survival and Inhibits Apoptosis in Prostate Cancer Cells

It was previously reported that a reduction in BIRC6 expression induces apoptosis, e.g. in breast
cancer cells. We used the LNCaP cell line to study the effects of reducing BIRC6 expression on
prostate cancer cell viability. Incubating LNCaP cells transfected with BIRC6-targeting SiIRNA-1
and -2 (Lanes 3, 4, 7, 8, 11, 12) resulted in substantial losses of BIRC6 protein, as compared to
cells treated with lipofectamine only (Lanes 2, 6, 10), lipofectamine + non-targeting SiRNA
(Lanes 5, 9, 13), or no treatment (Lane 1) (Fig. 2.4A). This effect was apparent 30 hr following
transfection, and became increasingly more prominent at 54 and 78 hr. It may be noted that the
cells transfected with lipofectamine only, or with lipofectamine + non-targeting siRNA, showed
a small increase in BIRC6 expression, presumably due to the vehicle. All subsequent knockdown
experiments were conducted using SiRNA-2.

Following transfection, the siRNA-2 transfected cultures showed a marked reduction in
cell viability, relative to the non-targeting siRNA-treated cultures (Fig. 2.4B). Cell viability of
SiRNA-2 cultures was found to be considerably lower than that of the non-targeting siRNA-
treated cultures at 78 and 102 hr. The effect of BIRCG6 reduction was also studied in PC-3 PCa
cells. Similar to LNCaP cells, siRNA-2 transfected PC-3 cells showed a significant decrease in
cell viability, as compared to the non-targeting siRNA-treated cells 72 hr following transfection
(Fig. 2.4C).

BIRCS6 reduction induces apoptosis in LNCaP cells, as demonstrated by Annexin-V
staining and immunoblotting. As shown in Fig. 2.5A, there was a significant increase in
Annexin-V positive cells in sSiRNA-2 transfected cells (12.19%), compared to non-target SIRNA
(3.65%, p =0.01) and lipofectamine treated cells (3.55%, p = 0.012). Consistent with the results

of the Annexin-V assay, BIRC6-silenced cells showed marked changes in the expression of
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apoptosis markers (Figure 2.5B). An increase in cleaved caspase-3, loss of full length PARP, and
an increase in a cleaved PARP, were observed in comparison with LNCaP cells transfected with
non-targeting sSiRNA (Lane 3, 4). A decrease in full length PARP was observed following the
transfection of LNCaP cells with lipofectamine or non-targeting (control) sSiRNA (Lanes 2, 4);
this might be the result of non-specific degradation of full length PARP, particularly in LNCaP
cells. The loss of full length PARP in these controls was not associated with a corresponding
increase in cleaved PARP, and was also not coupled to a significant increase in cleaved caspase-

3, thus indicating that these controls did not lead to induction of apoptosis.
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Figure 2.4. Reduction of BIRCG6 expression decreases prostate cancer cell viability and proliferation. A,
treatment of LNCaP cells with siRNAs targeting BIRC6 leads to reduction of BIRC6 protein expression. siRNA-1
and siRNA-2 showed comparable BIRC6 inhibition. B, treatment of LNCaP cells with siRNA-2 targeting BIRC6
leads to reduced cell proliferation as shown by MTT assay. The relative cell viability in the siRNA-2 cultures was
considerably lower than that in the non-targeting siRNA treated cultures. C, knock-down of BIRC6 in PC-3 cells by
SiRNA-2 also resulted in significant reduction of cell viability at 72 h after transfection by MTT assay. Western blot
shows apparent decrease of BIRC6 expression at 72 h after sSiRNA transfection. Error bars depict SD.
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2.3.4 BIRC6 Reduction Precedes Cell Death Induced by a Chemotherapeutic Agent
Although it has been observed that BIRC6 reduction leads to increased apoptosis, little is known
about the role of BIRC6 when cancer cells are undergoing apoptotic stress, such as induced by
chemotherapy. Doxorubicin, a cytotoxic drug commonly used for the therapy of prostate and
other cancers [269], is known to effectively induce apoptosis in cancer cells [270]. To investigate
the effect of doxorubicin-induced apoptosis on BIRC6 expression in PCa cells, LNCaP cells
were incubated for 24 hr with or without doxorubicin (1 pg/ml). As shown by Western blot
analysis, treatment with doxorubicin resulted in a substantial reduction in BIRC6 expression
(Fig. 2.6A). Additionally, there was also a reduction in the protein expression of full length
PARP and an increase in cleaved PARP, which are both indicative of apoptosis. Treatment of
LNCaP cells with doxorubicin demonstrated a dose- and time-dependent reduction of BIRC6
expression (Fig. 2.6B). Finally, to understand whether BIRC6 reduction was the cause or
consequence of doxorubicin-induced apoptosis, temporal expression of both BIRC6 and PARP
following doxorubicin treatment was studied. BIRC6 protein expression decreased continuously,
beginning at 4 hours and continuing up until to 24 hours, following treatment with doxorubicin at
500 ng/ml. The reduction of BIRC6 was marked at 8 hours, yet PARP cleavage was not observed
until 24 hours after treatment; this implies BIRC6 reduction to be an early response to

doxorubicin, and not the consequence of doxorubicin-induced apoptosis (Fig. 2.6C).
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Figure 2.6. BIRCS6 reduction precedes cell death induced by doxorubicin. A, incubation (24 hr) of LNCaP cells
with doxorubicin (1 pg/ml) leads to reduction of BIRC6 protein expression and apoptosis (PARP cleavage) as
indicated by Western blot analysis. B, doxorubicin treatment was associated with BIRC6 reduction in a dose-
dependent manner. C, doxorubicin induced BIRC6 reduction precedes apoptosis induction as indicated by PARP
cleavage at 24 hr. Doxorubicin at 500 ng/ml equals to 920nM.
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2.4 Discussion

Despite recent advances in PCa therapy, disease progression still remains unavoidable and
treatment resistance persists as the major challenge in the management of the disease [107, 271].
It has now been well established that the treatment resistance of cancers is largely based on
resistance to apoptosis. In particular, the upregulation of inhibitors of apoptosis proteins (IAP) is
considered to be one of the major mechanisms by which cancer cells can evade cell death [107,
258]. In the present study, we have established the clinical significance of BIRC6 in PCa
progression. First, the BIRC6 gene was found to be amplified or altered in 17% of cases, using
the latest clinical cohorts of CRPC and NEPC (Fig. 2.1). More importantly, elevated BIRC6
protein expression is correlated with poorer prognoses for prostate cancer patients (Fig. 2.2).
This is consistent with our previous study, which demonstrated upregulation of BIRCG in
Gleason 6-8 prostate cancers and CRPC [257]. In addition, similar correlations were found for
survivin (Fig. 2.3), an IAP which has previously been implicated in PCa [200, 272, 273].
Although the genetic data from the cBIO portal did not show consistent increases in BIRC6 gene
alteration among all CRPC and PCa cohorts, the IHC data provide strong evidence to support the
role of BIRCG6 in promoting PCa progression at the protein level.

Functional studies have shown BIRCG6 to be important for the survival of PCa cells.
Notably, the specific reduction of BIRC6 expression by siRNAs led to a marked inhibition of
PCa cell viability (Fig. 2.4B-C) and an increase in apoptosis (Fig. 2.5). These results are
consistent with reports regarding the critical role of BIRC6 in the survival of a variety of cancer
cells [163, 183, 192, 261, 262]. Importantly, we have shown that a decrease in cell viability, as
induced by BIRC6 reduction, was not confined solely to cells expressing wild-type p53; this is

contrary to previous reports which have suggested that apoptosis resulting from BIRC6
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knockdown in lung and breast cancer cells requires functional p53 [163, 262]. Both wild type
p53 (LNCaP) and p53 null (PC-3) cells were demonstrated to be sensitive to BIRC6 siRNA-
induced growth inhibition. This variation signifies that apoptosis induction by loss of BIRC6 can
be facilitated by either p53- or non-p53-based mechanisms in different models. Therefore,
further investigation is necessary to fully understand the mechanism that underlies apoptosis that
results from BIRCG reduction in cancer cells lacking functional p53.

The finding that treatment of LNCaP cells with doxorubicin results in a dramatic loss of
BIRC6 expression (Fig. 2.6A-B) is consistent with a previous report, demonstrating that
apoptosis induced by the topoisomerase inhibitors etoposide and camptothecin was associated
with degradation of BIRC6 protein [163]. The authors concluded that degradation of BIRC6
appears to be a general event during the initiation of apoptosis [163]. In the present study, our
finding that doxorubicin-induced BIRC6 decline precedes PARP cleavage (Fig. 2.6C) suggests
that BIRCG6 reduction may be a critical event, occurring prior to the execution of doxorubicin-
induced apoptosis. In fact, BIRC6 was reported to be a critical cytoprotective regulator, a
property not reported for other IAPs. The reduction of BIRC6 expression is thought to lower the
threshold of apoptosis; therefore, it is likely that the apoptotic effect of doxorubicin and other
chemotherapies, is based, at least in part, on reducted BIRC6 protein expression. However, the
exact mechanisms underlying the reduction of BIRC6 expression by cytotoxic agents prior to
apoptosis remain to be elucidated.

Targeting BIRCG6, and hence promoting pro-apoptotic events, may be useful for
sensitizing PCa cells to anti-cancer therapies. It is noteworthy that drugs targeting other I1AP
family members, e.g. XIAP and survivin, have shown promise for use as sensitizers in PCa

therapy. For example, antisense inhibitors of XIAP have led to sensitization of CRPC cells to
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cisplatin and TNF-related apoptosis-inducing ligand (TRAIL) [274]; treatment of PC-3 PCa
xenografts with XIAP inhibitors (in combination with docetaxel) has resulted in sustained tumor
regression [275] . In conclusion, results in this chapter provide substantial evidence that

supporting BIRCS6 as a potential novel therapeutic target for advanced PCa.
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Chapter 3: Development of BIRC6-Based, Dual IAP-Targeting ASOs as Novel

Therapeutic Agent for Prostate Cancer

3.1 Introduction

Prostate cancer is the most common non-cutaneous cancer and the second leading cause of
cancer-related deaths for males in the Western world [276]. Prostate cancers are initially
androgen-dependent, which allows for androgen deprivation therapy (ADT) to induce marked
tumour regression. However, resistance to ADT will inevitably emerge and lead to castration-
resistant prostate cancer (CRPC). The current standard of care for treating CRPC is systemic,
docetaxel-based chemotherapy, which increases the overall survival of patients by about 2
months, as compared to mitoxantrone-based therapy [74, 75]. Recently, sipuleucel-T,
cabazitaxel, abiraterone, MDV3100, and Radium-223 have shown a more prolonged overall
survival benefit and have been approved by the FDA for treatment [277]. However, none of
these drugs therapies are curative; at best, they incrementally improve overall survival. Clearly,
establishment of more effective therapeutic targets and drugs, specifically of those targeting the
molecular drivers of metastatic CRPC, is of critical importance for improved disease
management and patient survival [278].

Apoptosis, a cell death-inducing process important for the regulation of cell numbers in
normal tissues, can be triggered by a variety of extracellular and intracellular death signals.
These involve the activation of caspases (intracellular cysteine proteases) that mediate the
execution of apoptosis [279]. Human cancers are characterized by a resistance to apoptosis
(intrinsic or acquired), which is considered to be a key factor underlying resistance to therapeutic

intervention. As such, promising new strategies have been developed based on drug-induced
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apoptosis [258]. Since the treatment resistance of CRPC is thought to be based on a heightened
resistance to apoptosis, it may be therefore addressed by targeting anti-apoptotic genes and their
products [107].

The Inhibitors of Apoptosis (IAP) form a family of functionally and structurally related
proteins that all have a major role in the regulation of cell death. By binding to caspases, these
proteins suppress apoptosis, acting as endogenous apoptosis inhibitors. The human IAP family
consists of 8 members, characterized by the presence of 1 to 3 baculovirus inhibitor of apoptosis
repeat (BIR) motifs that are involved in the binding of IAPs to caspases. There is increasing
evidence that demonstrate the effect of IAPs on other cellular processes, such as ubiquitin-
dependent signalling events. These events contribute towards the activation of nuclear factor kB
(NF«B) transcription factors, which in turn drive the expression of genes important in various
cellular processes, such as cell survival [166]. Subsequently, due to this ability to control cell
death and their elevated expression in a variety of cancer cell types, AP proteins are attractive
targets for the development of novel anti-cancer treatments [280]. Four IAP members, i.e. XIAP,
survivin, clAP1, and clAP2, have been reported to be up-regulated in PCa [200]; survivin in
particular is promising as a potential therapeutic target for this disease [272, 273].

The BIRC6 gene (BRUCE/APOLLON) encodes a 528 kDa protein in mammals,
consisting of a single N-terminal BIR domain and a C-terminal ubiquitin conjugating (UBC)
domain; the latter has chimeric E2/E3 ubiquitin ligase activity, as well as anti-apoptotic activity
[139]. The BIRCG protein is able to bind to active caspases (including caspases-3, 6, 7, and 9)
via the BIR domain, and such interactions have been shown to underlie its ability to inhibit the
caspase cascade and ultimately apoptosis [139]. Through the UBC domain, BIRC6 facilitates the

proteasomal degradation of pro-apoptotic proteins, including caspase-9 [153], SMAC/DIABLO
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[153], and HTRA2/OMI [139, 182]. Elevated expression of BIRC6 has been found in a variety
of cancers, i.e. childhood de novo acute myeloid leukemia [188], colorectal cancer [185, 193],
neuroblastoma [139, 186], melanoma [164], and non-small cell lung cancer [187]. Furthermore,
BIRC6 has been implicated in the maintenance of resistance against cell death stimuli [191, 192].
In contrast to other IAPs, BIRCG6 has been shown to have a cytoprotective role, which is essential
for the survival of mammalian cells [153, 163]. Additionally, BIRCG is also known for its
essential role in regulating cytokinesis, the final event of cell division [183]. These dual roles of
BIRCSG in regulating cell death and division processes resemble those of survivin, and thereby
designate BIRC6 as a promising target for the therapy of a variety of cancers [184].

We recently showed elevated expression of BIRC6 in numerous prostate cancer cell lines
and clinical specimens, and also found increased BIRC6 expression to be associated with
Gleason score 6-8 prostate cancers and CRPC [112]. In the previous chapter, we used a larger
cohort of clinical PCa samples and established a correlation between elevated BIRC6 expression
and advanced PCa. In this chapter, we first examined a correlation between increased BIRC6
expression and expressions of other IAP members in PCa clinical samples. Next, we designed
dual antisense oligonucleotides (dASOs) to simultaneously target BIRC6 and an additional 1AP,
in order to achieve maximal anti-tumour activity. Promising results have been found using in

vitro and in vivo models.

3.2 Materials and Methods
3.2.1 Materials
Chemicals, solvents and solutions were obtained from Sigma-Aldrich, Oakville, ON,

Canada, unless otherwise indicated. Anti-BIRC6 (Novus Biologicals, #NB110-40730)
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[28], anti-survivin (71G4B7) (Cell Signalling, #2808) [49]; anti-XIAP (H-202) (#sc-11426,
Santa Cruz Biotechnology, Santa Cruz, CA) [50]. clAP-1/HIAP-2 antibody (R&D Systems
#MAB8181) for IHC, anti-clAP1 (D5G9) (#7065, Cell Signalling Technology, Danvers, MA)
for Western Blotting. Unless otherwise indicated, the same antibodies were used for both
immunohistochemistry and Western blotting.

3.2.2 Cell Lines

PC-3 human prostate cancer cell lines were obtained from the American Type Culture Collection
(1991, ATCC), and C4-2 cells were kindly provided by Dr. L.W.K. Chung (1992, MD Anderson
Cancer Center, Houston, Tx). Both cell lines were maintained as monolayer cultures in RPMI-
1640 (Gibco BRL, Gaithersburg, MD) supplemented with 10% fetal bovine serum (FBS). Prior
to usage, the cells were determined to be mycoplasma free (Mycoplasma Detection Kit,
Invitrogen # rep-pt2) and were not authenticated.

3.2.3 Tissue Microarray (TMA) Construction and Immunohistochemistry (IHC)

The method of TMA construction, IHC staining, and staining intensity scoring are described in
the previous chapter (section 2.2.4). Rabbit polyclonal antibody against BIRC6 (NB110-40730,
Novus Biological, 1:50), rabbit monoclonal antibody against Survivin (#2808, Cell Signalling,
1:50), monoclonal antibody against clAP1 (MAB8181, R & D Systems, 1:200), and rabbit
polyclonal antibody against XIAP (#sc- 11426, Santa Cruz, 1:25) were used. IAP family staining
intensity was evaluated and scored by pathologist Dr. Ladan Fazli (Vancouver Prostate Centre),

as mentioned previously.
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3.2.4 Design and Validation of BIRC6-Based Dual IAP-Targeting Antisense
Oligonucleotides (dASOs)

Dual 1AP-targeting ASOs (dASOs) were designed as 20-mers with perfect complementarity to
BIRC6 mRNA sections and with no more than 3 base mismatches to the second target mRNA
(i.e. clAP1 or survivin). Sequence alignment for each pair of targeted genes was performed using
Clustalw (http://www.genome.jp/tools/clustalw/) and BLAST 2 Sequence in NCBI

(http://www.ncbi.nlm.nih.gov/blast/bl2seg/wblast2.cqi), in order to identify sequences with

highest complementarities. ASOs with full phosphorothioate-modified backbone were purchased
(Eurofins MWG Operon). The dASO knock down efficacy of the six designed dASOs was
checked using Western blot analysis, by determining target protein expression 48 hours after
transfection. Two dASO candidates (6w2 and 6w5) were selected for further studies: dASO 6w?2
(5°CTGCAGCATCATGTGGACT) and dASO 6w5 (5°CAGGTGAAACACTGGGACA).
Non-targeting control ASOs: scramble (Scrb) B control (5’CCTTCCCTGAAGGTTCCTCC),
and mismatched (MM) control (5’CAGCAGCAGAGTATTTATCAT). Further information on
dASO targeting regions and percentage of matched sequences to target mMRNA are shown in
Table 3.1.

3.2.5 SsiRNA and ASO Transfections

Small interfering RNAs (siRNAs) targeting clAP1 (si-clAP1, SiGENOME SMARTpool human
BIRC2), survivin (si-Surv, SIGENOME SMARTpool human BIRC5), BIRC6 (si-BIRC6, 5°-
GUU-UCA-AAG-CAGGAU-GAU-G-dTdT-3’ [262]) and negative control (siCtrl) siRNAs were
purchased from Dharmacon (Cat #M-004390-02-0005, M-003459-03-0005 and D001810-10-05,

Chicago, IL). Cells were transfected with siRNA (2 nM for si-survivin and si-clAP1, 10 nM for
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si-BIRC6) or ASO (100-200 nM) for 72 hours using oligofectamin reagent (Invitrogen) as per
the manufacturer’s instructions.

3.2.6  Western Blotting

Cell lysates were prepared using cell lysis buffer (1% NP-40, 0.5% sodium deoxycholic acid)
supplemented with a protease inhibitor cocktail (Roche, Nutley, NJ). For detection of BIRC6, 10
ug of whole cell lysate was resolved in 5% SDS-polyacrylamide gel and electrotransferred to a
PVDF membrane in tris (25 mM), glycine (191.5 mM), methanol (10%), and SDS (0.05%)
buffer at 40V and 4°C, overnight. Membranes were probed with anti-BIRC6 antibody (1:500;
Novus Biologicals) at room temperature for 2.5 hours. For detection of clAP1 and survivin, the
lysate was resolved in 10% and 15% SDS polyacrylamide gel, respectively, and
electrotransferred to a PVDF membrane in tris (25 mM), glycine (191.5 mM), and methanol
(10%) buffer at 100V for 1 hour. Membranes were probed with anti-clAP1 (1:500; Cell
Signalling, #7065) and anti-survivin (1:500; Cell Signalling, #2808) antibodies at room
temperature for 2.5 hours. Either actin or vinculin were used as loading controls and detected on
membranes using rabbit anti-actin polyclonal antibody (1:2000; Sigma-Aldrich) or mouse anti-
vinculin antibody (1:5000; Sigma-Aldrich).

3.2.7 Annexin V Assay

Apoptosis was detected by fluorescence-activated cell sorter (FACS) analysis with annexin-V
conjugated with fluorescein isothiocyanate (Annexin-V-FITC) (Invitrogen) and propidium iodide
(PI) staining, as previously described, per the manufacturer’s protocol [28]. Early apoptotic cells
were identified as Annexin-V positive and Pl negative. Results of triplicate experiments are

presented as means + SD.
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3.2.8 MTS Cell Viability Assay

C4-2 (1 x 10°) or PC-3 cells (2.5 x 10%) were seeded onto 12- or 24-well culture plates and
transfected the following day. MTS (Promega, Madison, MI) was added to wells at 0, 48, 72, and
96 hours after transfection and incubated at 37°C for 2 hours. Aliquots (100 pl) of the culture
medium were then transferred onto a 96-well plate for measuring absorbance at OD490.
Triplicate wells were tested per assay and each experiment was repeated twice.

3.2.9 Cell Proliferation Assay

PC-3 cells (5 x 10*) were seeded onto 12-well plates and transfected with ASOs the following
day. Cell numbers were counted at 0, 48, 72, and 96 hours after transfection using a TC10™
Automated Cell Counter (Bio-rad Laboratories, Inc, Berkeley, CA). Triplicate wells were tested
per assay and the experiment was repeated twice. Results are presented as percentage of
untreated control values, mean £ S.D.

3.2.10 Cell Cycle Analysis

Cell cycle distribution was determined by flow cytometry of Pl-stained cells as previously
described [112]. Cells were fixed at 72 hours after transfection. The proportion of cells in G1, S,
and G2-M phases of the cell cycle was determined using a FlowJo program (TreeStar Inc,
Ashland, OR).

3.2.11 4,6-Diamidino-2-Phenylindole (DAPI) Staining.

PC-3 cells were seeded on cover slips in 12 well plates and transfected with ASOs the
subsequent day. Following 72 hours of transfection, cells were washed twice with PBS and
mounted on slides using VECTASHIELD Mounting Medium with DAPI (Vector Laboratories,
CA). Cell morphology was examined using a fluorescent microscope (Carl Zeiss, Germany).

