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Simple Summary: High-grade serous ovarian cancer (HGSOC) is the most frequent and lethal form
of ovarian cancer and is associated with homologous recombination deficiency (HRD) in 50% of
cases. This specific alteration is associated with sensitivity to PARP inhibitors (PARPis). Despite vast
prognostic improvements due to PARPis, current molecular assays assessing HRD status suffer from
several limitations, and there is an urgent need for a more accurate evaluation. In these companion
reviews (Part 1: Technical considerations; Part 2: Medical perspectives), we develop an integrative
review to provide physicians and researchers involved in HGSOC management with a holistic
perspective, from translational research to clinical applications.

Abstract: High-grade serous ovarian cancer (HGSOC), the most frequent and lethal form of ovarian
cancer, exhibits homologous recombination deficiency (HRD) in 50% of cases. In addition to mutations
in BRCA1 and BRCA2, which are the best known thus far, defects can also be caused by diverse
alterations to homologous recombination-related genes or epigenetic patterns. HRD leads to genomic
instability (genomic scars) and is associated with PARP inhibitor (PARPi) sensitivity. HRD is currently
assessed through BRCA1/2 analysis, which produces a genomic instability score (GIS). However,
despite substantial clinical achievements, FDA-approved companion diagnostics (CDx) based on
GISs have important limitations. Indeed, despite the use of GIS in clinical practice, the relevance of
such assays remains controversial. Although international guidelines include companion diagnostics
as part of HGSOC frontline management, they also underscore the need for more powerful and
alternative approaches for assessing patient eligibility to PARP inhibitors. In these companion
reviews, we review and present evidence to date regarding HRD definitions, achievements and
limitations in HGSOC. Part 1 is dedicated to technical considerations and proposed perspectives that
could lead to a more comprehensive and dynamic assessment of HR, while Part 2 provides a more
integrated approach for clinicians.

Keywords: high-grade serous ovarian cancer; homologous recombination deficiency; BRCA; genomic
scars; HRD assays; PARP inhibitors

1. Introduction

High-grade serous ovarian cancer (HGSOC) is the most frequent and lethal form of
epithelial ovarian cancer (EOC) [1]. Despite substantial improvement in the clinical man-
agement of HGSOC, the all-stage 5-year overall survival (OS) rate remains at approximately
40% [2–4]. Thus, a better understanding of this disease is urgently required, from molecular
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deciphering to new therapeutic molecules. As such, a novel class of molecules, called
polyadenosine diphosphate-ribose polymerase (PARP) inhibitors, emerged during the last
decade. PARP inhibitors (PARPis) are based on homologous recombination deficiency
(HRD), a molecular alteration that affects approximately 50% of HGSOC cases. In parallel
with PARPi development, HRD assays have been developed to provide clinicians with
accurate estimates of homologous recombination status. As such, PARPis, coupled with
HRD assays, led to substantial improvements in HGSOC prognosis [5].

However, HRD assays remain controversial, notably due to their technical and med-
ical relevance [6,7]. By bridging the gap between molecular and clinical considerations,
these companion reviews will present the evidence to date regarding HRD definitions,
achievements and limitations in EOC, with the aim of providing physicians and researchers
involved in HGSOC management with a holistic perspective, from translational research to
clinics. Part 1 focuses on molecular and technical considerations, describing: 1. the main
components of HRD through a dichotomic approach (i.e., causes and consequences);
2. the rationale, development and technical performance of current HRD assays; and 3. the
limitations inherent to current HRD assays and the axes of research and proposed perspec-
tives that could lead to a more comprehensive and dynamic assessment of HRD, with the
aim of improving its predictive value. The companion paper (Part 2) focuses on clinical
considerations and, notably, the impact of PARPis in the clinic.

2. From Ovarian Cancer Genetics to Homologous Recombination Defects
2.1. HGSOC Predispositions: Germline Alterations and Affected Pathways

Discoveries in observational studies and family studies led to the determination of
genetic factors involved in EOC risk, notably those associated with the so-called hereditary
breast and ovarian cancer (HBOC) syndrome caused by germline mutations in BRCA1 or
BRCA2 (BRCA1/2). Based on The Cancer Genome Atlas (TCGA) database, it is estimated
that 15–20% of HGSOC patients carry a germline mutation in BRCA1/2 genes, leading to a
cumulative risk of developing EOC by the age of 80 years of 44% and 17%, respectively,
versus 1.4% in the general population [8,9]. BRCA1 mutation carriers exhibit OC at a
younger age than BRCA2 mutation carriers. The high prevalence of BRCA1/2 mutations
led to the formulation of international guidelines to integrate genetic testing, or at least
genetic counseling, upon EOC diagnosis, particularly in the context of a familial history of
OC [10–13]. Furthermore, prophylactic risk-reducing bilateral salpingo-oophorectomy has
been shown to be an effective prevention strategy in germline BRCA1/2 carriers [14]. It also
should be noted that BRCA2 germline mutation increases the risk of prostate and pancreatic
cancers [8,13]. A few cases of constitutive epimutations (i.e., aberrant hypermethylation) of
the BRCA1 promoter have been reported [15,16]. Other germline mutations have also been
described, such as RAD51C, RAD51D, PALB2, BARD1 or BRIP1, representing a cumulative
frequency of approximately 5% [17,18]. Notably, inherited mutations in mismatch repair
genes (mainly hMLH1, hMSH2, hMSH6 and PMS2), which lead to Lynch syndrome, are also
known to increase the risk of OC, although they mainly exhibit endometrioid histology [19].
Beyond germline alterations, EOC depends on a few crucial pathways. Indeed, TP53
(which encodes the tumor suppressor p53) is mutated in approximately 96% of HGSOC
cases and is considered an early event and driver mutation of cancer progression [20,21].
Data from TCGA have shown recurrent mutations in a restricted set of genes: BRCA1,
BRCA2, NF1, RB1 and CDK12 [9]. Furthermore, HGSOC is also characterized by frequent
chromosomal instability through DNA gain/loss, leading to tumor suppressor gene (TSG)
loss and oncogene amplification [22].

Strikingly, several genes altered in HGSOC are involved in DNA repair through the
homologous recombination (HR) process. Briefly, single-strand breaks (SSB) are processed
through the base excision repair (BER) mechanism, mainly involving PARP proteins (of
whom PARP1 is the most characterized). When facing double-strand break (DSB), cells will
use different repair mechanisms: homologous recombination (HR), non-homologous end
joining (NHEJ) and microhomology-mediated end joining (MMEJ). While the HR process
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leads to faithful DNA repair by using a homologous template, end resects are directly
ligated by NHEJ, potentially leading to small insertions/deletions (indels). MMEJ also
leads to specific indels, which are longer than the ones occurring during NHEJ [23].

2.2. BRCA1 and BRCA2: Key Players in EOC

At the genetic level, alterations to BRCA1 and BRCA2 are the most frequent and
best -characterized alterations in the HR pathway. Indeed, both germline and somatic
deleterious mutations in BRCA1/2 genes (referred to as gBRCA* and sBRCA*, respectively)
have been shown to promote HGSOC [9,24]. BRCA1/2 play key roles in genome integrity
maintenance and their alteration are an early event in the EOC carcinogenetic process;
indeed, the loss of the first allele of BRCA1 (or BRCA2) is a facilitating event for TP53
loss, both of them leading to EOC development [25]. The most frequent and well-known
alterations are short mutations in BRCA1/2 genes, leading to coding sequence disruption
(through missense, nonsense or frameshift mutations) that subsequently inactivate proteins
or result in dominant-negative mutations [26]. According to the two-hit Knudson hypoth-
esis, in the context of gBRCA*, all the cells in the patient already carry an inactive copy
of BRCA (the first hit); thus, the loss of the second allele (the second hit), which mainly
occurs through loss of heterozygosity (LOH), is the only step needed to produce HRD [27].
In contrast, patients without gBRCA* need two hits to develop HRD. gBRCA1* and gBRCA2*
are estimated to occur in 8% and 6% of HGSOC cases, respectively. Furthermore, sBRCA1*
and sBRCA2* are found in an additional 4% and 3% of cases, respectively [9,28]. Notably,
it has been suggested that BRCA1 haploinsufficiency due to gBRCA1* could be sufficient
to initiate tumorigenesis through the TP53 mutation, without needing a second hit [29].
This hypothesis is supported by the fact that retention of the normal allele (i.e., absence of
LOH) has been reported to occur in 7% and 16% of HGSOC cases that carry gBRCA1* or
gBRCA2*, respectively [30]. Nevertheless, in the context of sBRCA*, LOH is considered to
be near-universal; additionally, a few studies have reported that short mutations could be
an alternative second hit [31,32].

Recently, multimegabase large rearrangements (LRs) at the BRCA1/2 loci have been
suggested to lead to HRD, accounting for approximately 16% of patients [33]. Owing to
their different structures, the BRCA1 and BRCA2 proteins exhibit distinct functions in the
cell. Aside from HR, in which the role of BRCA2 remains unclear, BRCA1 exhibits a variety
of functions in the cell, such as cell cycle regulation, chromatin remodeling, replication fork
protection and apoptosis [34,35].

In addition to direct alterations to DNA sequences, epigenetic mechanisms can also
lead to loss of expression of BRCA1. Indeed, BRCA1 promoter methylation (-CpG+) has
been characterized for decades [36]. Data from TCGA revealed that the BRCA1-CpG+
mechanism leads to HRD in approximately 11% of HGSOC cases [9]. According to a meta-
analysis based on 16 studies, BRCA1-CpG+ is found in approximately 16% of EOCs [37].
A recent study, which analyzed 88 EOCs, found BRCA1-CpG+ and BRCA2-CpG+ in 19.3%
and 4.6% of the cases, respectively [38]. This latter finding could imply that BRCA2-CpG+ is
a cause of HRD, although it has been classically considered a quite rare event. Interestingly,
BRCA mutations and BRCA1-CpG+ are almost mutually exclusive [9].

2.3. Beyond BRCA: The BRCAness Concept

Although initially described with BRCA1/2*, HRD was later characterized in the con-
text of wild-type BRCA (BRCAwt); therefore, the so-called “BRCAness” phenotype, encom-
passing any HRD not caused by a direct BRCA alteration, was identified [39]. In BRCAwt,
biallelic mutations in HR genes that lead to BRCAness have been described. They represent
approximately 5% of cases and mainly concern mutations to RAD51C, RAD51D, BRIP1 and
PALB2 [40–42]. In addition to point mutations, LRs that affect genes other than BRCA1/2,
such as RAD50 and NBS1, have been reported [43]. Furthermore, HRD can be the conse-
quence of EMSY (a BRCA2-interacting transcriptional repressor) amplification, an alteration
found in approximately 5% of cases [44,45]. Notably, a specific subset of HGSOC cases
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exhibits CCNE1 amplification, a molecular carcinogenetic pathway associated with HR
proficiency and a poor prognosis [46].

In addition to BRCAness due to genetic mutations, promoter methylation in other
HR genes, such as RAD51C and PALB2, has been described in HGSOC [26,47]. Apart
from protein-coding RNAs, the role that microRNAs (miRNAs), typically studied in the
regulation of gene expression through translation inhibition and mRNA degradation, play
in the carcinogenetic process has begun to emerge, with specific miRNA signatures asso-
ciated with OC [48,49]. Deregulation of some miRNAs, such as miR-509-3p and miR-211,
through HR inhibition, has been implicated in platinum-sensitive (Pt-S) cancers [50,51].
Long noncoding RNAs (lncRNAs), which exhibit a wide range of physiological functions,
such as transcription regulation and scaffolding within cells, have been linked to OC
risk, carcinogenesis and prognosis [52,53]. For instance, PCAT-1 leads to HRD in prostate
cancer by suppressing BRCA2 [54]. Although several lncRNAs have been shown to be
involved in HR, their actual etiologic impact on HRD still needs to be assessed in EOC [55].
Interestingly, it has been suggested that miRNA and lncRNAs deregulations are caused by
alterations in methylation, implying crosstalk between these two epigenetic processes.

Chromatin dynamics rely mainly on posttranslational modifications (PTMs), nucle-
osome positioning and spatial genome organization; these modifications are involved
in complex crosstalk with DNA methylation [56]. Currently, there is no clinical proof
that such epigenetic modifications can directly lead to HRD in the context of OC [57].
However, as chromatin can act as a gene silencer and a barrier to efficient DNA repair,
it appears plausible that chromatin remodeling could partly explain (or at least participate
in) HRD in OC [58]. Indeed, several histone PTMs have been described in the context of
DSBs, notably participating in the selection between the HR and NHEJ pathways [59,60].
Interestingly, H2AX phosphorylation at serine 139 (the so-called γ-H2AX) is considered
the hallmark of DSBs [61]. H4K16 acetylation and H3K36 trimethylation act synergistically
and are required for HR after a DSB; loss of these markers leads to inefficient HR [62,63].
Bromodomain-containing protein 9 (BRD9), which has been shown to be mutated in EOC,
is essential for acetylation of RAD54 and its interaction with RAD54 is likewise necessary
for efficient HR [64].

In conclusion, although not easily translatable to routine clinical practice, many of the
intricate epigenetic mechanisms involved in HR and its deficiency have been described
thus far.

2.4. Consequences of HRD

Owing to the democratization of next-generation sequencing (NGS), intensive onco-
logical research has been conducted to investigate correlations between specific cancer
types and distinct sets of DNA alterations (the “mutation signature”). In addition to his-
tomolecular correlations, data on specific carcinogens (e.g., tobacco smoke) and tumor
aggressiveness have led to molecular classifications [65,66]. Thus, the consequences of
HRD can be classified into three different categories: DNA alterations, epigenetic markers
and functional phenotypes (Figure 1).
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oncogenic lesions responsible for multiple genetic (blue squares) and epigenetic (green squares) 
events characterizing tumor progression and defining PARPi sensitivity and survival enhancement 
(black squares). Signature 3 refers to a specific base substitution pattern, which is the consequence 
of HRD. Abbreviations are as follows: HRD: homologous recombination deficiency; LOH: loss of 
heterozygosity; LST: large-scale transition; MMEJ: microhomology-mediated end-joining; OS: over-
all survival; PFS: progression-free survival; PARPi: poly (adenosine diphosphate-ribose) polymer-
ase inhibitor; PTM: posttranslational modification; TAI: telomere allelic imbalance. 
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to the other defined signatures, the BRCA1/2*-associated signature exhibits a relatively 
equal distribution of different base substitutions (i.e., transitions and transversions) that 
are quite homogeneous across the gene. Furthermore, it is characterized by a high number 
of microhomology-mediated deletions, which are consequences of HRD and the compen-
satory use of the MMEJ mechanism. Interestingly, BRCA1/2* leads to a seven-fold increase 
in base mutagenesis through HRD, thus promoting oncogenesis and intratumoral heter-
ogeneity [70]. In addition to BRCA alterations, signature 3 has been observed in other HR-
related genes, leading to a BRCAness molecular signature [71–73]. Notably, this signature 
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Figure 1. Genomic instability as a consequence of HRD. HRD shows genomic instability and pro-
oncogenic lesions responsible for multiple genetic (blue squares) and epigenetic (green squares)
events characterizing tumor progression and defining PARPi sensitivity and survival enhancement
(black squares). Signature 3 refers to a specific base substitution pattern, which is the consequence
of HRD. Abbreviations are as follows: HRD: homologous recombination deficiency; LOH: loss of
heterozygosity; LST: large-scale transition; MMEJ: microhomology-mediated end-joining; OS: overall
survival; PFS: progression-free survival; PARPi: poly (adenosine diphosphate-ribose) polymerase
inhibitor; PTM: posttranslational modification; TAI: telomere allelic imbalance.

2.4.1. Genetics

DNA alterations can be divided into two classes: microlesions (affecting a single to a
few nucleotides) and macrolesions (affecting larger DNA regions, up to megabases). At the
microlesional scale, BRCA alterations (caused by gBRCA1/2*, sBRCA1/2* or BRCA1-CpG+)
lead to a specific base substitution pattern, named “signature 3” [67–69]. In contrast to
the other defined signatures, the BRCA1/2*-associated signature exhibits a relatively equal
distribution of different base substitutions (i.e., transitions and transversions) that are
quite homogeneous across the gene. Furthermore, it is characterized by a high number of
microhomology-mediated deletions, which are consequences of HRD and the compensatory
use of the MMEJ mechanism. Interestingly, BRCA1/2* leads to a seven-fold increase in
base mutagenesis through HRD, thus promoting oncogenesis and intratumoral heterogene-
ity [70]. In addition to BRCA alterations, signature 3 has been observed in other HR-related
genes, leading to a BRCAness molecular signature [71–73]. Notably, this signature is not
present in the context of incomplete inactivation of HR-related genes [35].

At the (sub)chromosomal scale, HRD leads to gross rearrangements and aberra-
tions [74]. Several types of LR have been described as consequences of HRD. Branded with
the generic term “genomic scars”, they constitute a permanent fingerprint of HRD-related
global genomic instability [75]. The literature tends to use “mutational signatures” and
“genomic scars” to refer to microlesions and macrolesions, respectively; however, these
are interchangeable. HRD leads to a specific panel of copy number alterations through
deletions, duplications, inversions and translocations. Indeed, BRCA1/2* breast tumors
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exhibit a specific genomic profile in array comparative genomic hybridization (aCGH),
a profile that can also be found in tumors that exhibit BRCAness [76,77].

More precisely, three types of alterations are enriched in tumors with HRD: LOH,
large-scale state transitions (LSTs) and telomere allelic imbalance (TAI). Stricto sensu, LOH
is an allelic imbalance (i.e., loss of equilibrium between paternal and maternal alleles); it can
be either “copy defective” (i.e., a simple loss of one of the alleles and subsequent haploidy
in a given locus) or “copy neutral” (i.e., no loss of diploidy) [78]. In the context of HRD,
LOH refers to deletions >15 megabases (Mb) but less than a whole chromosome [79]. TAI is
defined as an allelic imbalance >11 Mb in subtelomeric regions [80]. Conversely, LST refers
to an allelic imbalance >10 Mb in size between adjacent genomic regions, a phenomenon
caused by translocations and insertions/deletions [81]. Notably, in the context of HRD,
these alterations are found across the genome, and their global enrichment is reflected in
the global genomic instability score (GIS) [82].

