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1) Introduction

In our recent work, we isolated an X-linked signal predisposing men to prostate cancers in 2,700
families ascertained for hereditary ovarian cancers. We sequenced and found a candidate variant
on Xg27.2 in MAGEC3 suggesting that HPCX may connect prostate and ovarian cancers. Our
preliminary experiments show that, in a tetracycline inducible system, heterologous MAGEC3 may
be associated with an anti-proliferative phenotype consistent with a tumor suppressor. We
hypothesize that MAGECS is a heritable tumor suppressor that is silenced in prostate cancers
leading to disease progression. Aim 1 is to confirm the connection between prostate and ovary
families by segregation and germline X chromosome sequencing in family studies and in men with
a relevant family history.

2) Keywords
Cancer antigen, cancer genetics, DNA repair, genetic epidemiology, prostate cancer, tumor
suppressor gene.

3) Accomplishments

What were the major goals of the project?

Specific Aim 1: to confirm the connection between prostate Timeline Progress
and ovary families by segregation and sequencing
Sub Task 1. Develop RNA signature for MAGE expression Years 1-2
Cohort development and RNA acquisition from biobank. Year 1 Complete
Expected: N=30
Develop BDR for the specific award (BDR: 101818) Year 1 Complete
Obtain ORSP (Roswell Park) approvals. Year 1 Complete
Forward to HRPO for review.
Sequencing at Roswell Park Year 1 Complete
Protein staining at Roswell Park Year 1 Complete
Evaluate protein MAGE levels and RNAseq of matching Year 1 Complete
samples
Develop signature and estimate prediction properties Year 1 Complete
Sub Task 2. Execute sequencing and protein detection Year 2
Develop new cohort from Roswell Park biobank. Year 2 Complete
(n=86; nNADT n=43, match controls n=43)
Develop BDR for the specific award (BDR: 101818) Year 2 Complete
Obtain ORSP approvals, Forward to HRPO for review.
Estimate MAGE silencing by RNA model. Year 2 Complete
Develop exome capture and DNA analysis capability Year 3 Complete
Sequence genomic DNA from nADT PrCa cohort Year 4 Complete
Test if mutations are more prevalent in this cohort Year 4 In Progress
Sub Task 3. Assess ancestry bias in MAGEC3 expression Year 3-4
Identify relevant cohort with available tissue Year 3 Complete
Determine MAGECS3 levels in tumor and adjacent normal. Year 4 Complete
Sub Task 4. Develop manuscripts for publication Year 4
Meta-analysis and development for publication. Year 4 Complete

*ORSP: Office of Research Subjects Protections, Roswell Park; HRPO: Human Research Protection
Office, USAMRDC; GSR: Genomics Shared Resource, Roswell Park; nADT: neoadjuvant androgen
deprivation therapy; PrCa: Prostate Cancer
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What was accomplished under these goals?
Accomplished under sub task 1.

In the first year, using the TCGA RNAseq data, we subset to cases that were submitted from
Roswell Park for which we should have easy access to tissue. Using this data, we developed
an RNA signature consistent with MAGEC3 expression. This signature was validated and
published as part of Task 4.

We secured Biospecimen Data Requests (BDR) to Roswell Park Office of Research Subjects
Protection. These request were approved and the research has been deemed non-human
subjects research. These were submitted and approved by HRPO.

We have completed the model fitting and validation of an elastic net (lasso) type regression
model for predicting protein MAGECS3 levels. To build the model, we used N=180 cases
contributed by Roswell Park to the TCGA project. We cored and arrayed on a tissue microarray
matched to bulk RNA sequencing data from TCGA. One-third of the data (N=60) was withheld
as a testing set and two-thirds (N=120) was used to train the model using leave out one (LOO)
cross validation. The 1 standard error rule was used to select a tuning parameter close the
minimizer of the LOO mean squared error but favoring a more parsimonious model. Features
were pre-screened using a Sure Independence Screening procedure. The resulting fit had
strong correlation (r=0.69) between true and estimated values of MAGEC3 protein in the
training set and nearly equal correlation in the testing set (r=0.51).
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Preliminary analysis of cases arrayed on tissue microarray slides stained in this task include
N=263 paired non-tumor and primary samples. In these cases, MAGEC3 expression levels
predominantly decrease (33% of tumors drop by over 10% of their non-tumor levels, paired t-
test p<0.0008). Among tumors later shown to be androgen dependent and androgen
independent based on response to androgen deprivation therapy, MAGEC3 levels rebound
(two-sample t, p=0.0003) to their non-tumor levels (p=0.08).
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Arrays contained N=167 self-identified white men and N=112 self-identified black men. Protein
levels of MAGEC3 were consistently higher in non-tumor (p=0.0003) and primary tumor (p-
0.002) in black men. We previously described a population-level allele preference for the
familial cancer associated MAGEC3 SNP. Among HAPMAP populations, European ancestry
individuals are more likely to carry the A allele and Asian and African ancestry individuals are
more likely to carry the G allele. We therefore conjectured that the expression of MAGEC3 in G
allele carriers is likely to be higher than in A allele carriers.