Cells exhibiting fragmented nuclear bodies were characterized as undergoing apoptosis. A total
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of 500 cells were counted in five randomly selected fields per sample, using a magnification of
400x.

3.2.12 NFkappa B Dual Luciferase Reporter Assay

PC-3 cells (7x10°) were seeded onto 96-well plates and co-transfected the following day with
0.05 pg pGL4.32 [luc2P/NF-kB-RE/Hygro] (# E849A, Promega Corp., Madison, WI); 1 ng
pRL-CMV (Renilla); and 100 nM dASOs, 10 nM si-BIRC6, or 2 nM si-clAP1 using
lipofectamine 2000, as per the manufacturer’s instructions. For induction of NF«kB signalling,
cells were incubated with 20 ng/ml TNFa at 37°C for 5 hours. Luciferase activity was assessed
with a Dual-luciferase reporter assay system (#£1910, Promega) at 48 hours following
transfection, and subsequently measured using a Tecan, Infinite 200Pro microplate reader
(Tecan, Miannedorf, Switzerland), as per the manufacturer’s instructions. Transfection efficiency
was normalized to Renilla luciferase activity. Fold induction of NFxB signalling was calculated
as the average of normalized relative light units of induced cells / average of normalized relative
light units of non-induced cells. Triplicate wells were tested per assay and the experiment was
duplicated.

3.2.13 Animal Studies

PC-3 cells (1 x 10°) were mixed with matrigel and inoculated subcutaneously in the flanks of 6-
to 8-weeks-old NOD-SCID mice under isoflurane anesthesia. When tumours reached a volume
of 50-70 mm?®, the mice were randomized into 3 groups (n = 12 tumours per group): control
ASO, dASO 6w2, and dASO 6w5. The ASOs were administrated via intraperitoneal injection,
once daily for 15 consecutive days, at a dose of 10 mg/kg. Tumour volume was measured on day
0 and day 15 (i.e. last day of treatment), using the formula: volume = (width)?x length/2. Mice

were euthanized on day 15 and the tumours were fixed in preparation for immunohistochemical

63



staining. The percentage of tumour growth represents the change in tumour volume, as measured
on days 1 and 15. Viable tumour volume refers to the total tumour volume x (100% - % necrotic
area), where % necrotic area was determined by microscopic examination of the H&E stained
sections. Scoring of BIRC6 was determined on a four-point scale, as mentioned above. Ki-67
positive cells were counted in 6-8 randomly selected fields (at 40x magnification) and results are
presented as the percentage of cells with Ki-67 positive nuclei, as compared to the total number
of cells.

3.2.14 Statistical Analyses

Comparisons between two groups were made using the Student t test. Analyses of the
correlations between IAP members were performed using a Spearman nonparametric test.
Analyses of the correlation between BIRC6 expression trend and various prognostic factors were
carried out using the Chi-squared test for trend. Statistical analyses were performed using

GraphPad Prism 4.0 (GraphPad), and results with a p < 0.05 were considered significant.

3.3 Results
3.3.1 Positive Correlation Between Expressions of BIRC6 and Other IAP Members in
Human Prostate Cancer

To establish whether there exists a correlation between increases in the expression of
BIRC6 in PCa and those of other IAP members, the IHC expression profiles of BIRC6, XIAP,
survivin, and clAP1 in individual clinical prostate samples (including benign tissue, primary
cancer, and CRPC) were analyzed for correlations by the Spearman’s rank correlation test using
GraphPad 4 software. The Spearman r coefficients for the BIRC6 — survivin and BIRC6 — XIAP

combinations were 0.3987 and 0.6025, respectively (p < 0.0001). This indicates positive
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correlations between BIRCG6 and survivin, and between BIRC6 and XIAP. A weak, but
significant, positive correlation was observed for the BIRC6 — clAP1 combination, with a
Spearman r coefficient of 0.194 (p = 0.0072). The positive correlations between the expressions
of BIRC6 and the other IAPs were visualized by representative IHC stained images of matched

patients’ samples (Fig. 3.1).

65



BIRC6

Survivin
XIAR

Figure 3.1. BIRCG6 elevated expression is co-upregulated with other IAP members. Protein expressions of
BIRCS6, XIAP, survivin and clAP1 in individual clinical prostate samples (including benign tissue, primary cancer
and CRPC) were assessed by IHC staining. Correlations of expressions (staining scores) between BIRC6 and other
IAP members were analysed by Spearman’s rank correlation test (See text). Representative IHC images of correlated
expression levels between BIRC6 and survivin, XIAP and clAP1 are shown. 20x magnification, scale bar, 100 um.

66



3.3.2 Design of BIRC6-Based dASOs, 6w2 and 6w5, Targeting BIRC6 + clAP1 and
BIRC6 + Survivin

As BIRC2 (clAP1), BIRC4 (XIAP), and BIRCS5 (survivin) tended to be co-upregulated in PCa,
simultaneous targeting of BIRC6 plus one of these three IAP members was more likely to
produce superior anti-cancer effects than targeting of BIRC6 alone. Accordingly, dual-targeting
antisense oligonucleotides (dASOs), specifically targeting combinations of BIRC6 with each of

the other three 1APs, i.e. 6w2, 6w4, 6w5, were designed (see Table 3.1).
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dASO Primary Target

% match

Secondary target

% match

6w2 BIRC6 mRNA, nt
9299- 9281

19/19 (100%)

clAP1 transcript variant 2
mRNA, nt 955-937

clAP1 transcript variant 1
mRNA., nt 678-660

18/19 (95%)

18/19 (95%)

6w5 BIRC6 mRNA
nt 12035-12017

19/19 (100%)

Survivin transcript variant
1-3 mRNA, Nt 282-300

16/19 (84%)

6w4 BIRC6 mRNA, nt
7910-7892

19/19 (100%)

XIAP transcript variant 1
mRNA., nt 6052-6037
XIAP transcript variant 2
mRNA., nt 6019-6004
XIAP transcript variant 3
mRNA., nt 5143-5128

16/16(100%)
16/16(100%)

16/16(100%)

Table 3.1 Dual-targeting antisense oligonucleotides (dASOs) candidates targeting IAP combinations and
percentage of matched nucleotide sequences with reference transcript sequences from NCBI database.
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3.3.3 Validation of Target Inhibition by 6w2 and 6w5 at mMRNA and Protein Levels

The dASOs 6w2, 6w4, and 6wS, were tested for reduction of BIRCG protein expression. As
shown in Fig. 3.2, only 6w2 and 6w5 were found to markedly reduce BIRCG6 protein levels in
PCa cells. The effects of 6w2 and 6w5 on BIRC6, clAP1, and survivin protein levels were
subsequently tested by treating PC-3 and C4-2 cells with increasing doses of the corresponding
dASO. As shown in Figures 3.2B and 3.2C, treatment with dASO 6w2 (100 and 200 nM)
resulted in marked, dose-dependent reductions in both BIRC6 and clAP1 protein expression.
Similarly, dASO 6w5 (100 and 200 nM) led to marked reductions in both BIRC6 and survivin
protein expressions. A time course experiment showed that treatment of PC-3 cells with dASOs
6w2 and 6w5 resulted in a marked reduction in BIRC6 protein expression following 48 hours of
transfection, whereas reduction in clAP1 and survivin protein expressions by these dASOs began

at 72 hours after transfection (Fig. 3.2D).
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Figure 3.2 Western blotting showing protein levels of BIRC6, clAP1 and survivin in two CRPC cell lines
treated with dASO 6w2, 6w4, and 6w5. A, dASOs 6w2, 6w4, and 6w5, were tested for reduction of BIRC6 protein
expression. 6w2 and 6w5 were found to markedly reduce BIRC6 protein levels in PC-3 cells. B-C, PC-3 and C4-2
cells transfected with Mock or increasing dosages of scrambled ASO (Scrb), dASOs 6w2 and 6ws5 for 72 hr. Dose-
dependent reductions of target proteins were observed.
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BIRC6

Survivin

clAP1

Vinculin

Figure 3.2 (continued). D, PC-3 cells treated with Mock, mismatched ASO (MM), dASOs 6w2 or 6w5 were
assessed for target proteins expressions at 48, 72, 96 hr after transfection. Marked reductions in BIRC6 protein were
observed at 48 hr after transfection. Reduction in clAP1 and survivin expressions began at 72 hours after

transfection.
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3.3.4 BIRC6-Based ASOs Suppress Prostate Cancer Cell Proliferation

The anti-cancer effects obtained by single and dual targeting of IAPs were compared. At a
comparable degree of silencing of BIRC6, clAP1, and survivin, knockdown of each IAP alone
by siRNA did not result in marked reduction in viable PC-3 cell numbers as compared to the
mock control (27.8%, -20.8% and -17.7%, respectively). However, simultaneous silencing of
BIRC6 + clAP1 and BIRC6 + survivin by 6w2 and 6w>5, respectively, led to marked reductions
in the number of viable cells (49.1% and 59.8% of suppression, respectively, p < 0.001). Since
different silencing methodologies were used, i.e. SIRNA and ASO, these methodologies
presumably work via different mechanisms [281]. As such, the viabilities of cells treated with
either method were normalized using the cell viabilities obtained with the corresponding, non-
targeting controls (Fig. 3.3A).

The activities of 6w2 and 6w5 were more closely examined in time course studies using
cell proliferation/viability assays. Dual silencing of BIRC6 + clAP1 by 6w2 in PC-3 cell
cultures, effectively suppressed cell proliferation at 48, 72, and 115 hours by 77.0%, 82.4%, and
76.7%, respectively, as compared to Scrambled (Scrb) controls (p < 0.05). Similarly, silencing of
BIRCG6 + survivin by 6w5 resulted in 74.7%, 84.1%, and 78.5% growth inhibition, as compared
to Scrb at the same time points (p < 0.05) (Fig. 3.3B). A consistent growth-inhibitory trend was
also observed using C4-2 cells and viability assays. The growth suppressions obtained with 6w2,
as compared to Scrb, at 48, 72, and 96 hours were 81.2% (p < 0.001), 91.1% (p < 0.01), and
99.9% (p < 0.01), respectively. Accordingly, growth suppressions obtained with 6w5, as
compared to Scrb at 48, 72, and 96 hours were 54.0% (p < 0.05), 68.3% (p < 0.05), and 86.8% (p
< 0.01), respectively (Fig. 3.3C). Reductions in BIRCG6 protein expression were also observed in

cells treated with 100 and 200 nM scrambled ASO, but to a lower extent than obtained with the
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targeting ASOs. For further studies, PC-3 cells were selected due to their higher sensitivity to

BIRCG silencing.
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Figure 3.3 Dual 1AP-targeting ASOs knockdown BIRCS6, clAP1 or survivin proteins and lead to marked
suppression of CRPC cell proliferation. A, comparison of dual 1AP targeting and single 1AP-targeting. Cell
viability of PC-3 cells transfected with dASOs 6w2, 6w5, or siRNA-targeting BIRC6, clAP1 or survivin, was
determined by MTS assay at 72 hr after transfection. Cell viabilities of ASO- and siRNA-treated cells were
normalized with corresponding Scrb ASO and siRNA controls. siRNA (siBIRCB, sicl AP1, siSurvivin) were only
specific for single 1AP target; the sequences were different from dASO sequences. Error bars represent mean
percentage cell viability £ SD. Western blotting of 3 IAPs showing comparable amounts of reduced protein
expression obtained with dASO and siRNA single IAP-targeting. B, proliferation of PC-3 cells transfected with
mock, Scrb ASO, dASOs 6w2 and 6w5. Error bars represent mean cell number + SD. C, MTS viability assay of C4-

2 cells treated with dASOs.
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3.3.5 BIRC6-Based dASOs Induce Apoptosis, Cell Cycle Arrest and Suppress NFkB
Activation

To better understand the basis of growth inhibition by dASOs, apoptosis induction was the first
to be investigated. PC-3 cells were incubated with dASOs 6w2 and 6w5 for 72 hours and then
subjected to Annexin V and PI staining and FACS analysis to determine the amount of early
apoptotic cells generated. FACS analysis showed that the treatment led to apoptosis of 11.3%
and 16.6%, as obtained with 6w2 and 6w5, respectively, compared to 2.8% obtained with Scrb
ASO (p =6.68 x 10-5 and 0.047, respectively) (Fig. 3.4A, B). In addition, PC-3 cells treated with
dASOs 6w2 and 6w5 for 72 hours were stained with DAPI; the numbers of fragmented nuclei (a
key indicator of apoptosis) were determined with fluorescent microscopy. The percentage of
cells containing apoptotic nuclei was 24.6% and 26.5% for 6w2- and 6w5-treated cells,
respectively, in contrast to 0.64% for Scrb ASO-treated cells (Fig. 3.4C, D). FACS analysis of
Pl-stained PC-3 cells showed that treatments with dASO 6w2 and 6w5 were associated with
significant increases in the G2-M phase population [28.9% for 6w2 (p = 0.008) and 30.4% for
6w5 (p = 0.015)], as compared to the Scrb control (14.4%) and mock control (14.8%) (Fig. 3.4E,
F). Increases in the S phase population were also observed in both treated groups.

In view of a close link between IAPs and the NFkB pathway [282, 283], the effects of
dASOs 6w2 and 6w5 on NF«B transactivation in PC-3 cells were examined using a dual
luciferase reporter assay under TNFa-induced and non-induced conditions. The TNFa-induced
NF«B activation was markedly suppressed in dASO 6w2-treated cells, compared to cells treated
with Mock (97.0%, % suppression to mock, p = 0.003), whereas NF«B activation was 20.2%
suppressed by Scrb ASO, compared to Mock. A marked suppression of NFkB activation was

also observed in dASO 6w5-treated cells (79.0%, % of suppression to mock, p = 0.011) (Fig.
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3.4G). Furthermore, siRNA silencing of BIRC6 did not reduce TNFa-induced NF«kB activation,
in contrast to silencing of clAP1 (p = 0.029 and 0.012 for Mock and siCtrl, respectively),
indicating that the dASO induced inhibition of NFkB transactivation was not caused by the
reduction of BIRC6 protein expression (Fig. 3.4H).

Taken together, the results demonstrate that growth suppression of dASO 6w2- and 6w5-
treated PC-3 cells was associated with apoptosis induction, G2-M phase arrest, and repression of

NF«B promoter activation, highlighting the multifaceted action of both dASOs.
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Figure 3.4. dASOs 6w2 and 6w5 induce apoptosis, cell cycle arrest, and abolish NFkB signalling. A-B, annexin
V assay of PC-3 cells treated with dASOs 6w2 and 6w5 for 72 hr. A, FACS plot showing cells under early apoptosis
as identified by Annexin V +, propidium iodide (PI) -. B, mean percentage of early apoptotic cells from Annexin V
assay. Error bars represent mean + S.D. C, representative images of PC-3 cells stained with DAPI after 72 hr of
dASO treatment; apoptotic cells were identified by fragmented nuclei. D, quantification of cells undergoing
apoptosis: percentage of fragmented nuclei. E, cell cycle distribution of PC-3 cells treated with ASOs for 72 hr as
determined by PI staining. F, percentage of cells at the G2-M phase. G-H, NFKB transcription activation was
examined using a NFkB dual luciferase reporter assay. PC-3 cells were co-transfected with dASOs, NFkB-
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transfection with prior induction by TNF-a treatment.
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3.3.6 BIRC6-Based dASOs Suppress PC-3 CRPC Xenograft Growth In Vivo

The therapeutic potential of the dASOs was examined in vivo. NOD-SCID mice carrying
subcutaneous PC-3 xenografts were treated daily for 15 days with dASOs 6w2, 6w5, or
mismatched (MM) ASO (10 mg/kg). Tumour volumes were determined at the end of the
treatment; there was no significant difference in total volume between tumours in the control and
treatment groups (Fig. 3.5A). However, as demonstrated by H&E staining, tumours in the dASO-
treated groups were found to contain a significantly higher percentage of tumour necrosis, as
compared to the control group (46.67% + 7.86 and 46.25% = 8.17, % of necrotic area for 6w2
and 6wb5, as compared to 19.33% =+ 9.49 in the control; mean % of necrotic area + S.E.M, Fig.
3.5B). To approximate the viable tumour volume, we used the following calculation: total
tumour volume x (100% - % of necrotic area). As shown in Figure 3.5C, mice treated with
dASOs 6w2 and 6w5 showed significantly lower viable tumour volumes, with percentage of
viable tumour volume to control of 61.69% + 9.30, p = 0.0139 and 58.56% + 9.14, p = 0.0078,
respectively.

The dASO-reduced tumour growth was associated with a significant decrease in
intratumoural BIRC6 protein expression in both treatment groups, compared to the MM control
(p = 0.026 for 6w2, p = 0.006 for 6wW5) (Fig.3.5D). However, no discernible reduction in the
secondary target levels clAP1 and survivin was detected via IHC staining, in the tumours under
the current treatment regimen (data not shown). Ki-67 staining showed that the suppressed
tumour growth was associated with a significant decrease in the number of proliferating cells in
the 6w2-treated group (p = 0.045). Treatment with 6w5 was also associated with a reduction in
the number of proliferating cells, although statistical significance was not reached (Fig. 3.5E, G).

No significant increase in cleaved caspase-3 expression was observed in the dASO-treated
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tumours at harvest (Fig.3.5G). The treatment with dASOs did not induce host toxicity as the
weights of the mice were not significantly affected during the course of the treatment (Fig. 3.5F);
furthermore, the treated tumours looked pallid compared to the untreated tumours (data not
shown). Taken together, the results indicate that treatment with dASOs 6w2 and 6w5 suppressed

PC-3 tumour growth in vivo without major toxicity to the host.
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Figure 3.5 Treatments with dASOs resulted in significant lower viable tumour volume without major host
toxicity. A, tumour volumes at the end of treatment (day 15). NOD-SCID mice with established PC-3 subcutaneous
xenografts were treated with control, 6w2 and 6w5 dASOs for 15 consecutive days and tumors were harvested at the
end of treatment. Dash line refers to mean tumor volumes at day 0 (before treatment, 78 mm?®). B, percentage of
tumor necrosis at harvest determined by H&E staining. C, percentage of viable tumour growth from day 0 to day 15
of treatment. Viable tumour volume refers to tumor without necrotic regions (see Materials and Methods). Error bars
indicate mean £ SEM. D, BIRC6 IHC staining intensity of tumors of control ASO-6w2- and 6w5-treated groups at
the end of treatment. E, percentage of Ki-67 positive cells as determined by IHC of 6w2- and 6w5-treated tumors at
harvest. F, body weights of mice during 15-day treatment. No significant change was observed.
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Figure 3.5 (continued) G, representative images of H&E, and IHC staining of BIRCS, cleaved caspases-3 and Ki-
67 in control, ASO-6w2- and 6w5-treated PC-3 xenografts. 20 x magnification.
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3.4 Discussion

Here, we report the first therapeutic agents developed to target BIRC6 in prostate cancers.
dASOs 6w2 and 6w5 simultaneously target both BIRC6 and an additional secondary IAP target
(clAP1 or survivin). Both dASOs demonstrated more rapid knockdown of BIRC6 protein, than
either clAP1 or survivin in vitro (Fig. 3.3A). This suggests that the dASOs exhibit a more time-
efficient knockdown of the primary target. The stability of the protein is another contributing
factor that determines the length of time until protein reduction following dASO treatment. Since
clAP1 and survivin have relatively short half-lives, about 2.8 hours and 30 minutes, respectively
[284, 285], their stability is not likely a contributing factor for the delay in protein reduction.
Therefore, the action of the dASOs is likely to be the major explanation. Secondary targets are
expected to be less effectively targeted than BIRCS, as a result of the presence of mismatched
base pairs in the dASOs (Table 3.1).

The marked growth-inhibitory effects of the 6w2 and 6w5 dASOs on PC-3 and C4-2 cell
proliferation (Fig. 3.3B, C), in addition to the growth of PC-3 xenografts (Fig. 3.5), indicate that
these dASOs are potentially useful for treatment of advanced PCa, particularly since their use did
not induce major host toxicity (Fig. 3.5F). It is worth noting that a substantial culture growth
inhibition was obtained by treatment with either 6w2 or 6w5 alone (Fig. 3.3B, C). This is in
contrast to growth inhibition reported for most IAP antagonists [286]. For instance, targeting
clAP1/2 and/or XIAP by Smac-mimetics alone did not induce cell death in most cancer cell
lines, but rather only enhanced apoptosis and cell sensitivity to chemotherapeutics and radiation
[166, 287-291]. Likewise, LY 2181308, a survivin-targeting ASO (Eli Lilly), and AEG 35156, a
XIAP-targeting ASO (Aegera Therapeutics), were shown to effectively induce apoptosis in vitro

only when combined with gemcitabine (or paclitaxel) and TRAIL, respectively [13, 41]. This
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highlights the distinctive growth-inhibitory effect that can be obtained by the BIRC6-based, dual
|AP-targeting ASOs.

The growth-suppressive effects of the dASOs may be explained by the functional
diversity of the primary and secondary IAP targets. BIRC6 has been shown to target pro-
apoptotic molecules in the intrinsic apoptotic pathway. By contrast, clAP1 exerts its anti-
apoptotic activity primarily through NF«B-activated survival signalling through the extrinsic
apoptotic pathway [155], which was not observed for BIRC6 (Fig. 3.4H). BIRCG is functionally
different from survivin in that it targets precursor and mature forms of caspases 9 and smac for
ubiquitin-proteosomal degradation, without affecting effector caspases [163]. Survivin, on the
other hand, binds to and suppresses the cleavage activities of activated effector caspases 3 and 7
[159]. Accordingly, dual targeting of BIRC6 and clAP1 or survivin would more effectively
induce cancer cell death, by acting simultaneously on mutually exclusive pathways.

Various mechanisms appear to play a role in the dASO-induced growth inhibition of the
PCa cells. The increase in apoptosis, as observed in the PC-3 cell cultures, is fully expected in
light of the reduction in IAP expressions (Fig. 3.4). Similarly, the accumulation of cells in the
G2-M phase (Fig. 3.4E) is consistent with the roles reported for BIRC6 and survivin in
cytokinesis [183, 292]. The suppression of NFkB activation (Fig. 3.4G) can be explained by the
critical role of clAP1 as an upstream regulator of NFxB [293], in addition to the regulatory role
of survivin in NF«B activation [169].