2.4.2. Epigenetic Markers

In addition to genetic alterations, HRD is also associated with epigenetic alterations.
However, the link between cause and consequence is harder to establish for epigenetic
alterations. Indeed, the different HRD-related epigenetic alterations can precede, maintain
or occur after an HRD phenotype develops.

The simplest layer of epigenetics is based on specific gene expression profiles (GEPs),
secondary to DNA mutations [83]. Most of the studies assessing epigenetics to date have
been performed in the context of BRCA*. Seminal studies have shown specific GEPs
are associated with BRCA* tumors, with a distinct panel depending on the gene affected
(BRCA1* versus BRCA2*) and on the etiology (germinal versus sporadic); intriguingly,
a partial overlap exists among these and a subset of BRCAwt HGSOC cases, suggesting a
common HRD-associated GEP [84–86]. A 60-gene-specific panel associated with BRCAness
has been described [87]. Specifically, HRD exhibits a distinct core GEP [88]. Notably, in the
context of gBRCA1*, even healthy fallopian tissue exhibits a specific GEP, suggesting an
epigenome-modifying influence [89,90]. The partial divergence observed between BRCA1*
and BRCA2* tumors probably relies on the pleiotropic function of BRCA1, which is not
restricted to DSB management [91,92].

Several epigenetic markers have been associated with HRD. Importantly, BRCA1 has
been shown to negatively regulate Polycomb-repressive complex 2, a major chromatin
remodeling enzyme involved in stem cell-state maintenance through transcriptional re-
pression of histone H3K27 trimethylation [93,94]. Following HRD, tumors exhibit specific
PTMs, with lower levels of H4K12/16-acetylation and overexpression of histone deacety-
lase 6 [95,96]. In patients with gBRCA1/2*, apparently “normal” fallopian tissue still carries
a reprogrammed epigenome with a specific methylome [97]. The inefficiency of HR leads to
a lack of RAD51 recruitment at DSB sites (the so-called “RAD51 foci”) [98,99]. Furthermore,
a subnetwork of 30 co-expressed proteins distinguishes HRD versus non-HRD HGSOC [96].

2.4.3. Functional Consequences

At the functional level, HRD tumors are metabolically distinct; indeed, they rely more
on oxidative phosphorylation than glycolysis [100]. Owing to error-prone DSB processing,
HRD tumors have a higher tumor mutational burden (TMB), neoantigen load and HLA-
I expression [101]. This is in accordance with the increase in tumor-infiltrating CD8+
lymphocytes and the higher expression of PD-1/PD-L1 proteins observed in BRCA1/2*
HGSOC, reflecting an “immunologically hot” phenotype [102].

Clinically, HRD tumors tend to be more sensitive to platinum-based regimens and
PARPis, although differences exist depending on the underlying HRD mechanism [98,103].
Platinum-based treatments mainly rely on DSB generation via crosslinks with DNA,
a phenomenon that is highly toxic to cells in the context of HRD [104]. In terms of PARPis,
the sensitivity of HRD tumors is based on their synthetic lethality (SL). This concept relies
on the fact that cancer cells harbor gene defects that are not lethal per se, but that become
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lethal when combined with a defect in another gene [105]. When using PARPis, SL occurs
because of the inability of HRD tumors to manage DSBs. Some PARPs (a large family of
17 proteins that participates in several cellular pathways through the ADP-ribose PTM and
whose deregulation is implicated in carcinogenesis) are involved in DNA repair. PARP1,
which is the most characterized PARP, plays a key role in SSB repair mainly through BER,
although its role in MMEJ has recently been described [106,107]. Consequently, PARPis
impairs the BER pathway, leading to SSB accumulation and progression to DSBs. In HR-
proficient cells, these DSBs will be processed, allowing continued cell viability. In contrast,
HRD cells accumulate DSBs, ultimately leading to apoptosis. Interestingly, recent studies
have shown that PARPis have other roles, such as stalling the replication fork, stalling or
trapping PARP1 on DNA (leading to protein-DNA adducts) and subsequent cell death
in HRD cells [108]. In the context of HGSOC, seminal studies showed both in vivo and
in vitro a specific SL occurring with PARPis in a BRCA-deficient context [109,110]. Subse-
quently, this breakthrough class of agents started to emerge in randomized clinical trials
with substantial improvements in patients with HRD HGSOC, leading to approval of
three molecules to date: olaparib, niraparib and rucaparib. Clinical considerations will
be developed in Part 2 of this review. Noteworthy, HRD HGSOC spontaneously tends
to have improved progression-free survival (PFS) and OS, which is in part due to better
treatment responses [111].

Consequently, an accurate evaluation of the HRD status of cases remains essential,
for both prognosis and theranostics.

3. HRD Companion Assays in Clinical Practice

Owing to the potent impact of HRD status on HGSOC management, several assays
have been developed for HRD evaluation; while some have been used in research thus
far, others are currently used as “companion diagnostic” (CDx) assays prior to PARPi
prescription. This section will focus on clinically validated and/or routinely used tests
(Table 1), while tests currently under investigation will be discussed in the fourth part of
this review. This review will only focus on technical considerations (performances and
limitations of each test), while the clinical considerations (i.e., the relevance of evaluating
HRD status as a biomarker for PARPi prescription and response) will be detailed in the
related paper. To date, three CDx assays have currently received FDA approval for OC [112].
HRD evaluation mainly relies on two strategies (following the cause versus consequences
dichotomy): searching for mutations in HR-related genes (mainly BRCA*; the causes of
HRD) and/or the presence of “genomic scars” (the consequences of HRD).
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Table 1. Current FDA-approved CDx for HRD evaluation in ovarian cancer.

CDx
Test

Sample
Requirement

BRCA1/2
Analyses 1

BRCA1/2 Technical
Concerns

and Limits of Detection
(LOD) 1

GIS
Evaluation

1

GIS
LOD 1

HRD +
Cutoff 1

Cost
(in $)

FDA
Approvals

BRACAnalysis®

(MG)
• 5–7 mL (blood) • gBRCA

• Targeting:
- full coding sequence
- flanking regions

• PCR + Sanger on AB®

ABI3730 (SNV, indels)

•Multiplex PCR with
BART® pipeline (LR)

• sBRCA* are not detected

• Less detected alterations:
- LR
- deletions > 40 bp
- insertions > 10 bp

NA NA NA 0–295 2 • 2014: OC with ≥3 L
→ OLA (gBRCA*)

• 2018: aEOC in P/CR
→OLA (1Lm; gBRCA*)

• 2018: rEOC if ≥2 L
→ RUCA (gBRCA*)

MyChoice®

(MG)
• FFPE

• Block/≥10 slides

• ≥25 mm2

• ≥20% tumor cells

• DNA: 30–200 ng

• tBRCA

• Hybridization-based
capture + NGS

• Illumina® HiSeq2500

• Customized pipeline:
- Indels
- SNV
- LR (exons + promoters)

• No distinction between
sBRCA* and gBRCA*

• Less detected alterations:
- indels > 25 bp
- whole gene deletions

• Allele frequency LOD’s:
- ≈7% (SNV)
- ≈6% (<10 bp indels)
- ≈30% (≥3 exons LR)
- ≈50% (1–2 exons LR)

Pangenomic
LST+LOH

+TAI

≥30% GIS ≥ 42
and/or
tBRCA*

4040 • 2019: rEOC (≥3 L/Pt-s)
→ NIRA (HRD+)

• 2020: aEOC in C/PR
→OLA + bevacizumab
(1Lm; HRD+)

FoundationOne® 3

(FM)
• FFPE

• Block/≥10 slides

• ≥25 mm2

• ≥20% tumor cells

•DNA: 50–1000 ng

• tBRCA

• Hybridization-based
capture + NGS

• Illumina® HiSeq4000

• Customized pipeline:
- Indels
- SNV
- LR (coding exons)
- Rearrangements

• No distinction between
sBRCA* and gBRCA*

• Poorly detected
alterations:
- >13 bp indels
- polyT regions
- specific LR (≥1 exon
indels, inversions,
transversions, HD)

• Allele frequency LOD’s:
- ≈6% (SNV, ≥12 bp indels
in non-repetitive regions)
- ≈15% (homopolymer
regions)
- ≈8% (BRCA2 HD)
- ≈20% (rearrangements)

Pangenomic
LOH

≥35% LOH≥ 16
and/or
tBRCA*

5800 • 2016: rEOC with≥2L 4

→ RUCA (tBRCA*)

• 2018: aEOC in P/CR
→ OLA (1Lm; tBRCA*)

• 2018: rEOC in C/PR 5

→ RUCA (2Lm)

Abbreviations are as follows: 1Lm = first-line maintenance; 2Lm = second-line maintenance; ≥2 L = 2 or more
previous lines of chemotherapy; ≥3 L = 3 or more previous lines of chemotherapy; aEOC = advanced epithe-
lial ovarian cancer (including primitive peritoneal and fallopian tube cancers); CDx = companion diagnostic;
C/PR = complete/partial response to platinum-based chemotherapy; FFPE = formalin-fixed paraffin-embedded;
FM = FoundationMedicine; gBRCA = germline BRCA; GIS = genomic instability score; HD: homozygous deletion;
HRD (+) = homologous recombination deficiency (positive); LOH = loss of heterozygosity; MG = MyriadGe-
netics; NA = not applicable; NIRA: niraparib; OC = ovarian cancer; OLA: olaparib; Pt-s = platinum-sensitive;
rEOC = recurrent epithelial ovarian cancer (including primitive peritoneal and fallopian tube cancers); RUCA:
rucaparib; tBRCA = tumoral BRCA. Nota bene: 1 data is presented according to the technical information pro-
vided by the manufacturers and laboratory validation studies; complementary technical information, particularly
for clinical validation studies, is provided within the text. 2 The cost of BRACAnalysis® CDx is highly depen-
dent on medical insurance coverage in the USA. 3 The F1-CDx also detects microlesions and macrolesions in
324 genes, selected gene rearrangements, and MSI and TMB. 4 In this context, FoundationOne Liquid CDx
(performed on a whole blood sample) is also FDA-approved but does not provide LOH evaluation. 5 In this
context, rucaparib is not biomarker-driven, but a positive HRD status is predictive of its efficacy and indicates
improved progression-free survival.

3.1. BRCA Mutations

Currently, the mutation statuses of BRCA1 and BRCA2 can be either evaluated through
gene-specific (i.e., BRCA1/2 targeted sequencing) or multipanel testing, the latter detecting
potently targetable non-BRCA alterations. Based on central sequencing confirmation,
the gBRCA tests provided by different companies have been shown to produce reliable
results concerning molecular alterations, with a concordance of >95% [113]. The rate of
variants of unknown significance (VUS), which was originally 84% during initial BRCA
testing development, has dropped to approximately 10% due to VUS reclassification
and refinement, notably through the Consortium of Investigators of Modifiers of BRCA
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(CIMBA) [114]. However, non-BRCA HR-related genes, when used in some randomized
controlled trials (RCTs) evaluating PARPis or Pt-S in HGSOC, have produced conflicting
results and are currently under investigation [11,12,40,42].

Depending on the context, BRCA analysis can be performed either in blood samples
(i.e., constitutive) or directly within the tumor (tBRCA). While detection of gBRCA* in blood
samples generally implies altered BRCA within the tumor, the presence of a mutation within
the tumor (i.e., tBRCA*) from formalin-fixed paraffin-embedded tissue (FFPE) can be due
either to sBRCA* or gBRCA*. Current international guidelines and practices recommend
tBRCA* testing, at a minimum, for newly diagnosed HGSOC, though systematic gBRCA
evaluation recommendations vary between guidelines [10,11,22,115,116].

As gBRCA* represents the vast majority of tBRCA* and has important implications for
the hereditary risk of breast and ovarian cancers (HBOC) and screening of patient relatives,
current guidelines systematically recommend referral to genetic counseling upon tBRCA*
detection [11,12,115,116]. Evaluation of gBRCA needs to be performed both at the micro-
and macro-lesion scales, as LR constitutes a non-negligible fraction of BRCA alterations.
Following the decision of the USA Supreme Court concerning the ineligibility of BRCA gene
sequencing patents, many institutes and companies have developed their own assays [117].

MyriadGenetics (MG), which initially characterized the sequence of BRCA, developed
the BRACAnalysis® CDx in accordance with its extensive experience with BRACAnalysis®

of HBOC [118]. In 2014, BRACAnalysis® CDx (BA-CDx) became the first FDA-approved
CDx, along with olaparib, for treating patients with gBRCA* advanced OC who previously
received ≥3 lines of chemotherapy [119]. BA-CDx relies on sequencing genomic DNA
obtained from whole blood samples collected in EDTA. The entire coding sequences of the
BRCA1/2 genes are included (as well as promoter regions and intron/exon boundaries).
Point mutations and short indels are analyzed with polymerase chain reaction (PCR) and
Sanger sequencing, while large rearrangements (LR-including deletions/duplications) are
detected with multiplex PCR and a proprietary system entitled BART® CDx.

There are five different classifications of results: positive for a deleterious mutation;
genetic variant-suspected deleterious; genetic variant, favor polymorphism; genetic VUS;
and no mutation detected. The VUS classification is the one of highest concern for geneti-
cists and oncologists, with a moving interpretation according to scientific discoveries. MG
uses its own private database, which relies on its extensive experience with BRCA analysis
for determining hereditary cancer risk and variant classifications.

To MG (consistent with the American College of Medical Genetics and Genomics
recommendations), mutations are considered deleterious if they fall in one of the following
categories: nonsense and frameshift mutations occurring at/or before the last known
deleterious amino acid position of the affected gene; deletions/duplications of entire exons;
LR leading to frameshifts; and mutations/LR based on the data derived from the linkage
analysis of high-risk families, functional assays, biochemical evidence, statistical evidence,
and/or demonstration of abnormal mRNA transcript processing [120]. MG classification is
performed by a committee of experts (i.e., board-certified laboratory and medical directors,
research scientists, genetic counselors and variant support specialists) and further enriches
their proprietary database [121].

According to the technical information given by MG, analytical validation studies
(i.e., nonclinical studies) of BA-CDx were performed on a set of 110 samples containing
single nucleotide variants (SNVs), deletions of up to 40 base pairs (bp) and insertions of
up to 10 bp, with a validated NGS-based assay as comparator [121]. Agreement analyses
included 100% positive percent agreement (PPA), negative percent agreement (NPA),
and overall percent agreement (OPA). BART® CDx accuracy was evaluated by using a
validated microarray assay on a set of 103 patients (with 29 samples positive for a large
rearrangement in BRCA1 or BRCA2). BART® CDx yielded valid results for 98 samples,
with concordance between the 2 tests for 97 samples (the discordant sample was identified
as duplication by BART® CDx and triplication by the reference assay) [121].
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Clinical validation was performed on samples from several studies that evaluated the
effect of PARPis on OC. Notably, a subset of 61 samples from Study 42 (NCT01078662),
initially tested locally, was retrospectively tested with BA-CDx, and provided a 96.7%
(59/61) concordance rate (the 2 discordant samples included 1 sample without a callable
result with BA-CDx and another with a different variant classification result). Patients from
the SOLO1 RCT (NCT01844986) enrolled either through prospectively testing with BA-CDx
(n = 181) or local testing (n = 210). Of these 210 patients, 208 were retrospectively tested,
and concordance was achieved for 207 of them (98.5%) [113,121].

The main limitation of the BA-CDx assay is that it only detects gBRCA*; as gBRCA*
represents approximately 70% of BRCA-mutated patients; a negative BA-CDx result does
not rule out sBRCA*. Other limitations of the BA-CDx include the lack of general detection
of insertions that differ from duplications and unequal allele amplification (and subsequent
false-negative results) from rare polymorphisms under primer sites [121]. BA-CDx is cur-
rently FDA-approved as a CDx assay in three distinct situations where gBRCA* evaluation
is required prior to PARPi prescription, as detailed in Table 1.

3.2. Genomic Scars

Two commercially available CDx assays have been prospectively validated for the
evaluation of genomic scars thus far: FoundationFocus CDxBRCA-LOH® (FF-CDx) from
FoundationMedicine (FM) and MyChoice CDx® (MC-CDx) from MG [11,22]. Both tests
combine tBRCA sequencing and genomic scarring evaluation. As BRCA analysis is per-
formed on tumoral tissue, it does not distinguish between gBRCA* and tBRCA*.

FF-CDx is based on comprehensive (i.e., including characterization of point mutations
and indels) deep NGS, and thus has a >95% sensitivity and >99% positive predictive value;
the starting material is FFPE, either in block form or on at least 10 unstained slides, with
a minimum of 20% malignant tissue for BRCA1/2 analysis [122,123]. It relies on whole-
genome shotgun library construction and hybridization-based capture, amplification and
sequencing of the constructed library. Interestingly, while the capture process targets
approximately 1.5 Mb of the human genome (including all coding exons of 310 cancer-
related genes, introns or noncoding regions of 35 genes and >3500 SNVs located throughout
the genome), the FF-CDx only reports results for BRCA1/2, raising the question of “lost
data”. Subsequently, tBRCA1/2* (including SNVs and indels up to 13 bp) are detected
through a custom analysis pipeline, with a 5% mutation allele frequency (MAF) cutoff
(lowered to 1% for SNVs and 3% for indels mutations in hotspots). tBRCA* is considered
deleterious when it leads to premature stop codons (PSCs) anywhere in BRCA1/2 coding
regions (with the exception of the BRCA2 PSC at position K3326 and 3′ downstream),
splice site alterations (defined as mutations at intron/exon junctions, ±2 bp from exon
starts/ends) or deleterious missense alterations (according to the curated list based on the
Breast Cancer Information Core database).