Accomplished under sub task 2

Because of delays due to COVID19, we advanced the timeline for the second validation cohort
selection. In conjunction with our co-investigators, we have developed a case/control cohort of
men with radical prostatectomies occurring at Roswell Park. This cohort is selected for tissue
availability and the use of androgen deprivation therapy prior to resection.

We completed FFPE-based RNA acquisition and library preparation for N=43 (N=86 total)
matched case/control samples from Roswell Park. Cases were defined as men who received
ADT therapy prior to prostatectomy. Controls were case-matched (age, year of diagnosis) for
no neo-adjuvant ADT prior to prostatectomy.

In non-ADT treated cases, the level of expression was comparable to tumor cases reviewed in
sub task 1. In matched cases, predicted MAGECS3 levels were higher after ADT treatment
(21.4%, paired t-test p=0.007) suggesting that MAGE expression is responsive to the castrate
environment. Other MsigDB Hallmark pathways included a positive association with Allograft
Rejection and the two interferon pathways; a negative association with DNA repair pathway.
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We established an agreement with company “A” to develop exome capture regents to sequence

the MAGECS3 locus in combination with ~50 additional prostate cancer-associated genes, and
~500 additional cancer-associated genes.

DNA was extracted from the tumor and surrounding normal tissue from 80 FFPE prostate
resection specimens. Whole transcriptome and targeted mutation analyses were performed
using Agilent's HS2 FFPE RNA reverse transcription and capture system and the Agilent
SureSelect Cancer Comprehensive Genomic Profiling (CGP) Assay. The CGP panel targeted
679 genes for SNP analysis, 80 of which were also analyzed for gene fusion, 26 for CNV, and
exons of 12 specifically for known translocations. Additionally, TMB and MSI were measured
for each sample. After capture, barcoded gDNA was amplified, purified, and pooled. DNA was
sequenced using standard Illlumina paired 150 bp on a NovaSeq S1 flow cell to a depth of 40M
reads per sample. Demultiplexed sequencing data of variants from each patient was analyzed
for germline and somatic mutation using the Alissa Clinical Information platform (Agilent).
Without a peripheral germline comparison samples, a minimum variant allele frequency 3% cut-
off was used to identify potentially significant variants.

. A total of 680 prostate cancer relevant genes were captured and 93% of samples yielded
>100X coverage for these, with an effective genomic coverage of 1598 +/-2.3 Mb. The Agilent
clinical genomics platform analysis for copy number variation revealed frequent (18/80) MYC
amplification, and a variety of lower frequency amplifications and deletions in cancer-related
genes (see Table 2). The PTEN pathway was also frequently affected (12/80), but this is likely
an underestimate, as the CGP assay failed to detect any loss of PTEN, suggesting technical
limitations. DNA repair genes (BRCA2, BRCA1, BRIP1) were disrupted in the germline of 4
patients, and somatically in an additional 6 samples. One sample displayed high microsatellite
instability, and one high tumor mutational burden (this case had many low VAF frequency
mutations in BRCA and other tumor suppressor genes). TMPRSS2 fusions were identified in 12
samples (10 fusions with ERG, 1 with ETV1, and 1 with NBEAL1). Preliminary analysis of
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MAGECS3 suggests an unexpectedly high frequency of missense and terminating mutations in
this cohort of prostate cancer patients. Correlation with stage, grade, and outcome is ongoing.

Accomplished under sub task 3

We have mined through the Gene Expression Omnibus and TCGA data sets for relevant public
RNAseq data and organized these data for analysis. We continue to search for public datasets
where we can apply the RNA-feature predictor for MAGECS protein to study prostate cancer
biology. Current analyses show the predictor is robust to pre-processed TCGA data as well as
lllumina whole transcriptome RNA sequencing data and FFPE capture kit derived libraries.