Although both dASOs demonstrated substantial anti-cancer activity in vivo, the inhibition
of secondary targets is not as obvious as was observed in vitro. This may be due to, firstly,
insufficient sensitivity in the detection of protein knockdown (by IHC). Secondly, tumour cells

with both BIRC6 and clAP1/survivin silenced could have undegone apoptosis during the early
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phase of treatment. As such, these silenced cells were likely not captured in the current detection
window. Additionally, this may also explain the lack of increased apoptosis observed in vivo
with cleaved-caspase 3 IHC staining (Fig. 3.5G).

The use of second-generation ASOs, with 2’-methoxyethyl modifications in their
backbone, would greatly improve their treatment efficacy and knock-down efficiency, due to
their higher tissue half-life and target affinity [294]. Further evaluation of the therapeutic
efficacy of dual IAP-targeting ASOs, using patient-derived prostate cancer xenograft mouse
models of various stages of prostate cancer [119], and in combination with other therapies, are
warranted.

In conclusion, results in this chapter indicate that BIRC6-based dual-1AP targeting ASOs

may represent novel therapeutic agents against advanced PCa.
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Chapter 4: BIRC6-Targeting as Potential Therapy for Advanced,
Enzalutamide-Resistant Prostate Cancer: Preclinical Efficacy from a Patient-

Derived Xenograft Model

4.1 Introduction
Castration-resistant prostate cancer (CRPC) presents a major challenge in the clinical
management of advanced PCa. As most forms of CRPC are still dependent on the androgen
receptor (AR) for survival, the advent of new, powerful second generation AR antagonists, such
as Enzalutamide (ENZ), has been beneficial for patients with metastatic CRPC [86]. ENZ
significantly improves patient survival and has been approved for treating CRPC in post-
docetaxel (2012) and pre-docetaxel settings (2014). However, treatment with ENZ is not curative
and ENZ resistance in the clinic has been noted [86, 295]. One-fourth of patients showed primary
resistance to ENZ (i.e. the presence of ENZ resistance in patients who never had been exposed to
the drug) and progressed in 3 months, while all remaining patients eventually progressed by 24
months in spite of an initial positive response [81, 265]. Major mechanisms of acquired
resistance to such AR inhibitors have been reported, including restored AR signalling, AR
bypass signalling and complete AR independence [296]. However, other mechanisms that are not
directly related to AR signalling, such as blockage of apoptosis, could also contribute to
resistance of prostate cancers to increasingly powerful AR inhibitors. So far, not much attention
has been given to this possibility.

The Inhibitor of Apoptosis Proteins (IAP) are a family of proteins that serve as
endogenous inhibitors of programmed cell death by regulating the activity of caspases, the

executors of apoptosis. The IAP family is characterized by the presence of Baculovirus IAP
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Repeat (BIR) domains which bind and inhibit caspases. There are eight IAP members, namely
BIRC1 (NAIP), BIRC2 (clAP1), BIRC3 (clAP2), BIRC4 (XIAP), BIRC5 (survivin), BIRC6
(Apollon/BRUCE), BIRC7 (ML-IAP/LIVIN) and BIRC8 (ILP-2). Some IAPs such as clAP1/2,
XIAP and survivin, are well-known to enhance survival and treatment resistance of various types
of cancer [160]. However, to date, no studies have reported a role for the IAP family in ENZ
resistance of CRPC.

There is increasing evidence that BIRCG, a lesser-studied member of the IAP family, is
also involved in promoting treatment resistance of a variety of cancers. BIRCG6 is a large protein
(528 kDa) with pleiotropic functions, including inhibition of apoptosis, cytoprotection and
regulation of cytokinesis [183] and mitosis [154]. Its activity is upregulated in many cancers,
including PCa, particularly CRPC [112], associated with poor patient prognosis [187-190, 297]
and shown to enhance chemoresistance [164, 187, 190-193, 298]. In a previous study, we
developed an antisense oligonucleotide (ASO), ASO-6w2, that specifically targets synthesis of
BIRCG6 and to a lesser extent clAP1 (BIRC2), another IAP family member that is upregulated in
prostate cancer [164]. BIRC6-targeting by ASO-6w2 was found to markedly inhibit the
proliferation of CRPC cells in vitro and in vivo through induction of cell cycle arrest, apoptosis
and suppression of NFkB signalling [164]. The results suggest that BIRC6 plays an important
role in promoting survival of castration-resistant malignancies.

Development of effective PCa therapeutics has been hampered by a lack of clinically
relevant experimental models of the disease. Traditional xenograft models based on human
prostate cancer cell lines lack the tumour heterogeneity and the 3-dimensional architecture of the
original cancer specimens from which the cell lines were derived. To overcome these

deficiencies, we developed transplantable patient-derived xenograft (PDX) lines of prostate
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cancer tissues at the Living Tumor Laboratory (LTL; www.livingtumorlab.com). These PDX

lines, developed via implantation of patients’ cancer tissue specimens into NOD-SCID mice at
the well-vascularised subrenal capsule graft site, retain the tumour heterogeneity and molecular
characteristics of the original cancers. As such, these ‘high fidelity’ PDXs represent highly
accurate preclinical model systems for therapeutic target identification and drug efficacy testing
[119, 230].

In this chapter, we establish that the transplantable patient-derived CRPC tissue xenograft
line, LTL-313BR [119], is ENZ-resistant and provides, together with its ENZ-sensitive,
hormone-naive parent line, LTL-313B, a novel in vivo model for studying the development of
ENZ-resistant CRPC, as well as a role of IAPs in that process. Using the LTL-313B/LTL-313BR
xenograft model and xenografts based on cultured, ENZ-sensitive and ENZ-resistant prostate
cancer cell lines, we found that of the IAP family, BIRC6 was the top upregulated IAP member
in both ENZ-resistant systems. We then investigated whether BIRC6 has a prosurvival role in

ENZ-resistant cells and provides a potential target for therapy of ENZ-resistant CRPC.

4.2 Materials and Methods

421 Materials

Chemicals, solvents and solutions were obtained from Sigma-Aldrich, Oakville, ON, Canada,
unless otherwise indicated. Six-to-eight-week old NOD/SCID IL2 receptor gamma chain null
(NSG) mice were bred by the BC Cancer Research Centre Animal Resource Centre, VVancouver,
Canada. ASOs 6w2 and Scramble control (Scrb) with full phosphorothioate-modified backbone
were purchased from Eurofins MWG Operon. ASO-6w2 has perfect complementary matches to

BIRC6 mRNA sections and contains 1 base mismatch to BIRC2 (clAP1) mRNA. The DNA
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sequences of ASO-6w2 and Scrb have been reported [299]. Anti-BIRC6 (NB110-40730, Novus
Biological, Littleton, CO) was used for immunohistochemical (IHC) staining and Western
blotting. Anti-Cleaved Caspase 3 (#9664; Cell Signalling Technology, Danvers, MA) was used
for IHC staining.

4.2.2  Immunohistochemistry

Staining and scoring of BIRCG6 protein was performed as previously reported [299]. For cleaved
caspase 3 staining, images of 3-5 representative fields at 400 x magnification were taken per
tumour and cells counted to determine the number of positively stained cells per field.

4.2.3 Cell Culture

Human ENZ-resistant, castration-resistant MR49F prostate cancer cells (obtained from Dr.
Amina Zoubeidi, Vancouver Prostate Centre, in October 2015) were maintained in RPMI-
1640/5% FBS medium, supplemented with 10 uM ENZ. MR49F cells were authenticated using
short tandem repeat profile analysis at the Genetics Resources Core Facility at John Hopkins
(Baltimore, MD) in January 2013 [210].

4.2.4 Western Blotting

Western blotting of BIRC6 and actin was performed as previously described [299].

4.25 Xenografts

The transplantable, hormone-naive, patient-derived prostate cancer tissue xenograft line, LTL-
313B, was maintained in male NSG mice, using serial subrenal capsule transplantations as
previously described [119, 120]. Its castration-resistant subline, LTL-313BR, was maintained in
castrated mice. The LTL-313BR line was derived from the hormone-naive LTL-313B line by
castration of LTL-313B tumour-bearing NSG mice and propagation of tumours recurring after

relapse of the LTL-313B tumours (Fig. 4.1). The LTL-313BR line is AR-positive, PSA-positive,
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has a PTEN copy deletion and contains the TMPRSS2-ERG fusion [119]. The original cancer
specimen had been obtained with the patient’s signed consent following a protocol approved by
the Clinical Research Ethics Board of the University of British Columbia and the BC Cancer
Agency [119]. Cell line-based xenografts V16D (ENZ-sensitive CRPC), MR42D and MR49F
(ENZ-resistant CRPC) were generated and maintained as previously described [300, 301].

4.2.6 Treatments with Enzalutamide and ASOs

Treatment with ENZ: Mice bearing subrenal capsule-grafted LTL-313B or LTL-313BR tissues
were randomized for treatment when the volumes of the grafts reached approximately 250 mm®.
Mice were treated with ENZ (10 mg/kg) or vehicle for 4 weeks (n = 10; 5 days on and 2 days
off). Tumour volumes were measured at the end of the treatments. Treatments with ASOs: Mice
bearing LTL-313BR tumours were randomized into Scrb or ASO-6w2 groups (n = 30) for a 21-
day treatment. A 30 mg/kg loading dose on day 1 was followed by a daily maintenance
intraperitoneal dose of 15 mg/kg. Tumours were harvested 1 week after the end of the treatment
for IHC analysis or RNA extraction. Serum PSA levels were determined using a Cobas total-
PSA kit and Cobas e411 analyzer (Roche Diagnostics, Switzerland).

4.2.7 RNA Extraction and Quantitative Real-Time PCR (qRT-PCR)

Total RNA was isolated and gRT-PCR was performed as previously described [242]. The primer
sequences used are presented in Table 4.1. All gPCR primers are human specific and do not

cross react with mouse transcripts as confirmed by NCBI BLAST search.
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Primers

Sequences

BIRCG6 F
BIRC6 R

AR wt F

AR Wt R
TMPRSS2 F
TMPRSS2 R
TNFRSF11A F
TNFRSF11A R
BCL2 F
BCL2R

NRP1 F
NRP1R
IGFBP5 F
IGFBP5 R
GAPDH F
GAPDHR
HPRT F
HPRT R
K-alpha1F

K-alpha 1R

5-CAATGGAAGCAGTACCAGTGTT-3'
5-ATCCAACCCACCATGAAAGT-3'
5-TCTTGTCGTCTTCGGAAATGT-3'
5-AAGCCTCTCCTTCCTCCTGTA-3'
5-GTGAAAGCGGGTGTGAGGAG-3'
5-CTGTGCGGGATAGGGGTTTT-3'
5-TCCTCCACGGACAAATGCAG-3'
5'-CAAACCGCATCGGATTTCTCT-3'
5'-GAACTGGGGGAGGATTGTGG-3
5-GGCAGGCATGTTGACTTCAC-3'
5-GGCGCTTTTCGCAACGATAAA-3'
S-TCGCATTTTTCACTTGGGTGAT-3'
5’-ACAAGAGAAAGCAGTGCAAACC-3
5’-CGTCAACGTACTCCATGCCT-3’
5’-CACCAGGGCTGCTTTTAACTC-3’
5’-GACAAGCTTCCCGTTCTCAG-3’
5’-GGTCAGGCAGTATAATCCAAAG-3’
5’- GGTCAGGCAGTATAATCCAAAG-3’
5’-GAGGTTGGTGTGGATTCTGTT-3’

5’-AGCTGAAATTCTGGGAGCAT-3’

Table 4.1. gPCR primer sequences used
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4.2.8 Gene Expression Profiling and RNA Sequencing

Gene expression profiling of Scrb- and ASO-6w2-treated LTL-313BR xenografts was performed
using four replicates. The quality of the RNA samples was checked with the Agilent 2100
Bioanalyzer and NanoDrop ND-2000 UV-VIS spectrophotometer. Only samples with A260/280
OD values between 1.8 - 2.0, an A260/A230 OD value of 2.0 and RNA Integrity Number (RIN)
> 8.0 were used for one-color labelling using Agilent’s One-Colour Microarray-Based Gene
Expression Analysis Low Input Quick Amp Labelling v6.0 (Agilent Technologies, Santa Clara,
CA). Total RNA (100 ng) was used to generate cyanine-3-labeled cRNA. cRNAs were
hybridized on Agilent SurePrint G3 Human GE 8x60K Microarray (AMDID 028004). Arrays
were scanned with an Agilent DNA Microarray Scanner at a 3 um scan resolution and data were
processed with Agilent Feature Extraction 11.0.1.1. Processed signals were quantile normalized
using Agilent GeneSpring 12.0. The data have been deposited in NCBI’s Gene Expression
Omnibus [302] and are accessible through GEO Series accession number GSE77516
(http://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE77516). Transcriptome sequencing
(RNA-seq) of PDX models (LTL-313B and LTL-313BR) and cell line-based xenograft models
(V16D, MR42D and MR49F) was performed as previously described [119, 210].

4.2.9 Pathway Enrichment Analysis

Top-1000 significantly differentially expressed genes with log2 fold-change >1.5, identified in
gene expression profiling of ASO-6w2-treated (n = 4) versus Scrb-treated xenografts (n = 4),
were analyzed for gene set enrichment against gene sets of pathways present in the Molecular
Signature Database (MSigDB) v5.0 [303]. A Fisher's exact test based gene set enrichment
analysis was used. A cut-off threshold of false discovery rate (FDR) < 0.05 was used to obtain

significantly enriched pathways.
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4.2.10 Statistical Analyses
Statistical analyses were performed using GraphPad Prism 6.0 (GraphPad). The Student’s t test

was used unless otherwise indicated. Results with a p < 0.05 were considered significant.

4.3 Results

4.3.1 A Patient-Derived Prostate Cancer Tissue Xenograft Model for Studying the
Development of ENZ-Resistant CRPC

In search of a clinically relevant in vivo model for studying development of ENZ-resistant
CRPC, we tested a number of our transplantable, patient-derived prostate cancer tissue xenograft
lines for ENZ sensitivity. Included were the LTL-313B line, a hormone-naive prostatic adeno-
carcinoma PDX line, and its CRPC subline, LTL-313BR, developed from the LTL-313B line via
host castration and propagation of recurrent tumours (Fig. 4.1A) [119]. Groups of randomized
mice, bearing tumours of these lines under the renal capsules, were treated for 4 weeks with ENZ
(10 mg/kg) or vehicle. Whereas the growth of the LTL-313B parental line during the 4-week
period was inhibited by ENZ (as compared to the control), the growth of the LTL-313BR CRPC
subline was not (Fig. 4.1B). As such, the ENZ-sensitive, hormone-naive LTL-313B line and its
ENZ-resistant, castration-resistant LTL-313BR subline provide a PDX model for studying the
development of ENZ-resistant CRPC. It may be noted that the ENZ insensitivity of the LTL-
313BR line did not result from pre-exposure to ENZ, indicating that this line harbours primary

resistance to ENZ.
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LTL-313B and LTL-313BR tumor tissue xenograft lines by serial subrenal capsule transplantation. The castration-
resistant LTL-313BR subline was derived from the hormone-naive LTL-313B line. B, LTL-313BR showed primary
enzalutamide resistance. Mice bearing LTL-313B or LTL-313BR tumors under the renal capsules were treated for 4
weeks with 10 mg/kg enzalutamide or vehicle (Veh). Tumor volume was measured at the end of the treatment. The

LTL-313BR subline was resistant to enzalutamide treatment without prior exposure to the drug, whereas the

parental LTL-313B remained sensitive. NS, not significant.
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4.3.2 BIRCS6 is the Highest Upregulated IAP in ENZ-Resistant CRPC

A study into a role for Inhibitor of Apoptosis Proteins in the development of ENZ-resistant PCa
was initiated by determining their relative mRNA expressions in ENZ-sensitive versus ENZ-
resistant xenografts. To this end we used the ENZ-resistant LTL-313BR xenograft line, in
combination with the ENZ-sensitive, hormone-naive LTL-313B parent line, as a model for
development of primary ENZ resistance. In addition, we used a model of acquired ENZ
resistance consisting of xenografts of cultured ENZ-resistant, castration-resistant MR42D and
MR49F PCa cells versus ENZ-sensitive, castration-resistant LNCaP-V16D parental PCa cells
[301]. The relative mRNA levels in the xenografts of all IAP family members were determined
by transcriptomic sequencing.

As shown in Figure 4.2A, the transcript levels of clAP1, clAP2, XIAP and BIRC6 were
upregulated in the ENZ-resistant MR42D and MR49F CRPC cell-based xenografts relative to the
parental ENZ-sensitive V16D line. However, transcripts in the ENZ-resistant LTL-313BR cancer
tissue xenografts, relative to the ENZ-sensitive LTL-313B xenografts, were only elevated in the
case of survivin, BIRC6, and marginally for XIAP; the BIRCG6 protein upregulation in the LTL-
313BR xenografts was confirmed by immunohistochemical analysis (Fig. 4.2B). BIRC6 was
among the top upregulated IAP members in both ENZ resistance models. Taken together, the
results suggest that BIRC6 may be functionally important in promoting ENZ resistance (both
primary and acquired resistance), and therefore renders it a desirable target over the other IAP

members.
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Figure 4.2 Expression level of IAP member, BIRCS, is elevated in models showing acquired and primary
ENZ resistance. A, mRNA expressions of the IAP family members were determined in PDX models (LTL-313BR
vs. LTL-313B) and LNCaP cell line—based xenografts models (enzalutamide-sensitive CRPC V16D vs.
enzalutamide-resistant MR42D and MR49F) by transcriptomic sequencing. MR42D and MR49F are enzalutamide-
resistant sublines developed after in vivo exposure to enzalutamide of parental V16D xenografts, that is, showing
acquired enzalutamide resistance. B, BIRC6 protein expression determined by IHC in LTL-313B and LTL-313BR
xenografts. Scale bar, 10 pm. Magnification, x 400. IHC scores 0, 1, 2, and 3 refer to negative, weak, mild, and
strong staining intensities, respectively. ENZ-R, enzalutamide resistant.
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4.3.3 BIRC6-Targeting ASO Suppresses Growth of ENZ-Resistant CRPC In Vitro and
In Vivo

The effect of targeting BIRC6 by ASO-6w2 on ENZ-resistant CRPC growth was first examined
in vitro using the ENZ-resistant cell line, MR49F (growing in vitro in the continuous presence of
ENZ). The MR49F cell line was selected as it expresses functional ARs and PSA, thus
resembling clinical ENZ-resistant cases; the MR42D line expresses AR but not PSA [301]. As
shown in Figure 4.3A, down regulation of BIRC6 by ASO-6w2 was confirmed by Western
blotting (No significant reduction in clAP1 observed, data not shown). Treatment of MR49F
cells with 100 nM ASO-6w?2 resulted in growth suppression, while treatment with 200 nM ASO-
6w2 led to marked growth suppression with loss of cells (Fig. 4.3A). The anti-cancer activity of
ASO-6w2 was then studied in vivo using the LTL-313BR patient-derived CRPC tissue xenograft
line as it has greater clinical relevance and precision in predicting patients’ responses than cell
line-based xenografts. Mice bearing LTL-313BR tumours under the renal capsules were treated
with Scrb ASO or ASO-6w2 daily for 21 days and tumours were harvested 1 week after the end
of the treatment (Fig. 4.3B). As shown in Figure 4.3C, the treatment with ASO-6w2 led to
marked inhibition of tumour growth, with a 37% reduction (p < 0.001) compared to the control
group. As well, a substantially lower increase in serum PSA levels was observed, with a 39%
reduction (p < 0.01; Fig. 4.3D) in the ASO-6w2-treated group. The anti-tumour effect of ASO-
6w2 was associated with a significant increase in tumour apoptosis (Fig. 4.3E), but no major host
toxicity was observed (Fig. 4.4). The inhibition of BIRC6 expression by ASO-6w2 in LTL-
313BR xenografts was validated by IHC (Fig. 4.3F). Taken together, the results show that ASO-

6w?2 - as a single agent - can significantly inhibit the growth of ENZ-resistant CRPCs.
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Figure 4.3 BIRC6-targeting ASO-6w2 suppressed growth of ENZ-resistant LTL-313BR xenografts and
induced apoptosis. A, BIRC6-targeting ASO (ASO-6w?2) effectively suppressed proliferation of enzalutamide-
resistant MR49F cells in vitro in a dose-dependent manner. Decreased BIRC6 protein expression after ASO-6w2
treatment was confirmed by Western blotting. B, in vivo therapeutic potential of ASO-6w2 was examined in the
enzalutamide-resistant PDX model LTL-313BR. Groups of mice bearing LTL-313BR xenografts were treated with
Scrb ASO or ASO-6w2 at 30 mg/kg on the first day, followed by 15 mg/kg for 20 days. Tumors were harvested and
sera obtained for analysis 1 week after the end of the treatment. C, the ASO-6w2-treated group showed significantly
smaller tumor volumes than the Scrb-treated group. D, the increase in average serum PSA levels of the ASO-6w2-
treated mice was also significantly lower than that of the Scrb control. Whisker, median/mean + interquartile range.
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Figure 4.3 (continued). E, representative images of cells stained by IHC for cleaved caspase-3. The ASO-6w2—
treated group showed a significant increase in apoptosis, with a 2-fold increase in the number of cleaved caspase-3—
positive cells. The numbers of positively stained cells were quantified in 3 to 5 fields per sample (magnification, x
400). Scale bar, 50 um. Error bars, mean + SD. F, suppression of BIRC6 expression by ASO-6w2 was confirmed by
IHC staining. Scale bar, 10 um. ENZ-R, enzalutamide resistant.