An analytical validation study of FF-CDx was performed on a set of 36 tBRCA*
(including SNVs, deletions up to 12 bp and insertions up to 4 bp) and 44 tBRCA wild-
type (tBRCAwt) samples, with a validated NGS-based assay as a comparator. Agreement
analyses were as follows: 100% PPA, 94.9% NPA and 97.3% OPA. The limits of detection
(LODs, defined as the minimal allele frequency necessary to detect a given lesion) vary by
type of alteration: 6% for SNVs and indels ≥12 bp in non-repetitive regions and 15.3% for
deletions in homopolymer regions. Clinical validation was performed on a subset of the
samples from Study 10 (NCT01482715) and the ARIEL2 (NCT01891344) study. The clinical
bridging study, which compared FF-CDx versus local testing for BRCA1/2 evaluation,
was performed on 67 samples and showed 97% PPA, 100% NPA and 97.9% OPA [124].
LOH was calculated through an almost genome-wide (i.e., the 22 pairs of autosomes)
analysis of the >3500 SNVs detected in the hybridization-based capture process, leading
to a global score that reflected the percentage of genomic LOH. Tumors were defined as
“LOH high” (≥16%) or “LOH low” (<16%), corresponding to HRD-positive (HRD+) and
HRD-negative (HRD-) statuses, respectively [125]. Notably, a positive HRD result was
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produced if the tumor was “LOH high” and/or exhibited a tBRCA*. Laboratory validation
of the LOH component of the assay indicated the LOD was ≥35% DNA tumor content for
a reliable analysis; furthermore, the accuracy of the LOH evaluation (calculated through
inter-run reproducibility) was lower when the LOH value approached the 16% cutoff.
Notably, “LOH high” initially had a different cutoff (≥14%), as it was defined through
TCGA analysis for the ARIEL2 study [126].

Interestingly, the FF-CDx evolved in parallel with RCTs that evaluated the PARPi
rucaparib. Indeed, FoundationMedicine initially proposed a test entitled FoundationFocus
CDxBRCA© that only focused on tBRCA alterations (point mutations and short indels);
this test received FDA approval in 2016, along with the PARPi rucaparib, for patients
with tBRCA*-associated advanced OC with ≥2 lines of chemotherapy [127]. This test
subsequently included LOH analysis following the ARIEL2 and ARIEL3 (NCT01968213)
studies that evaluated rucaparib, with the aim of determining the HRD status of patients
with mutations beyond tBRCA*; the LOH analysis was performed with FM T5 NGS, which
is an assay developed for clinical trials and has the same characteristics as the marketed
FF-CDx [126,128]. Interestingly, 6% (ARIEL2) and 8.7% (ARIEL3) of the LOH evaluations
provided inconclusive results.

Importantly, FF-CDx is no longer available as a stand-alone assay but is provided
within the more general FoundationOne CDx© (F1-CDx), driving a comprehensive multi
cancer analysis. Indeed, beyond the tBRCA* and LOH evaluations, F1-CDx can detect
mutations in a panel of 324 genes captured through the hybridization-based process,
including copy number alterations, TMB, MSI and specific gene rearrangements [22].
The results are provided in three classes: CDx claims, cancer mutations with evidence of
clinical significance, and cancer mutations with potential clinical significance. Comparison
with the LOH evaluation of FF-CDx produced 97.5% PPA, 95.1% NPA and 96.7% OPA.

According to its technical information, the F1-CDx assay allows LR identification;
however, its concordance with other validated methods has not been evaluated. Consequently,
confirmatory validation is required upon copy number alterations that affect BRCA (except
for whole BRCA1/2 homozygous deletion). Furthermore, although this test theoretically has
an LOD of >20% tumor purity for LR (importantly, this value is given for all HR pathway
genes), the clinical bridging study using the SOLO1 (which only enrolled patients with
tBRCA*) samples gave conflicting results. Indeed, 368 (94.1%) patients from SOLO1 were
retrospectively tested, and 335 had a valid F1-CDx result. Of these 335 patients, a delete-
rious mutation in BRCA1/2 was not confirmed in 22 cases. Twelve of these discrepancies
were due to differences in variant classification (i.e., different criteria between F1-CDx
and local testing assays); the remaining 10 patients actually had LR (≥1 exon deletions or
duplications), indicating a substantial lack of sensitivity for LR detection from the F1-CDx
assay; however, this resulted in FDA approval of F1-CDx as a CDx for this indication [129].
Recently, FoundationMedicine has marketed the FoundationOne Liquid® CDx for detecting
tBRCA* (with a parallel analysis of the 324-gene panel) directly in a blood sample; however,
this test does not detect LOH and has only been validated prior to rucaparib treatment [130].
It should be noted that multigene panel testing, although time- and cost-efficient due to its
comprehensive content, also increases the risk of detecting VUS. Interestingly, although
FF-CDx for tBRCA* detection is a prerequisite for PARPi prescription for two distinct
indications in OC, the third FDA-approved indication (HRD evaluation prior to rucaparib
maintenance as a second-line treatment) is not biomarker-driven. Indeed, a positive HRD
status is considered predictive of efficacy and to indicate enhanced PFS.

The development of MC-CDx, which is supported by MG’s expertise with BRACAnalysis®,
has also advanced; its GIS calculation differs from that of FF-CDx. The correlation between
LOH, LST and TAI with BRCA1/2* and Pt-S has been previously described [80–82]; subse-
quently, the superiority of the correlation among these three measurements was shown in
comparison to each individual component [131]. Consequently, the GIS (proprietary score
of MG- GISMG) consists of the unweighted numeric sum of LOH, LST and TAI. HRD posi-
tivity is currently defined by a GISMG ≥ 42 and/or tBRCA1/2*. The GISMG ≥ 42 threshold
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was set following the analysis of a training cohort that consisted of 497 chemotherapy-naïve
BC patients and 561 EOC patients whose BRCA1/2 status was known. Thus, by evaluating
HRD scores in this cohort, the GISMG positivity cutoff was predefined with a 95% sensitivity
for detecting tumors with BRCA1/2* or BRCA-CpG+; this test was then evaluated for its
ability to identify Pt-S triple-negative BC (TNBC) in a neoadjuvant setting [132].

Following its initial validation in TNBC, MC-CDx was investigated in several RCTs,
such as PRIMA, VELIA and PAOLA-1, which evaluated PARPis (niraparib, veliparib and
olaparib, respectively) in EOC [133–135]. Importantly, similar to FF-CDx, the GIS positivity
threshold of MC-CDx (GISMC) has been set at different values. Indeed, while it was initially
proposed at GISMG ≥ 42, another cutoff of GISMC ≥ 33 (corresponding to the first percentile
of HRD scores observed in tBRCA1/2* tumors) has also been used, such as in the VELIA
trial, with the goal of avoiding false-negatives [42,46,134].

Similar to FF-CDx, MC-CDx relies on a multistep process based on hybridization-based
capture and NGS (i.e., fragmentation, end repair and adenylation, adapter ligation, library
construction/amplification, hybridization and capture, sequencing and data analysis).
The hybridization process was performed through a custom Agilent SureSelect© capture
array consisting of pangenomic probes at 54091 SNV sites and 685 probes for BRCA1/2 exons
and exon boundaries. Normalized base and exon coverage of BRCA1/2 were calculated
to detect LRs. MC-CDx exhibited a less sensitive performance in BRCA1/2* detection
(notably for LRs) than BA-CDx, as it is performed through NGS and on biopsies (implying
tissue heterogeneity). Indeed, indels >25 bp were less frequently detected than whole gene
duplications/deletions. The LODs were as follows: 7.2% for an SNV, 6.6% for a <10 bp
deletion, 6.3% for a <10 bp insertion, 5.9% for a ≥10 bp deletion, 30% for ≥3 exons LR and
50% for 1–2 exons LR.

For BA-CDx, MC-CDx uses the MG proprietary classification score for variant classifica-
tion. Comparison with a validated NGS-based assay on 209 FFPE clinical specimens from
cancer patients (5 tBRCA1/2* GISMC −; 71 tBRCA1/2WT GISMC −; 66 tBRCA1/2* GISMC +;
61 tBRCA1/2WT GISMC +) indicated 99.9% PPA (95% lower limit confidence of 99.7%), 100%
NPA for BRCA1/2 SNVs/indels and 100% OPA for tBRCA LR. Concordance analysis gave
high fidelity results, both for GIS status (98.5% OPA, 97.4% NPA and 98.1% OPA) and
HRD status (98.5% OPA, 98.6% NPA and 98.5% OPA). In 136 FFPE samples harboring
tBRCA1/2WT, a 0% false-positive rate was observed, and a MAF threshold of 5% was de-
fined, as no spurious variants were observed above this cutoff. The MC-CDx results were
not affected by necrosis of the tumor area up to 60%.

The SOLO1 sample (n = 391), already tested with BA-CDx (in whole blood) for
gBRCA*, retrospectively provided clinical validation of MC-CDx. FFPE DNA samples
from 298 patients were used: 284 patients were confirmed to carry tBCRA*, 8 were not,
and 6 samples failed the test. Pathogenic LR, which was detected at the germline level
by BA-CDx in 15 patients produced the following results within the tumors: detection in
12 (80%) cases, absence of detection in 1 (6.7%) case because of the known limit of MC-CDx
detection and 2 (13.3%) unanalyzable samples because of the poor quality of the tumor
specimens. In the almost “real-life” conditions of clinical trials, MC-CDx indicated an
unknown HRD status in 10–20% of patients: 10% (46/463 patients-all causes) in QUADRA
(NCT02354586), 12% (137/1140 patients-all causes) in VELIA (NCT02470585), 15% (54/350;
26 inconclusive results and 28 inadequate/missing specimens) in NOVA (NCT01847274),
20% (163/806; 70 inconclusive results and 93 inadequate/insufficient specimens) in PAOLA-
1 (NCT02477644) and 15% (111/733; 80 inconclusive results and 31 inadequate/insufficient
specimens) in PRIMA (NCT02655016). Notably, when focusing on trials that detailed the
cause of the lack of HRD information (i.e., NOVA, PAOLA-1 and PRIMA) and by examining
only the missing data caused by failed tests (i.e., inconclusive results in tested patients),
it appears that MC-CDx fails to provide a valid result in 8.1–11.4% of tests.

As a consequence of this prospective validation, which was based on RCTs and will
be detailed in the companion paper (Part 2), these two FDA-approved assays led to a
better definition of therapeutic sensitivity (notably for PARPis) and have been included as
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part of the EOC management in the European Society for Medical Oncology (ESMO) and
American Society of Clinical Oncology (ASCO) recommendations [11,115].

4. HRD Definitions: Current Technical Concerns and Perspectives

Despite yielding considerable progress in HGSOC management (which is detailed in
the companion paper), validated HRD assays currently suffer from several technical limita-
tions that can be schematically categorized as preanalytical, analytical or postanalytical.
Furthermore, medical considerations, which will be developed in the companion paper,
should also be assessed.

4.1. Technical Concerns

The technical concerns can be further divided into three categories: preanalytical,
analytical and postanalytical. First, the different FDA-validated HRD assays (i.e., BA-CDx,
MC-CDx and F1-CDx) do not exhibit the same performance on clinical samples and are
therefore not interchangeable. When comparing MC-CDx (positive if≥42%), the percentage
of LOH (analogous to the measurement of HRD status through F1-CDx; positive if ≥16%)
and an 11-gene panel (consisting of genes involved in the HR pathway; positive if a
pathogenic variant is found), it appears that many HRD+ patients (according to MC-CDx)
are not detected through the other methods. Indeed, up to 46% of HRD+ (MC-CDx) patients
were missed by the percentage of LOH and the 11-gene panel. Moreover, using a lower
cutoff (i.e., GIS ≥ 33%), such as used in the VELIA trial, resulted in missing up to 61%
of patients [136].

4.1.1. Preanalytical

According to the different RCTs, approximately 5–10% of samples are unfit for HRD
processing. This can be the consequence of insufficient starting material, paucity of tumor
cellularity, or poor quality or degraded specimens.

Another aspect that should be considered is sample heterogeneity, which occurs at two
distinct levels. Typically, a processed sample exhibits < 100% tumor cellularity, meaning that
the analysis will include a fraction of normal tissue that can interfere with HRD evaluation,
either by lowering the GIS or preventing tBRCA* detection; importantly, this limit does
not exist for gBRCA*, as all cells harbor the mutation. Moreover, each tumor exhibits
different lineages and clonal evolutions, with possible discordant HRD statuses. In recent
years, tumor heterogeneity has emerged as a cornerstone of treatment resistance, including
resistance to platinum and PARPis. This intratumoral heterogeneity is also present between
distinct tumors, for instance, between primary and secondary lesions [137].

4.1.2. Analytical

BA-CDx, while being the gold standard for gBRCA analysis, detects only germinal
mutations and consequently fails to detect sBRCA*, which occurs in approximately 30%
of BRCA-mutated HGSOC cases. Therefore, a negative result from the BA-CDx blood test
does not rule out the presence of sBRCA*.

Setting aside BA-CDx, the tumoral HRD assays suffer from high LODs (explained in
the companion review). While manufacturers indicate that a minimum value of 20% tumor
cellularity is required for processing, at least 30–35% tumor cellularity is needed to evaluate
GIS (or risk a false-negative). Furthermore, beyond the LODs related to tumor cellularity,
HRD assays evaluating tBRCA* barely detect LRs, although LRs are present in up to 16% of
HGSOC patients, thus leading to false tBRCAwt statuses [33]. Recently, SIGNPOST showed
that approximately 20% of gBRCA* was missed by the initial tBRCA* assessment, with the
stunning revelation that none of the LRs of the cohort (representing 11% of gBRCA*) were
detected by the tBRCA* evaluation [138].
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4.1.3. Postanalytical

Even if the starting material is sufficient for the requirements of the manufacturer,
approximately 5–10% of processed samples still give inconclusive results regarding the
HRD status. For BRCA1/2 genes, the main concern is misclassification. Although recent
years have led to an improved understanding of the functions and molecular alterations
of BRCA1/2 (and consequently to more accurate classifications), discrepancies still exist
within databases [139–141]. While the accumulation of data led to important refinements
in the classification of BRCA mutations, and despite the synchronization of classifica-
tion according to guidelines and data sharing, reclassification still frequently occurs [142].
In addition to clear pathogenic variants, “likely pathogenic” variants are frequently in-
cluded in RCTs and in FDA/EMA approval, although the latter does not result in absolute
proof of its pathogenic nature. Importantly, some variants are considered “pathogenic”
based on a proven deleterious effect observed in a germline context. This “pathogenic”
status is then extrapolated to sBRCA*; however, gBRCA* and sBRCA* may have distinct
effects at both the molecular and cellular levels, just as BRCA1 and BRCA2 do not share
exactly the same functions. Furthermore, tBRCA analysis does not define zygosity; indeed,
tBRCA* can be homozygous and/or heterozygous in the sample, potentially leading to dis-
tinct effects. Orthogonal to clinical considerations, F1-CDx (which analyses over 300 genes
unrelated to HR and other DNA alterations) also assesses “off-target” multigene testing,
raising the risk of detecting VUS without increasing the possibility of detecting pathogenic
variants (and subsequently proposing targeted therapy) [143].

At the GIS level, as discussed in the previous section and in the companion paper,
defining the ideal threshold value is a matter of heated debate. Indeed, beyond providing
the most accurate and precise HRD assay, the main risk of using an unfit threshold is
misclassification. This falls into two categories: false-positives (FP) and false-negatives (FN).
An FP represents an HRD-positive result when the sample was actually HRD-negative
(or HR-proficient); an FN is when an HRD-positive sample is labeled HRD-negative.
In MC-CDx, the test is positive if the GISMG is ≥42 (initially validated with TNBC and
corresponding to a 95% sensitivity for detecting tumors with BRCA alterations); this test
has been evaluated with different cutoffs. For instance, in the VELIA trial, a lower cutoff
(GIS ≥ 33) was used, with the aim of preventing FNs. Moreover, within BRCAwt patients,
HRD is not a predictive biomarker for PARPi sensitivity. Conversely, a retrospective
study based on TCGA data and using a backward strategy (i.e., moving from GIS-based
stratification toward clinical/molecular data) showed that using a threshold of GIS ≥ 63
led to accurate HGSOC classification among the subtypes, correlating well with prognosis
and the presence of BRCA1/2* [144]. Consequently, the “magic 42” still needs to be more
precisely defined, with potential variation according to tumor type and clinical context.

Aside from these technical issues, medical considerations should also be taken into
account, particularly the timing of HRD evaluation, to obtain a broader perspective. These
considerations will be developed in Part 2 of this review.

4.2. Emerging Strategies for Accurate and Dynamic Assessment of HRD

Emerging strategies for HRD assessment mainly occur along three axes: molecular
tools for HRD assessment, dynamic assays (i.e., functional assays) for evaluating HRD
status, and more global strategies (including nomograms). One of the main considerations
for refining HRD evaluation, beyond its relevance, is that a biomarker described in basic
research should be feasible in clinical practice, taking technical, economic and temporal
issues into account. For instance, metabolomics studies or spheroid cultures have shown
that HRD tumors exhibit a specific profile; nevertheless, to date, these techniques appear
unfit for routine clinical application [100,145].

Several strategies regarding molecular assays to determine HRD have been deployed,
with various results. Notably, the primary aim is improved identification of patients
who would benefit from frontline treatment with PARPis, as these drugs suffer the same
limitations as existing CDx (i.e., genomic scars). Many private companies have developed
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their own tools, but they will not be discussed here, as those tools failed to show better
results than those of MC-CDx. However, some interesting tools will be outlined. Signature
3, which is based on SNVs, correlates with HRD and platinum sensitivity [71]. A relevant
tool, entitled Signature Multivariate Analysis (SigMA), allows HRD-associated mutational
signatures to be detected directly from targeted gene panels [146]. HRDetect, which is
based on whole-genome sequencing and the incorporation of six distinct HRD-related
signatures that predict BRCA1/2 alterations, is a promising assay that provides almost
100% detection sensitivity [147]. Both signature 3 and HRDetect are “backward strategies”,
meaning that they predict a BRCA1/2 status from secondary molecular signatures. A recent
paper showed that HRDetect outperforms %LOH (F1-CDx) and is equally efficient as
GISMC for HRD identification [148]. Another emerging field is represented by the analysis
of LRs; biomarkers, such as CCNE1 and ESMY amplifications within LRs are associated
with HR proficiency and deficiency, respectively [9,45,149]. Furthermore, specific profiles
of LRs are associated with better prognosis and with Pt-S, implying potent sensitivity to
PARPis [150,151]. Other promising candidates, such as RAD50 deletion, RB1 loss and BRD4
amplification, could improve HRD detection [43,152,153].