Biologic results suggest that MAGECS3 is responsive to ADT consistent with our findings in Sub
Tasks 1 and 2.

TCGA Prostate Adenocarcinoma (PRAD)
o We observed positive correlation between MAGEC3 and Androgen response element
containing genes TMPRSS2 (r=0.219, p<1e-6) and PSA(KLK3) (r=0.207, p<1.0e-6).

HALLMARK_ANDROGEN_RESPONSE HALLMARK_EPITHELIAL_MESENCHYMAL_TRANSITION
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e GSEA analyses suggest that MAGEC3 expression is associated with the AR response
pathway and anti-correlated with the EMT pathway.

GSE111177: Sharma NV, Pellegrini KL, Ouellet V, Giuste FO et al. Identification of the
Transcription Factor Relationships Associated with Androgen Deprivation Therapy Response
and Metastatic Progression in Prostate Cancer. Cancers (Basel) 2018 Oct 11;10(10). PMID:
30314329

e Data comprise whole transcriptome analysis of 20 patient-matched Pre-ADT biopsies
and 20 Post-ADT prostatectomy specimens.

Predicted MAGECS levels rise following ADT (+21.8%, t-test p=0.0295).

e We are performing differential correlation analyses to study whether MAGEC3 networks
change in the context of castration. This is likely to be significant due the observation
that TMPRSS2, PSA, and AR all appear to have weak correlation with MAGECS in
untreated tumors but a strong negative correlation after ADT. This is consistent in the
current data as MAGECS3 levels rise and the ARE containing genes’ expression falls.

¢ Reconciling this observation with the TCGA/PRAD data is an important next step.

GSE126078: Labrecque MP, Coleman IM, Brown LG, True LD et al. Molecular profiling stratifies
diverse phenotypes of treatment-refractory metastatic castration-resistant prostate cancer. J
Clin Invest 2019 Jul 30;129(10):4492-4505. PMID: 31361600
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¢ Data comprise RNA sequencing of human prostate tumor cell lines, patient-derived
xenograft (PDX) models, and metastatic castration-resistant prostate cancer (nCRPC)
tumors.

e MAGECS levels appear to be associated with the neuroendocrine positive/AR negative
classification described in this paper. (Linear regression, score test p=0.0316)

o Among the cell line data, it is predicted that PC-3 cells will express a significantly lower
level of MAGEC3 than other cell lines (PacMet AR-null and C4-2) (Linear regression,
score test p=0.0001).

¢ Accounting for metastatic sites, the average level of CRPC metastatic tumors was
160.95 consistent with the androgen independent level observed in sub task 1.

GSE147250: Nyquist MD, Corella A, Coleman I, De Sarkar N et al. Combined TP53 and RB1
Loss Promotes Prostate Cancer Resistance to a Spectrum of Therapeutics and Confers
Vulnerability to Replication Stress. Cell Rep 2020 May 26;31(8):107669. PMID: 32460015

e Data comprise RNA sequencing of human prostate tumor cell lines and metastatic
castration-resistant prostate cancer (InCRPC) tumors. The mCRPC tumors are
duplicated in GSE126078.

e MAGECS levels were positively correlated with PSA in cell lines (r=0.447, p=0.028) but
anti-correlated in tissue samples (r=-0.264, p=0.0017) suggesting a cell-dependent
effect may exist. TMPRSS2 correlations were similar but not significant.

o MAGECS3 effects were significantly lower in cells with functional p53 (-5.6 points, linear
regression, score test p=0.0064). There was no effect due to treatment with
enzalutamide. LnCap cells with a double knock out of Rb1 and p53 had slightly, but
statistically significant elevated levels of MAGEC3 (+2.8 points, p=0.021).

Preliminary analysis of cases arrayed on tissue microarray slides stained in task 1 included
N=263 paired non-tumor and primary samples. Arrays contained N=167 self-identified white
men and N=112 self-identified black men. In both cohorts, MAGEC3 expression is lower in
primary tumor compared to matched non tumor (p<0.001). Protein levels of MAGECS levels are
consistently higher in men with African ancestry compared to those with European ancestry
(p<0.001). Specifically, protein levels of MAGEC3 were consistently higher in both non-tumor
(p=0.0003) and in primary tumor (p=0.002) in with African ancestry (Figure 1).