98



Mice body weight

C)
20
20
Q
i 15
'g —— Scrb
r-1
[ -E+-6w2
© 10
(-]
=
Treatment
5
ends
J
O T T T T T T
1 6 11 16 21 26 31

Day from start of treatment

Figure 4.4. Mice weights during treatment of LTL-313BR xenografts with ASO-6w?2.
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4.3.4 BIRC6-Targeting Suppresses Pro-Survival Pathways that are Upregulated in the
ENZ-Resistant LTL-313BR CRPC Tissue Xenograft Model

In comparing the expressions of genes of the ENZ-sensitive LTL-313B line with those of the
ENZ-resistant LTL-313BR subline using RNA-seq, we noticed that in the LTL-313BR line
genes were upregulated in pro-survival pathways, i.e., AR (AR pathway), IGFBP5 (IGF
signalling) and BCL2, TNFRSF11A and NRP1 (NFkappa B pathway). Using gPCR we
determined whether expression of these genes in LTL-313BR xenografts was affected by
treatment with ASO-6w2. As shown in Figure 4.5, the treatment with ASO-6w2 led to a
downward trend in AR and NRP1 gene expression and to significant down-regulations of
TMPRSS2 (-44%, p < 0.01), IGFBP5 (-50%, p < 0.05), BCL2 (-64%, p < 0.05) and TNFRSF11A

(-48%, p < 0.05).
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Figure 4.5 ASO-6w2 suppressed expression of pro-survival genes up-regulated in ENZ-resistant tumours. The
LTL-313BR enzalutamide-resistant CRPC xenograft line showed upregulated expression of prosurvival genes in
AR, TMPRSS2 (AR pathway), IGFBP5 (IGF signaling), BCL2, TNFRSF11A, and NRP1 (NFkB pathway) compared
with the parental, enzalutamide-sensitive LTL-313B line. Results are presented as mRNA reads relative to those of
the LTL-313B line from transcriptomic sequencing expression data shown in stripped histograms. The expression of
these genes in LTL-313BR were shown to be reduced upon treatment with ASO-6wz2, including significant
downregulations of TMPRSS2, IGFBP5, BCL2, TNFRSF11A, and a reduced expression trend for AR and NRP1.
Relative mMRNA expressions were determined by gRT-PCR; n = 7 per group. Error bars, mean £ SD. Ns, not
significant.
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4.3.5 Multiple Pathways Involved in ASO-6w2-Induced Growth Inhibition of ENZ-
Resistant LTL-313BR Xenografts
To investigate pathways involved in the inhibitory effect of ASO-6w2 on LTL-313BR xenograft
growth, differential gene expression profiling was performed. Genes (253) were selected from
the top 1000 significantly differentially expressed genes with fold changes > 1.5. These genes
were subjected to pathway enrichment analysis using the Molecular Signature Database. As
shown in Table 4.2, G-protein-coupled receptor (GPCR) signalling and matrisome (extracellular
matrix signalling) are among the top enriched canonical pathways. There was a general reduction
in GPCR activation for ASO-6w2-treated tumours, including a reduction in expression of F2R,
an upstream regulator of oncogenic pathways (Table 4.3). On the other hand, treatment with
ASO-6w2 induced deregulation in matrisome (extracellular matrix or extracellular matrix-
associated protein) pathways collectively leading to reduced cell proliferation/migration, as well
as increased apoptosis (Table 4.4). In addition, treatment with ASO-6w?2 led to significant
upregulation of (i) genes responding to external stimulus, stress and wounding and (ii) membrane
transporter genes, including genes encoding transporters of cations, anions, amino acids and
water (Table 4.2).

Taken together, the data indicate that the anti-tumour activity of BIRC6-targeting ASO-
6w2 involves suppression of multiple pathways, including those mediating mitogenesis, cell

proliferation and tissue invasion.
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Functions ASO-6w2 vs Scrb - Top Enriched genesets Up/down FDR
GPCR Reactome signalling by GPCR ! 8.06E-19
signalling
Reactome GPCR ligand binding ! 3.63E-14
Reactome G alpha I signalling events ! 4.96E-11
Matrisome Naba matrisome o 1.33E-15
(extracellular
matrix) Naba matrisome-associated 11 3.08E-13
Receptor activity ! 7.00E-11
Transmembrane Establishment of localization 1 3.08E-16
transport
Transport 1 1.35E-15
Reactome transmembrane transport of small 1 2.07E-12
molecules
Reactome SLC-mediated transmembrane 1 1.34E-08
transport
Response to Response to external stimulus 1 4.10E-15
external
stimulus Response to wounding 1 3.05E-13
Response to stress 1 1.23E-10

Analysis was based on gene expression profiling in ASO-6w2- and Scrb-treated LTL-313BR

xenografts (n = 4 per group; fold change >1.5). FDR, false discovery rate.

Table 4.2. Top enriched genesets in MSigDB All Canonical Pathways and GO biological process in ASO-6w?2
versus Scrb-treated LTL-313BR tumours

103



Gene Name Encoded protein function Fold up/ P
change down value

FPR3 Formyl Peptide Mediates induction of neutrophil 2.46 ! 0.047
Receptor 3 chemotaxis

CXCR1 Chemokine (C-X- Receptor for interleukin 8, a 1.82 ! 0.013
C Motif) neutrophil chemotactic factor
Receptor 1,

RGS17 Regulator Of G- Inhibits signal transduction by 1.57 ! 0.033
Protein Signalling driving G protein alpha subunits into
17 their inactive GDP-bound form.

CX3CL1 Chemokine (C- Chemotactic for T-cells and 1.55 1 0.022
X3-C Motif) monocytes
Ligand 1

F2R Coagulation Regulates multiple kinase signalling  1.51 ! 0.033
Factor Il pathways including P13-K, Src
(Thrombin) family tyrosine kinases, JNK, Rho
Receptor/ PAR1 kinases, JAK2 and FAK

GNAI1 G Protein, Alpha Inhibits alpha subunit of G-protein 1.51 1 0.024
Inhibiting by inhibiting adenylate cyclase in
Activity response to beta-adrenergic stimuli
Polypeptide 1

Table 4.3. Gene expression changes in GPCR signalling genesets associated with ASO-6w2 treatment of LTL-

313BR xenografts
Gene Name Encoded protein function Fold up/ P
change down value
PDGFC Platelet-Derived Induces PDGF receptor activation and  2.58 ! 0.048
Growth Factor C intracellular kinase activity, initiating

intracellular signalling through the

MAPK, PI3K and PKC gamma

pathways.
SEMA  Semaphorin 5A Promotes angiogenesis by increasing  1.53 ! 0.035
5A endothelial cell proliferation and

migration and inhibiting apoptosis.
NELL1 Neural epidermal  Multimodular extracellular 1.35 ) 0.047

growth factor-like
like (NELL) 1

glycoprotein that inhibits renal
carcinoma cell migration

Table 4.4. Gene expression changes in matrisome genesets associated with ASO-6w?2 treatment of LTL-
313BR xenografts
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4.4 Discussion

Enzalutamide (ENZ) is currently widely used in CRPC therapy. The development of ENZ
resistance is therefore a major setback in the clinical management of late-stage PCa and novel
therapeutic targets and more effective regimens are urgently needed [86, 295]. Using two distinct
ENZ-resistant CRPC models, the present study has demonstrated that BIRC6, a member of the
Inhibitor of Apoptosis Protein family, plays a key prosurvival role in the development of ENZ
resistance of CRPCs. Thus BIRC6 expression was found to be elevated in ENZ-resistant CRPC
cells relative to ENZ-sensitive parental cells (Fig. 4.2) and, importantly, ENZ-resistant CRPC
cell proliferation and xenograft growth were markedly inhibited by specific, ASO-induced down-
regulation of BIRC6 (Fig. 4.3). Furthermore, treatment of CRPC tumor-bearing mice with
BIRC6-targeting ASO-6wz2 did not lead to major host toxicity (Fig. 4.4). Taken together, the
results indicate that BIRC6-targeting is a promising, new strategy for therapy of CRPCs
harbouring ENZ resistance. It is likely that the efficacy of BIRC6-targeting ASOs can be further
enhanced by incorporating 2’-methoxyethyl modifications and constrained ethyl chemistry (Gen
2.5) in their backbone.

For validation of BIRCG6 as a potential therapeutic target for ENZ-resistant CRPC, the
present study made use of the transplantable, ENZ-resistant LTL-313BR patient-derived CRPC
tissue xenograft line that was developed in our laboratory (Fig. 4.1) [119]. Use of patient-derived
cancer tissue xenograft lines, as distinct from cell line-based xenografts, is increasingly required
in cancer research as there is a widespread push for ‘high-fidelity’ cancer models showing a
closer link to the patients [255]. Use of PDX models instead of cell line-based models has also
been advocated for studies of ENZ resistance [304]. So far, studies of ENZ resistance have

employed cell line-based models [96, 101, 305, 306] and, to our knowledge, this is the first
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report using a PDX CRPC tissue model for studying ENZ-resistant CRPC. The ENZ-resistant
LTL-313BR line is AR-positive, PSA-positive, has a PTEN copy deletion and contains the
TMPRSS2-ERG fusion [119], characteristics which reflect major features of CRPCs in the
clinic. The LTL-313BR line was derived from the hormone-naive LTL-313B line by castration
of LTL-313B tumour-bearing NSG mice and propagation of tumours recurring after relapse of
the LTL-313B tumours [119]. The LTL-313BR line shows high resistance to bicalutamide
(unpublished data), anti-AR antisense-oligonucleotides [210] as well as primary resistance to
ENZ. These features resemble those of a subset of CRPCs showing high, primary ENZ
resistance. Thus, as observed in a recent ENZ phase Il trial, 37% of patients in a 60-patient bone
mMCRPC cohort exhibited primary ENZ resistance [295]. The finding that ASO-6wz2 as a single
agent markedly inhibited LTL-313BR xenograft growth suggests that BIRC6 is a promising
therapeutic target for CRPC patients showing primary ENZ resistance. Furthermore, the growth-
inhibitory effect of ASO-6w2 was also observed in the case of acquired ENZ resistance exhibited
by MRA49F cells (Fig. 4.3A). This suggests that BIRC6 plays a fundamental role in promoting the
survival of ENZ-resistant CRPCs showing either primary or acquired ENZ resistance.

Treatment of LTL-313BR xenografts with ASO-6w2 led to gene expression alterations in
diverse biological signalling pathways. As indicated by pathway enrichment analysis, GPCR
signalling at the plasma membrane and matrisome signalling at the extracellular matrix were the
major pathways that were deregulated by treatment with ASO-6w2 (Table 4.2). Their
deregulation would collectively lead to suppression of cancer cell proliferation. It is of particular
interest that the treatment with ASO-6w?2 led to inhibition of F2R and PDGFC genes, which
encode proteins of the plasma membrane and extracellular matrix (Tables 4.3, 4.4). Inhibition of

the expression of these genes can be expected to lead to effective blockage of downstream
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activities of PI3K, MAPK, JNK and multiple kinase cascades and reduction of potential cross-
talks of pathways. This would lead to growth inhibition. As the PI3K/Akt pathway is a
prominent AR-independent pathway promoting resistance to androgen deprivation and anti-AR
treatment [307, 308], ASO-6w2 may be effective in suppressing growth of ENZ-resistant cancers
driven by this pathway. Furthermore, treatment with ASO-6w2 resulted in the down-regulation
of pro-survival genes that showed elevated expression in the LTL-313BR xenograft line (Fig.
4.5). As ASO-6w2 was found to impede NF«B transactivation [299], it may inhibit AR
signalling via suppression of NFxB [309].

It is not clear how BIRC6-targeting can induce the above gene expression changes. One
could speculate that BIRCG6 protein may regulate expression of relevant transcription factors
and/or their upstream regulators with its chimeric E2/E3 UBC domain. Also, BIRC6 may, in a
non-1AP function, facilitate interaction of certain regulatory proteins by acting as a scaffold
structure [310]; down-regulation of BIRC6 would then lead to disruption of that interaction and
changes in the expression of genes. Further mechanistic studies are needed to elucidate how
BIRCSG targeting can lead to growth inhibition of ENZ-resistant CRPCs.

In summary, using the transplantable LTL-313BR xenograft line, a first PDX cancer
tissue model for ENZ-resistant CRPCs, we have shown that BIRC6 plays an important
prosurvival role in CRPCs exhibiting ENZ resistance and that growth of ENZ-resistant CRPCs
can be inhibited by down-regulation of BIRC6 without inducing major host toxicity. BIRC6-
targeting may hence represent a new option for clinical treatment of advanced, ENZ-resistant

prostate cancer.
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Chapter 5: Conclusions

5.1 Summary of Study and Findings

The lack of an effective treatment for advanced prostate cancer remains as a major unmet clinical
need. Existing therapies for CRPC, such as androgen axis targeting agents and chemotherapies,
only serve to delay the inevitable disease progression, as resistance towards these agents will
typically occur shortly following treatment. The increased ability of cancer cells to resist
apoptosis represents a fundamental mechanism for treatment resistance, and yet, no relevant
agents have been developed.

The overall objective of this doctoral study is to investigate the roles of BIRC6, an
inhibitor of apoptosis protein, in advanced PCa and additionally, to assess the therapeutic
efficacy of a novel anti-BIRC6 agent. The main hypotheses are as follows: (1) BIRCG6 plays a
functional role in promoting the survival of advanced PCa cells, and (2) the targeting of tumour
BIRCG6 expression can suppress advanced PCa growth.

In chapter 2, | presented evidence to support the first hypothesis, in which BIRCS6 is
associated with advanced PCa and functionally important for PCa growth. Specifically, | first
demonstrated a significant correlation between elevated BIRC6 expression (in clinical PCa
specimens) and poor patient prognostic factors. Next, | showed that BIRC6 is important for PCa
cell proliferation, using PCa cell line models. The subsequent silencing of BIRC6 expression by
SiRNA in LNCaP and PC-3 cells resulted in a marked reduction in cell proliferation, and was
also associated with increased apoptosis. Moreover, | demonstrated that BIRC6 reduction occurs
as an early event prior to the execution of apoptosis, upon treatment in PCa cells with
doxorubicin. These results have thus prompted the development of an anti-BIRC6 agent for the

targeting of PCa.
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In chapter 3, | designed BIRC6-based dual 1AP-targeting agents (dASOs) and then
demonstrated that the two dASOs targeting BIRC6 + clAP1 and BIRC6 + survivin, both showed
substantial inhibition of CRPC cell proliferation in vitro and in vivo (addressing hypothesis 2).
An initial analysis of IAP expression in clinical samples, using IHC, revealed that BIRCG is co-
upregulated alongside certain other IAP members. Based upon this observation, | then sought to
design antisense nucleotide (ASO) sequences to simultaneously inhibit BIRC6 in addition to
another co-upregulated IAP member. From the selection of all possible dual-targeting dASO
sequences, dASO 6w2 (BIRC6 + clAP1) and dASO 6w5 (BIRC6 + survivin) both showed
superior growth inhibitory effects and target inhibitions. As such, these were subsequently
selected for further investigation. In vitro functional studies found both dASOs to significantly
induce apoptosis, cell cycle arrest, and suppression of NFkB activation in CRPC cell lines. More
importantly, treatment with either dASO also led to significant reductions in the viable tumour
volume in vivo, without development of major host toxicity. These results thereby indicate that
BIRC6-based dual IAP-targeting ASOs may have the potential to serve as novel therapeutic
agents against advanced PCa, including ENZ-resistant CRPC, now increasingly prominent in the
clinics.

In chapter 4, in addressing hypothesis 2, | assessed the inhibitory efficacy of dASO in
ENZ-resistant CRPC. In addition, | presented evidence that dASO markedly suppresses the
growth of ENZ-resistant CRPC, in both cell line models in vitro and in the clinically-relevant,
transplantable patient-derived xenograft (PDX) model in vivo. Specifically, | first examined a
panel of transplantable PDX tumour lines (developed by our laboratory) and identified a CRPC
model, LTL-313BR, which exhibits a high primary resistance towards ENZ. Next, | assessed the

expression of BIRC6 and other IAP members in the LTL-313BR line, in comparison with its
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parental ENZ-sensitive line LTL-313B; this was also done with the induced ENZ-resistant cell
lines MR49F and MR42D, and its parental ENZ-sensitive cell line V16D. Of the eight IAPs
examined, BIRC6 was found to be the only one with elevated expression in both primary and
induced ENZ-resistant CRPC models. Next, | demonstrated that treatment with dASO-6w2
markedly suppressed the growth of LTL-313BR xenografts and also increased tumour cell
apoptosis, without inducing major host toxicity. Finally, gene expression profiling and qPCR
results revealed that dASO-6wz2 affects multiple pathways in LTL-313BR tumours. Furthermore,
these results also indicated that dASO-6w2 served to inhibit the expression of several pro-
survival genes that were up-regulated in the LTL-313BR line. This demonstrates that the
preclinical efficacy is consistent with the initial growth inhibitory effect, as was observed with
siRNA silencing of BIRCG6 in PCa cells (chapter 2) and treatment with dASO-6w2 and 6w5 in

CRPC cell lines in vitro and in vivo (chapter 3).

5.2 Conclusions Regarding the Study Hypotheses

In conclusion, the findings regarding BIRC6 expression in clinical specimens and in vitro
functional studies support the first hypothesis, in which BIRCG6 is functionally important in
promoting PCa growth and thus can be implicated in disease progression. Furthermore, the
current study also designed and validated dual targeting ASOs to successfully target BIRCG6 in
conjunction with clAP1 or survivin, in order to maximize the inhibitory activity. In cell line-
based CRPC models, the dASOs showed significant inhibition of tumour growth, increased
apoptosis, cell cycle arrest, and NF«kB signalling inhibition. This supports the second hypothesis,
which stated that targeting of BIRC6 would suppress PCa growth. Most importantly, in further

support of the second hypothesis, a high-fidelity PDX model was used to demonstrate proof-of-
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concept preclinical efficacy; a BIRC6-targeting dASO, 6w2, was shown to effectively suppress

ENZ-resistant CRPC growth, without inducing major host toxicity.

5.3 Strengths and Limitations

Overall, this study has provided substantial evidence to support BIRC6 as a relevant therapeutic
target for advanced CRPC. Beginning with the initial validation of the clinical relevance of
BIRCS, in addition to its functional importance, this was followed by the design and validation
of targeting agents, and eventual preclinical drug efficacy testing in multiple models. The results
from the preclinical drug testing (using ENZ-resistant cell lines and PDX models), serve to
further corroborate the initial hypothesis, which described a significant role of BIRC6 in
promoting PCa.

This work made use of multiple PCa preclinical models in order to validate the anti-
cancer effect of dASOs. With regard to PCa, it is well recognized that there is only a limited
selection of relevant cell lines, a factor that is compounded by the caveat that most of these
models do not reflect the genetic, pathological, and micro-environmental features of clinical
cancer. Therefore, in order to increase the relevance and applicability of our preclinical efficacy
testing, we have included the use of traditional cell lines, ENZ-resistant cell lines, and PDX
transplantable tumour lines. The use of PDX models in PCa research is hampered by several
factors; most notably, that PDX models are very challenging to develop. To my knowledge, our
laboratory is so far the only group to have effectively established a panel of prostate cancer PDX
tumour lines. As a result, this places us in a unique and advantageous position for drug efficacy
testing, as the positive results derived from the use of PDX models thereby provide strong

evidence to support the proposed efficacy in a clinical setting.
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The development of an ASO to simultaneously target BIRC6 and clAP1 or survivin is a
major advancement in the development of IAP antagonists. Existing IAP antagonists either
inhibit only one IAP (e.g. survivin, XIAP ASO or small molecule) or else a specific BIR domain
present only in clAP1, clAP2, and XIAP (e.g. Smac mimetics). Since BIRCG6 is structurally
different from clAPs and XIAP, they are not readily co-targeted. Furthermore, a BIRC6
antagonist is a new invention in and of itself. So far, there are no known BIRCG6 inhibitors that
have been developed, despite reports that have asserted the importance of BIRC6 in multiple
cancers. One possible reason is that BIRCG6 is a huge protein (528kDa), and hence its 3D
structure has not been determined. Finally, the dASOs reported in this study represent new IAP
targeting combinations that have not been previously assessed. For instance, dASO 6w2
suppresses both extrinsic (via clAP1) and intrinsic (via BIRC6) apoptotic pathways, whereas
dASO 6w5 inhibits BIRC6 + survivin, which are both major regulators of the cell cycle [154,
311] and cell division [183, 312].

On the other hand, there are a couple of major limitations to this study. Firstly, this study
did not include a BIRC6 over-expression experiment to address the growth-promoting and anti-
apoptotic effect on PCa. The importance of BIRC6 was only addressed in terms of loss-of-
function studies. The reason for the absence of an over-expression study is due to the technical
difficulties associated with over-expressing the large BIRC6 plasmid in PCa cells. Plasmids of
full-length BIRC6 (> 15.7kbp) were obtained from Naito’s (U of Tokyo, Japan) and Jentsch’s
(Max-Planck, Germany) groups and tested in PCa cells. BIRC6 over-expression was found to be
unsuccessful after repeated rounds of testing. Although the lack of a gain-of-function experiment

does render the overall BIRCG6 functional study to be less complete, we have reasoned that the
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absence of these data do not weaken the overall conclusion that BIRCG is functionally important
in PCa.

The second limitation of this study is the inability to rule out potential non-specific
inhibitory effects associated with dASOs. One of the well-documented concerns of ASO
therapeutics is the presence of non-specific effects [294]. In chapter 3, | presented that the dASO
effectively inhibits PCa cells growth, in addition to the suppression of apoptosis and other
cellular pathways. This effect was compared with scrambled (Scrb) ASO, which did not show
major toxicity. Due to the differences between the sequences of Scrb and dASO, it may be
argued that the inhibitory effect of dASOs could be the result of potential non-targeting effects
associated with the sequences. To the best of my knowledge, this limitation is unable to be
completely addressed, as it is impractical to examine the presence of an unknown non-specific
effect. However, several considerations and measures were implemented in order to minimize
the probability of a non-specific effect. For instance, by testing the dASO in various model
systems, we have attempted to reduce the model-specific effect and thereby confirm that dose-
dependent inhibitory effects are correlated with dose-dependent target inhibitions. Furthermore,
the absence of sequence homology with other genes was also verified (via BLAST search).
Given these measures, | believe that the inhibitory effects of dASOs, as seen in the tested

models, are unlikely to be the consequence of non-specific ASO activity.

5.4 Overall Significance and Clinical Implications
The overall significance of this study has been the establishment of BIRCG6 as a new molecular
target for advanced PCa. Ample evidence has been provided to support that new BIRCG6-

targeting agents, dASO 6w2 and 6w5, can effectively suppress the growth of highly-resistant
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CRPCs, including ENZ-resistant CRPC. This work may lead to the future clinical development
of BIRC6-based dual AP targeting ASOs, particularly for the treatment of advanced PCa
patients. In addition, since BIRC6 and other IAP members have been found to be highly up-
regulated in numerous other cancers, these two designed ASOs may be useful for therapy of
cancer types other than prostate cancer.