While mutations in non-BRCA HRR-related genes provide conflicting results (only
homozygous deletion in PTEN or CHK1 is putatively associated with HRD), a more accurate
evaluation could come from integrating clonal composition [144]. Indeed, by integrating
NGS metrics (i.e., determining if variants correspond to clonal or subclonal mutations),
it was recently shown that mutations in HRR-related genes were associated with OS and
Pt-S only if they were clonal [154].

At the epigenetic level, BRCA1 (and, to a lesser extent, BRCA2) methylation profiles should
not be overlooked, although they are not routinely examined. The frequency of methylation
is not anecdotal, as it has been reported in 19.3% (BRCA1) and 4.6% (BRCA2) of 92 BRCAwt

cases, according to a retrospective study. Acquired loss of RAD51C promoter methylation is
associated with PARPi resistance: more precisely, the presence of heterozygous methylation
leads to resistance, while homozygous methylation leads to sensitivity [155]. Several studies
have assessed HGSOC methylomes and revealed distinct methylation profiles linked to Pt-S
or, conversely, primary/secondary platinum resistance (Pt-R); these could constitute putative
biomarkers to evaluate in the context of PARPis [156–158].

Beyond deciphering specific alterations, such as DNA mutations or epigenetic mark-
ers, comprehensive approaches that collect and assemble common genomic, epigenomic
and functional data would result in better molecular dissection and the development of
new biomarkers [159,160]. Indeed, by developing multilayer (i.e., genome/exome, SVs,
transcriptome, miRNome, proteome, methylome and proteome) and integrated molecular
identity cards (“multiomics”), such as that performed by the TCGA but with a more HRD-
oriented view, we could subsequently select “core biomarkers” with higher sensitivities and
specificities, leading to a more accurate evaluation of HRD status [161–164]. As such, rather
than extensive and expensive approaches that would be difficult to translate to clinical
practice, we could define a subset of distinct biomarkers through distinct techniques that
would increase the sensitivity/specificity of current CDx assays and decrease the number
of inconclusive cases.

Sequencing ctDNA in blood samples, which has already been validated by the F1
L-CDx assay, allows direct evaluation of a tBRCA1/2 status [165]. In the near future, an iter-
ative analysis could provide clues as to primitive or secondary resistance, depending on the
presence of reverse mutations, as it has been shown that they are associated with resistance
to PARPis [166]. One method would be via direct assessment of GIS in blood samples.
Although it is not currently performed on ctDNA, intriguing papers have shown that it is
feasible to analyze SVs in blood [167–169]. The molecular signatures of miRNAs present
in blood samples have been detected and showed an association with early OC and prog-
nosis, thus demonstrating their feasibility as potent surrogate markers for HRD [170–173].
Furthermore, other serum biomarkers are under study and currently debated, but their
translation into clinical practice seems difficult [174]. Moreover, ascitic cancer cells should
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be considered, as they provide a means to obtain material with less invasive processes
than biopsies; these cells are easily obtained and well represent the mutations (including
SVs), DNA methylation and intratumoral heterogeneity found in EOC [175]. Thus, “liquid
biopsies” could represent an easy-to-use method for iterative sampling [176].

At the functional level, several techniques have been developed in the past decade with
the aim of evaluating the actual HRD status [99]. Indeed, apart from investigating the causes
(e.g., DNA mutations) and consequences (e.g., genomic scars) of HRD, functional assays
directly monitor the process itself. Functional tests can potentially overcome the inherent
limits of current assays, which require either a genetic alteration (i.e., affecting non-BRCA
HR-related genes) or the calculation of GIS (which reflects a history of HRD). However,
similar to current CDx assays, they do not predict the sensitivity of HRD-unrelated PARPis.

One of the techniques with a high potential for clinical applications is the REcombina-
tion CAPacity (RECAP) assay [177]. When a DSB occurs and is managed with HR, RAD51
(one of the downstream effectors of BRCA1/2) attaches to these sites to facilitate sister
chromatid invasion. Thus, measuring RAD51 nuclear foci provides a direct evaluation of
the efficiency of HR, irrespective of its etiology. In the context of HRD, these foci are absent.

HRD evaluation through RAD51 foci was initially developed in the laboratory and
subsequently applied in different protocols, as ex vivo or through patient-derived xenograft
assays, to predict patient sensitivity to platinum/PARPis and OS [178–181]. One of the
main drawbacks of the RECAP assay is that it requires fresh tissue as the starting material
as well as the induction of DNA damage, since the test relies on tissue irradiation and
subsequent visualization of foci formation (with distinct cutoffs of foci corresponding to
functional or deficient HR), limiting its application in clinics (as tumoral tissue is frequently
processed as FFPE). However, as HRD tumor cells exhibit spontaneous important DSBs,
an evolution of these assays has emerged. Though originally focused on BC samples,
the assay was subsequently directly performed on FFPE samples, showing a correlation
between RAD51 foci and HRD status [182,183]. Recently, an adaptation to ovarian and
endometrial cancer FFPE tissues, entitled RAD51-FFPE, was developed [184]. Interestingly,
RAD51-FFPE paved the way for clinical applications by optimizing the test via calibra-
tion of a threshold corresponding to functional HRD. This led to high sensitivity, as it
allowed BRCA-deficient and HRD tumors to be detected in 90% and 87% of cases, respec-
tively. Therefore, the next step will be its integration into clinical studies to evaluate its
performance as a predictive biomarker.

5. Synthesis and Concluding Remarks

HGSOC, the most frequent and aggressive form of OC, represents an important chal-
lenge for researchers and clinicians. Half of these cases show HRD, which has specific
causes and consequences. In terms of etiology, HRD is mainly caused by genetic and
epigenetic alterations, with BRCA1 and BRCA2 best characterized thus far. In addition to
BRCA1/2, many other lesions are involved in the etiology of HRD, leading to the devel-
opment of the BRCAness phenotype. HRD has specific consequences at both molecular
(e.g., genomic instability) and clinical (e.g., PARP inhibitor sensitivity) levels.

Based on its prevalence and its theranostics potency, HRD represents a major molecular
factor that must be understood to improve HGSOC management. Three CDx assays
currently have FDA approval for the identification of HRD status, helping physicians
prescribe PARP inhibitors. However, there is an urgent need for novel assays, such as
functional assays, to be developed and integrated into RCTs for clinical validation.

Author Contributions: S.Q. wrote this review with inputs from M.F. and J.S. All authors have read
and agreed to the published version of the manuscript.

Funding: Montpellier University Hospital.

Conflicts of Interest: The authors declare no conflict of interest.



Cancers 2022, 14, 1132 17 of 24

References
1. Prat, J. Ovarian Carcinomas: Five Distinct Diseases with Different Origins, Genetic Alterations, and Clinicopathological Features.

Virchows Arch. 2012, 460, 237–249. [CrossRef]
2. Matz, M.; Coleman, M.P.; Carreira, H.; Salmeron, D.; Chirlaque, M.D.; Allemani, C.; Concord Working Group. Worldwide Compar-

ison of Ovarian Cancer Survival: Histological Group and Stage at Diagnosis (CONCORD-2). Gynecol. Oncol. 2017, 144, 396–404.
[CrossRef] [PubMed]

3. Matz, M.; Coleman, M.P.; Sant, M.; Chirlaque, M.D.; Visser, O.; Gore, M.; Allemani, C.; Bouzbid, S.; Hamdi-Chérif, M.;
Zaidi, Z.; et al. The Histology of Ovarian Cancer: Worldwide Distribution and Implications for International Survival Compar-
isons (CONCORD-2). Gynecol. Oncol. 2017, 144, 405–413. [CrossRef]

4. Pujade-Lauraine, E.; Hilpert, F.; Weber, B.; Reuss, A.; Poveda, A.; Kristensen, G.; Sorio, R.; Vergote, I.; Witteveen, P.;
Bamias, A.; et al. Bevacizumab Combined with Chemotherapy for Platinum-Resistant Recurrent Ovarian Cancer: The AURELIA
Open-Label Randomized Phase III Trial. J. Clin. Oncol. 2014, 32, 1302–1308. [CrossRef]

5. Gonzalez, D.; Stenzinger, A. Homologous Recombination Repair Deficiency (HRD): From Biology to Clinical Exploitation. Genes
Chromosomes Cancer 2021, 60, 299–302. [CrossRef] [PubMed]

6. Ngoi, N.Y.L.; Tan, D.S.P. The Role of Homologous Recombination Deficiency Testing in Ovarian Cancer and Its Clinical Implica-
tions: Do We Need It? ESMO Open 2021, 6, 100144. [CrossRef]

7. McMullen, M.; Karakasis, K.; Oza, A.M. Moving Beyond BRCA-Incorporating Molecular Assays into Ovarian Cancer Trials. Clin.
Cancer Res. 2020, 26, 5271–5273. [CrossRef]

8. Kuchenbaecker, K.B.; Hopper, J.L.; Barnes, D.R.; Phillips, K.A.; Mooij, T.M.; Roos-Blom, M.J.; Jervis, S.; van Leeuwen, F.E.;
Milne, R.L.; Andrieu, N.; et al. Risks of Breast, Ovarian, and Contralateral Breast Cancer for BRCA1 and BRCA2 Mutation
Carriers. JAMA 2017, 317, 2402–2416. [CrossRef] [PubMed]

9. Cancer Genome Atlas Research, N. Integrated Genomic Analyses of Ovarian Carcinoma. Nature 2011, 474, 609–615. [CrossRef]
10. Colombo, N.; Sessa, C.; du Bois, A.; Ledermann, J.; McCluggage, W.G.; McNeish, I.; Morice, P.; Pignata, S.; Ray-Coquard, I.;

Vergote, I.; et al. ESMO-ESGO Consensus Conference Recommendations on Ovarian Cancer: Pathology and Molecular Biology,
Early and Advanced Stages, Borderline Tumours and Recurrent Diseasedagger. Ann. Oncol. 2019, 30, 672–705. [CrossRef]
[PubMed]

11. Miller, R.E.; Leary, A.; Scott, C.L.; Serra, V.; Lord, C.J.; Bowtell, D.; Chang, D.K.; Garsed, D.W.; Jonkers, J.; Ledermann, J.A.; et al.
ESMO Recommendations on Predictive Biomarker Testing for Homologous Recombination Deficiency and PARP Inhibitor Benefit
in Ovarian Cancer. Ann. Oncol. 2020, 31, 1606–1622. [CrossRef] [PubMed]

12. Vergote, I.; González-Martín, A.; Ray-Coquard, I.; Harter, P.; Colombo, N.; Pujol, P.; Lorusso, D.; Mirza, M.R.; Brasiuniene, B.;
Madry, R.; et al. European Experts Consensus: BRCA/Homologous Recombination Deficiency Testing in First-Line Ovarian
Cancer. Ann. Oncol. 2021, S0923753421048286. [CrossRef] [PubMed]

13. Pujol, P.; Barberis, M.; Beer, P.; Friedman, E.; Piulats, J.M.; Capoluongo, E.D.; Garcia Foncillas, J.; Ray-Coquard, I.;
Penault-Llorca, F.; Foulkes, W.D.; et al. Clinical Practice Guidelines for BRCA1 and BRCA2 Genetic Testing. Eur. J. Can-
cer 2021, 146, 30–47. [CrossRef] [PubMed]

14. Hartmann, L.C.; Lindor, N.M. The Role of Risk-Reducing Surgery in Hereditary Breast and Ovarian Cancer. N. Engl. J. Med.
2016, 374, 454–468. [CrossRef] [PubMed]

15. Hansmann, T.; Pliushch, G.; Leubner, M.; Kroll, P.; Endt, D.; Gehrig, A.; Preisler-Adams, S.; Wieacker, P.; Haaf, T. Constitutive
Promoter Methylation of BRCA1 and RAD51C in Patients with Familial Ovarian Cancer and Early-Onset Sporadic Breast Cancer.
Hum. Mol. Genet. 2012, 21, 4669–4679. [CrossRef]

16. Tabano, S.; Azzollini, J.; Pesenti, C.; Lovati, S.; Costanza, J.; Fontana, L.; Peissel, B.; Miozzo, M.; Manoukian, S. Analysis of
BRCA1 and RAD51C Promoter Methylation in Italian Families at High-Risk of Breast and Ovarian Cancer. Cancers 2020, 12, 910.
[CrossRef]

17. Norquist, B.M.; Harrell, M.I.; Brady, M.F.; Walsh, T.; Lee, M.K.; Gulsuner, S.; Bernards, S.S.; Casadei, S.; Yi, Q.; Burger, R.A.; et al.
Inherited Mutations in Women With Ovarian Carcinoma. JAMA Oncol. 2016, 2, 482–490. [CrossRef]

18. Walsh, T.; Casadei, S.; Lee, M.K.; Pennil, C.C.; Nord, A.S.; Thornton, A.M.; Roeb, W.; Agnew, K.J.; Stray, S.M.; Wickramanayake, A.; et al.
Mutations in 12 Genes for Inherited Ovarian, Fallopian Tube, and Peritoneal Carcinoma Identified by Massively Parallel
Sequencing. Proc. Natl. Acad. Sci. USA 2011, 108, 18032–18037. [CrossRef]

19. Ryan, N.A.J.; Bolton, J.; McVey, R.J.; Evans, D.G.; Crosbie, E.J. BRCA and Lynch Syndrome-Associated Ovarian Cancers Behave
Differently. Gynecol. Oncol. Rep. 2017, 22, 108–109. [CrossRef]

20. Ahmed, A.A.; Etemadmoghadam, D.; Temple, J.; Lynch, A.G.; Riad, M.; Sharma, R.; Stewart, C.; Fereday, S.; Caldas, C.; Defazio, A.; et al.
Driver Mutations in TP53 Are Ubiquitous in High Grade Serous Carcinoma of the Ovary. J. Pathol. 2010, 221, 49–56. [CrossRef]

21. Chien, J.; Sicotte, H.; Fan, J.B.; Humphray, S.; Cunningham, J.M.; Kalli, K.R.; Oberg, A.L.; Hart, S.N.; Li, Y.; Davila, J.I.; et al.
TP53 Mutations, Tetraploidy and Homologous Recombination Repair Defects in Early Stage High-Grade Serous Ovarian Cancer.
Nucleic Acids Res. 2015, 43, 6945–6958. [CrossRef] [PubMed]

22. Haunschild, C.E.; Tewari, K.S. The Current Landscape of Molecular Profiling in the Treatment of Epithelial Ovarian Cancer.
Gynecol. Oncol. 2021, 160, 333–345. [CrossRef] [PubMed]

23. Caracciolo, D.; Riillo, C.; Di Martino, M.T.; Tagliaferri, P.; Tassone, P. Alternative Non-Homologous End-Joining: Error-Prone
DNA Repair as Cancer’s Achilles’ Heel. Cancers 2021, 13, 1392. [CrossRef]

http://doi.org/10.1007/s00428-012-1203-5
http://doi.org/10.1016/j.ygyno.2016.11.019
http://www.ncbi.nlm.nih.gov/pubmed/27919574
http://doi.org/10.1016/j.ygyno.2016.10.019
http://doi.org/10.1200/JCO.2013.51.4489
http://doi.org/10.1002/gcc.22939
http://www.ncbi.nlm.nih.gov/pubmed/33486842
http://doi.org/10.1016/j.esmoop.2021.100144
http://doi.org/10.1158/1078-0432.CCR-20-2429
http://doi.org/10.1001/jama.2017.7112
http://www.ncbi.nlm.nih.gov/pubmed/28632866
http://doi.org/10.1038/nature10166
http://doi.org/10.1093/annonc/mdz062
http://www.ncbi.nlm.nih.gov/pubmed/31046081
http://doi.org/10.1016/j.annonc.2020.08.2102
http://www.ncbi.nlm.nih.gov/pubmed/33004253
http://doi.org/10.1016/j.annonc.2021.11.013
http://www.ncbi.nlm.nih.gov/pubmed/34861371
http://doi.org/10.1016/j.ejca.2020.12.023
http://www.ncbi.nlm.nih.gov/pubmed/33578357
http://doi.org/10.1056/NEJMra1503523
http://www.ncbi.nlm.nih.gov/pubmed/26840135
http://doi.org/10.1093/hmg/dds308
http://doi.org/10.3390/cancers12040910
http://doi.org/10.1001/jamaoncol.2015.5495
http://doi.org/10.1073/pnas.1115052108
http://doi.org/10.1016/j.gore.2017.11.007
http://doi.org/10.1002/path.2696
http://doi.org/10.1093/nar/gkv111
http://www.ncbi.nlm.nih.gov/pubmed/25916844
http://doi.org/10.1016/j.ygyno.2020.09.043
http://www.ncbi.nlm.nih.gov/pubmed/33055011
http://doi.org/10.3390/cancers13061392


Cancers 2022, 14, 1132 18 of 24

24. Knijnenburg, T.A.; Wang, L.; Zimmermann, M.T.; Chambwe, N.; Gao, G.F.; Cherniack, A.D.; Fan, H.; Shen, H.; Way, G.P.;
Greene, C.S.; et al. Genomic and Molecular Landscape of DNA Damage Repair Deficiency across The Cancer Genome Atlas. Cell
Rep. 2018, 23, 239–254.e6. [CrossRef] [PubMed]

25. Otsuka, I. Mechanisms of High-Grade Serous Carcinogenesis in the Fallopian Tube and Ovary: Current Hypotheses, Etiologic
Factors, and Molecular Alterations. Int. J. Mol. Sci. 2021, 22, 4409. [CrossRef]

26. Cunningham, J.M.; Cicek, M.S.; Larson, N.B.; Davila, J.; Wang, C.; Larson, M.C.; Song, H.; Dicks, E.M.; Harrington, P.; Wick, M.; et al.
Clinical Characteristics of Ovarian Cancer Classified by BRCA1, BRCA2, and RAD51C Status. Sci. Rep. 2014, 4, 4026. [CrossRef]