230
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Figure 1: MC3 expression by tissue microarray. A) MC3 HScore in matched non tumor and primary tumors with
percent change in expression between tissues indicated (left). MC3 HScores in androgen dependent and androgen
independent tumors (right). B) MC3 HScores by tissue type and ancestry status, comparing men with European
Ancestry (N = 247) and African Ancestry (N = 223).
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Accomplished under sub task 4.

Documentation of the development of the RNA signature using a pan-cancer approach was
published as
e Ellegate J, Mastri M, Isenhart E, Krolewski JJ, Chatta G, Kauffman E, Moffit M, Eng KH.
Loss of MAGEC3 Expression Is Associated with Prognosis in Advanced Ovarian
Cancers. Cancers (Basel). 2022 Jan 30;14(3):731. doi: 10.3390/cancers14030731.
PMID: 35158998. PMCID: PMC8833712.

A manuscript describing the results in this award and specifically in prostate cancers is under
development.

Other achievements
Nothing to report

What opportunities for training and professional development has the project provided?
Nothing to report.

How were the results disseminated to communities of interest?
Nothing to report.

What do you plan to do during the next reporting period to accomplish the goals?
There are no additional periods of this award.

4) Impact

What was the impact on the development of the principal disciplines of the project?
Nothing to report

What was the impact on other disciplines?
Nothing to report

What was the impact on technology transfer?
Nothing to report

What was the impact on society beyond science and technology?
Nothing to report

5) Changes/Problems

Changes in approach and reasons for change
Nothing to report

Actual or anticipated problems or delays and actions or plans to resolve them

During the first year, staffing and split shifts were a challenge during COVID19. We increased
the use of asynchronous meetings and video calling to coordinate projects. The unexpended
departure of the originating Pl necessitated change of Pl to Dr. Nastiuk, which was approved by
the grants officer 06-May-2022. This change delayed progress, and modifications to subtasks 2
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and 3 were approved by the grants officer 29-Jun-2022. We leveraged the limited resources
remaining to accomplish the modified tasks.

Changes that had a significant impact on expenditures
Departure of Dr. Eng caused the supported staff to depart. The remaining funds have been re-
allocated to the allowed minimum effort for Dr. Nastiuk, supplies and analysis.

Significant changes in use or care of human subjects, vertebrate animals, biohazards
and or select agents
Nothing to report.

6) Products
Nothing to report.

Journal publications
e Ellegate J, Mastri M, Isenhart E, Krolewski JJ, Chatta G, Kauffman E, Moffit M, Eng KH.
Loss of MAGEC3 Expression Is Associated with Prognosis in Advanced Ovarian
Cancers. Cancers (Basel). 2022 Jan 30;14(3):731. doi: 10.3390/cancers14030731.
PMID: 35158998. PMCID: PMC8833712.

e Pan C, Jaiswal Agrawal N, Zulia Y, Singh S, Sha K, Mohler JL, Eng KH, Chakkalakal JV,
Krolewski JJ, Nastiuk KL. Prostate tumor-derived GDF11 accelerates androgen
deprivation therapy-induced sarcopenia. JCI Insight. 2020 Mar 26;5(6). doi:
10.1172/jci.insight.127018. PubMed PMID: 32078585; PubMed Central PMCID:
PMC7213789.

¢ Omole, EB, Aijaz, |, Ellegate, J, Isenhart, E, Desouki, MM, Mastri, M, Humphrey, K,
Dougherty, EM, Rosario, SR, Nastiuk, KL, Ohm, JE, Eng, KH. (2022). Combined
BRCA2 and MAGEC3 Expression Predict Outcome in Advanced Ovarian Cancers.
Cancers 14(19):4724. PMCID: PMC9562635.
https://pubmed.ncbi.nim.nih.qov/36230652.

Websites or other internet sites
Nothing to report

Technologies or techniques
Nothing to report

Inventions, patent applications and or licenses
Nothing to report

7) Participants and other collaborating organizations
What individuals worked on the project?

Kent Nastiuk Ph.D., PI, 0.23 Calendar Months, year 2, 0.9 Calendar Months, year 3 and 4.
e Dr. Nastiuk re-designed the project, managed cohort and analysis development; he
managed data for the project, and carried out award administration for the final six
months of the initial period of the award, and during the two no-cost extensions.
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Drs. Eng, Kumar, Chatta, and Krolewski participated in the first 18 months of the project. Ms.
Isenhart participated in the first 18 months of the project.