In terms of biology, this is the first study to establish the role of BIRCG6 in PCa. Firstly,
by using a PCa clinical cohort, | have confirmed a significant clinical correlation between
elevated BIRC6 and poor prognostic factors. Additionally, I have established that BIRCG6 plays a
significant role in promoting PCa proliferation and survival. These results will supplement the
mounting evidence that supports the important cancer-promoting roles of BIRC6 in various

cancer types.

5.5 Future Research Directions

Given the strong preclinical anticancer activity of the IAP-targeting dASOs that has been
presented in this study, future directions will focus primarily on the preparation of the dASOs for
clinical development. Accordingly, further studies on preclinical efficacy, dASO
pharmacokinetics, and toxicology, will be tested in parallel. They will provide further indications
as to whether the dASOs meet the safety and efficacy requirements for phase | clinical trials.
Potential clinical developments will be based on the latest generation ASO, generation 2.5 ASO,
instead of the first generation PS-ASO used in the present studies. New generation ASOS possess
a significantly higher potency, target mMRNA affinity, stability, and better safety profiles [313,

314].
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To further evaluate its preclinical efficacy, the latest generation BIRC6-based dASO will
be tested using a multiple PCa PDX panel developed by our laboratory. The Living Tumour
Laboratory has established a large panel of PCa PDX covering the various forms of PCa
observed in the clinics, including primary adenocarcinoma, CRPC, and neuroendocrine CRPC.
The anti-tumour activity of the dASOs can therefore be assessed in all of these PCa subtypes,
thereby providing indications for responders and non-responders. A pilot study of 7-10 PDX
models will be tested in the first round of efficacy testing. In addition, the efficacy of
combination treatment with existing treatment agents will be assessed. Combinations of dASOs
with docetaxel, enzalutamide, and abiraterone can be examined in select PDX models,
particularly in models that show a high resistance towards existing treatment in vivo. The goal of
this combination study is to determine whether the dASOs can sensitize PCa tumours that are

resistant to existing therapies, which may extend the overall patient survival in clinical trials.

115



Bibliography

1. Torre LA, Bray F, Siegel RL, Ferlay J, Lortet-Tieulent J and Jemal A. Global cancer
statistics, 2012. CA: a cancer journal for clinicians. 2015; 65(2):87-108.

2. Bubendorf L, Schopfer A, Wagner U, Sauter G, Moch H, Willi N, Gasser TC and
Mihatsch MJ. Metastatic patterns of prostate cancer: an autopsy study of 1,589 patients. Hum
Pathol. 2000; 31(5):578-583.

3. Shen MM and Abate-Shen C. Molecular genetics of prostate cancer: new prospects for
old challenges. Genes Dev. 2010; 24(18):1967-2000.

4. Attard G, Parker C, Eeles RA, Schroder F, Tomlins SA, Tannock I, Drake CG and de
Bono JS. Prostate cancer. Lancet. 2016; 387(10013):70-82.

5. Lowrance WT, Roth BJ, Kirkby E, Murad MH and Cookson MS. Castration-Resistant
Prostate Cancer: AUA Guideline Amendment 2015. The Journal of urology. 2016; 195(5):1444-
1452.

6. Krstic RV. (2013). Human Microscopic Anatomy: An Atlas for Students of Medicine and
Biology: Springer Berlin Heidelberg).

7. McNeal JE. Normal and pathologic anatomy of prostate. Urology. 1981; 17(Suppl 3):11-
16.

8. McNeal JE. Origin and development of carcinoma in the prostate. Cancer. 1969;
23(1):24-34.

9. McNeal JE. The zonal anatomy of the prostate. The Prostate. 1981; 2(1):35-49.

10. McNeal JE. Normal histology of the prostate. Am J Surg Pathol. 1988; 12(8):619-633.
11.  Abate-Shen C and Shen MM. Molecular genetics of prostate cancer. Genes Dev. 2000;
14(19):2410-2434.

12.  Timms BG, Mohs TJ and Didio LJ. Ductal budding and branching patterns in the
developing prostate. The Journal of urology. 1994; 151(5):1427-1432.

13.  Cunha GR, Donjacour AA, Cooke PS, Mee S, Bigsby RM, Higgins SJ and Sugimura Y.
The endocrinology and developmental biology of the prostate. Endocr Rev. 1987; 8(3):338-362.
14.  Cunha GR and Hom YK. Role of mesenchymal-epithelial interactions in mammary gland
development. J Mammary Gland Biol Neoplasia. 1996; 1(1):21-35.

15. Isaacs JT. Antagonistic effect of androgen on prostatic cell death. The Prostate. 1984;
5(5):545-557.

16.  Hayward SW, Rosen MA and Cunha GR. Stromal-epithelial interactions in the normal
and neoplastic prostate. Br J Urol. 1997; 79 Suppl 2:18-26.

17. Olumi AF, Grossfeld GD, Hayward SW, Carroll PR, Tlsty TD and Cunha GR.
Carcinoma-associated fibroblasts direct tumor progression of initiated human prostatic
epithelium. Cancer research. 1999; 59(19):5002-5011.

18. Randolph TL, Amin MB, Ro JY and Ayala AG. Histologic variants of adenocarcinoma
and other carcinomas of prostate: pathologic criteria and clinical significance. Mod Pathol. 1997;
10(6):612-629.

19. Humphrey PA. Histological variants of prostatic carcinoma and their significance.
Histopathology. 2012; 60(1):59-74.

20. Ruijter ET, van de Kaa CA, Schalken JA, Debruyne FM and Ruiter DJ. Histological
grade heterogeneity in multifocal prostate cancer. Biological and clinical implications. J Pathol.
1996; 180(3):295-299.

116



21. Villers A, McNeal JE, Freiha FS and Stamey TA. Multiple cancers in the prostate.
Morphologic features of clinically recognized versus incidental tumors. Cancer. 1992;
70(9):2313-2318.

22. Miller GJ and Cygan JM. Morphology of prostate cancer: the effects of multifocality on
histological grade, tumor volume and capsule penetration. The Journal of urology. 1994; 152(5
Pt 2):1709-1713.

23. Lindberg J, Klevebring D, Liu W, Neiman M, Xu J, Wiklund P, Wiklund F, Mills IG,
Egevad L and Gronberg H. Exome sequencing of prostate cancer supports the hypothesis of
independent tumour origins. Eur Urol. 2013; 63(2):347-353.

24.  Cheng L, Song SY, Pretlow TG, Abdul-Karim FW, Kung HJ, Dawson DV, Park WS,
Moon YW, Tsai ML, Linehan WM, Emmert-Buck MR, Liotta LA and Zhuang Z. Evidence of
independent origin of multiple tumors from patients with prostate cancer. Journal of the National
Cancer Institute. 1998; 90(3):233-237.

25.  Sakr WA, Grignon DJ, Crissman JD, Heilbrun LK, Cassin BJ, Pontes JJ and Haas GP.
High grade prostatic intraepithelial neoplasia (HGPIN) and prostatic adenocarcinoma between
the ages of 20-69: an autopsy study of 249 cases. In Vivo. 1994; 8(3):439-443.

26.  Shiraishi T, Watanabe M, Matsuura H, Kusano I, Yatani R and Stemmermann GN. The
frequency of latent prostatic carcinoma in young males: the Japanese experience. In Vivo. 1994;
8(3):445-447.

27.  Gann PH. Risk factors for prostate cancer. Rev Urol. 2002; 4 Suppl 5:S3-S10.

28. De Marzo AM, Platz EA, Sutcliffe S, Xu J, Gronberg H, Drake CG, Nakai Y, Isaacs WB
and Nelson WG. Inflammation in prostate carcinogenesis. Nature reviews Cancer. 2007,
7(4):256-269.

29. McNeal JE and Bostwick DG. Intraductal dysplasia: a premalignant lesion of the
prostate. Hum Pathol. 1986; 17(1):64-71.

30. Bostwick DG. Prostatic intraepithelial neoplasia (PIN). Urology. 1989; 34(6 Suppl):16-
22.

31. De Marzo AM, Meeker AK, Zha S, Luo J, Nakayama M, Platz EA, Isaacs WB and
Nelson WG. Human prostate cancer precursors and pathobiology. Urology. 2003; 62(5 Suppl
1):55-62.

32.  Shappell SB, Thomas GV, Roberts RL, Herbert R, Ittmann MM, Rubin MA, Humphrey
PA, Sundberg JP, Rozengurt N, Barrios R, Ward JM and Cardiff RD. Prostate pathology of
genetically engineered mice: definitions and classification. The consensus report from the Bar
Harbor meeting of the Mouse Models of Human Cancer Consortium Prostate Pathology
Committee. Cancer research. 2004; 64(6):2270-2305.

33. Bostwick DG, Burke HB, Djakiew D, Euling S, Ho SM, Landolph J, Morrison H,
Sonawane B, Shifflett T, Waters DJ and Timms B. Human prostate cancer risk factors. Cancer.
2004; 101(10 Suppl):2371-2490.

34. Maccauro G, Spinelli MS, Mauro S, Perisano C, Graci C and Rosa MA. Physiopathology
of spine metastasis. Int J Surg Oncol. 2011; 2011:107969.

35. Altekruse SF KC, Krapcho M, Neyman N, Aminou R, Waldron W, Ruhl J, Howlader N,
Tatalovich Z, Cho H, Mariotto A, Eisner MP, Lewis DR, Cronin K, Chen HS, Feuer EJ,
Stinchcomb DG, Edwards BK SEER Cancer Statistics Review, 1975-2007. National Cancer
Institute Bethesda, MD. 2009

117



36.  Attar RM, Takimoto CH and Gottardis MM. Castration-resistant prostate cancer: locking
up the molecular escape routes. Clin Cancer Res. 2009; 15(10):3251-3255.

37. Harris WP, Mostaghel EA, Nelson PS and Montgomery B. Androgen deprivation
therapy: progress in understanding mechanisms of resistance and optimizing androgen depletion.
Nat Clin Pract Urol. 2009; 6(2):76-85.

38. Karantanos T, Corn PG and Thompson TC. Prostate cancer progression after androgen
deprivation therapy: mechanisms of castrate resistance and novel therapeutic approaches.
Oncogene. 2013; 32(49):5501-5511.

39.  Sargos P, Ferretti L, Gross-Goupil M, Orre M, Cornelis F, Henriques de Figueiredo B,
Houede N, Merino C, Roubaud G, Dallaudiere B, Richaud P and Flechon A. Characterization of
prostate neuroendocrine cancers and therapeutic management: a literature review. Prostate
Cancer Prostatic Dis. 2014; 17(3):220-226.

40.  Aparicio A, Logothetis CJ and Maity SN. Understanding the lethal variant of prostate
cancer: power of examining extremes. Cancer Discov. 2011; 1(6):466-468.

41. Ismail AH, Landry F, Aprikian AG and Chevalier S. Androgen ablation promotes
neuroendocrine cell differentiation in dog and human prostate. Prostate. 2002; 51(2):117-125.
42.  Shen R, Dorai T, Szaboles M, Katz AE, Olsson CA and Buttyan R. Transdifferentiation
of cultured human prostate cancer cells to a neuroendocrine cell phenotype in a hormone-
depleted medium. Urol Oncol. 1997; 3(2):67-75.

43.  Wright ME, Tsai MJ and Aebersold R. Androgen receptor represses the neuroendocrine
transdifferentiation process in prostate cancer cells. Mol Endocrinol. 2003; 17(9):1726-1737.
44.  Wang HT, Yao YH, Li BG, Tang Y, Chang JW and Zhang J. Neuroendocrine Prostate
Cancer (NEPC) progressing from conventional prostatic adenocarcinoma: factors associated with
time to development of NEPC and survival from NEPC diagnosis-a systematic review and
pooled analysis. J Clin Oncol. 2014; 32(30):3383-3390.

45, Lappalainen T, Sammeth M, Friedlander MR, t Hoen PA, Monlong J, Rivas MA,
Gonzalez-Porta M, Kurbatova N, Griebel T, Ferreira PG, Barann M, Wieland T, Greger L, van
Iterson M, Almlof J, Ribeca P, et al. Transcriptome and genome sequencing uncovers functional
variation in humans. Nature. 2013; 501(7468):506-511.

46.  Tomlins SA, Rhodes DR, Perner S, Dhanasekaran SM, Mehra R, Sun XW, Varambally
S, Cao X, Tchinda J, Kuefer R, Lee C, Montie JE, Shah RB, Pienta KJ, Rubin MA and
Chinnaiyan AM. Recurrent fusion of TMPRSS2 and ETS transcription factor genes in prostate
cancer. Science. 2005; 310(5748):644-648.

47. Rubin MA, Maher CA and Chinnaiyan AM. Common gene rearrangements in prostate
cancer. J Clin Oncol. 2011; 29(27):3659-3668.

48. Barbieri CE, Baca SC, Lawrence MS, Demichelis F, Blattner M, Theurillat JP, White
TA, Stojanov P, Van Allen E, Stransky N, Nickerson E, Chae SS, Boysen G, Auclair D, Onofrio
RC, Park K, et al. Exome sequencing identifies recurrent SPOP, FOXA1 and MED12 mutations
in prostate cancer. Nat Genet. 2012; 44(6):685-689.

49, Liu W, Lindberg J, Sui G, Luo J, Egevad L, Li T, Xie C, Wan M, Kim ST, Wang Z,
Turner AR, Zhang Z, Feng J, Yan Y, Sun J, Bova GS, et al. Identification of novel CHD1-
associated collaborative alterations of genomic structure and functional assessment of CHD1 in
prostate cancer. Oncogene. 2012; 31(35):3939-3948.

50. Palanisamy N, Ateeq B, Kalyana-Sundaram S, Pflueger D, Ramnarayanan K, Shankar S,
Han B, Cao Q, Cao X, Suleman K, Kumar-Sinha C, Dhanasekaran SM, Chen YB, Esgueva R,

118



Banerjee S, LaFargue CJ, et al. Rearrangements of the RAF kinase pathway in prostate cancer,
gastric cancer and melanoma. Nat Med. 2010; 16(7):793-798.

51.  The Molecular Taxonomy of Primary Prostate Cancer. Cell. 2015; 163(4):1011-1025.
52. Lindberg J, Mills 1G, Klevebring D, Liu W, Neiman M, Xu J, Wikstrom P, Wiklund P,
Wiklund F, Egevad L and Gronberg H. The mitochondrial and autosomal mutation landscapes of
prostate cancer. Eur Urol. 2013; 63(4):702-708.

53.  Gudmundsson J, Sulem P, Manolescu A, Amundadottir LT, Gudbjartsson D, Helgason
A, Rafnar T, Bergthorsson JT, Agnarsson BA, Baker A, Sigurdsson A, Benediktsdottir KR,
Jakobsdottir M, Xu J, Blondal T, Kostic J, et al. Genome-wide association study identifies a
second prostate cancer susceptibility variant at 8q24. Nat Genet. 2007; 39(5):631-637.

54, McMenamin ME, Soung P, Perera S, Kaplan I, Loda M and Sellers WR. Loss of PTEN
expression in paraffin-embedded primary prostate cancer correlates with high Gleason score and
advanced stage. Cancer Res. 1999; 59(17):4291-4296.

55. Bowen C, Bubendorf L, Voeller HJ, Slack R, Willi N, Sauter G, Gasser TC, Koivisto P,
Lack EE, Kononen J, Kallioniemi OP and Gelmann EP. Loss of NKX3.1 expression in human
prostate cancers correlates with tumor progression. Cancer Res. 2000; 60(21):6111-6115.

56.  Taylor BS, Schultz N, Hieronymus H, Gopalan A, Xiao Y, Carver BS, Arora VK,
Kaushik P, Cerami E, Reva B, Antipin Y, Mitsiades N, Landers T, Dolgalev I, Major JE, Wilson
M, et al. Integrative genomic profiling of human prostate cancer. Cancer cell. 2010; 18(1):11-22.
57. Birtle AJ, Freeman A, Masters JR, Payne HA and Harland SJ. Clinical features of
patients who present with metastatic prostate carcinoma and serum prostate-specific antigen
(PSA) levels < 10 ng/mL.: the "PSA negative" patients. Cancer. 2003; 98(11):2362-2367.

58. Heidenreich A, Bastian PJ, Bellmunt J, Bolla M, Joniau S, van der Kwast T, Mason M,
Matveev V, Wiegel T, Zattoni F and Mottet N. EAU guidelines on prostate cancer. part 1:
screening, diagnosis, and local treatment with curative intent-update 2013. Eur Urol. 2014;
65(1):124-137.

59. Barlow LJ and Shen MM. SnapShot: Prostate cancer. Cancer Cell. 2013; 24(3):400 e401.
60. Marilyn J. Borugian P, Tim K. Lee, PhD, Peter Black, MD, FRCSC, Brian Bressler, MD,
FRCPC, S. Larry Goldenberg, CM, OBC, MD, FRCSC, Richard Gallagher, MA. Cancer among
males in BC and Canada. BC Medical Journal. 2011; 53(10):541-546.

61.  Gleason DF and Mellinger GT. Prediction of prognosis for prostatic adenocarcinoma by
combined histological grading and clinical staging. J Urol. 1974; 111(1):58-64.

62.  Chang AJ, Autio KA, Roach M, 3rd and Scher HI. High-risk prostate cancer-
classification and therapy. Nat Rev Clin Oncol. 2014; 11(6):308-323.

63.  Sobin LH, Gospodarowicz MK and Wittekind C. (2011). TNM Classification of
Malignant Tumours: Wiley).

64. Klotz L, Zhang L, Lam A, Nam R, Mamedov A and Loblaw A. Clinical results of long-
term follow-up of a large, active surveillance cohort with localized prostate cancer. J Clin Oncol.
2010; 28(1):126-131.

65. Selvadurai ED, Singhera M, Thomas K, Mohammed K, Woode-Amissah R, Horwich A,
Huddart RA, Dearnaley DP and Parker CC. Medium-term outcomes of active surveillance for
localised prostate cancer. Eur Urol. 2013; 64(6):981-987.

66.  Bartsch G, Perrin P, Boccon-Gibod L and Wirth M. Radical Prostatectomy: Technical
Aspects and Management of Complications. European Urology. 2001; 39(5):619-628.

119



67. Widmark A, Klepp O, Solberg A, Damber JE, Angelsen A, Fransson P, Lund JA,
Tasdemir I, Hoyer M, Wiklund F and Fossa SD. Endocrine treatment, with or without
radiotherapy, in locally advanced prostate cancer (SPCG-7/SFUO-3): an open randomised phase
[ trial. Lancet. 2009; 373(9660):301-308.

68.  Warde P, Mason M, Ding K, Kirkbride P, Brundage M, Cowan R, Gospodarowicz M,
Sanders K, Kostashuk E, Swanson G, Barber J, Hiltz A, Parmar MK, Sathya J, Anderson J,
Hayter C, et al. Combined androgen deprivation therapy and radiation therapy for locally
advanced prostate cancer: a randomised, phase 3 trial. Lancet. 2011; 378(9809):2104-2111.

69. Ryan CJ, Smith MR, de Bono JS, Molina A, Logothetis CJ, de Souza P, Fizazi K,
Mainwaring P, Piulats JM, Ng S, Carles J, Mulders PF, Basch E, Small EJ, Saad F, Schrijvers D,
et al. Abiraterone in metastatic prostate cancer without previous chemotherapy. N Engl J Med.
2013; 368(2):138-148.

70. Beer TM, Armstrong AJ, Rathkopf DE, Loriot Y, Sternberg CN, Higano CS, Iversen P,
Bhattacharya S, Carles J, Chowdhury S, Davis ID, de Bono JS, Evans CP, Fizazi K, Joshua AM,
Kim CS, et al. Enzalutamide in metastatic prostate cancer before chemotherapy. N Engl J Med.
2014; 371(5):424-433.

71. Rehman Y and Rosenberg JE. Abiraterone acetate: oral androgen biosynthesis inhibitor
for treatment of castration-resistant prostate cancer. Drug Des Devel Ther. 2012; 6:13-18.

72. Hoffman-Censits J and Kelly WK. Enzalutamide: a novel antiandrogen for patients with
castrate-resistant prostate cancer. Clin Cancer Res. 2013; 19(6):1335-13309.

73. Kantoff PW, Higano CS, Shore ND, Berger ER, Small EJ, Penson DF, Redfern CH,
Ferrari AC, Dreicer R, Sims RB, Xu Y, Frohlich MW and Schellhammer PF. Sipuleucel-T
immunotherapy for castration-resistant prostate cancer. N Engl J Med. 2010; 363(5):411-422.
74.  Tannock IF, de Wit R, Berry WR, Horti J, Pluzanska A, Chi KN, Oudard S, Theodore C,
James ND, Turesson I, Rosenthal MA and Eisenberger MA. Docetaxel plus prednisone or
mitoxantrone plus prednisone for advanced prostate cancer. N Engl J Med. 2004; 351(15):1502-
1512.

75.  Petrylak DP, Tangen CM, Hussain MH, Lara PN, Jr., Jones JA, Taplin ME, Burch PA,
Berry D, Moinpour C, Kohli M, Benson MC, Small EJ, Raghavan D and Crawford ED.
Docetaxel and estramustine compared with mitoxantrone and prednisone for advanced refractory
prostate cancer. N Engl J Med. 2004; 351(15):1513-1520.

76. Heidenreich A, Bastian PJ, Bellmunt J, Bolla M, Joniau S, van der Kwast T, Mason M,
Matveev V, Wiegel T, Zattoni F and Mottet N. EAU guidelines on prostate cancer. Part 1l:
Treatment of advanced, relapsing, and castration-resistant prostate cancer. Eur Urol. 2014;
65(2):467-479.

77.  Saad F, Chi KN, Finelli A, Hotte SJ, Izawa J, Kapoor A, Kassouf W, Loblaw A, North S,
Rendon R, So A, Usmani N, Vigneault E and Fleshner NE. The 2015 CUA-CUOG Guidelines
for the management of castration-resistant prostate cancer (CRPC). Can Urol Assoc J. 2015; 9(3-
4):90-96.

78. Cookson MS, Lowrance WT, Murad MH and Kibel AS. Castration-resistant prostate
cancer: AUA guideline amendment. J Urol. 2015; 193(2):491-499.

79. Parker C, Nilsson S, Heinrich D, Helle SI, O'Sullivan JM, Fossa SD, Chodacki A,
Wiechno P, Logue J, Seke M, Widmark A, Johannessen DC, Hoskin P, Bottomley D, James ND,
Solberg A, et al. Alpha emitter radium-223 and survival in metastatic prostate cancer. N Engl J
Med. 2013; 369(3):213-223.