27. Knudson, A.G. Mutation and Cancer: Statistical Study of Retinoblastoma. Proc. Natl. Acad. Sci. USA 1971, 68, 820–823. [CrossRef]
28. Moschetta, M.; George, A.; Kaye, S.B.; Banerjee, S. BRCA Somatic Mutations and Epigenetic BRCA Modifications in Serous

Ovarian Cancer. Ann. Oncol. 2016, 27, 1449–1455. [CrossRef]
29. Austria, T.; Marion, C.; Yu, V.; Widschwendter, M.; Hinton, D.R.; Dubeau, L. Mechanism of Cytokinesis Failure in Ovarian

Cystadenomas with Defective BRCA1 and P53 Pathways. Int. J. Cancer 2018, 143, 2932–2942. [CrossRef]
30. Maxwell, K.N.; Wubbenhorst, B.; Wenz, B.M.; De Sloover, D.; Pluta, J.; Emery, L.; Barrett, A.; Kraya, A.A.; Anastopoulos, I.N.;

Yu, S.; et al. BRCA Locus-Specific Loss of Heterozygosity in Germline BRCA1 and BRCA2 Carriers. Nat. Commun. 2017, 8, 319.
[CrossRef]

31. Kechin, A.A.; Boyarskikh, U.A.; Ermolenko, N.A.; Tyulyandina, A.S.; Lazareva, D.G.; Avdalyan, A.M.; Tyulyandin, S.A.;
Kushlinskii, N.E.; Filipenko, M.L. Loss of Heterozygosity in BRCA1 and BRCA2 Genes in Patients with Ovarian Cancer and
Probability of Its Use for Clinical Classification of Variations. Bull. Exp. Biol. Med. 2018, 165, 94–100. [CrossRef] [PubMed]

32. Timms, K.; Brown, J.S.; Hodgson, D.R.; Barrett, J.C.; Milenkova, T.; Ledermann, J.A.; Gourley, C.; Pujade-Lauraine, E.; Perry, M.;
Gutin, A.; et al. Locus-Specific Loss of Heterozygosity (LOH) in BRCA1/2 Mutated (MBRCA) Ovarian Tumors from the SOLO2
(NCT01874353) and Study 19 (NCT00753545) Clinical Trials. J. Clin. Oncol. 2018, 36, 5563. [CrossRef]

33. Ewing, A.; Meynert, A.; Churchman, M.; Grimes, G.R.; Hollis, R.L.; Herrington, C.S.; Rye, T.; Bartos, C.; Croy, I.; Ferguson, M.; et al.
Structural Variants at the BRCA1/2 Loci Are a Common Source of Homologous Repair Deficiency in High-Grade Serous Ovarian
Carcinoma. Clin. Cancer Res. 2021, 27, 3201–3214. [CrossRef] [PubMed]

34. Santana Dos Santos, E.; Lallemand, F.; Petitalot, A.; Caputo, S.M.; Rouleau, E. HRness in Breast and Ovarian Cancers. Int. J. Mol.
Sci. 2020, 21, 3850. [CrossRef] [PubMed]

35. Hatano, Y.; Tamada, M.; Matsuo, M.; Hara, A. Molecular Trajectory of BRCA1 and BRCA2 Mutations. Front. Oncol. 2020, 10, 361.
[CrossRef]

36. Esteller, M.; Silva, J.M.; Dominguez, G.; Bonilla, F.; Matias-Guiu, X.; Lerma, E.; Bussaglia, E.; Prat, J.; Harkes, I.C.;
Repasky, E.A.; et al. Promoter Hypermethylation and BRCA1 Inactivation in Sporadic Breast and Ovarian Tumors. J. Natl. Cancer
Inst. 2000, 92, 564–569. [CrossRef]

37. Kalachand, R.D.; Stordal, B.; Madden, S.; Chandler, B.; Cunningham, J.; Goode, E.L.; Ruscito, I.; Braicu, E.I.; Sehouli, J.;
Ignatov, A.; et al. BRCA1 Promoter Methylation and Clinical Outcomes in Ovarian Cancer: An Individual Patient Data Meta-
Analysis. J. Natl. Cancer Inst. 2020, 112, 1190–1203. [CrossRef]

38. Sahnane, N.; Carnevali, I.; Formenti, G.; Casarin, J.; Facchi, S.; Bombelli, R.; Di Lauro, E.; Memoli, D.; Salvati, A.; Rizzo, F.; et al.
BRCA Methylation Testing Identifies a Subset of Ovarian Carcinomas without Germline Variants That Can Benefit from PARP
Inhibitor. Int. J. Mol. Sci. 2020, 21, 9708. [CrossRef]

39. Lord, C.J.; Ashworth, A. BRCAness Revisited. Nat. Rev. Cancer 2016, 16, 110–120. [CrossRef]
40. Pennington, K.P.; Walsh, T.; Harrell, M.I.; Lee, M.K.; Pennil, C.C.; Rendi, M.H.; Thornton, A.; Norquist, B.M.; Casadei, S.;

Nord, A.S.; et al. Germline and Somatic Mutations in Homologous Recombination Genes Predict Platinum Response and
Survival in Ovarian, Fallopian Tube, and Peritoneal Carcinomas. Clin. Cancer Res. 2014, 20, 764–775. [CrossRef]

41. Riaz, N.; Blecua, P.; Lim, R.S.; Shen, R.; Higginson, D.S.; Weinhold, N.; Norton, L.; Weigelt, B.; Powell, S.N.; Reis-Filho, J.S.
Pan-Cancer Analysis of Bi-Allelic Alterations in Homologous Recombination DNA Repair Genes. Nat. Commun. 2017, 8, 857.
[CrossRef] [PubMed]

42. Hodgson, D.R.; Dougherty, B.A.; Lai, Z.; Fielding, A.; Grinsted, L.; Spencer, S.; O’Connor, M.J.; Ho, T.W.; Robertson, J.D.;
Lanchbury, J.S.; et al. Candidate Biomarkers of PARP Inhibitor Sensitivity in Ovarian Cancer beyond the BRCA Genes. Br. J.
Cancer 2018, 119, 1401–1409. [CrossRef] [PubMed]

43. Zhang, M.; Liu, G.; Xue, F.; Edwards, R.; Sood, A.K.; Zhang, W.; Yang, D. Copy Number Deletion of RAD50 as Predictive Marker
of BRCAness and PARP Inhibitor Response in BRCA Wild Type Ovarian Cancer. Gynecol. Oncol. 2016, 141, 57–64. [CrossRef]
[PubMed]

44. Hughes-Davies, L.; Huntsman, D.; Ruas, M.; Fuks, F.; Bye, J.; Chin, S.-F.; Milner, J.; Brown, L.A.; Hsu, F.; Gilks, B.; et al. EMSY
Links the BRCA2 Pathway to Sporadic Breast and Ovarian Cancer. Cell 2003, 115, 523–535. [CrossRef]

45. Hollis, R.L.; Churchman, M.; Michie, C.O.; Rye, T.; Knight, L.; McCavigan, A.; Perren, T.; Williams, A.R.W.; McCluggage, W.G.;
Kaplan, R.S.; et al. High EMSY Expression Defines a BRCA-like Subgroup of High-Grade Serous Ovarian Carcinoma with
Prolonged Survival and Hypersensitivity to Platinum. Cancer 2019, 125, 2772–2781. [CrossRef]

46. Stronach, E.A.; Paul, J.; Timms, K.M.; Hughes, E.; Brown, K.; Neff, C.; Perry, M.; Gutin, A.; El-Bahrawy, M.; Steel, J.H.; et al.
Biomarker Assessment of HR Deficiency, Tumor BRCA1/2 Mutations, and CCNE1 Copy Number in Ovarian Cancer: Associations
with Clinical Outcome Following Platinum Monotherapy. Mol. Cancer Res. 2018, 16, 1103–1111. [CrossRef]

http://doi.org/10.1016/j.celrep.2018.03.076
http://www.ncbi.nlm.nih.gov/pubmed/29617664
http://doi.org/10.3390/ijms22094409
http://doi.org/10.1038/srep04026
http://doi.org/10.1073/pnas.68.4.820
http://doi.org/10.1093/annonc/mdw142
http://doi.org/10.1002/ijc.31659
http://doi.org/10.1038/s41467-017-00388-9
http://doi.org/10.1007/s10517-018-4107-9
http://www.ncbi.nlm.nih.gov/pubmed/29797126
http://doi.org/10.1200/JCO.2018.36.15_suppl.5563
http://doi.org/10.1158/1078-0432.CCR-20-4068
http://www.ncbi.nlm.nih.gov/pubmed/33741650
http://doi.org/10.3390/ijms21113850
http://www.ncbi.nlm.nih.gov/pubmed/32481735
http://doi.org/10.3389/fonc.2020.00361
http://doi.org/10.1093/jnci/92.7.564
http://doi.org/10.1093/jnci/djaa070
http://doi.org/10.3390/ijms21249708
http://doi.org/10.1038/nrc.2015.21
http://doi.org/10.1158/1078-0432.CCR-13-2287
http://doi.org/10.1038/s41467-017-00921-w
http://www.ncbi.nlm.nih.gov/pubmed/29021619
http://doi.org/10.1038/s41416-018-0274-8
http://www.ncbi.nlm.nih.gov/pubmed/30353044
http://doi.org/10.1016/j.ygyno.2016.01.004
http://www.ncbi.nlm.nih.gov/pubmed/27016230
http://doi.org/10.1016/S0092-8674(03)00930-9
http://doi.org/10.1002/cncr.32079
http://doi.org/10.1158/1541-7786.MCR-18-0034


Cancers 2022, 14, 1132 19 of 24

47. Potapova, A.; Hoffman, A.M.; Godwin, A.K.; Al-Saleem, T.; Cairns, P. Promoter Hypermethylation of the PALB2 Susceptibility
Gene in Inherited and Sporadic Breast and Ovarian Cancer. Cancer Res. 2008, 68, 998–1002. [CrossRef]

48. Dahiya, N.; Sherman-Baust, C.A.; Wang, T.-L.; Davidson, B.; Shih, I.-M.; Zhang, Y.; Wood, W.; Becker, K.G.; Morin, P.J. MicroRNA
Expression and Identification of Putative MiRNA Targets in Ovarian Cancer. PLoS ONE 2008, 3, e2436. [CrossRef]

49. Iorio, M.V.; Visone, R.; Di Leva, G.; Donati, V.; Petrocca, F.; Casalini, P.; Taccioli, C.; Volinia, S.; Liu, C.-G.; Alder, H.; et al.
MicroRNA Signatures in Human Ovarian Cancer. Cancer Res. 2007, 67, 8699–8707. [CrossRef]

50. Niu, L.; Ni, H.; Hou, Y.; Du, Q.; Li, H. MiR-509-3p Enhances Platinum Drug Sensitivity in Ovarian Cancer. Gene 2019, 686, 63–67.
[CrossRef]

51. Wang, T.; Hao, D.; Yang, S.; Ma, J.; Yang, W.; Zhu, Y.; Weng, M.; An, X.; Wang, X.; Li, Y.; et al. MiR-211 Facilitates Platinum
Chemosensitivity by Blocking the DNA Damage Response (DDR) in Ovarian Cancer. Cell Death Dis. 2019, 10, 495. [CrossRef]
[PubMed]

52. Reid, B.M.; Permuth, J.B.; Chen, Y.A.; Teer, J.K.; Monteiro, A.N.; Chen, Z.; Tyrer, J.; Berchuck, A.; Chenevix-Trench, G.;
Doherty, J.A.; et al. Integration of Population-Level Genotype Data with Functional Annotation Reveals Over-Representation of
Long Noncoding RNAs at Ovarian Cancer Susceptibility Loci. Cancer Epidemiol. Biomark. Prev. 2017, 26, 116–125. [CrossRef]
[PubMed]

53. Seborova, K.; Vaclavikova, R.; Rob, L.; Soucek, P.; Vodicka, P. Non-Coding RNAs as Biomarkers of Tumor Progression and
Metastatic Spread in Epithelial Ovarian Cancer. Cancers 2021, 13, 1839. [CrossRef] [PubMed]

54. Prensner, J.R.; Chen, W.; Iyer, M.K.; Cao, Q.; Ma, T.; Han, S.; Sahu, A.; Malik, R.; Wilder-Romans, K.; Navone, N.; et al. PCAT-1,
a Long Noncoding RNA, Regulates BRCA2 and Controls Homologous Recombination in Cancer. Cancer Res. 2014, 74, 1651–1660.
[CrossRef] [PubMed]

55. Papaspyropoulos, A.; Lagopati, N.; Mourkioti, I.; Angelopoulou, A.; Kyriazis, S.; Liontos, M.; Gorgoulis, V.; Kotsinas, A.
Regulatory and Functional Involvement of Long Non-Coding RNAs in DNA Double-Strand Break Repair Mechanisms. Cells
2021, 10, 1506. [CrossRef]

56. Matei, D.; Nephew, K.P. Epigenetic Attire in Ovarian Cancer: The Emperor’s New Clothes. Cancer Res. 2020, 80, 3775–3785.
[CrossRef]

57. Clapier, C.R. Sophisticated Conversations between Chromatin and Chromatin Remodelers, and Dissonances in Cancer. Int. J. Mol.
Sci. 2021, 22, 5578. [CrossRef]

58. Hammond, C.M.; Strømme, C.B.; Huang, H.; Patel, D.J.; Groth, A. Histone Chaperone Networks Shaping Chromatin Function.
Nat. Rev. Mol. Cell Biol. 2017, 18, 141–158. [CrossRef]

59. Bekker-Jensen, S.; Mailand, N. Assembly and Function of DNA Double-Strand Break Repair Foci in Mammalian Cells. DNA
Repair 2010, 9, 1219–1228. [CrossRef]

60. Harding, S.M.; Greenberg, R.A. Choreographing the Double Strand Break Response: Ubiquitin and SUMO Control of Nuclear
Architecture. Front. Genet. 2016, 7, 103. [CrossRef]

61. Redon, C.E.; Weyemi, U.; Parekh, P.R.; Huang, D.; Burrell, A.S.; Bonner, W.M. Gamma-H2AX and Other Histone Post-Translational
Modifications in the Clinic. Biochim. Biophys. Acta 2012, 1819, 743–756. [CrossRef] [PubMed]

62. Shrivastav, M.; De Haro, L.P.; Nickoloff, J.A. Regulation of DNA Double-Strand Break Repair Pathway Choice. Cell Res. 2008, 18, 134–147.
[CrossRef] [PubMed]

63. Pfister, S.X.; Ahrabi, S.; Zalmas, L.P.; Sarkar, S.; Aymard, F.; Bachrati, C.Z.; Helleday, T.; Legube, G.; La Thangue, N.B.;
Porter, A.C.; et al. SETD2-Dependent Histone H3K36 Trimethylation Is Required for Homologous Recombination Repair and
Genome Stability. Cell Rep. 2014, 7, 2006–2018. [CrossRef]

64. Zhou, Q.; Huang, J.; Zhang, C.; Zhao, F.; Kim, W.; Tu, X.; Zhang, Y.; Nowsheen, S.; Zhu, Q.; Deng, M.; et al. The Bromodomain
Containing Protein BRD-9 Orchestrates RAD51-RAD54 Complex Formation and Regulates Homologous Recombination-Mediated
Repair. Nat. Commun. 2020, 11, 2639. [CrossRef] [PubMed]

65. Cree, I.A.; Indave Ruiz, B.I.; Zavadil, J.; McKay, J.; Olivier, M.; Kozlakidis, Z.; Lazar, A.J.; Hyde, C.; Holdenrieder, S.;
Hastings, R.; et al. The International Collaboration for Cancer Classification and Research. Int. J. Cancer 2021, 148, 560–571.
[CrossRef]

66. Joseph, L. The Clinical Utility of Molecular Genetic Cancer Profiling. Expert Rev. Mol. Diagn. 2016, 16, 827–838. [CrossRef]
[PubMed]

67. Alexandrov, L.B.; Nik-Zainal, S.; Wedge, D.C.; Aparicio, S.A.; Behjati, S.; Biankin, A.V.; Bignell, G.R.; Bolli, N.; Borg, A.;
Borresen-Dale, A.L.; et al. Signatures of Mutational Processes in Human Cancer. Nature 2013, 500, 415–421. [CrossRef]

68. Alexandrov, L.B.; Nik-Zainal, S.; Wedge, D.C.; Campbell, P.J.; Stratton, M.R. Deciphering Signatures of Mutational Processes
Operative in Human Cancer. Cell Rep. 2013, 3, 246–259. [CrossRef] [PubMed]

69. Alexandrov, L.B.; Kim, J.; Haradhvala, N.J.; Huang, M.N.; Tian Ng, A.W.; Wu, Y.; Boot, A.; Covington, K.R.; Gordenin, D.A.;
Bergstrom, E.N.; et al. The Repertoire of Mutational Signatures in Human Cancer. Nature 2020, 578, 94–101. [CrossRef]

70. Zamborszky, J.; Szikriszt, B.; Gervai, J.Z.; Pipek, O.; Poti, A.; Krzystanek, M.; Ribli, D.; Szalai-Gindl, J.M.; Csabai, I.;
Szallasi, Z.; et al. Loss of BRCA1 or BRCA2 Markedly Increases the Rate of Base Substitution Mutagenesis and Has Distinct
Effects on Genomic Deletions. Oncogene 2017, 36, 5085–5086. [CrossRef]

http://doi.org/10.1158/0008-5472.CAN-07-2418
http://doi.org/10.1371/journal.pone.0002436
http://doi.org/10.1158/0008-5472.CAN-07-1936
http://doi.org/10.1016/j.gene.2018.11.011
http://doi.org/10.1038/s41419-019-1715-x
http://www.ncbi.nlm.nih.gov/pubmed/31235732
http://doi.org/10.1158/1055-9965.EPI-16-0341
http://www.ncbi.nlm.nih.gov/pubmed/28035019
http://doi.org/10.3390/cancers13081839
http://www.ncbi.nlm.nih.gov/pubmed/33921525
http://doi.org/10.1158/0008-5472.CAN-13-3159
http://www.ncbi.nlm.nih.gov/pubmed/24473064
http://doi.org/10.3390/cells10061506
http://doi.org/10.1158/0008-5472.CAN-19-3837
http://doi.org/10.3390/ijms22115578
http://doi.org/10.1038/nrm.2016.159
http://doi.org/10.1016/j.dnarep.2010.09.010
http://doi.org/10.3389/fgene.2016.00103
http://doi.org/10.1016/j.bbagrm.2012.02.021
http://www.ncbi.nlm.nih.gov/pubmed/22430255
http://doi.org/10.1038/cr.2007.111
http://www.ncbi.nlm.nih.gov/pubmed/18157161
http://doi.org/10.1016/j.celrep.2014.05.026
http://doi.org/10.1038/s41467-020-16443-x
http://www.ncbi.nlm.nih.gov/pubmed/32457312
http://doi.org/10.1002/ijc.33260
http://doi.org/10.1080/14737159.2016.1197120
http://www.ncbi.nlm.nih.gov/pubmed/27253039
http://doi.org/10.1038/nature12477
http://doi.org/10.1016/j.celrep.2012.12.008
http://www.ncbi.nlm.nih.gov/pubmed/23318258
http://doi.org/10.1038/s41586-020-1943-3
http://doi.org/10.1038/onc.2017.213