Kevin Eng, PhD. 1.8 Calendar Months, year; 1 PI, 0.9 Calendar Months year 2
e Dr. Eng oversaw the project and managed cohort development and design; he managed
data for the project.

Praveen Kumar, PhD. Postdoctoral Fellow. 6.0 Calendar Months, year 1; 2.5 Calendar
Months, year 2.
e Dr. Kumar validated antibodies and assisted with modeling and data analysis.

Emily Isenhart. 12.0 Calendar Months, year 1; Graduate Student 6.0 Calendar Months, year 2.
e Ms. Isenhart scored TMA slides and conducted image analysis.

Gurkamal Chatta, MD. Co-investigator. 1.2 Calendar Months, year 1; 0.6 Calendar Months,
year 2
e Dr. Chatta assisted with the development of the clinical and validation cohorts.

John Krolewski, MD PhD. Co-investigator. 0.6 Calendar Months, year 1; 0.3 Calendar Months,
year 2.
e Dr. Krolewski assisted in the development of the clinical and validation cohorts.

Has there been a change in the active other support of the Pl or senior/key personnel
since the last reporting period?
Nothing to report

What other organizations were involved as partners?
Nothing to report

8) Special reporting requirements
Nothing to report

9) Appendices
e Omole, EB, Aijaz, |, Ellegate, J, Isenhart, E, Desouki, MM, Mastri, M, Humphrey, K,
Dougherty, EM, Rosario, SR, Nastiuk, KL, Ohm, JE, Eng, KH. (2022). Combined

BRCA2 and MAGEC3 Expression Predict Outcome in Advanced Ovarian Cancers.
Cancers 14(19):4724. PMCID: PMC9562635.
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Simple Summary: Early detection of ovarian cancer is a significant clinical challenge, with most
women presenting with advanced stages of disease at initial diagnosis. The aim of this study was to
evaluate the role of MAGEC3 and BRCAZ2 in epithelial ovarian cancer progression. We evaluated
the effect of MAGEC3 and BRCA2 on the other’s expression. We tested this in humans using
immunohistochemical staining of human tumor samples obtained from patients with epithelial
ovarian cancer (n = 357). We found a weak inverse correlation between MAGEC3 and BRCA2
expression in epithelial ovarian cancers. Further, our data suggest that the combined expression
of MAGEC3 and BRCA2 may be a better predictor of outcomes in patients than the individual
markers alone.

Abstract: Like BRCA2, MAGECS3 is an ovarian cancer predisposition gene that has been shown to
have prognostic significance in ovarian cancer patients. Despite the clinical significance of each gene,
no studies have been conducted to assess the clinical significance of their combined expression. We
therefore sought to determine the relationship between MAGEC3 and BRCA2 expression in ovarian
cancer and their association with patient characteristics and outcomes. Immunohistochemical staining
was quantitated on tumor microarrays of human tumor samples obtained from 357 patients with
epithelial ovarian cancer to ascertain BRCA2 expression levels. In conjunction with our previously
published MAGECS3 expression data, we observed a weak inverse correlation of MAGEC3 with
BRCAZ2 expression (r = —0.15; p < 0.05) in cases with full-length BRCA2. Patients with optimal
cytoreduction, loss of MAGEC3, and detectable BRCA2 expression had better overall (median OS:
127.9 vs. 65.3 months, p = 0.035) and progression-free (median PFS: 85.3 vs. 18.8 months, p = 0.002)
survival compared to patients that were BRCA2 expressors with MAGEC3 normal levels. Our results
suggest that combined expression of MAGEC3 and BRCA2 serves as a better predictor of prognosis
than each marker alone.

Keywords: ovarian cancer; immunohistochemistry; biomarker; MAGEC3; BRCA2

1. Introduction

Ovarian cancer is a heterogeneous disease, and remains the leading cause of mortality
from gynecologic malignancies, with more than 19,000 new cases and 12,810 deaths ex-
pected in the United States in 2022 [1]. Epithelial ovarian cancer (EOC), which accounts
for over 90% of all ovarian cancers, is comprised of five distinct subtypes, amongst which
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high-grade serous ovarian carcinoma (HGSOC) is the most commonly diagnosed [2]. HG-
SOC is also the most lethal subtype, accounting for about 70% of all epithelial ovarian
cancer cases [3,4] and 70-80% of all ovarian cancer deaths [5] due to it being diagnosed at
an advanced stage [6].