120



80. de Bono JS, Logothetis CJ, Molina A, Fizazi K, North S, Chu L, Chi KN, Jones RJ,
Goodman OB, Jr., Saad F, Staffurth JN, Mainwaring P, Harland S, Flaig TW, Hutson TE, Cheng
T, et al. Abiraterone and increased survival in metastatic prostate cancer. N Engl J Med. 2011;
364(21):1995-2005.

81. Scher HI, Fizazi K, Saad F, Taplin ME, Sternberg CN, Miller K, de Wit R, Mulders P,
Chi KN, Shore ND, Armstrong AJ, Flaig TW, Flechon A, Mainwaring P, Fleming M,
Hainsworth JD, et al. Increased survival with enzalutamide in prostate cancer after
chemotherapy. N Engl J Med. 2012; 367(13):1187-1197.

82.  de BonoJS, Oudard S, Ozguroglu M, Hansen S, Machiels JP, Kocak I, Gravis G,
Bodrogi I, Mackenzie MJ, Shen L, Roessner M, Gupta S and Sartor AO. Prednisone plus
cabazitaxel or mitoxantrone for metastatic castration-resistant prostate cancer progressing after
docetaxel treatment: a randomised open-label trial. Lancet. 2010; 376(9747):1147-1154.

83. Gan L, Chen S, Wang Y, Watahiki A, Bohrer L, Sun Z and Huang H. Inhibition of the
androgen receptor as a novel mechanism of taxol chemotherapy in prostate cancer. Cancer Res.
2009; 69(21):8386-8394.

84.  Paller CJ and Antonarakis ES. Cabazitaxel: a novel second-line treatment for metastatic
castration-resistant prostate cancer. Drug Des Devel Ther. 2011; 5:117-124.

85.  Zong Y and Goldstein AS. Adaptation or selection--mechanisms of castration-resistant
prostate cancer. Nat Rev Urol. 2013; 10(2):90-98.

86.  Claessens F, Helsen C, Prekovic S, Van den Broeck T, Spans L, Van Poppel H and
Joniau S. Emerging mechanisms of enzalutamide resistance in prostate cancer. Nature reviews
Urology. 2014; 11(12):712-716.

87. Giacinti S, Bassanelli M, Aschelter AM, Milano A, Roberto M and Marchetti P.
Resistance to abiraterone in castration-resistant prostate cancer: a review of the literature.
Anticancer Res. 2014; 34(11):6265-6269.

88.  Taylor BS, Schultz N, Hieronymus H, Gopalan A, Xiao Y, Carver BS, Arora VK,
Kaushik P, Cerami E, Reva B, Antipin Y, Mitsiades N, Landers T, Dolgalev I, Major JE, Wilson
M, et al. Integrative genomic profiling of human prostate cancer. Cancer cell. 2010; 18(1):11-22
89. Azad AA, Volik SV, Wyatt AW, Haegert A, Le Bihan S, Bell RH, Anderson SA,
McConeghy B, Shukin R, Bazov J, Youngren J, Paris P, Thomas G, Small EJ, Wang Y, Gleave
ME, et al. Androgen Receptor Gene Aberrations in Circulating Cell-Free DNA: Biomarkers of
Therapeutic Resistance in Castration-Resistant Prostate Cancer. Clinical cancer research : an
official journal of the American Association for Cancer Research. 2015; 21(10):2315-2324.

90. Korpal M, Korn JM, Gao X, Rakiec DP, Ruddy DA, Doshi S, Yuan J, Kovats SG, Kim S,
Cooke VG, Monahan JE, Stegmeier F, Roberts TM, Sellers WR, Zhou W and Zhu P. An F876L
mutation in androgen receptor confers genetic and phenotypic resistance to MDV3100
(enzalutamide). Cancer discovery. 2013; 3(9):1030-1043.

91.  Antonarakis ES, Lu C, Wang H, Luber B, Nakazawa M, Roeser JC, Chen Y, Mohammad
TA, Fedor HL, Lotan TL, Zheng Q, De Marzo AM, lIsaacs JT, Isaacs WB, Nadal R, Paller CJ, et
al. AR-V7 and resistance to enzalutamide and abiraterone in prostate cancer. N Engl J Med.
2014; 371(11):1028-1038.

92. Mostaghel EA, Marck BT, Plymate SR, Vessella RL, Balk S, Matsumoto AM, Nelson PS
and Montgomery RB. Resistance to CYP17ALl inhibition with abiraterone in castration-resistant
prostate cancer: induction of steroidogenesis and androgen receptor splice variants. Clinical

121



cancer research : an official journal of the American Association for Cancer Research. 2011;
17(18):5913-5925.

93. Joseph JD, Lu N, Qian J, Sensintaffar J, Shao G, Brigham D, Moon M, Maneval EC,
Chen I, Darimont B and Hager JH. A clinically relevant androgen receptor mutation confers
resistance to second-generation antiandrogens enzalutamide and ARN-509. Cancer discovery.
2013; 3(9):1020-1029.

94, Ni L, Yang CS, Gioeli D, Frierson H, Toft DO and Paschal BM. FKBP51 promotes
assembly of the Hsp90 chaperone complex and regulates androgen receptor signalling in prostate
cancer cells. Molecular and cellular biology. 2010; 30(5):1243-1253.

95.  Arora VK, Schenkein E, Murali R, Subudhi SK, Wongvipat J, Balbas MD, Shah N, Cai
L, Efstathiou E, Logothetis C, Zheng D and Sawyers CL. Glucocorticoid receptor confers
resistance to antiandrogens by bypassing androgen receptor blockade. Cell. 2013; 155(6):1309-
1322.

96.  Toren P, Kim S, Cordonnier T, Crafter C, Davies BR, Fazli L, Gleave ME and Zoubeidi
A. Combination AZD5363 with Enzalutamide Significantly Delays Enzalutamide-resistant
Prostate Cancer in Preclinical Models. Eur Urol. 2015; 67(6):986-990.

97. Edlind MP and Hsieh AC. PI3BK-AKT-mTOR signalling in prostate cancer progression
and androgen deprivation therapy resistance. Asian journal of andrology. 2014; 16(3):378-386.
98. Nadiminty N, Tummala R, Liu C, Yang J, Lou W, Evans CP and Gao AC. NF-
kappaB2/p52 induces resistance to enzalutamide in prostate cancer: role of androgen receptor
and its variants. Molecular cancer therapeutics. 2013; 12(8):1629-1637.

99. JinR, Yamashita H, Yu X, Wang J, Franco OE, Wang Y, Hayward SW and Matusik RJ.
Inhibition of NF-kappa B signalling restores responsiveness of castrate-resistant prostate cancer
cells to anti-androgen treatment by decreasing androgen receptor-variant expression. Oncogene.
2015; 34(28):3700-3710.

100. Attard G, Reid AH, Auchus RJ, Hughes BA, Cassidy AM, Thompson E, Oommen NB,
Folkerd E, Dowsett M, Arlt W and de Bono JS. Clinical and biochemical consequences of
CYP17ALl inhibition with abiraterone given with and without exogenous glucocorticoids in
castrate men with advanced prostate cancer. The Journal of clinical endocrinology and
metabolism. 2012; 97(2):507-516.

101. LiuC, LouW, Zhu Y, Yang JC, Nadiminty N, Gaikwad NW, Evans CP and Gao AC.
Intracrine Androgens and AKR1C3 Activation Confer Resistance to Enzalutamide in Prostate
Cancer. Cancer research. 2015; 75(7):1413-1422.

102. Beltran H, Tomlins S, Aparicio A, Arora V, Rickman D, Ayala G, Huang J, True L,
Gleave ME, Soule H, Logothetis C and Rubin MA. Aggressive variants of castration-resistant
prostate cancer. Clinical cancer research : an official journal of the American Association for
Cancer Research. 2014; 20(11):2846-2850.

103. Ito T, Yamamoto S, Ohno Y, Namiki K, Aizawa T, Akiyama A and Tachibana M. Up-
regulation of neuroendocrine differentiation in prostate cancer after androgen deprivation
therapy, degree and androgen independence. Oncology reports. 2001; 8(6):1221-1224.

104. Yuan TC, Veeramani S, Lin FF, Kondrikou D, Zelivianski S, Igawa T, Karan D, Batra
SK and Lin MF. Androgen deprivation induces human prostate epithelial neuroendocrine
differentiation of androgen-sensitive LNCaP cells. Endocrine-related cancer. 2006; 13(1):151-
167.

122



105. Beltran H, Prandi D, Mosquera JM, Benelli M, Puca L, Cyrta J, Marotz C, Giannopoulou
E, Chakravarthi BV, Varambally S, Tomlins SA, Nanus DM, Tagawa ST, Van Allen EM,
Elemento O, Shoner A, et al. Divergent clonal evolution of castration-resistant neuroendocrine
prostate cancer. Nature medicine. 2016; 22(3):298-305.

106. Feldman BJ and Feldman D. The development of androgen-independent prostate cancer.
Nature reviews Cancer. 2001; 1(1):34-45.

107.  Zielinski RR, Eigl BJ and Chi KN. Targeting the apoptosis pathway in prostate cancer.
Cancer journal. 2013; 19(1):79-89.

108. Liu AY, Corey E, Bladou F, Lange PH and Vessella RL. Prostatic cell lineage markers:
emergence of BCL2+ cells of human prostate cancer xenograft LuCaP 23 following castration.
International journal of cancer. 1996; 65(1):85-809.

109. McDonnell TJ, Troncoso P, Brisbay SM, Logothetis C, Chung LW, Hsieh JT, Tu SM and
Campbell ML. Expression of the protooncogene bcl-2 in the prostate and its association with
emergence of androgen-independent prostate cancer. Cancer research. 1992; 52(24):6940-6944.
110. Yoshino T, Shiina H, Urakami S, Kikuno N, Yoneda T, Shigeno K and Igawa M. Bcl-2
expression as a predictive marker of hormone-refractory prostate cancer treated with taxane-
based chemotherapy. Clinical cancer research : an official journal of the American Association
for Cancer Research. 2006; 12(20 Pt 1):6116-6124.

111.  Zhang M, Latham DE, Delaney MA and Chakravarti A. Survivin mediates resistance to
antiandrogen therapy in prostate cancer. Oncogene. 2005; 24(15):2474-2482.

112. Low CG, Luk IS, Lin D, Fazli L, Yang K, Xu Y, Gleave M, Gout PW and Wang Y.
BIRCS6 protein, an inhibitor of apoptosis: role in survival of human prostate cancer cells. PloS
one. 2013; 8(2):e55837.

113. Sobel RE and Sadar MD. Cell lines used in prostate cancer research: a compendium of
old and new lines--part 1. The Journal of urology. 2005; 173(2):342-3509.

114. Russell PJ and Kingsley EA. Human prostate cancer cell lines. Methods in molecular
medicine. 2003; 81:21-39.

115. Liu AY, Brubaker KD, Goo YA, Quinn JE, Kral S, Sorensen CM, Vessella RL,
Belldegrun AS and Hood LE. Lineage relationship between LNCaP and LNCaP-derived prostate
cancer cell lines. The Prostate. 2004; 60(2):98-108.

116. Hurwitz AA, Foster BA, Allison JP, Greenberg NM and Kwon ED. The TRAMP mouse
as a model for prostate cancer. Current protocols in immunology / edited by John E Coligan [et
al]. 2001; Chapter 20:Unit 20 25.

117. Wang S, Gao J, Lei Q, Rozengurt N, Pritchard C, Jiao J, Thomas GV, Li G, Roy-Burman
P, Nelson PS, Liu X and Wu H. Prostate-specific deletion of the murine Pten tumor suppressor
gene leads to metastatic prostate cancer. Cancer cell. 2003; 4(3):209-221.

118. Lin D, Xue H, Wang Y, Wu R, Watahiki A, Dong X, Cheng H, Wyatt AW, Collins CC,
Gout PW and Wang Y. Next generation patient-derived prostate cancer xenograft models. Asian
journal of andrology. 2014; 16(3):407-412.

119. Lin D, Wyatt AW, Xue H, Wang Y, Dong X, Haegert A, Wu R, Brahmbhatt S, Mo F,
Jong L, Bell RH, Anderson S, Hurtado-Coll A, Fazli L, Sharma M, Beltran H, et al. High fidelity
patient-derived xenografts for accelerating prostate cancer discovery and drug development.
Cancer research. 2014; 74(4):1272-1283.

120. Wang Y, Xue H, Cutz JC, Bayani J, Mawji NR, Chen WG, Goetz LJ, Hayward SW,
Sadar MD, Gilks CB, Gout PW, Squire JA, Cunha GR and Wang YZ. An orthotopic metastatic

123



prostate cancer model in SCID mice via grafting of a transplantable human prostate tumor line.
Lab Invest. 2005; 85(11):1392-1404.

121.  Choi SY, Lin D, Gout PW, Collins CC, Xu Y and Wang Y. Lessons from patient-derived
xenografts for better in vitro modeling of human cancer. Advanced drug delivery reviews. 2014;
79-80:222-237.

122. Johnson JI, Decker S, Zaharevitz D, Rubinstein LV, Venditti JM, Schepartz S,
Kalyandrug S, Christian M, Arbuck S, Hollingshead M and Sausville EA. Relationships between
drug activity in NCI preclinical in vitro and in vivo models and early clinical trials. British
journal of cancer. 2001; 84(10):1424-1431.

123. Hacker G. The morphology of apoptosis. Cell and tissue research. 2000; 301(1):5-17.
124. Elmore S. Apoptosis: a review of programmed cell death. Toxicologic pathology. 2007;
35(4):495-516.

125. Hanahan D and Weinberg RA. The hallmarks of cancer. Cell. 2000; 100(1):57-70.

126. Hanahan D and Weinberg RA. Hallmarks of cancer: the next generation. Cell. 2011,
144(5):646-674.

127. Taylor RC, Cullen SP and Martin SJ. Apoptosis: controlled demolition at the cellular
level. Nature reviews Molecular cell biology. 2008; 9(3):231-241.

128. Kerr JF, Wyllie AH and Currie AR. Apoptosis: a basic biological phenomenon with
wide-ranging implications in tissue kinetics. British journal of cancer. 1972; 26(4):239-257.
129. Ellis RE, Yuan JY and Horvitz HR. Mechanisms and functions of cell death. Annual
review of cell biology. 1991; 7:663-698.

130.  Alnemri ES, Livingston DJ, Nicholson DW, Salvesen G, Thornberry NA, Wong WW
and Yuan J. Human ICE/CED-3 protease nomenclature. Cell. 1996; 87(2):171.

131. Kischkel FC, Hellbardt S, Behrmann I, Germer M, Pawlita M, Krammer PH and Peter
ME. Cytotoxicity-dependent APO-1 (Fas/CD95)-associated proteins form a death-inducing
signalling complex (DISC) with the receptor. The EMBO journal. 1995; 14(22):5579-5588.
132.  Micheau O and Tschopp J. Induction of TNF receptor I-mediated apoptosis via two
sequential signalling complexes. Cell. 2003; 114(2):181-190.

133. LiH, ZhuH, Xu CJ and Yuan J. Cleavage of BID by caspase 8 mediates the
mitochondrial damage in the Fas pathway of apoptosis. Cell. 1998; 94(4):491-501.

134. Chittenden T. BH3 domains: intracellular death-ligands critical for initiating apoptosis.
Cancer cell. 2002; 2(3):165-166.

135.  Zhou LL, Zhou LY, Luo KQ and Chang DC. Smac/DIABLO and cytochrome c are
released from mitochondria through a similar mechanism during UV-induced apoptosis.
Apoptosis : an international journal on programmed cell death. 2005; 10(2):289-299.

136. Chinnaiyan AM. The apoptosome: heart and soul of the cell death machine. Neoplasia.
1999; 1(1):5-15.

137. DuC, Fang M, Li Y, Li L and Wang X. Smac, a mitochondrial protein that promotes
cytochrome c-dependent caspase activation by eliminating IAP inhibition. Cell. 2000; 102(1):33-
42.

138. Vucic D, Deshayes K, Ackerly H, Pisabarro MT, Kadkhodayan S, Fairbrother WJ and
Dixit VM. SMAC negatively regulates the anti-apoptotic activity of melanoma inhibitor of
apoptosis (ML-1AP). The Journal of biological chemistry. 2002; 277(14):12275-12279.

139. Bartke T, Pohl C, Pyrowolakis G and Jentsch S. Dual role of BRUCE as an antiapoptotic
IAP and a chimeric E2/E3 ubiquitin ligase. Molecular cell. 2004; 14(6):801-811.

124



140. Kocab AJ and Duckett CS. Inhibitor of apoptosis proteins as intracellular signalling
intermediates. The FEBS journal. 2016; 283(2):221-231.

141. Roy N, Mahadevan MS, McLean M, Shutler G, Yaraghi Z, Farahani R, Baird S, Besner-
Johnston A, Lefebvre C, Kang X and et al. The gene for neuronal apoptosis inhibitory protein is
partially deleted in individuals with spinal muscular atrophy. Cell. 1995; 80(1):167-178.

142. Rothe M, Pan MG, Henzel WJ, Ayres TM and Goeddel DV. The TNFR2-TRAF
signalling complex contains two novel proteins related to baculoviral inhibitor of apoptosis
proteins. Cell. 1995; 83(7):1243-1252.

143. Lagace M, Xuan JY, Young SS, McRoberts C, Maier J, Rajcan-Separovic E and
Korneluk RG. Genomic organization of the X-linked inhibitor of apoptosis and identification of
a novel testis-specific transcript. Genomics. 2001; 77(3):181-188.

144.  Ambrosini G, Adida C and Altieri DC. A novel anti-apoptosis gene, survivin, expressed
in cancer and lymphoma. Nature medicine. 1997; 3(8):917-921.

145.  Hauser HP, Bardroff M, Pyrowolakis G and Jentsch S. A giant ubiquitin-conjugating
enzyme related to IAP apoptosis inhibitors. The Journal of cell biology. 1998; 141(6):1415-1422.
146. Vucic D, Stennicke HR, Pisabarro MT, Salvesen GS and Dixit VM. ML-1AP, a novel
inhibitor of apoptosis that is preferentially expressed in human melanomas. Current biology :
CB. 2000; 10(21):1359-1366.

147. Richter BW, Mir SS, Eiben LJ, Lewis J, Reffey SB, Frattini A, Tian L, Frank S, Youle
RJ, Nelson DL, Notarangelo LD, Vezzoni P, Fearnhead HO and Duckett CS. Molecular cloning
of ILP-2, a novel member of the inhibitor of apoptosis protein family. Molecular and cellular
biology. 2001; 21(13):4292-4301.

148.  Birnbaum MJ, Clem RJ and Miller LK. An apoptosis-inhibiting gene from a nuclear
polyhedrosis virus encoding a polypeptide with Cys/His sequence motifs. Journal of virology.
1994; 68(4):2521-2528.

149. Sun C, Cai M, Gunasekera AH, Meadows RP, Wang H, Chen J, Zhang H, Wu W, Xu N,
Ng SC and Fesik SW. NMR structure and mutagenesis of the inhibitor-of-apoptosis protein
XIAP. Nature. 1999; 401(6755):818-822.

150. Hinds MG, Norton RS, Vaux DL and Day CL. Solution structure of a baculoviral
inhibitor of apoptosis (IAP) repeat. Nature structural biology. 1999; 6(7):648-651.

151. Yang YL and Li XM. The IAP family: endogenous caspase inhibitors with multiple
biological activities. Cell research. 2000; 10(3):169-177.

152. Lopez J, John SW, Tenev T, Rautureau GJ, Hinds MG, Francalanci F, Wilson R,
Broemer M, Santoro MM, Day CL and Meier P. CARD-mediated autoinhibition of clAP1's E3
ligase activity suppresses cell proliferation and migration. Molecular cell. 2011; 42(5):569-583.
153. Hao'Y, Sekine K, Kawabata A, Nakamura H, Ishioka T, Ohata H, Katayama R,
Hashimoto C, Zhang X, Noda T, Tsuruo T and Naito M. Apollon ubiquitinates SMAC and
caspase-9, and has an essential cytoprotection function. Nature cell biology. 2004; 6(9):849-860.
154.  Kikuchi R, Ohata H, Ohoka N, Kawabata A and Naito M. APOLLON protein promotes
early mitotic CYCLIN A degradation independent of the spindle assembly checkpoint. The
Journal of biological chemistry. 2014; 289(6):3457-3467.

155. LaCasse EC, Mahoney DJ, Cheung HH, Plenchette S, Baird S and Korneluk RG. 1AP-
targeted therapies for cancer. Oncogene. 2008; 27(48):6252-6275.

156. Deveraux QL, Takahashi R, Salvesen GS and Reed JC. X-linked IAP is a direct inhibitor
of cell-death proteases. Nature. 1997; 388(6639):300-304.

125



157. Eckelman BP and Salvesen GS. The human anti-apoptotic proteins clAP1 and clAP2
bind but do not inhibit caspases. The Journal of biological chemistry. 2006; 281(6):3254-3260.
158. Wright ME, Han DK and Hockenbery DM. Caspase-3 and inhibitor of apoptosis
protein(s) interactions in Saccharomyeces cerevisiae and mammalian cells. FEBS letters. 2000;
481(1):13-18.

159. Tamm I, Wang Y, Sausville E, Scudiero DA, Vigna N, Oltersdorf T and Reed JC. 1AP-
family protein survivin inhibits caspase activity and apoptosis induced by Fas (CD95), Bax,
caspases, and anticancer drugs. Cancer research. 1998; 58(23):5315-5320.

160. Fulda S and Vucic D. Targeting IAP proteins for therapeutic intervention in cancer.
Nature reviews Drug discovery. 2012; 11(2):109-124.

161. Dohi T, Okada K, Xia F, Wilford CE, Samuel T, Welsh K, Marusawa H, Zou H,
Armstrong R, Matsuzawa S, Salvesen GS, Reed JC and Altieri DC. An IAP-IAP complex
inhibits apoptosis. The Journal of biological chemistry. 2004; 279(33):34087-34090.

162.  Altieri DC. Survivin and IAP proteins in cell-death mechanisms. The Biochemical
journal. 2010; 430(2):199-205.

163. Qiu XB and Goldberg AL. The membrane-associated inhibitor of apoptosis protein,
BRUCE/Apollon, antagonizes both the precursor and mature forms of Smac and caspase-9. The
Journal of biological chemistry. 2005; 280(1):174-182.