Cancers 2022, 14, 1132 20 of 24

71. Polak, P.; Kim, J.; Braunstein, L.Z.; Karlic, R.; Haradhavala, N.J.; Tiao, G.; Rosebrock, D.; Livitz, D.; Kubler, K.; Mouw, K.W.; et al.
A Mutational Signature Reveals Alterations Underlying Deficient Homologous Recombination Repair in Breast Cancer. Nat.
Genet. 2017, 49, 1476–1486. [CrossRef] [PubMed]

72. Hillman, R.T.; Chisholm, G.B.; Lu, K.H.; Futreal, P.A. Genomic Rearrangement Signatures and Clinical Outcomes in High-Grade
Serous Ovarian Cancer. J. Natl. Cancer Inst. 2018, 110, 265–272. [CrossRef] [PubMed]

73. Vanderstichele, A.; Busschaert, P.; Olbrecht, S.; Lambrechts, D.; Vergote, I. Genomic Signatures as Predictive Biomarkers of
Homologous Recombination Deficiency in Ovarian Cancer. Eur. J. Cancer 2017, 86, 5–14. [CrossRef] [PubMed]

74. Hasty, P.; Montagna, C. Chromosomal Rearrangements in Cancer: Detection and Potential Causal Mechanisms. Mol. Cell Oncol.
2014, 1, e29904. [CrossRef] [PubMed]

75. Ledermann, J.A.; Drew, Y.; Kristeleit, R.S. Homologous Recombination Deficiency and Ovarian Cancer. Eur. J. Cancer 2016, 60, 49–58.
[CrossRef] [PubMed]

76. Stefansson, O.A.; Jonasson, J.G.; Johannsson, O.T.; Olafsdottir, K.; Steinarsdottir, M.; Valgeirsdottir, S.; Eyfjord, J.E. Genomic
Profiling of Breast Tumours in Relation to BRCA Abnormalities and Phenotypes. Breast Cancer Res. 2009, 11, R47. [CrossRef]

77. Lips, E.H.; Laddach, N.; Savola, S.P.; Vollebergh, M.A.; Oonk, A.M.; Imholz, A.L.; Wessels, L.F.; Wesseling, J.; Nederlof, P.M.;
Rodenhuis, S. Quantitative Copy Number Analysis by Multiplex Ligation-Dependent Probe Amplification (MLPA) of BRCA1-
Associated Breast Cancer Regions Identifies BRCAness. Breast Cancer Res. 2011, 13, R107. [CrossRef]

78. Yu, C.C.; Qiu, W.; Juang, C.S.; Mansukhani, M.M.; Halmos, B.; Su, G.H. Mutant Allele Specific Imbalance in Oncogenes with
Copy Number Alterations: Occurrence, Mechanisms, and Potential Clinical Implications. Cancer Lett. 2017, 384, 86–93. [CrossRef]

79. Abkevich, V.; Timms, K.M.; Hennessy, B.T.; Potter, J.; Carey, M.S.; Meyer, L.A.; Smith-McCune, K.; Broaddus, R.; Lu, K.H.;
Chen, J.; et al. Patterns of Genomic Loss of Heterozygosity Predict Homologous Recombination Repair Defects in Epithelial
Ovarian Cancer. Br. J. Cancer 2012, 107, 1776–1782. [CrossRef]

80. Birkbak, N.J.; Wang, Z.C.; Kim, J.Y.; Eklund, A.C.; Li, Q.; Tian, R.; Bowman-Colin, C.; Li, Y.; Greene-Colozzi, A.; Iglehart, J.D.; et al.
Telomeric Allelic Imbalance Indicates Defective DNA Repair and Sensitivity to DNA-Damaging Agents. Cancer Discov.
2012, 2, 366–375. [CrossRef]

81. Popova, T.; Manie, E.; Rieunier, G.; Caux-Moncoutier, V.; Tirapo, C.; Dubois, T.; Delattre, O.; Sigal-Zafrani, B.; Bollet, M.;
Longy, M.; et al. Ploidy and Large-Scale Genomic Instability Consistently Identify Basal-like Breast Carcinomas with BRCA1/2
Inactivation. Cancer Res. 2012, 72, 5454–5462. [CrossRef] [PubMed]

82. Timms, K.M.; Abkevich, V.; Hughes, E.; Neff, C.; Reid, J.; Morris, B.; Kalva, S.; Potter, J.; Tran, T.V.; Chen, J.; et al. Association of
BRCA1/2 Defects with Genomic Scores Predictive of DNA Damage Repair Deficiency among Breast Cancer Subtypes. Breast
Cancer Res. 2014, 16, 475. [CrossRef] [PubMed]

83. Reavis, H.D.; Drapkin, R. The Tubal Epigenome—An Emerging Target for Ovarian Cancer. Pharmacol. Ther. 2020, 210, 107524.
[CrossRef] [PubMed]

84. Jazaeri, A.A.; Yee, C.J.; Sotiriou, C.; Brantley, K.R.; Boyd, J.; Liu, E.T. Gene Expression Profiles of BRCA1-Linked, BRCA2-Linked,
and Sporadic Ovarian Cancers. J. Natl. Cancer Inst. 2002, 94, 990–1000. [CrossRef] [PubMed]

85. Spentzos, D.; Levine, D.A.; Ramoni, M.F.; Joseph, M.; Gu, X.; Boyd, J.; Libermann, T.A.; Cannistra, S.A. Gene Expression Signature
with Independent Prognostic Significance in Epithelial Ovarian Cancer. J. Clin. Oncol. 2004, 22, 4700–4710. [CrossRef]

86. Spentzos, D.; Levine, D.A.; Kolia, S.; Otu, H.; Boyd, J.; Libermann, T.A.; Cannistra, S.A. Unique Gene Expression Profile Based on
Pathologic Response in Epithelial Ovarian Cancer. J. Clin. Oncol. 2005, 23, 7911–7918. [CrossRef]

87. Konstantinopoulos, P.A.; Spentzos, D.; Karlan, B.Y.; Taniguchi, T.; Fountzilas, E.; Francoeur, N.; Levine, D.A.; Cannistra, S.A.
Gene Expression Profile of BRCAness That Correlates with Responsiveness to Chemotherapy and with Outcome in Patients with
Epithelial Ovarian Cancer. J. Clin. Oncol. 2010, 28, 3555–3561. [CrossRef]

88. Peng, G.; Chun-Jen Lin, C.; Mo, W.; Dai, H.; Park, Y.Y.; Kim, S.M.; Peng, Y.; Mo, Q.; Siwko, S.; Hu, R.; et al. Genome-Wide
Transcriptome Profiling of Homologous Recombination DNA Repair. Nat. Commun. 2014, 5, 3361. [CrossRef]

89. George, S.H.; Greenaway, J.; Milea, A.; Clary, V.; Shaw, S.; Sharma, M.; Virtanen, C.; Shaw, P.A. Identification of Abrogated
Pathways in Fallopian Tube Epithelium from BRCA1 Mutation Carriers. J. Pathol. 2011, 225, 106–117. [CrossRef]

90. Veskimae, K.; Staff, S.; Tabaro, F.; Nykter, M.; Isola, J.; Maenpaa, J. Microarray Analysis of Differentially Expressed Genes in Ovar-
ian and Fallopian Tube Epithelium from Risk-Reducing Salpingo-Oophorectomies. Genes Chromosomes Cancer 2015, 54, 276–287.
[CrossRef]

91. George, J.; Alsop, K.; Etemadmoghadam, D.; Hondow, H.; Mikeska, T.; Dobrovic, A.; deFazio, A.; for the Australian Ovarian
Cancer Study Group; Smyth, G.K.; Levine, D.A.; et al. Nonequivalent Gene Expression and Copy Number Alterations in
High-Grade Serous Ovarian Cancers with BRCA1 and BRCA2 Mutations. Clin. Cancer Res. 2013, 19, 3474–3484. [CrossRef]
[PubMed]

92. Arakelyan, A.; Melkonyan, A.; Hakobyan, S.; Boyarskih, U.; Simonyan, A.; Nersisyan, L.; Nikoghosyan, M.; Filipenko, M.;
Binder, H. Transcriptome Patterns of BRCA1- and BRCA2- Mutated Breast and Ovarian Cancers. Int. J. Mol. Sci. 2021, 22, 1266.
[CrossRef] [PubMed]

93. Wang, L.; Zeng, X.; Chen, S.; Ding, L.; Zhong, J.; Zhao, J.C.; Wang, L.; Sarver, A.; Koller, A.; Zhi, J.; et al. BRCA1 Is a Negative
Modulator of the PRC2 Complex. EMBO J. 2013, 32, 1584–1597. [CrossRef] [PubMed]

94. Onder, T.T.; Kara, N.; Cherry, A.; Sinha, A.U.; Zhu, N.; Bernt, K.M.; Cahan, P.; Marcarci, B.O.; Unternaehrer, J.; Gupta, P.B.; et al.
Chromatin-Modifying Enzymes as Modulators of Reprogramming. Nature 2012, 483, 598–602. [CrossRef] [PubMed]

http://doi.org/10.1038/ng.3934
http://www.ncbi.nlm.nih.gov/pubmed/28825726
http://doi.org/10.1093/jnci/djx176
http://www.ncbi.nlm.nih.gov/pubmed/29584920
http://doi.org/10.1016/j.ejca.2017.08.029
http://www.ncbi.nlm.nih.gov/pubmed/28950147
http://doi.org/10.4161/mco.29904
http://www.ncbi.nlm.nih.gov/pubmed/26203462
http://doi.org/10.1016/j.ejca.2016.03.005
http://www.ncbi.nlm.nih.gov/pubmed/27065456
http://doi.org/10.1186/bcr2334
http://doi.org/10.1186/bcr3049
http://doi.org/10.1016/j.canlet.2016.10.013
http://doi.org/10.1038/bjc.2012.451
http://doi.org/10.1158/2159-8290.CD-11-0206
http://doi.org/10.1158/0008-5472.CAN-12-1470
http://www.ncbi.nlm.nih.gov/pubmed/22933060
http://doi.org/10.1186/s13058-014-0475-x
http://www.ncbi.nlm.nih.gov/pubmed/25475740
http://doi.org/10.1016/j.pharmthera.2020.107524
http://www.ncbi.nlm.nih.gov/pubmed/32197795
http://doi.org/10.1093/jnci/94.13.990
http://www.ncbi.nlm.nih.gov/pubmed/12096084
http://doi.org/10.1200/JCO.2004.04.070
http://doi.org/10.1200/JCO.2005.02.9363
http://doi.org/10.1200/JCO.2009.27.5719
http://doi.org/10.1038/ncomms4361
http://doi.org/10.1002/path.2927
http://doi.org/10.1002/gcc.22241
http://doi.org/10.1158/1078-0432.CCR-13-0066
http://www.ncbi.nlm.nih.gov/pubmed/23633455
http://doi.org/10.3390/ijms22031266
http://www.ncbi.nlm.nih.gov/pubmed/33525353
http://doi.org/10.1038/emboj.2013.95
http://www.ncbi.nlm.nih.gov/pubmed/23624935
http://doi.org/10.1038/nature10953
http://www.ncbi.nlm.nih.gov/pubmed/22388813


Cancers 2022, 14, 1132 21 of 24

95. Zhang, H.; Liu, T.; Zhang, Z.; Payne, S.H.; Zhang, B.; McDermott, J.E.; Zhou, J.-Y.; Petyuk, V.A.; Chen, L.; Ray, D.; et al. Integrated
Proteogenomic Characterization of Human High-Grade Serous Ovarian Cancer. Cell 2016, 166, 755–765. [CrossRef]

96. Thomas, S.N.; Chen, L.; Liu, Y.; Höti, N.; Zhang, H. Targeted Proteomic Analyses of Histone H4 Acetylation Changes Associated
with Homologous-Recombination-Deficient High-Grade Serous Ovarian Carcinomas. J. Proteome Res. 2017, 16, 3704–3710.
[CrossRef]

97. Bartlett, T.E.; Chindera, K.; McDermott, J.; Breeze, C.E.; Cooke, W.R.; Jones, A.; Reisel, D.; Karegodar, S.T.; Arora, R.; Beck, S.; et al.
Epigenetic Reprogramming of Fallopian Tube Fimbriae in BRCA Mutation Carriers Defines Early Ovarian Cancer Evolution. Nat.
Commun. 2016, 7, 11620. [CrossRef]

98. Mukhopadhyay, A.; Plummer, E.R.; Elattar, A.; Soohoo, S.; Uzir, B.; Quinn, J.E.; McCluggage, W.G.; Maxwell, P.; Aneke, H.;
Curtin, N.J.; et al. Clinicopathological Features of Homologous Recombination-Deficient Epithelial Ovarian Cancers: Sensitivity
to PARP Inhibitors, Platinum, and Survival. Cancer Res. 2012, 72, 5675–5682. [CrossRef]

99. Fuh, K.; Mullen, M.; Blachut, B.; Stover, E.; Konstantinopoulos, P.; Liu, J.; Matulonis, U.; Khabele, D.; Mosammaparast, N.;
Vindigni, A. Homologous Recombination Deficiency Real-Time Clinical Assays, Ready or Not? Gynecol. Oncol. 2020, 159, 877–886.
[CrossRef]

100. Lahiguera, Á.; Hyroššová, P.; Figueras, A.; Garzón, D.; Moreno, R.; Soto-Cerrato, V.; McNeish, I.; Serra, V.; Lazaro, C.;
Barretina, P.; et al. Tumors Defective in Homologous Recombination Rely on Oxidative Metabolism: Relevance to Treatments
with PARP Inhibitors. EMBO Mol. Med. 2020, 12, e11217. [CrossRef]

101. Matsushita, H.; Hasegawa, K.; Oda, K.; Yamamoto, S.; Asada, K.; Karasaki, T.; Yabuno, A.; Nishijima, A.; Nejo, T.;
Kobayashi, Y.; et al. Neoantigen Load and HLA-Class I Expression Identify a Subgroup of Tumors with a T-Cell-Inflamed
Phenotype and Favorable Prognosis in Homologous Recombination-Proficient High-Grade Serous Ovarian Carcinoma.
J. Immunother. Cancer 2020, 8, e000375. [CrossRef] [PubMed]

102. Strickland, K.C.; Howitt, B.E.; Shukla, S.A.; Rodig, S.; Ritterhouse, L.L.; Liu, J.F.; Garber, J.E.; Chowdhury, D.; Wu, C.J.;
D’Andrea, A.D.; et al. Association and Prognostic Significance of BRCA1/2-Mutation Status with Neoantigen Load, Number
of Tumor-Infiltrating Lymphocytes and Expression of PD-1/PD-L1 in High Grade Serous Ovarian Cancer. Oncotarget
2016, 7, 13587–13598. [CrossRef] [PubMed]

103. Foo, T.; George, A.; Banerjee, S. PARP Inhibitors in Ovarian Cancer: An Overview of the Practice-Changing Trials. Genes
Chromosomes Cancer 2021, 60, 385–397. [CrossRef]

104. Konstantinopoulos, P.A.; Ceccaldi, R.; Shapiro, G.I.; D’Andrea, A.D. Homologous Recombination Deficiency: Exploiting the
Fundamental Vulnerability of Ovarian Cancer. Cancer Discov. 2015, 5, 1137–1154. [CrossRef]

105. Setton, J.; Zinda, M.; Riaz, N.; Durocher, D.; Zimmermann, M.; Koehler, M.; Reis-Filho, J.S.; Powell, S.N. Synthetic Lethality in
Cancer Therapeutics: The Next Generation. Cancer Discov. 2021, 11, 1626–1635. [CrossRef]

106. Demeny, M.A.; Virag, L. The PARP Enzyme Family and the Hallmarks of Cancer Part 1. Cell Intrinsic Hallmarks. Cancers
2021, 13, 2042. [CrossRef] [PubMed]

107. Vyas, S.; Matic, I.; Uchima, L.; Rood, J.; Zaja, R.; Hay, R.T.; Ahel, I.; Chang, P. Family-Wide Analysis of Poly(ADP-Ribose)
Polymerase Activity. Nat. Commun. 2014, 5, 4426. [CrossRef]

108. Demeny, M.A.; Virag, L. The PARP Enzyme Family and the Hallmarks of Cancer Part 2: Hallmarks Related to Cancer Host
Interactions. Cancers 2021, 13, 2057. [CrossRef]

109. Bryant, H.E.; Schultz, N.; Thomas, H.D.; Parker, K.M.; Flower, D.; Lopez, E.; Kyle, S.; Meuth, M.; Curtin, N.J.; Helleday, T. Specific
Killing of BRCA2-Deficient Tumours with Inhibitors of Poly(ADP-Ribose) Polymerase. Nature 2005, 434, 913–917. [CrossRef]

110. Farmer, H.; McCabe, N.; Lord, C.J.; Tutt, A.N.J.; Johnson, D.A.; Richardson, T.B.; Santarosa, M.; Dillon, K.J.; Hickson, I.;
Knights, C.; et al. Targeting the DNA Repair Defect in BRCA Mutant Cells as a Therapeutic Strategy. Nature 2005, 434, 917–921.
[CrossRef]

111. Milanesio, M.C.; Giordano, S.; Valabrega, G. Clinical Implications of DNA Repair Defects in High-Grade Serous Ovarian
Carcinomas. Cancers 2020, 12, 1315. [CrossRef] [PubMed]

112. List of Cleared or Approved Companion Diagnostic Devices (In Vitro and Imaging Tools). Available online: https://www.fda.gov/
medical-devices/in-vitro-diagnostics/list-cleared-or-approved-companion-diagnostic-devices-in-vitro-and-imaging-tools
(accessed on 12 December 2021).