Since most women present with advanced stages of disease [4,7,8], early detection
of ovarian cancer remains an increasingly important clinical challenge [2,8,9]. There is a
compelling argument for novel ovarian cancer screening methodologies, given that the
current strategy results in the early detection of ovarian cancer in only ~20% of patients [10].
Advances in ovarian cancer diagnosis include the use of genetic testing to identify mutated
genes associated with epithelial ovarian cancer in patients, with a known family history of
breast and ovarian cancer, such as TP53, PIK3CA, KRAS, and BRCA1/2 [2,8].

BRCA1/2 genes encode proteins involved in the repair of DNA double-strand breaks
via the homologous recombination pathway [11-14]. Germline and somatic mutations,
as well as promoter methylation, are the common causes of BRCA1/2 dysfunction [15,16]
which impairs DNA repair leading to an increased risk of tumorigenesis [17]. BRCA2
mutations specifically are associated with a 15-30% lifetime risk of ovarian cancer [18].
Most of the deleterious mutations that have been identified in ovarian cancer families
are frameshift (insertions or deletions) mutations or nonsense mutations that result in
premature termination of the protein-coding sequences [19-22]. Resultant BRCA2 mutant
proteins retain their N-terminal transactivation domain which enables its recombinational
repair and checkpoint roles [23-25] but the C-terminal, which harbors the nuclear localiza-
tion signals (NLS), is lost [25]. The inability to translocate into the nucleus explains why
these mutants are nonfunctional and unable to facilitate the DNA repair process in most
cases [20,25,26].

BRCA1/2 mutations serve as a marker of vulnerability to PARP inhibitors (olaparib,
rucaparib, and niraparib). These have become viable treatment options for patients with
advanced epithelial ovarian cancer, due to enhanced clinical effectiveness and tolerable
toxicity [27-31]. While women with BRCA1/2 mutations retain the best response to PARP
inhibitors [32], tumors with genomic instability still show a clinically significant response
to therapy [33], prompting researchers to consider whether other markers such as ATM,
FANC A/F, CHK2, RAD51B/C, and CDK12 could be used as de facto surrogate markers of
deficient homologous repair [34,35] to expand the pool of women who may benefit from
PARP inhibitor therapy.

One such potential marker is MAGEC3. MAGEC3 is a member of the “Type II”
melanoma antigen gene (MAGE) family by DNA sequence homology and has low but
ubiquitous protein expression in most tissues with high expression in testes and tonsils [36].
In the context of cancer, members of the family have shown varying functions in DNA
repair and cell cycle regulation, [37,38] as well as the potential application as markers of
stemness in cancer cells [39]. Biochemically, MAGE proteins bind specifically to E3 RING
ubiquitin ligases through their MAGE homology domains (MHDs) and regulate protein
ubiquitination by enhancing E3 ligase activity [37,38,40,41]. Previously, we described a link-
age between early-onset ovarian cancers [42] and MAGEC3 [43,44] and more recently found
that MAGECS is a potential prognostic biomarker in ovarian cancer, as loss levels were
associated with a favorable progression-free survival (PFS) in ovarian cancer patients [36].

The relationship between both BRCA2 and MAGECS3 protein expression and their
combined clinical significance in ovarian carcinoma is unknown. Immunohistochemistry
(IHC) is a low-cost and easily accessible technique that allows for the query of both N- and
C-terminal domains of the BRCA2 protein, including protein truncation of the C-terminal
of the BRCA2 protein which severely diminishes protein function [45]. Similarly, IHC has
also been used to detect the expression of the MAGEC3 protein [36,46]. Herein, we describe
the relationship between MAGEC3 and BRCA2 in patient samples using IHC and tested
the hypothesis that their co-expression is correlated with clinical outcomes.
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2. Materials and Methods
2.1. Ovarian Cancer Patients

Two cohorts of patients were used: (1) Patients with advanced high-grade serous
ovarian carcinoma treated at Roswell Park Cancer Institute (RPCI) who had previously
had BRCA2 genetic testing. This cohort was used for the pilot experiment and classified
into three categories based on the results of the genetic testing: BRCA2-Wildtype, BRCA2-
Mutant, and BRCA2-Loss. (2) Patients with a primary diagnosis of ovarian cancer treated at
RPCI by maximal debulking surgery and first-line platinum-based chemotherapy between
2000 and 2012 were obtained from a curated database under an institutional review board-
approved protocol. Tumor blocks from these cohorts were taken during primary debulking
surgery and prior to the initiation of systemic therapy.