164. Tassi E, Zanon M, Vegetti C, Molla A, Bersani I, Perotti V, Pennati M, Zaffaroni N,
Milella M, Ferrone S, Carlo-Stella C, Gianni AM, Mortarini R and Anichini A. Role of Apollon
in human melanoma resistance to antitumor agents that activate the intrinsic or the extrinsic
apoptosis pathways. Clinical cancer research : an official journal of the American Association for
Cancer Research. 2012; 18(12):3316-3327.

165.  Srinivasula SM and Ashwell JD. IAPs: what's in a name? Molecular cell. 2008;
30(2):123-135.

166. Gyrd-Hansen M and Meier P. IAPs: from caspase inhibitors to modulators of NF-
kappaB, inflammation and cancer. Nature reviews Cancer. 2010; 10(8):561-574.

167. Karin M and Gallagher E. TNFR signalling: ubiquitin-conjugated TRAFfic signals
control stop-and-go for MAPK signalling complexes. Immunological reviews. 2009; 228(1):225-
240.

168. Santoro MM, Samuel T, Mitchell T, Reed JC and Stainier DY. Birc2 (clapl) regulates
endothelial cell integrity and blood vessel homeostasis. Nature genetics. 2007; 39(11):1397-
1402.

169. Mehrotra S, Languino LR, Raskett CM, Mercurio AM, Dohi T and Altieri DC. IAP
regulation of metastasis. Cancer cell. 2010; 17(1):53-64.

170. Asselin E, Mills GB and Tsang BK. XIAP regulates Akt activity and caspase-3-
dependent cleavage during cisplatin-induced apoptosis in human ovarian epithelial cancer cells.
Cancer research. 2001; 61(5):1862-1868.

171. Birkey Reffey S, Wurthner JU, Parks WT, Roberts AB and Duckett CS. X-linked
inhibitor of apoptosis protein functions as a cofactor in transforming growth factor-beta
signalling. The Journal of biological chemistry. 2001; 276(28):26542-26549.

172. ZhaoY, Conze DB, Hanover JA and Ashwell JD. Tumor necrosis factor receptor 2
signalling induces selective c-IAP1-dependent ASK1 ubiquitination and terminates mitogen-
activated protein kinase signalling. The Journal of biological chemistry. 2007; 282(11):7777-
7782.

126



173. Sanna MG, da Silva Correia J, Ducrey O, Lee J, Nomoto K, Schrantz N, Deveraux QL
and Ulevitch RJ. IAP suppression of apoptosis involves distinct mechanisms: the TAK1/JNK1
signalling cascade and caspase inhibition. Molecular and cellular biology. 2002; 22(6):1754-
1766.

174. LiF, Ambrosini G, Chu EY, Plescia J, Tognin S, Marchisio PC and Altieri DC. Control
of apoptosis and mitotic spindle checkpoint by survivin. Nature. 1998; 396(6711):580-584.

175. Wang Q, Chen Z, Diao X and Huang S. Induction of autophagy-dependent apoptosis by
the survivin suppressant YM155 in prostate cancer cells. Cancer letters. 2011; 302(1):29-36.
176. Roca H, Varsos Z and Pienta KJ. CCL2 protects prostate cancer PC3 cells from
autophagic death via phosphatidylinositol 3-kinase/AKT-dependent survivin up-regulation. The
Journal of biological chemistry. 2008; 283(36):25057-25073.

177.  Altieri DC. New wirings in the survivin networks. Oncogene. 2008; 27(48):6276-6284.
178. Papapetropoulos A, Fulton D, Mahboubi K, Kalb RG, O'Connor DS, Li F, Altieri DC and
Sessa WC. Angiopoietin-1 inhibits endothelial cell apoptosis via the Akt/survivin pathway. The
Journal of biological chemistry. 2000; 275(13):9102-9105.

179. Fukuda S, Foster RG, Porter SB and Pelus LM. The antiapoptosis protein survivin is
associated with cell cycle entry of normal cord blood CD34(+) cells and modulates cell cycle and
proliferation of mouse hematopoietic progenitor cells. Blood. 2002; 100(7):2463-2471.

180. TranJ, Master Z, Yu JL, Rak J, Dumont DJ and Kerbel RS. A role for survivin in
chemoresistance of endothelial cells mediated by VEGF. Proceedings of the National Academy
of Sciences of the United States of America. 2002; 99(7):4349-4354.

181. Ling X, Bernacki RJ, Brattain MG and Li F. Induction of survivin expression by taxol
(paclitaxel) is an early event, which is independent of taxol-mediated G2/M arrest. The Journal
of biological chemistry. 2004; 279(15):15196-15203.

182. Sekine K, Hao Y, Suzuki Y, Takahashi R, Tsuruo T and Naito M. HtrA2 cleaves Apollon
and induces cell death by IAP-binding motif in Apollon-deficient cells. Biochemical and
biophysical research communications. 2005; 330(1):279-285.

183. Pohl C and Jentsch S. Final stages of cytokinesis and midbody ring formation are
controlled by BRUCE. Cell. 2008; 132(5):832-845.

184. Martin SJ. An Apollon vista of death and destruction. Nature cell biology. 2004;
6(9):804-806.

185. Bianchini M, Levy E, Zucchini C, Pinski V, Macagno C, De Sanctis P, Valvassori L,
Carinci P and Mordoh J. Comparative study of gene expression by cDNA microarray in human
colorectal cancer tissues and normal mucosa. International journal of oncology. 2006; 29(1):83-
94.

186. Lamers F, Schild L, Koster J, Speleman F, Ora |, Westerhout EM, van Sluis P, Versteeg
R, Caron HN and Molenaar JJ. Identification of BIRCG6 as a novel intervention target for
neuroblastoma therapy. BMC cancer. 2012; 12:285.

187. Dong X, Lin D, Low C, Vucic EA, English JC, Yee J, Murray N, Lam WL, Ling V, Lam
S, Gout PW and Wang Y. Elevated expression of BIRC6 protein in non-small-cell lung cancers
is associated with cancer recurrence and chemoresistance. Journal of thoracic oncology : official
publication of the International Association for the Study of Lung Cancer. 2013; 8(2):161-170.
188. Sung KW, Choi J, Hwang YK, Lee SJ, Kim HJ, Lee SH, Yoo KH, Jung HL and Koo HH.
Overexpression of Apollon, an antiapoptotic protein, is associated with poor prognosis in

127



childhood de novo acute myeloid leukemia. Clinical cancer research : an official journal of the
American Association for Cancer Research. 2007; 13(17):5109-5114.

189. Wang L, Chen YJ, Hou J, Wang YY, Tang WQ, Shen XZ and Tu RQ. Expression and
clinical significance of BIRC6 in human epithelial ovarian cancer. Tumour Biol. 2014;
35(5):4891-4896.

190. Tang W, Xue R, Weng S, Wu J, Fang Y, Wang Y, Ji L, Hu T, Liu T, Huang X, Chen S,
Shen X, Zhang S and Dong L. BIRC6 promotes hepatocellular carcinogenesis: interaction of
BIRC6 with p53 facilitating p53 degradation. International journal of cancer. 2015; 136(6):E475-
487.

191. Chen Z, Naito M, Hori S, Mashima T, Yamori T and Tsuruo T. A human IAP-family
gene, apollon, expressed in human brain cancer cells. Biochemical and biophysical research
communications. 1999; 264(3):847-854.

192. ChulL, GulJ, SunL, Qian Q, Qian C and Liu X. Oncolytic adenovirus-mediated ShRNA
against Apollon inhibits tumor cell growth and enhances antitumor effect of 5-fluorouracil. Gene
Ther. 2008; 15(7):484-494.

193.  Van Houdt WJ, Emmink BL, Pham TV, Piersma SR, Verheem A, Vries RG, Fratantoni
SA, Pronk A, Clevers H, Borel Rinkes IH, Jimenez CR and Kranenburg O. Comparative
proteomics of colon cancer stem cells and differentiated tumor cells identifies BIRC6 as a
potential therapeutic target. Mol Cell Proteomics. 2011; 10(12):M111 011353.

194. LaCasse EC, Baird S, Korneluk RG and MacKenzie AE. The inhibitors of apoptosis
(IAPs) and their emerging role in cancer. Oncogene. 1998; 17(25):3247-3259.

195. Pluta P, Jeziorski A, Cebula-Obrzut AP, Wierzbowska A, Piekarski J and Smolewski P.
Expression of IAP family proteins and its clinical importance in breast cancer patients.
Neoplasma. 2015; 62(4):666-673.

196. Cheung HH, LaCasse EC and Korneluk RG. X-linked inhibitor of apoptosis antagonism:
strategies in cancer treatment. Clinical cancer research : an official journal of the American
Association for Cancer Research. 2006; 12(11 Pt 1):3238-3242.

197. Tamm I, Kornblau SM, Segall H, Krajewski S, Welsh K, Kitada S, Scudiero DA, Tudor
G, Qui YH, Monks A, Andreeff M and Reed JC. Expression and prognostic significance of 1AP-
family genes in human cancers and myeloid leukemias. Clinical cancer research : an official
journal of the American Association for Cancer Research. 2000; 6(5):1796-1803.

198. YangL, Cao Z, Yan H and Wood WC. Coexistence of high levels of apoptotic signalling
and inhibitor of apoptosis proteins in human tumor cells: implication for cancer specific therapy.
Cancer research. 2003; 63(20):6815-6824.

199. Luk ISU WY. BIRC6 (Baculoviral 1AP repeat-containing 6). Atlas Genet Cytogenet
Oncol Haematol. 2014.

200. Krajewska M, Krajewski S, Banares S, Huang X, Turner B, Bubendorf L, Kallioniemi
OP, Shabaik A, Vitiello A, Peehl D, Gao GJ and Reed JC. Elevated expression of inhibitor of
apoptosis proteins in prostate cancer. Clinical cancer research : an official journal of the
American Association for Cancer Research. 2003; 9(13):4914-4925.

201. ChaiJ, Du C, Wu JW, Kyin S, Wang X and Shi Y. Structural and biochemical basis of
apoptotic activation by Smac/DIABLO. Nature. 2000; 406(6798):855-862.

202. Fulda S. Promises and Challenges of Smac Mimetics as Cancer Therapeutics. Clinical
cancer research : an official journal of the American Association for Cancer Research. 2015;
21(22):5030-5036.

128



203. Kelly RJ, Thomas A, Rajan A, Chun G, Lopez-Chavez A, Szabo E, Spencer S, Carter
CA, Guha U, Khozin S, Poondru S, Van Sant C, Keating A, Steinberg SM, Figg W and Giaccone
G. A phase I/11 study of sepantronium bromide (YM155, survivin suppressor) with paclitaxel and
carboplatin in patients with advanced non-small-cell lung cancer. Annals of oncology : official
journal of the European Society for Medical Oncology / ESMO. 2013; 24(10):2601-2606.

204. Wagner EG and Simons RW. Antisense RNA control in bacteria, phages, and plasmids.
Annual review of microbiology. 1994; 48:713-742.

205. Vanhee-Brossollet C and Vaquero C. Do natural antisense transcripts make sense in
eukaryotes? Gene. 1998; 211(1):1-9.

206. Yelin R, Dahary D, Sorek R, Levanon EY, Goldstein O, Shoshan A, Diber A, Biton S,
Tamir Y, Khosravi R, Nemzer S, Pinner E, Walach S, Bernstein J, Savitsky K and Rotman G.
Widespread occurrence of antisense transcription in the human genome. Nature biotechnology.
2003; 21(4):379-386.

207.  Stephenson ML and Zamecnik PC. Inhibition of Rous sarcoma viral RNA translation by
a specific oligodeoxyribonucleotide. Proceedings of the National Academy of Sciences of the
United States of America. 1978; 75(1):285-288.

208. Crooke ST. (2007). Antisense Drug Technology: Principles, Strategies, and Applications,
Second Edition: CRC Press).

209. Hong D, Kurzrock R, Kim 'Y, Woessner R, Younes A, Nemunaitis J, Fowler N, Zhou T,
Schmidt J, Jo M, Lee SJ, Yamashita M, Hughes SG, Fayad L, Piha-Paul S, Nadella MV, et al.
AZD9150, a next-generation antisense oligonucleotide inhibitor of STAT3 with early evidence
of clinical activity in lymphoma and lung cancer. Science translational medicine. 2015;
7(314):314ral85.

210. Yamamoto Y, Loriot Y, Beraldi E, Zhang F, Wyatt AW, Nakouzi NA, Mo F, Zhou T,
Kim Y, Monia BP, MacLeod AR, Fazli L, Wang Y, Collins CC, Zoubeidi A and Gleave M.
Generation 2.5 antisense oligonucleotides targeting the androgen receptor and its splice variants
suppress enzalutamide-resistant prostate cancer cell growth. Clinical cancer research : an official
journal of the American Association for Cancer Research. 2015; 21(7):1675-1687.

211. Durig J, Duhrsen U, Klein-Hitpass L, Worm J, Hansen JB, Orum H and Wissenbach M.
The novel antisense Bcl-2 inhibitor SPC2996 causes rapid leukemic cell clearance and immune
activation in chronic lymphocytic leukemia. Leukemia. 2011; 25(4):638-647.

212. Devi GR, Beer TM, Corless CL, Arora V, Weller DL and Iversen PL. In vivo
bioavailability and pharmacokinetics of a c-MY C antisense phosphorodiamidate morpholino
oligomer, AV1-4126, in solid tumors. Clinical cancer research : an official journal of the
American Association for Cancer Research. 2005; 11(10):3930-3938.

213. Crooke ST. Molecular mechanisms of antisense drugs: RNase H. Antisense & nucleic
acid drug development. 1998; 8(2):133-134.

214.  Wu H, Lima WF, Zhang H, Fan A, Sun H and Crooke ST. Determination of the role of
the human RNase H1 in the pharmacology of DNA-like antisense drugs. The Journal of
biological chemistry. 2004; 279(17):17181-17189.

215. Gleave ME and Monia BP. Antisense therapy for cancer. Nature reviews Cancer. 2005;
5(6):468-479.

216. Piao W, Nishina K, Yoshida-Tanaka K, Kuwahara H, Nishina T, Sakata M, Mizusawa H
and Yokota T. Efficient in vivo delivery of antisense oligonucleotide to choroid plexus. Journal
of medical and dental sciences. 2013; 60(1):9-16.

129



217. YuRZ, Kim TW, Hong A, Watanabe TA, Gaus HJ and Geary RS. Cross-species
pharmacokinetic comparison from mouse to man of a second-generation antisense
oligonucleotide, ISIS 301012, targeting human apolipoprotein B-100. Drug metabolism and
disposition: the biological fate of chemicals. 2007; 35(3):460-468.

218. Geary RS. Antisense oligonucleotide pharmacokinetics and metabolism. Expert opinion
on drug metabolism & toxicology. 2009; 5(4):381-391.

219. YuRZ, Grundy JS and Geary RS. Clinical pharmacokinetics of second generation
antisense oligonucleotides. Expert opinion on drug metabolism & toxicology. 2013; 9(2):169-
182.

220. Geary RS, Norris D, Yu R and Bennett CF. Pharmacokinetics, biodistribution and cell
uptake of antisense oligonucleotides. Advanced drug delivery reviews. 2015; 87:46-51.

221. Geary RS, Henry SP and Grillone LR. Fomivirsen: clinical pharmacology and potential
drug interactions. Clinical pharmacokinetics. 2002; 41(4):255-260.

222. Raal FJ, Santos RD, Blom DJ, Marais AD, Charng MJ, Cromwell WC, Lachmann RH,
Gaudet D, Tan JL, Chasan-Taber S, Tribble DL, Flaim JD and Crooke ST. Mipomersen, an
apolipoprotein B synthesis inhibitor, for lowering of LDL cholesterol concentrations in patients
with homozygous familial hypercholesterolaemia: a randomised, double-blind, placebo-
controlled trial. Lancet. 2010; 375(9719):998-1006.

223. Hair P, Cameron F and McKeage K. Mipomersen sodium: first global approval. Drugs.
2013; 73(5):487-493.

224.  Bennett CF and Swayze EE. RNA targeting therapeutics: molecular mechanisms of
antisense oligonucleotides as a therapeutic platform. Annual review of pharmacology and
toxicology. 2010; 50:259-293.

225. Gogtay NJ and Sridharan K. Therapeutic Nucleic Acids: Current clinical status. British
journal of clinical pharmacology. 2016.

226. Saad F, Hotte S, North S, Eigl B, Chi K, Czaykowski P, Wood L, Pollak M, Berry S,
Lattouf JB, Mukherjee SD, Gleave M, Winquist E and Canadian Uro-Oncology G. Randomized
phase Il trial of Custirsen (OGX-011) in combination with docetaxel or mitoxantrone as second-
line therapy in patients with metastatic castrate-resistant prostate cancer progressing after first-
line docetaxel: CUOG trial P-06c. Clinical cancer research : an official journal of the American
Association for Cancer Research. 2011; 17(17):5765-5773.

227. Chi KN, Yu EY, Jacobs C, Bazov J, Kollmannsberger C, Higano CS, Mukherjee SD,
Gleave ME, Stewart PS and Hotte SJ. A phase | dose-escalation study of apatorsen (OGX-427),
an antisense inhibitor targeting heat shock protein 27 (Hsp27), in patients with castration-
resistant prostate cancer and other advanced cancers. Annals of oncology : official journal of the
European Society for Medical Oncology / ESMO. 2016; 27(6):1116-1122.

228. Lelj-Garolla B, Kumano M, Beraldi E, Nappi L, Rocchi P, lonescu DN, Fazli L, Zoubeidi
A and Gleave ME. Hsp27 Inhibition with OGX-427 Sensitizes Non-Small Cell Lung Cancer
Cells to Erlotinib and Chemotherapy. Molecular cancer therapeutics. 2015; 14(5):1107-1116.
229. Hidalgo M, Amant F, Biankin AV, Budinska E, Byrne AT, Caldas C, Clarke RB, de Jong
S, Jonkers J, Maelandsmo GM, Roman-Roman S, Seoane J, Trusolino L and Villanueva A.
Patient-derived xenograft models: an emerging platform for translational cancer research. Cancer
discovery. 2014; 4(9):998-1013.

230. Eirew P, Steif A, Khattra J, Ha G, Yap D, Farahani H, Gelmon K, Chia S, Mar C, Wan
A, Laks E, Biele J, Shumansky K, Rosner J, McPherson A, Nielsen C, et al. Dynamics of

130



genomic clones in breast cancer patient xenografts at single-cell resolution. Nature. 2015;
518(7539):422-426.

231. Wang K, Sanchez-Martin M, Wang X, Knapp KM, Koche R, Vu L, Nahas MK, He J,
Hadler M, Stein EM, Tallman MS, Donahue AL, Frampton GM, Lipson D, Roels S, Stephens
PJ, et al. Patient-derived xenotransplants can recapitulate the genetic driver landscape of acute
leukemias. Leukemia. 2016.

232. Guo S, Qian W, Cai J, Zhang L, Wery JP and Li Q. Molecular pathology of patient
tumors, patient derived xenografts and cancer cell lines. Cancer research. 2016.

233. Bradford JR, Wappett M, Beran G, Logie A, Delpuech O, Brown H, Boros J, Camp NJ,
McEwen R, Mazzola AM, D'Cruz C and Barry ST. Whole transcriptome profiling of patient-
derived xenograft models as a tool to identify both tumor and stromal specific biomarkers.
Oncotarget. 2016; 7(15):20773-20787.

234. Allaway RJ, Fischer DA, de Abreu FB, Gardner TB, Gordon SR, Barth RJ, Colacchio
TA, Wood M, Kacsoh BZ, Bouley SJ, Cui J, Hamilton J, Choi JA, Lange JT, Peterson JD,
Padmanabhan V, et al. Genomic characterization of patient-derived xenograft models established
from fine needle aspirate biopsies of a primary pancreatic ductal adenocarcinoma and from
patient-matched metastatic sites. Oncotarget. 2016; 7(13):17087-17102.

235. Nicolle D, Fabre M, Simon-Coma M, Gorse A, Kappler R, Nonell L, Mallo M, Haidar H,
Deas O, Mussini C, Guettier C, Redon MJ, Brugieres L, Rosa Ghigna M, Fadel E, Galmiche-
Rolland L, et al. Patient-derived xenografts from pediatric liver cancer predict tumor recurrence
and advise clinical management. Hepatology. 2016.

236. Bertotti A, Migliardi G, Galimi F, Sassi F, Torti D, Isella C, Cora D, Di Nicolantonio F,
Buscarino M, Petti C, Ribero D, Russolillo N, Muratore A, Massucco P, Pisacane A, Molinaro L,
et al. A molecularly annotated platform of patient-derived xenografts (“xenopatients™) identifies
HER?2 as an effective therapeutic target in cetuximab-resistant colorectal cancer. Cancer
discovery. 2011; 1(6):508-523.

237. Garrido-Laguna I, Uson M, Rajeshkumar NV, Tan AC, de Oliveira E, Karikari C,
Villaroel MC, Salomon A, Taylor G, Sharma R, Hruban RH, Maitra A, Laheru D, Rubio-
Viqueira B, Jimeno A and Hidalgo M. Tumor engraftment in nude mice and enrichment in
stroma- related gene pathways predict poor survival and resistance to gemcitabine in patients
with pancreatic cancer. Clinical cancer research : an official journal of the American Association
for Cancer Research. 2011; 17(17):5793-5800.

238. Hidalgo M, Bruckheimer E, Rajeshkumar NV, Garrido-Laguna I, De Oliveira E, Rubio-
Viqueira B, Strawn S, Wick MJ, Martell J and Sidransky D. A pilot clinical study of treatment
guided by personalized tumorgrafts in patients with advanced cancer. Molecular cancer
therapeutics. 2011; 10(8):1311-1316.

239. Malaney P, Nicosia SV and Dave V. One mouse, one patient paradigm: New avatars of
personalized cancer therapy. Cancer letters. 2014; 344(1):1-12.