113. Gunderson, C.C.; Moore, K.N. BRACAnalysis CDx as a Companion Diagnostic Tool for Lynparza. Expert Rev. Mol. Diagn.
2015, 15, 1111–1116. [CrossRef] [PubMed]

114. Rebbeck, T.R.; Friebel, T.M.; Friedman, E.; Hamann, U.; Huo, D.; Kwong, A.; Olah, E.; Olopade, O.I.; Solano, A.R.; Teo, S.H.; et al.
Mutational Spectrum in a Worldwide Study of 29,700 Families with BRCA1 or BRCA2 Mutations. Hum. Mutat. 2018, 39, 593–620.
[CrossRef]

115. Tew, W.P.; Lacchetti, C.; Ellis, A.; Maxian, K.; Banerjee, S.; Bookman, M.; Jones, M.B.; Lee, J.M.; Lheureux, S.; Liu, J.F.; et al. PARP
Inhibitors in the Management of Ovarian Cancer: ASCO Guideline. J. Clin. Oncol. 2020, 38, 3468–3493. [CrossRef] [PubMed]

116. Konstantinopoulos, P.A.; Lacchetti, C.; Annunziata, C.M. Germline and Somatic Tumor Testing in Epithelial Ovarian Cancer:
ASCO Guideline Summary. JCO Oncol. Pract. 2020, 16, e835–e838. [CrossRef] [PubMed]

117. Nelson, H.D.; Pappas, M.; Cantor, A.; Haney, E.; Holmes, R. Risk Assessment, Genetic Counseling, and Genetic Testing for
BRCA-Related Cancer in Women: Updated Evidence Report and Systematic Review for the US Preventive Services Task Force.
JAMA 2019, 322, 666–685. [CrossRef]

http://doi.org/10.1016/j.cell.2016.05.069
http://doi.org/10.1021/acs.jproteome.7b00405
http://doi.org/10.1038/ncomms11620
http://doi.org/10.1158/0008-5472.CAN-12-0324
http://doi.org/10.1016/j.ygyno.2020.08.035
http://doi.org/10.15252/emmm.201911217
http://doi.org/10.1136/jitc-2019-000375
http://www.ncbi.nlm.nih.gov/pubmed/32461346
http://doi.org/10.18632/oncotarget.7277
http://www.ncbi.nlm.nih.gov/pubmed/26871470
http://doi.org/10.1002/gcc.22935
http://doi.org/10.1158/2159-8290.CD-15-0714
http://doi.org/10.1158/2159-8290.CD-20-1503
http://doi.org/10.3390/cancers13092042
http://www.ncbi.nlm.nih.gov/pubmed/33922595
http://doi.org/10.1038/ncomms5426
http://doi.org/10.3390/cancers13092057
http://doi.org/10.1038/nature03443
http://doi.org/10.1038/nature03445
http://doi.org/10.3390/cancers12051315
http://www.ncbi.nlm.nih.gov/pubmed/32455819
https://www.fda.gov/medical-devices/in-vitro-diagnostics/list-cleared-or-approved-companion-diagnostic-devices-in-vitro-and-imaging-tools
https://www.fda.gov/medical-devices/in-vitro-diagnostics/list-cleared-or-approved-companion-diagnostic-devices-in-vitro-and-imaging-tools
http://doi.org/10.1586/14737159.2015.1078238
http://www.ncbi.nlm.nih.gov/pubmed/26292709
http://doi.org/10.1002/humu.23406
http://doi.org/10.1200/JCO.20.01924
http://www.ncbi.nlm.nih.gov/pubmed/32790492
http://doi.org/10.1200/JOP.19.00773
http://www.ncbi.nlm.nih.gov/pubmed/32074015
http://doi.org/10.1001/jama.2019.8430


Cancers 2022, 14, 1132 22 of 24

118. Baldwin, A.L.; Cook-Deegan, R. Constructing Narratives of Heroism and Villainy: Case Study of Myriad’s BRACAnalysis((R))
Compared to Genentech’s Herceptin((R)). Genome Med. 2013, 5, 8. [CrossRef]

119. Kim, G.; Ison, G.; McKee, A.E.; Zhang, H.; Tang, S.; Gwise, T.; Sridhara, R.; Lee, E.; Tzou, A.; Philip, R.; et al. FDA Approval
Summary: Olaparib Monotherapy in Patients with Deleterious Germline BRCA-Mutated Advanced Ovarian Cancer Treated with
Three or More Lines of Chemotherapy. Clin. Cancer Res. 2015, 21, 4257–4261. [CrossRef]

120. Daly, M.B.; Pilarski, R.; Berry, M.; Buys, S.S.; Farmer, M.; Friedman, S.; Garber, J.E.; Kauff, N.D.; Khan, S.; Klein, C.; et al. NCCN
Guidelines Insights: Genetic/Familial High-Risk Assessment: Breast and Ovarian, Version 2.2017. J. Natl. Compr. Cancer Netw.
2017, 15, 9–20. [CrossRef]

121. BRACAnalysis CDx®Technical Information. Available online: https://s3.amazonaws.com/myriad-web/BRACAnalysisCDxTS.
pdf (accessed on 1 October 2021).

122. FoundationFocusTM CDxBRCA LOH—Summary of Safety and Effectiveness Data (SSED). Available online: https://www.
accessdata.fda.gov/cdrh_docs/pdf16/P160018S001B.pdf (accessed on 1 October 2021).

123. FoundationFocusTM CDxBRCA—Summary of Safety and Effectiveness DATA (SSED). Available online: https://www.accessdata.
fda.gov/cdrh_docs/pdf16/P160018B.pdf (accessed on 1 October 2021).

124. Frampton, G.M.; Fichtenholtz, A.; Otto, G.A.; Wang, K.; Downing, S.R.; He, J.; Schnall-Levin, M.; White, J.; Sanford, E.M.;
An, P.; et al. Development and Validation of a Clinical Cancer Genomic Profiling Test Based on Massively Parallel DNA
Sequencing. Nat. Biotechnol. 2013, 31, 1023–1031. [CrossRef]

125. Ford, L.; Wolford, J.E.; Brown, S.M.; Randall, L.M. A Profile on the FoundationFocus CDxBRCA Tests. Expert Rev. Mol. Diagn.
2020, 20, 285–292. [CrossRef] [PubMed]

126. Swisher, E.M.; Lin, K.K.; Oza, A.M.; Scott, C.L.; Giordano, H.; Sun, J.; Konecny, G.E.; Coleman, R.L.; Tinker, A.V.;
O’Malley, D.M.; et al. Rucaparib in Relapsed, Platinum-Sensitive High-Grade Ovarian Carcinoma (ARIEL2 Part 1): An
International, Multicentre, Open-Label, Phase 2 Trial. Lancet Oncol. 2017, 18, 75–87. [CrossRef]

127. Balasubramaniam, S.; Beaver, J.A.; Horton, S.; Fernandes, L.L.; Tang, S.; Horne, H.N.; Liu, J.; Liu, C.; Schrieber, S.J.; Yu, J.; et al.
FDA Approval Summary: Rucaparib for the Treatment of Patients with Deleterious BRCA Mutation-Associated Advanced
Ovarian Cancer. Clin. Cancer Res. 2017, 23, 7165–7170. [CrossRef] [PubMed]

128. Coleman, R.L.; Oza, A.M.; Lorusso, D.; Aghajanian, C.; Oaknin, A.; Dean, A.; Colombo, N.; Weberpals, J.I.; Clamp, A.;
Scambia, G.; et al. Rucaparib Maintenance Treatment for Recurrent Ovarian Carcinoma after Response to Platinum Therapy
(ARIEL3): A Randomised, Double-Blind, Placebo-Controlled, Phase 3 Trial. Lancet 2017, 390, 1949–1961. [CrossRef]

129. FoundationOne® CDx—Summary of Safety and Effectiveness Data (SSED). Available online: https://www.accessdata.fda.gov/
cdrh_docs/pdf17/P170019S017B.pdf (accessed on 1 October 2021).

130. Woodhouse, R.; Li, M.; Hughes, J.; Delfosse, D.; Skoletsky, J.; Ma, P.; Meng, W.; Dewal, N.; Milbury, C.; Clark, T.; et al. Clinical and
Analytical Validation of FoundationOne Liquid CDx, a Novel 324-Gene CfDNA-Based Comprehensive Genomic Profiling Assay
for Cancers of Solid Tumor Origin. PLoS ONE 2020, 15, e0237802. [CrossRef]

131. Mills, G.B.; Timms, K.M.; Reid, J.E.; Gutin, A.S.; Krivak, T.C.; Hennessy, B.; Paul, J.; Brown, R.; Lanchbury, J.S.; Stronach, E.A.
Homologous Recombination Deficiency Score Shows Superior Association with Outcome Compared with Its Individual Score
Components in Platinum-Treated Serous Ovarian Cancer. Gynecol. Oncol. 2016, 141, 2–3. [CrossRef]

132. Telli, M.L.; Timms, K.M.; Reid, J.; Hennessy, B.; Mills, G.B.; Jensen, K.C.; Szallasi, Z.; Barry, W.T.; Winer, E.P.; Tung, N.M.; et al.
Homologous Recombination Deficiency (HRD) Score Predicts Response to Platinum-Containing Neoadjuvant Chemotherapy in
Patients with Triple-Negative Breast Cancer. Clin. Cancer Res. 2016, 22, 3764–3773. [CrossRef]

133. Ray-Coquard, I.; Pautier, P.; Pignata, S.; Pérol, D.; González-Martín, A.; Berger, R.; Fujiwara, K.; Vergote, I.; Colombo, N.;
Mäenpää, J.; et al. Olaparib plus Bevacizumab as First-Line Maintenance in Ovarian Cancer. N. Engl. J. Med. 2019, 381, 2416–2428.
[CrossRef]

134. Coleman, R.L.; Fleming, G.F.; Brady, M.F.; Swisher, E.M.; Steffensen, K.D.; Friedlander, M.; Okamoto, A.; Moore, K.N.;
Efrat Ben-Baruch, N.; Werner, T.L.; et al. Veliparib with First-Line Chemotherapy and as Maintenance Therapy in Ovarian
Cancer. N. Engl. J. Med. 2019, 381, 2403–2415. [CrossRef]

135. González-Martín, A.; Pothuri, B.; Vergote, I.; DePont Christensen, R.; Graybill, W.; Mirza, M.R.; McCormick, C.; Lorusso, D.; Hoskins, P.;
Freyer, G.; et al. Niraparib in Patients with Newly Diagnosed Advanced Ovarian Cancer. N. Engl. J. Med. 2019, 381, 2391–2402.
[CrossRef]

136. Timms, K.M.; Mills, G.B.; Perry, M.; Gutin, A.; Lanchbury, J.; Brown, R. Comparison of Genomic Instability Test Scores Used for
Predicting PARP Activity in Ovarian Cancer. J. Clin. Oncol. 2020, 38, 1586. [CrossRef]

137. Horowitz, M.; Esakov, E.; Rose, P.; Reizes, O. Signaling within the Epithelial Ovarian Cancer Tumor Microenvironment: The
Challenge of Tumor Heterogeneity. Ann. Transl. Med. 2020, 8, 905. [CrossRef] [PubMed]

138. Chandrasekaran, D.; Sobocan, M.; Blyuss, O.; Miller, R.E.; Evans, O.; Crusz, S.M.; Mills-Baldock, T.; Sun, L.; Hammond, R.F.L.;
Gaba, F.; et al. Implementation of Multigene Germline and Parallel Somatic Genetic Testing in Epithelial Ovarian Cancer:
SIGNPOST Study. Cancers 2021, 13, 4344. [CrossRef] [PubMed]

139. Hong, J.; Lee, J.; Kwon, M.; Kim, J.Y.; Kim, J.W.; Ahn, J.S.; Im, Y.H.; Park, Y.H. Local Laboratory Testing of Germline BRCA
Mutations vs. Myriad: A Single-Institution Experience in Korea. Diagnostics 2021, 11, 370. [CrossRef]

140. Gradishar, W.; Johnson, K.; Brown, K.; Mundt, E.; Manley, S. Clinical Variant Classification: A Comparison of Public Databases
and a Commercial Testing Laboratory. Oncologist 2017, 22, 797–803. [CrossRef]

http://doi.org/10.1186/gm412
http://doi.org/10.1158/1078-0432.CCR-15-0887
http://doi.org/10.6004/jnccn.2017.0003
https://s3.amazonaws.com/myriad-web/BRACAnalysisCDxTS.pdf
https://s3.amazonaws.com/myriad-web/BRACAnalysisCDxTS.pdf
https://www.accessdata.fda.gov/cdrh_docs/pdf16/P160018S001B.pdf
https://www.accessdata.fda.gov/cdrh_docs/pdf16/P160018S001B.pdf
https://www.accessdata.fda.gov/cdrh_docs/pdf16/P160018B.pdf
https://www.accessdata.fda.gov/cdrh_docs/pdf16/P160018B.pdf
http://doi.org/10.1038/nbt.2696
http://doi.org/10.1080/14737159.2020.1701438
http://www.ncbi.nlm.nih.gov/pubmed/32028808
http://doi.org/10.1016/S1470-2045(16)30559-9
http://doi.org/10.1158/1078-0432.CCR-17-1337
http://www.ncbi.nlm.nih.gov/pubmed/28751443
http://doi.org/10.1016/S0140-6736(17)32440-6
https://www.accessdata.fda.gov/cdrh_docs/pdf17/P170019S017B.pdf
https://www.accessdata.fda.gov/cdrh_docs/pdf17/P170019S017B.pdf
http://doi.org/10.1371/journal.pone.0237802
http://doi.org/10.1016/j.ygyno.2016.04.034
http://doi.org/10.1158/1078-0432.CCR-15-2477
http://doi.org/10.1056/NEJMoa1911361
http://doi.org/10.1056/NEJMoa1909707
http://doi.org/10.1056/NEJMoa1910962
http://doi.org/10.1200/JCO.2020.38.15_suppl.1586
http://doi.org/10.21037/atm-2019-cm-08
http://www.ncbi.nlm.nih.gov/pubmed/32793749
http://doi.org/10.3390/cancers13174344
http://www.ncbi.nlm.nih.gov/pubmed/34503154
http://doi.org/10.3390/diagnostics11020370
http://doi.org/10.1634/theoncologist.2016-0431


Cancers 2022, 14, 1132 23 of 24

141. Balmana, J.; Digiovanni, L.; Gaddam, P.; Walsh, M.F.; Joseph, V.; Stadler, Z.K.; Nathanson, K.L.; Garber, J.E.; Couch, F.J.;
Offit, K.; et al. Conflicting Interpretation of Genetic Variants and Cancer Risk by Commercial Laboratories as Assessed by the
Prospective Registry of Multiplex Testing. J. Clin. Oncol. 2016, 34, 4071–4078. [CrossRef]

142. Ha, H.I.; Ryu, J.S.; Shim, H.; Kong, S.Y.; Lim, M.C. Reclassification of BRCA1 and BRCA2 Variants Found in Ovarian Epithelial,
Fallopian Tube, and Primary Peritoneal Cancers. J. Gynecol. Oncol. 2020, 31, e83. [CrossRef]

143. Kurian, A.W.; Ward, K.C.; Howlader, N.; Deapen, D.; Hamilton, A.S.; Mariotto, A.; Miller, D.; Penberthy, L.S.; Katz, S.J. Genetic
Testing and Results in a Population-Based Cohort of Breast Cancer Patients and Ovarian Cancer Patients. J. Clin. Oncol.
2019, 37, 1305–1315. [CrossRef]

144. Takaya, H.; Nakai, H.; Takamatsu, S.; Mandai, M.; Matsumura, N. Homologous Recombination Deficiency Status-Based
Classification of High-Grade Serous Ovarian Carcinoma. Sci. Rep. 2020, 10, 2757. [CrossRef]

145. Sheta, R.; Bachvarova, M.; Plante, M.; Renaud, M.C.; Sebastianelli, A.; Gregoire, J.; Navarro, J.M.; Perez, R.B.; Masson, J.Y.;
Bachvarov, D. Development of a 3D Functional Assay and Identification of Biomarkers, Predictive for Response of High-Grade
Serous Ovarian Cancer (HGSOC) Patients to Poly-ADP Ribose Polymerase Inhibitors (PARPis): Targeted Therapy. J. Transl. Med.
2020, 18, 439. [CrossRef]

146. Gulhan, D.C.; Lee, J.J.; Melloni, G.E.M.; Cortes-Ciriano, I.; Park, P.J. Detecting the Mutational Signature of Homologous
Recombination Deficiency in Clinical Samples. Nat. Genet. 2019, 51, 912–919. [CrossRef] [PubMed]

147. Davies, H.; Glodzik, D.; Morganella, S.; Yates, L.R.; Staaf, J.; Zou, X.; Ramakrishna, M.; Martin, S.; Boyault, S.; Sieuwerts, A.M.; et al.
HRDetect Is a Predictor of BRCA1 and BRCA2 Deficiency Based on Mutational Signatures. Nat. Med. 2017, 23, 517–525.
[CrossRef] [PubMed]

148. Sztupinszki, Z.; Diossy, M.; Borcsok, J.; Prosz, A.; Cornelius, N.; Kjeldsen, M.K.; Mirza, M.R.; Szallasi, Z. Comparative Assessment
of Diagnostic Homologous Recombination Deficiency-Associated Mutational Signatures in Ovarian Cancer. Clin. Cancer Res.
2021, 27, 5681–5687. [CrossRef]