In total, there were n = 3 ovarian cancer patients from cohort 1 with sequenced tumor
samples processed as whole tissue sections for the pilot experiment and n = 357 ovarian
cancer patients from cohort 2 with un-sequenced tumor samples for the tissue microarray
analysis. The detailed handling protocol for the tissue specimens has been previously
described [47].

2.2. Whole Tissue Sections

The whole tissue sections were derived from formalin-fixed and paraffin-embedded
tumor tissues obtained from three sets of sequenced ovarian tumor cases in cohort 1 to
qualify antibody reactivity. IHC H-scores were generated using n = 30 photographs of
randomly selected fields on each slide.

2.3. Tissue Microarray (TMA) Construction

The tissue microarrays (TMA) were constructed using formalin-fixed and paraffin-
embedded tumor tissues punched from each donor block from cohort 2. Triplicate TMAs
(containing three representative cores from each tumor) were prepared and stained to
assess tumor heterogeneity. These TMAs included all epithelial ovarian cancer subtypes,
non-tumor control tissues, and reference cores for normalization across different blocks.

2.4. Antibody Validation

The Human Protein Atlas [48] (HPA052067) was used to vet the BRCA2 antibodies,
in accordance with the International Working Group for Antibody Validation [49], and
were evaluated and authorized for IHC and supported for antigen specificity. The BRCA2
antibodies are directed against the BRCA2 C-terminal amino acids (2587-2601 amino acids,
Abcam ab53887, Cambridge, MA, USA) and BRCA2 N-terminal amino acids (100-150
amino acids, Proteintech 19791-1-AP, Rosemont, IL, USA).

The MAGEC3 antibody has been previously described [36].

2.5. Immunohistochemistry

Formalin-fixed paraffin sections were cut at a thickness of 4um, placed on glass slides,
and heated at 60 °C for 1 h. The TMA sections were then deparaffinized with xylene and
ethanol and rinsed in water. For antigen retrieval, slides were pretreated in an antigen
retrieval high pH solution (catalog #GV804, Dako, Santa Clara, CA, USA) for 20 min and
allowed to cool for 20 min at room temperature. The slides were incubated with a solution
of 3% H202 for 10 min. “BRCA2 N-terminal” antibody (catalog #19791-1-AP, Proteintech,
Rosemont, IL, USA) was added to one set of slides at 1:500 dilution while the “BRCA2
C-terminal” antibody (catalog# ab53887, Abcam, Cambridge, MA, USA) was added to the
other set of slides at 1:500 dilution and incubated for 60 min at room temperature. This was
followed by incubation with biotinylated goat anti-rabbit secondary antibody (catalog #
14708, Cell Signaling Technology, Boston, MA, USA), 1:1000 dilution for 15 min at room
temperature. ABC reagent (catalog #PK 6100, Vector Labs, Burlingame, CA, USA) was
used for signal enhancement and applied for 30 min. Slides were incubated for 5 min with
3,3’-diaminobenzidine (DAB) substrate (catalog #K3467, Dako, Carpinteria, CA, USA) and
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then counterstained for 20 s with DAKO Hematoxylin (catalog #CS700, Dako, Carpinteria,
CA, USA). Slides were dehydrated in several baths of graded alcohols and xylenes before
being cover-slipped.

TMAs were previously stained for MAGECS3 as described [36].

2.6. Digital Image Analysis

Digital images of both IHC-stained whole tissue sections and IHC-stained TMA slides
were captured using a whole slide scanner at 10 x magnification (Aperio Scanscope, Leica
Microsystems, Milton Keynes, UK), and the digital images were stored in SVS format.
The digital images were retrieved using a file management web interface (Aperio eSlide
Manager, version 12.4.3.8007, Leica Biosystems, IL, USA) and reviewed with the server
software (Aperio Imagescope, version 12.3.3.5048, Leica Biosystems, IL, USA). Digital
images of representative whole tissue section fields and TMA cores were extracted through
the server software (Aperio Imagescope, version 12.3.3.5048, Leica Biosystems, IL, USA)
at 10x magnification and quantified into H-scores using an automated IHC profiler built
in a digital image analysis software (Image] version 1.52a, National Institute of Health,
Bethesda, MD, USA) [50].

2.7. Statistical Methods

After the IHC scoring was complete, the optimal cutpoint of the IHC staining score
for BRCA2 expression was determined using H-scores obtained for the C-terminal of the
sequenced ovarian tumor cases with the aid of the R package, cutpointr [51]. We stratified
the BRCA2 C-terminal H-scores into two different groups (BRCA2 expressors and BRCA2
NON-eXpressors).