240. Erriquez J, Olivero M, Mittica G, Scalzo MS, Vaira M, De Simone M, Ponzone R,
Katsaros D, Aglietta M, Calogero R, Di Renzo MF and Valabrega G. Xenopatients show the
need for precision medicine approach to chemotherapy in ovarian cancer. Oncotarget. 2016.
241. Ter Brugge P, Kristel P, van der Burg E, Boon U, de Maaker M, Lips E, Mulder L, de
Ruiter J, Moutinho C, Gevensleben H, Marangoni E, Majewski I, Jozwiak K, Kloosterman W,
van Roosmalen M, Duran K, et al. Mechanisms of Therapy Resistance in Patient-Derived

131



Xenograft Models of BRCAL1-Deficient Breast Cancer. Journal of the National Cancer Institute.
2016; 108(11).

242. Chiang YT, Wang K, Fazli L, Qi RZ, Gleave ME, Collins CC, Gout PW and Wang Y.
GATAZ2 as a potential metastasis-driving gene in prostate cancer. Oncotarget. 2014; 5(2):451-
461.

243. Beglyarova N, Banina E, Zhou Y, Mukhamadeeva R, Andrianov G, Bobrov E, Lysenko
E, Skobeleva N, Gabitova L, Restifo D, Pressman M, Serebriiskii G, Hoffman JP, Paz K,
Behrens D, Khazak V, et al. Screening of conditionally reprogrammed patient-derived carcinoma
cells identifies ERCC3-MYC interactions as a target in pancreatic cancer. Clinical cancer
research : an official journal of the American Association for Cancer Research. 2016.

244, Hatem R, El Botty R, Chateau-Joubert S, Servely JL, Labiod D, de Plater L, Assayag F,
Coussy F, Callens C, Vacher S, Reyal F, Cosulich S, Dieras V, Bieche | and Marangoni E.
Targeting mTOR pathway inhibits tumor growth in different molecular subtypes of triple-
negative breast cancers. Oncotarget. 2016.

245.  NiJ, Ramkissoon SH, Xie S, Goel S, Stover DG, Guo H, Luu V, Marco E, Ramkissoon
LA, Kang YJ, Hayashi M, Nguyen QD, Ligon AH, Du R, Claus EB, Alexander BM, et al.
Combination inhibition of PI3K and mTORCL1 yields durable remissions in mice bearing
orthotopic patient-derived xenografts of HER2-positive breast cancer brain metastases. Nature
medicine. 2016; 22(7):723-726.

246. Clermont PL, Crea F, Chiang YT, Lin D, Zhang A, Wang JZ, Parolia A, Wu R, Xue H,
Wang Y, Ding J, Thu KL, Lam WL, Shah SP, Collins CC, Wang Y, et al. Identification of the
epigenetic reader CBX2 as a potential drug target in advanced prostate cancer. Clinical
epigenetics. 2016; 8:16.

247. Akamatsu S, Wyatt AW, Lin D, Lysakowski S, Zhang F, Kim S, Tse C, Wang K, Mo F,
Haegert A, Brahmbhatt S, Bell R, Adomat H, Kawai Y, Xue H, Dong X, et al. The Placental
Gene PEG10 Promotes Progression of Neuroendocrine Prostate Cancer. Cell reports. 2015;
12(6):922-936.

248. Watahiki A, Wang Y, Morris J, Dennis K, O'Dwyer HM, Gleave M, Gout PW and Wang
Y. MicroRNAs associated with metastatic prostate cancer. PloS one. 2011; 6(9):e24950.

249. CreaF, Quagliata L, Michael A, Liu HH, Frumento P, Azad AA, Xue H, Pikor L,
Watahiki A, Morant R, Eppenberger-Castori S, Wang Y, Parolia A, Lennox KA, Lam WL,
Gleave M, et al. Integrated analysis of the prostate cancer small-nucleolar transcriptome reveals
SNORADS5S as a driver of prostate cancer progression. Molecular oncology. 2016; 10(5):693-703.
250. Crea F, Watahiki A, Quagliata L, Xue H, Pikor L, Parolia A, Wang Y, Lin D, Lam WL,
Farrar WL, Isogai T, Morant R, Castori-Eppenberger S, Chi KN, Wang Y and Helgason CD.
Identification of a long non-coding RNA as a novel biomarker and potential therapeutic target
for metastatic prostate cancer. Oncotarget. 2014; 5(3):764-774.

251.  Shultz LD, Schweitzer PA, Christianson SW, Gott B, Schweitzer 1B, Tennent B,
McKenna S, Mobraaten L, Rajan TV, Greiner DL and et al. Multiple defects in innate and
adaptive immunologic function in NOD/LtSz-scid mice. Journal of immunology. 1995;
154(1):180-191.

252.  Shultz LD, Lyons BL, Burzenski LM, Gott B, Chen X, Chaleff S, Kotb M, Gillies SD,
King M, Mangada J, Greiner DL and Handgretinger R. Human lymphoid and myeloid cell
development in NOD/LtSz-scid IL2R gamma null mice engrafted with mobilized human
hemopoietic stem cells. Journal of immunology. 2005; 174(10):6477-64809.

132



253. Cho SY, Kang W, Han JY, Min S, Kang J, Lee A, Kwon JY, Lee C and Park H. An
Integrative Approach to Precision Cancer Medicine Using Patient-Derived Xenografts.
Molecules and cells. 2016; 39(2):77-86.

254. Risbridger GP and Taylor RA. Patient-Derived Prostate Cancer: from Basic Science to
the Clinic. Hormones & cancer. 2016; 7(4):236-240.

255. Ledford H. US cancer institute to overhaul tumour cell lines. Nature. 2016;
530(7591):391.

256. Gao H, Korn JM, Ferretti S, Monahan JE, Wang Y, Singh M, Zhang C, Schnell C, Yang
G, Zhang Y, Balbin OA, Barbe S, Cai H, Casey F, Chatterjee S, Chiang DY, et al. High-
throughput screening using patient-derived tumor xenografts to predict clinical trial drug
response. Nature medicine. 2015; 21(11):1318-1325.

257. Low CGM. The role of BIRC6, a member of the inhibitor of apoptosis protein (IAP)
family, in the survival of human prostate cancer cells. University of British Columbia. 2010;
Retrieved from https://open.library.ubc.ca/cIRcle/collections/24/items/1.0071420 (Original work
published 2010).

258. Gleave M, Miyake H and Chi K. Beyond simple castration: targeting the molecular basis
of treatment resistance in advanced prostate cancer. Cancer chemotherapy and pharmacology.
2005; 56 Suppl 1:47-57.

259. Miyake H, Nelson C, Rennie PS and Gleave ME. Overexpression of insulin-like growth
factor binding protein-5 helps accelerate progression to androgen-independence in the human
prostate LNCaP tumor model through activation of phosphatidylinositol 3'-kinase pathway.
Endocrinology. 2000; 141(6):2257-2265.

260. Rocchi P, So A, Kojima S, Signaevsky M, Beraldi E, Fazli L, Hurtado-Coll A, Yamanaka
K and Gleave M. Heat shock protein 27 increases after androgen ablation and plays a
cytoprotective role in hormone-refractory prostate cancer. Cancer research. 2004; 64(18):6595-
6602.

261. Lopergolo A, Pennati M, Gandellini P, Orlotti NI, Poma P, Daidone MG, Folini M and
Zaffaroni N. Apollon gene silencing induces apoptosis in breast cancer cells through p53
stabilisation and caspase-3 activation. British journal of cancer. 2009; 100(5):739-746.

262. RenJ, Shi M, Liu R, Yang QH, Johnson T, Skarnes WC and Du C. The Birc6 (Bruce)
gene regulates p53 and the mitochondrial pathway of apoptosis and is essential for mouse
embryonic development. Proceedings of the National Academy of Sciences of the United States
of America. 2005; 102(3):565-570.

263. Thomas C, Zoubeidi A, Kuruma H, Fazli L, Lamoureux F, Beraldi E, Monia BP,
MacLeod AR, Thuroff JW and Gleave ME. Transcription factor Stat5 knockdown enhances
androgen receptor degradation and delays castration-resistant prostate cancer progression in
vivo. Molecular cancer therapeutics. 2011; 10(2):347-359.

264. Baca SC, Prandi D, Lawrence MS, Mosquera JM, Romanel A, Drier Y, Park K,
Kitabayashi N, MacDonald TY, Ghandi M, Van Allen E, Kryukov GV, Shoner A, Theurillat JP,
Soong TD, Nickerson E, et al. Punctuated evolution of prostate cancer genomes. Cell. 2013;
153(3):666-677.

265. Chandrasekar T, Yang JC, Gao AC and Evans CP. Targeting molecular resistance in
castration-resistant prostate cancer. BMC Med. 2015; 13:206.

266. Grasso CS, Wu YM, Robinson DR, Cao X, Dhanasekaran SM, Khan AP, Quist MJ, Jing
X, Lonigro RJ, Brenner JC, Asangani IA, Ateeq B, Chun SY, Siddiqui J, Sam L, Anstett M, et al.

133



The mutational landscape of lethal castration-resistant prostate cancer. Nature. 2012;
487(7406):239-243.

267. Robinson D, Van Allen EM, Wu YM, Schultz N, Lonigro RJ, Mosquera JM,
Montgomery B, Taplin ME, Pritchard CC, Attard G, Beltran H, Abida W, Bradley RK, Vinson J,
Cao X, Vats P, et al. Integrative clinical genomics of advanced prostate cancer. Cell. 2015;
161(5):1215-1228.

268. Kumar A, Coleman I, Morrissey C, Zhang X, True LD, Gulati R, Etzioni R, Bolouri H,
Montgomery B, White T, Lucas JM, Brown LG, Dumpit RF, DeSarkar N, Higano C, YU EY, et
al. Substantial interindividual and limited intraindividual genomic diversity among tumors from
men with metastatic prostate cancer. Nature medicine. 2016; 22(4):369-378.

269. Petrioli R, Fiaschi Al, Francini E, Pascucci A and Francini G. The role of doxorubicin
and epirubicin in the treatment of patients with metastatic hormone-refractory prostate cancer.
Cancer treatment reviews. 2008; 34(8):710-718.

270. Lorenzo E, Ruiz-Ruiz C, Quesada AJ, Hernandez G, Rodriguez A, Lopez-Rivas A and
Redondo JM. Doxorubicin induces apoptosis and CD95 gene expression in human primary
endothelial cells through a p53-dependent mechanism. The Journal of biological chemistry.
2002; 277(13):10883-10892.

271. Walia G PK, Simons JW and Soule HR. The 19th annual prostate cancer foundation
scientific retreat. Cancer research. 2013; 73(16):4988-4991.

272. Rodriguez L, Villalobos X, Dakhel S, Padilla L, Hervas R, Hernandez JL, Ciudad CJ and
Noe V. Polypurine reverse Hoogsteen hairpins as a gene therapy tool against survivin in human
prostate cancer PC3 cells in vitro and in vivo. Biochemical pharmacology. 2013; 86(11):1541-
1554,

273. Carrasco RA, Stamm NB, Marcusson E, Sandusky G, Iversen P and Patel BK. Antisense
inhibition of survivin expression as a cancer therapeutic. Molecular cancer therapeutics. 2011;
10(2):221-232.

274.  Amantana A, London CA, lversen PL and Devi GR. X-linked inhibitor of apoptosis
protein inhibition induces apoptosis and enhances chemotherapy sensitivity in human prostate
cancer cells. Molecular cancer therapeutics. 2004; 3(6):699-707.

275. LaCasse EC, Cherton-Horvat GG, Hewitt KE, Jerome LJ, Morris SJ, Kandimalla ER, Yu
D, Wang H, Wang W, Zhang R, Agrawal S, Gillard JW and Durkin JP. Preclinical
characterization of AEG35156/GEM 640, a second-generation antisense oligonucleotide
targeting X-linked inhibitor of apoptosis. Clinical cancer research : an official journal of the
American Association for Cancer Research. 2006; 12(17):5231-5241.

276. Siegel R, Naishadham D and Jemal A. Cancer statistics, 2012. CA: a cancer journal for
clinicians. 2012; 62(1):10-29.

277. Bishr M and Saad F. Overview of the latest treatments for castration-resistant prostate
cancer. Nature reviews Urology. 2013; 10(9):522-528.

278. Lin D, Gout PW and Wang Y. Lessons from in-vivo models of castration-resistant
prostate cancer. Current opinion in urology. 2013; 23(3):214-2109.

279. Hensley P, Mishra M and Kyprianou N. Targeting caspases in cancer therapeutics.
Biological chemistry. 2013; 394(7):831-843.

280. de Almagro MC and Vucic D. The inhibitor of apoptosis (IAP) proteins are critical
regulators of signalling pathways and targets for anti-cancer therapy. Experimental oncology.
2012; 34(3):200-211.

134



281. Bilanges B and Stokoe D. Direct comparison of the specificity of gene silencing using
antisense oligonucleotides and RNAI. The Biochemical journal. 2005; 388(Pt 2):573-583.

282. Krieg A, Correa RG, Garrison JB, Le Negrate G, Welsh K, Huang Z, Knoefel WT and
Reed JC. XIAP mediates NOD signalling via interaction with RIP2. Proceedings of the National
Academy of Sciences of the United States of America. 2009; 106(34):14524-14529.

283. Varfolomeev E, Goncharov T, Fedorova AV, Dynek JN, Zobel K, Deshayes K,
Fairbrother WJ and Vucic D. c-1AP1 and c-1AP2 are critical mediators of tumor necrosis factor
alpha (TNFalpha)-induced NF-kappaB activation. The Journal of biological chemistry. 2008;
283(36):24295-24299.

284. Tigno-Aranjuez JT, Bai X and Abbott DW. A discrete ubiquitin-mediated network
regulates the strength of NOD2 signalling. Molecular and cellular biology. 2013; 33(1):146-158.
285. Zhao J, Tenev T, Martins LM, Downward J and Lemoine NR. The ubiquitin-proteasome
pathway regulates survivin degradation in a cell cycle-dependent manner. Journal of cell science.
2000; 113 Pt 23:4363-4371.

286. Yang C and Novack DV. Anti-cancer IAP antagonists promote bone metastasis: a
cautionary tale. Journal of bone and mineral metabolism. 2013; 31(5):496-506.

287. DaiY, Liu M, Tang W, DeSano J, Burstein E, Davis M, Pienta K, Lawrence T and Xu L.
Molecularly targeted radiosensitization of human prostate cancer by modulating inhibitor of
apoptosis. Clinical cancer research : an official journal of the American Association for Cancer
Research. 2008; 14(23):7701-7710.

288. LuJ, McEachern D, Sun H, Bai L, Peng Y, Qiu S, Miller R, Liao J, Yi H, Liu M, Bellail
A, Hao C, Sun SY, Ting AT and Wang S. Therapeutic potential and molecular mechanism of a
novel, potent, nonpeptide, Smac mimetic SM-164 in combination with TRAIL for cancer
treatment. Molecular cancer therapeutics. 2011; 10(5):902-914.

289. Fulda S, Wick W, Weller M and Debatin KM. Smac agonists sensitize for
Apo2L/TRAIL- or anticancer drug-induced apoptosis and induce regression of malignant glioma
in vivo. Nature medicine. 2002; 8(8):808-815.

290. At CR, Chiorean MV, Heldebrant MP, Gores GJ and Kaufmann SH. Synthetic
Smac/DIABLO peptides enhance the effects of chemotherapeutic agents by binding XIAP and
clAP1 in situ. The Journal of biological chemistry. 2002; 277(46):44236-44243.

291. Houghton PJ, Kang MH, Reynolds CP, Morton CL, Kolb EA, Gorlick R, Keir ST, Carol
H, Lock R, Maris JM, Billups CA and Smith MA. Initial testing (stage 1) of LCL161, a SMAC
mimetic, by the Pediatric Preclinical Testing Program. Pediatric blood & cancer. 2012;
58(4):636-639.

292. LiF, Ackermann EJ, Bennett CF, Rothermel AL, Plescia J, Tognin S, Villa A, Marchisio
PC and Altieri DC. Pleiotropic cell-division defects and apoptosis induced by interference with
survivin function. Nature cell biology. 1999; 1(8):461-466.

293. Cheung HH, Plenchette S, Kern CJ, Mahoney DJ and Korneluk RG. The RING domain
of clAP1 mediates the degradation of RING-bearing inhibitor of apoptosis proteins by distinct
pathways. Molecular biology of the cell. 2008; 19(7):2729-2740.

294. Dias N and Stein CA. Antisense oligonucleotides: basic concepts and mechanisms.
Molecular cancer therapeutics. 2002; 1(5):347-355.

295. Efstathiou E, Titus M, Wen S, Hoang A, Karlou M, Ashe R, Tu SM, Aparicio A,
Troncoso P, Mohler J and Logothetis CJ. Molecular characterization of enzalutamide-treated
bone metastatic castration-resistant prostate cancer. Eur Urol. 2015; 67(1):53-60.

135



296. Watson PA, Arora VK and Sawyers CL. Emerging mechanisms of resistance to androgen
receptor inhibitors in prostate cancer. Nature reviews Cancer. 2015; 15(12):701-711.

297. HuT,WengsS, Tang W, Xue R, Chen S, Cai G, Cai Y, Shen X, Zhang S and Dong L.
Overexpression of BIRC6 Is a Predictor of Prognosis for Colorectal Cancer. PloS one. 2015;
10(5):e0125281.

298. Zhang S, Tang W, Weng S, Liu X, Rao B, Gu J, Chen S, Wang Q, Shen X, Xue R and
Dong L. Apollon modulates chemosensitivity in human esophageal squamous cell carcinoma.
Oncotarget. 2014; 5(16):7183-7197.

299. Luk SU, Xue H, Cheng H, Lin D, Gout PW, Fazli L, Collins CC, Gleave ME and Wang
Y. The BIRC6 gene as a novel target for therapy of prostate cancer: dual targeting of inhibitors
of apoptosis. Oncotarget. 2014; 5(16):6896-6908.

300. Kuruma H, Matsumoto H, Shiota M, Bishop J, Lamoureux F, Thomas C, Briere D, Los
G, Gleave M, Fanjul A and Zoubeidi A. A novel antiandrogen, Compound 30, suppresses
castration-resistant and MDV3100-resistant prostate cancer growth in vitro and in vivo.
Molecular cancer therapeutics. 2013; 12(5):567-576.

301. Bishop JL, Sio A, Angeles A, Roberts ME, Azad AA, Chi KN and Zoubeidi A. PD-L1 is
highly expressed in Enzalutamide resistant prostate cancer. Oncotarget. 2015; 6(1):234-242.
302. Edgar R, Domrachev M and Lash AE. Gene Expression Omnibus: NCBI gene expression
and hybridization array data repository. Nucleic Acids Res. 2002; 30(1):207-210.

303. Subramanian A, Tamayo P, Mootha VK, Mukherjee S, Ebert BL, Gillette MA, Paulovich
A, Pomeroy SL, Golub TR, Lander ES and Mesirov JP. Gene set enrichment analysis: a
knowledge-based approach for interpreting genome-wide expression profiles. Proceedings of the
National Academy of Sciences of the United States of America. 2005; 102(43):15545-15550.
304. Buonerba C and Di Lorenzo G. Is in vitro-acquired resistance to enzalutamide a useful
model? Future Oncol. 2014; 10(16):2551-2553.

305. Nguyen HG, Yang JC, Kung HJ, Shi XB, Tilki D, Lara PN, Jr., DeVere White RW, Gao
AC and Evans CP. Targeting autophagy overcomes Enzalutamide resistance in castration-
resistant prostate cancer cells and improves therapeutic response in a xenograft model.
Oncogene. 2014; 33(36):4521-4530.

306. Kato M, Banuelos CA, Imamura Y, Leung JK, Caley DP, Wang J, Mawji NR and Sadar
MD. Co-targeting Androgen Receptor Splice Variants and mTOR signalling pathway for the
Treatment of Castration-Resistant Prostate Cancer. Clinical cancer research : an official journal
of the American Association for Cancer Research. 2015.

307. Carver BS, Chapinski C, Wongvipat J, Hieronymus H, Chen Y, Chandarlapaty S, Arora
VK, Le C, Koutcher J, Scher H, Scardino PT, Rosen N and Sawyers CL. Reciprocal feedback
regulation of PI3K and androgen receptor signalling in PTEN-deficient prostate cancer. Cancer
cell. 2011; 19(5):575-586.

308. Mulholland DJ, Tran LM, Li Y, Cai H, Morim A, Wang S, Plaisier S, Garraway IP,
Huang J, Graeber TG and Wu H. Cell autonomous role of PTEN in regulating castration-
resistant prostate cancer growth. Cancer cell. 2011; 19(6):792-804.

309. Zhang L, Altuwaijri S, Deng F, Chen L, Lal P, Bhanot UK, Korets R, Wenske S, Lilja
HG, Chang C, Scher HI and Gerald WL. NF-kappaB regulates androgen receptor expression and
prostate cancer growth. Am J Pathol. 2009; 175(2):489-499.

310. GeC, Chel, Ren]J, Pandita RK, Lu J, Li K, Pandita TK and Du C. BRUCE regulates
DNA double-strand break response by promoting USP8 deubiquitination of BRIT1. Proceedings

136



of the National Academy of Sciences of the United States of America. 2015; 112(11):E1210-
1219.

311. Mita AC, Mita MM, Nawrocki ST and Giles FJ. Survivin: key regulator of mitosis and
apoptosis and novel target for cancer therapeutics. Clinical cancer research : an official journal of
the American Association for Cancer Research. 2008; 14(16):5000-5005.

312.  Altieri DC. Survivin, versatile modulation of cell division and apoptosis in cancer.
Oncogene. 2003; 22(53):8581-8589.

313. Revenko AS, Ross SJ, Hanson LL, Ellston R, May C, Pandey SK, Buckett LK, Klein SK,
Revill M, Hudson K, Monia BP, Blakey DC, Lyne P and MacLeod AR. Abstract PR12:
Discovery and preclinical evaluation of cEt-modified KRAS antisense oligonucleotide inhibitors.
American Association for Cancer Research. 2015; 14(12 Supplement 2):PR12-PR12.

314. Wahlestedt C, Salmi P, Good L, Kela J, Johnsson T, Hokfelt T, Broberger C, Porreca F,
Lai J, Ren K, Ossipov M, Koshkin A, Jakobsen N, Skouv J, Oerum H, Jacobsen MH, et al.
Potent and nontoxic antisense oligonucleotides containing locked nucleic acids. Proceedings of
the National Academy of Sciences of the United States of America. 2000; 97(10):5633-5638.

137