149. Chan, A.M.; Enwere, E.; McIntyre, J.B.; Wilson, H.; Nwaroh, C.; Wiebe, N.; Ou, Y.; Liu, S.; Wiedemeyer, K.; Rambau, P.F.; et al.
Combined CCNE1 High-Level Amplification and Overexpression Is Associated with Unfavourable Outcome in Tubo-Ovarian
High-Grade Serous Carcinoma. J. Pathol. Clin. Res. 2020, 6, 252–262. [CrossRef]

150. Graf, R.P.; Eskander, R.; Brueggeman, L.; Stupack, D.G. Association of Copy Number Variation Signature and Survival in Patients
with Serous Ovarian Cancer. JAMA Netw. Open 2021, 4, e2114162. [CrossRef] [PubMed]

151. Macintyre, G.; Goranova, T.E.; De Silva, D.; Ennis, D.; Piskorz, A.M.; Eldridge, M.; Sie, D.; Lewsley, L.A.; Hanif, A.; Wilson, C.; et al.
Copy Number Signatures and Mutational Processes in Ovarian Carcinoma. Nat. Genet. 2018, 50, 1262–1270. [CrossRef]

152. Goundiam, O.; Gestraud, P.; Popova, T.; De la Motte Rouge, T.; Fourchotte, V.; Gentien, D.; Hupe, P.; Becette, V.; Houdayer, C.;
Roman-Roman, S.; et al. Histo-Genomic Stratification Reveals the Frequent Amplification/Overexpression of CCNE1 and BRD4
Genes in Non-BRCAness High Grade Ovarian Carcinoma. Int. J. Cancer 2015, 137, 1890–1900. [CrossRef]

153. Da Costa, A.; do Canto, L.M.; Larsen, S.J.; Ribeiro, A.R.G.; Stecca, C.E.; Petersen, A.H.; Aagaard, M.M.; de Brot, L.; Baumbach, J.;
Baiocchi, G.; et al. Genomic Profiling in Ovarian Cancer Retreated with Platinum Based Chemotherapy Presented Homologous
Recombination Deficiency and Copy Number Imbalances of CCNE1 and RB1 Genes. BMC Cancer 2019, 19, 422. [CrossRef]

154. Luo, S.; Zhang, Y.; Yang, Y.; Zhu, S.; Liu, W.; Zhu, J.; Liang, X.; Jiang, Z.; Sun, S.; Hou, X.; et al. Clonal Tumor Mutations
in Homologous Recombination Genes Predict Favorable Clinical Outcome in Ovarian Cancer Treated with Platinum-Based
Chemotherapy. Gynecol. Oncol. 2020, 158, 66–76. [CrossRef]

155. Nesic, K.; Kondrashova, O.; Hurley, R.M.; McGehee, C.D.; Vandenberg, C.J.; Ho, G.Y.; Lieschke, E.; Dall, G.; Bound, N.;
Shield-Artin, K.; et al. Acquired RAD51C Promoter Methylation Loss Causes PARP Inhibitor Resistance in High-Grade Serous
Ovarian Carcinoma. Cancer Res. 2021, 81, 4709–4722. [CrossRef]

156. Hua, T.; Kang, S.; Li, X.F.; Tian, Y.J.; Li, Y. DNA Methylome Profiling Identifies Novel Methylated Genes in Epithelial Ovarian
Cancer Patients with Platinum Resistance. J. Obstet. Gynaecol. Res. 2021, 47, 1031–1039. [CrossRef] [PubMed]

157. Cardenas, H.; Fang, F.; Jiang, G.; Perkins, S.M.; Zhang, C.; Emerson, R.E.; Hutchins, G.; Keer, H.N.; Liu, Y.; Matei, D.; et al.
Methylomic Signatures of High Grade Serous Ovarian Cancer. Epigenetics 2020, 16, 1201–1216. [CrossRef] [PubMed]

158. Tomar, T.; Alkema, N.G.; Schreuder, L.; Meersma, G.J.; de Meyer, T.; van Criekinge, W.; Klip, H.G.; Fiegl, H.; van Nieuwenhuysen,
E.; Vergote, I.; et al. Methylome Analysis of Extreme Chemoresponsive Patients Identifies Novel Markers of Platinum Sensitivity
in High-Grade Serous Ovarian Cancer. BMC Med. 2017, 15, 116. [CrossRef] [PubMed]

159. Kieffer, Y.; Bonneau, C.; Popova, T.; Rouzier, R.; Stern, M.H.; Mechta-Grigoriou, F. Clinical Interest of Combining Transcriptomic
and Genomic Signatures in High-Grade Serous Ovarian Cancer. Front. Genet. 2020, 11, 219. [CrossRef]

160. Biswas, N.; Kumar, K.; Bose, S.; Bera, R.; Chakrabarti, S. Analysis of Pan-Omics Data in Human Interactome Network (APODHIN).
Front. Genet. 2020, 11, 589231. [CrossRef]

161. Kadkhoda, S.; Darbeheshti, F.; Tavakkoly-Bazzaz, J. Identification of Dysregulated MiRNAs-Genes Network in Ovarian Cancer:
An Integrative Approach to Uncover the Molecular Interactions and Oncomechanisms. Cancer Rep. 2020, 3, e1286. [CrossRef]

162. Fu, A.; Chang, H.R.; Zhang, Z.F. Integrated Multiomic Predictors for Ovarian Cancer Survival. Carcinogenesis 2018, 39, 860–868.
[CrossRef]

163. Lee, S.; Zhao, L.; Rojas, C.; Bateman, N.W.; Yao, H.; Lara, O.D.; Celestino, J.; Morgan, M.B.; Nguyen, T.V.; Conrads, K.A.; et al.
Molecular Analysis of Clinically Defined Subsets of High-Grade Serous Ovarian Cancer. Cell Rep. 2020, 31, 107502. [CrossRef]

http://doi.org/10.1200/JCO.2016.68.4316
http://doi.org/10.3802/jgo.2020.31.e83
http://doi.org/10.1200/JCO.18.01854
http://doi.org/10.1038/s41598-020-59671-3
http://doi.org/10.1186/s12967-020-02613-4
http://doi.org/10.1038/s41588-019-0390-2
http://www.ncbi.nlm.nih.gov/pubmed/30988514
http://doi.org/10.1038/nm.4292
http://www.ncbi.nlm.nih.gov/pubmed/28288110
http://doi.org/10.1158/1078-0432.CCR-21-0981
http://doi.org/10.1002/cjp2.168
http://doi.org/10.1001/jamanetworkopen.2021.14162
http://www.ncbi.nlm.nih.gov/pubmed/34181012
http://doi.org/10.1038/s41588-018-0179-8
http://doi.org/10.1002/ijc.29568
http://doi.org/10.1186/s12885-019-5622-4
http://doi.org/10.1016/j.ygyno.2020.04.695
http://doi.org/10.1158/0008-5472.CAN-21-0774
http://doi.org/10.1111/jog.14634
http://www.ncbi.nlm.nih.gov/pubmed/33403724
http://doi.org/10.1080/15592294.2020.1853402
http://www.ncbi.nlm.nih.gov/pubmed/33289590
http://doi.org/10.1186/s12916-017-0870-0
http://www.ncbi.nlm.nih.gov/pubmed/28641578
http://doi.org/10.3389/fgene.2020.00219
http://doi.org/10.3389/fgene.2020.589231
http://doi.org/10.1002/cnr2.1286
http://doi.org/10.1093/carcin/bgy055
http://doi.org/10.1016/j.celrep.2020.03.066


Cancers 2022, 14, 1132 24 of 24

164. Li, M.; Balch, C.; Montgomery, J.S.; Jeong, M.; Chung, J.H.; Yan, P.; Huang, T.H.; Kim, S.; Nephew, K.P. Integrated Analysis of
DNA Methylation and Gene Expression Reveals Specific Signaling Pathways Associated with Platinum Resistance in Ovarian
Cancer. BMC Med. Genom. 2009, 2, 34. [CrossRef]

165. Vidula, N.; Rich, T.A.; Sartor, O.; Yen, J.; Hardin, A.; Nance, T.; Lilly, M.B.; Nezami, M.A.; Patel, S.P.; Carneiro, B.A.; et al. Routine
Plasma-Based Genotyping to Comprehensively Detect Germline, Somatic, and Reversion BRCA Mutations among Patients with
Advanced Solid Tumors. Clin. Cancer Res. 2020, 26, 2546–2555. [CrossRef]

166. Christie, E.L.; Fereday, S.; Doig, K.; Pattnaik, S.; Dawson, S.J.; Bowtell, D.D.L. Reversion of BRCA1/2 Germline Mutations
Detected in Circulating Tumor DNA From Patients with High-Grade Serous Ovarian Cancer. J. Clin. Oncol. 2017, 35, 1274–1280.
[CrossRef]

167. Yu, M.; Zhu, Y.; Teng, L.; Cui, J.; Su, Y. Can Circulating Cell-Free DNA or Circulating Tumor DNA Be a Promising Marker in
Ovarian Cancer? J. Oncol. 2021, 2021, 6627241. [CrossRef] [PubMed]

168. Thusgaard, C.F.; Korsholm, M.; Koldby, K.M.; Kruse, T.A.; Thomassen, M.; Jochumsen, K.M. Epithelial Ovarian Cancer and the
Use of Circulating Tumor DNA: A Systematic Review. Gynecol. Oncol. 2021, 161, 884–895. [CrossRef] [PubMed]

169. Paracchini, L.; Beltrame, L.; Grassi, T.; Inglesi, A.; Fruscio, R.; Landoni, F.; Ippolito, D.; Delle Marchette, M.; Paderno, M.;
Adorni, M.; et al. Genome-Wide Copy-Number Alterations in Circulating Tumor DNA as a Novel Biomarker for Patients with
High-Grade Serous Ovarian Cancer. Clin. Cancer Res. 2021, 27, 2549–2559. [CrossRef]

170. Kandimalla, R.; Wang, W.; Yu, F.; Zhou, N.; Gao, F.; Spillman, M.; Moukova, L.; Slaby, O.; Salhia, B.; Zhou, S.; et al. OCaMIR-A
Noninvasive, Diagnostic Signature for Early-Stage Ovarian Cancer: A Multi-Cohort Retrospective and Prospective Study. Clin.
Cancer Res. 2021, 27, 4277–4286. [CrossRef]

171. Ghafouri-Fard, S.; Shoorei, H.; Taheri, M. MiRNA Profile in Ovarian Cancer. Exp. Mol. Pathol. 2020, 113, 104381. [CrossRef]
172. Yoshida, K.; Yokoi, A.; Kato, T.; Ochiya, T.; Yamamoto, Y. The Clinical Impact of Intra- and Extracellular MiRNAs in Ovarian

Cancer. Cancer Sci. 2020, 111, 3435–3444. [CrossRef] [PubMed]
173. Zuberi, M.; Mir, R.; Khan, I.; Javid, J.; Guru, S.A.; Bhat, M.; Sumi, M.P.; Ahmad, I.; Masroor, M.; Yadav, P.; et al. The Promising

Signatures of Circulating MicroRNA-145 in Epithelial Ovarian Cancer Patients. Microrna 2020, 9, 49–57. [CrossRef] [PubMed]
174. Atallah, G.A.; Abd Aziz, N.H.; Teik, C.K.; Shafiee, M.N.; Kampan, N.C. New Predictive Biomarkers for Ovarian Cancer. Diagnostics

2021, 11, 465. [CrossRef] [PubMed]
175. Choi, Y.J.; Rhee, J.K.; Hur, S.Y.; Kim, M.S.; Lee, S.H.; Chung, Y.J.; Kim, T.M.; Lee, S.H. Intraindividual Genomic Heterogeneity

of High-Grade Serous Carcinoma of the Ovary and Clinical Utility of Ascitic Cancer Cells for Mutation Profiling. J. Pathol.
2017, 241, 57–66. [CrossRef]

176. Paracchini, L.; D’Incalci, M.; Marchini, S. Liquid Biopsy in the Clinical Management of High-Grade Serous Epithelial Ovarian
Cancer-Current Use and Future Opportunities. Cancers 2021, 13, 2386. [CrossRef] [PubMed]

177. Van Wijk, L.M.; Vermeulen, S.; Meijers, M.; van Diest, M.F.; Ter Haar, N.T.; de Jonge, M.M.; Solleveld-Westerink, N.; van Wezel, T.;
van Gent, D.C.; Kroep, J.R.; et al. The RECAP Test Rapidly and Reliably Identifies Homologous Recombination-Deficient Ovarian
Carcinomas. Cancers 2020, 12, 2805. [CrossRef] [PubMed]

178. Mukhopadhyay, A.; Elattar, A.; Cerbinskaite, A.; Wilkinson, S.J.; Drew, Y.; Kyle, S.; Los, G.; Hostomsky, Z.; Edmondson, R.J.;
Curtin, N.J. Development of a Functional Assay for Homologous Recombination Status in Primary Cultures of Epithelial Ovarian
Tumor and Correlation with Sensitivity to Poly(ADP-Ribose) Polymerase Inhibitors. Clin. Cancer Res. 2010, 16, 2344–2351.
[CrossRef] [PubMed]

179. Shah, M.M.; Dobbin, Z.C.; Nowsheen, S.; Wielgos, M.; Katre, A.A.; Alvarez, R.D.; Konstantinopoulos, P.A.; Yang, E.S.;
Landen, C.N. An Ex Vivo Assay of XRT-Induced Rad51 Foci Formation Predicts Response to PARP-Inhibition in Ovarian
Cancer. Gynecol. Oncol. 2014, 134, 331–337. [CrossRef]

180. Tumiati, M.; Hietanen, S.; Hynninen, J.; Pietilä, E.; Färkkilä, A.; Kaipio, K.; Roering, P.; Huhtinen, K.; Alkodsi, A.; Li, Y.; et al.
A Functional Homologous Recombination Assay Predicts Primary Chemotherapy Response and Long-Term Survival in Ovarian
Cancer Patients. Clin. Cancer Res. 2018, 24, 4482–4493. [CrossRef]

181. Patterson, M.J.; Sutton, R.E.; Forrest, I.; Sharrock, R.; Lane, M.; Kaufmann, A.; O’Donnell, R.; Edmondson, R.J.; Wilson, B.T.;
Curtin, N.J. Assessing the Function of Homologous Recombination DNA Repair in Malignant Pleural Effusion (MPE) Samples.
Br. J. Cancer 2014, 111, 94–100. [CrossRef]

182. Cruz, C.; Castroviejo-Bermejo, M.; Gutierrez-Enriquez, S.; Llop-Guevara, A.; Ibrahim, Y.H.; Gris-Oliver, A.; Bonache, S.;
Morancho, B.; Bruna, A.; Rueda, O.M.; et al. RAD51 Foci as a Functional Biomarker of Homologous Recombination Repair and
PARP Inhibitor Resistance in Germline BRCA-Mutated Breast Cancer. Ann. Oncol. 2018, 29, 1203–1210. [CrossRef]

183. Castroviejo-Bermejo, M.; Cruz, C.; Llop-Guevara, A.; Gutierrez-Enriquez, S.; Ducy, M.; Ibrahim, Y.H.; Gris-Oliver, A.; Pellegrino, B.;
Bruna, A.; Guzman, M.; et al. A RAD51 Assay Feasible in Routine Tumor Samples Calls PARP Inhibitor Response beyond BRCA
Mutation. EMBO Mol. Med. 2018, 10, e9172. [CrossRef]

184. Van Wijk, L.M.; Kramer, C.J.H.; Vermeulen, S.; Ter Haar, N.T.; de Jonge, M.M.; Kroep, J.R.; de Kroon, C.D.; Gaarenstroom, K.N.;
Vrieling, H.; Bosse, T.; et al. The RAD51-FFPE Test; Calibration of a Functional Homologous Recombination Deficiency Test on
Diagnostic Endometrial and Ovarian Tumor Blocks. Cancers 2021, 13, 2994. [CrossRef]

http://doi.org/10.1186/1755-8794-2-34
http://doi.org/10.1158/1078-0432.CCR-19-2933
http://doi.org/10.1200/JCO.2016.70.4627
http://doi.org/10.1155/2021/6627241
http://www.ncbi.nlm.nih.gov/pubmed/33936202
http://doi.org/10.1016/j.ygyno.2021.04.020
http://www.ncbi.nlm.nih.gov/pubmed/33892886
http://doi.org/10.1158/1078-0432.CCR-20-3345
http://doi.org/10.1158/1078-0432.CCR-21-0267
http://doi.org/10.1016/j.yexmp.2020.104381
http://doi.org/10.1111/cas.14599
http://www.ncbi.nlm.nih.gov/pubmed/32750177
http://doi.org/10.2174/2211536608666190225111234
http://www.ncbi.nlm.nih.gov/pubmed/30799804
http://doi.org/10.3390/diagnostics11030465
http://www.ncbi.nlm.nih.gov/pubmed/33800113
http://doi.org/10.1002/path.4819
http://doi.org/10.3390/cancers13102386
http://www.ncbi.nlm.nih.gov/pubmed/34069200
http://doi.org/10.3390/cancers12102805
http://www.ncbi.nlm.nih.gov/pubmed/33003546
http://doi.org/10.1158/1078-0432.CCR-09-2758
http://www.ncbi.nlm.nih.gov/pubmed/20371688
http://doi.org/10.1016/j.ygyno.2014.05.009
http://doi.org/10.1158/1078-0432.ccr-17-3770
http://doi.org/10.1038/bjc.2014.261
http://doi.org/10.1093/annonc/mdy099
http://doi.org/10.15252/emmm.201809172
http://doi.org/10.3390/cancers13122994

	Introduction 
	From Ovarian Cancer Genetics to Homologous Recombination Defects 
	HGSOC Predispositions: Germline Alterations and Affected Pathways 
	BRCA1 and BRCA2: Key Players in EOC 
	Beyond BRCA: The BRCAness Concept 
	Consequences of HRD 
	Genetics 
	Epigenetic Markers 
	Functional Consequences 


	HRD Companion Assays in Clinical Practice 
	BRCA Mutations 
	Genomic Scars 

	HRD Definitions: Current Technical Concerns and Perspectives 
	Technical Concerns 
	Preanalytical 
	Analytical 
	Postanalytical 

	Emerging Strategies for Accurate and Dynamic Assessment of HRD 

	Synthesis and Concluding Remarks 
	References