All statistical analyses were performed using the R 3.1.2 statistical computing lan-
guage. Associations between BRCA2/MAGEC3 expression and categorical variables were
tested by chi-square tests and continuous variables were tested by one-way ANOVA tests.
Survival probabilities were calculated by Kaplan-Meier analysis using log-rank testing.
A nominal significance threshold of 0.05 was used unless otherwise specified. The multi-
variate analysis included stage, categorized as early (I, II, IIIA, or IIIB) or late (IIIC or IV),
grade (1 vs. 2/3), debulking status (optimal vs. suboptimal), and platinum-sensitive versus
refractory disease.

3. Results
3.1. Validation of IHC Measurements of BRCA2 Protein Expression in Cancer Tissue

We first tested whether BRCA2 protein expression confirmed the predicted expres-
sion by molecularly characterized and sequenced ovarian tumor samples, via IHC. The
adopted two-antibody IHC strategy, which utilizes antibodies specific to the N-terminus
and C-terminus, allows for discrimination between the presence of normal protein, protein
truncation, and loss of protein expression in the tumor samples (Figure 1A). These antibod-
ies were applied to three cases confirmed to have BRCA2 wild type (WT), BRCAZ2 truncating
mutation in exon 11 (Mutant), and total loss of BRCA2 (Loss) through sequencing. Visual
analysis of IHC staining shows that, as expected, wildtype samples have adequate stain-
ing observed with both the N-terminal and C-terminal antibodies, mutant samples have
staining only at the N-terminal and not the C-terminal, and BRCA2 loss has poor staining
intensity seen with both antibodies (Figure 1B).

To further validate this strategy, the staining intensity and percentage of positive
tumor cells were quantified using an automated IHC H-scoring algorithm built in Image].
The resulting H-scores show that N-terminal expression levels are significantly different
between BRCA2 wild type, BRCA2 mutant, and BRCA2 loss in sequenced cases (WT vs.
Mutant: t-test, p < 0.001; WT vs. Loss: p < 0.001; Mutant vs. Loss: p < 0.001) (Figure S1).
However, given that a truncating mutation renders the protein non-functional, samples that
demonstrate that a lack of C-terminal staining should functionally mimic BRCA2 loss. The
difference in C-terminal expression levels, when BRCA2 wildtype was compared to BRCA2
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mutant and BRCA2 loss cases, was observed to be statistically significant (WT vs. Mutant:
t-test, p < 0.001; WT vs. Loss: p < 0.001), while the difference in C-terminal expression
levels for the BRCA2 mutant and BRCAZ2 loss cases was not statistically significant (Mutant
vs. Loss: t-test, p = 0.9) (Figure 2A). Given its ability to differentiate wild-type cases
from the functionally impaired mutant and loss cases, C-terminal scoring was used for
further analyses. C-terminal scores for the BRCA2 mutant and BRCAZ2 loss cases were
combined and termed “BRCA2 non-expressors” while the BRCA2 wild-type cases were
termed “BRCA2 expressors.” When the same IHC strategy was applied to 357 un-sequenced
patient samples with unknown BRCAZ2 status, we used the C-terminal expression levels
of the BRCA2 expressors and non-expressors to determine an optimal cutoff point for
stratifying the un-sequenced cases. The optimal cutoff point utilized to stratify the larger
un-sequenced cohort of patients into “BRCA2 expressors” and “BRCA2 non-expressors”
was an H-score of 49.5 (Figure 2B).
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Figure 1. Schematic showing immunohistochemical staining of BRCA2 protein using two-antibody
strategy. (A) A full-length gene model, a full-length wild-type protein model bound by both the N-
terminal and C-terminal antibodies, and a truncated protein bound by only the N-terminal antibody
(loss protein model not shown as it is not expressed and therefore cannot be bound by either
antibody). (B) Representative microscopy images of sequenced ovarian cases with known genomic
status, magnification 100 x, scale bar = 100 um. Wild-type (WT) expression pattern with staining of
strong intensity with N-terminal antibody (top left) and moderate intensity with C-terminal antibody
(bottom left) in some of the tumor cell nuclei; aberrant expression with moderate staining intensity
with N-terminal antibody (top middle) and poor staining intensity with C-terminal antibody (bottom
middle) in the verified case with truncating mutation (Mutant); poor staining intensity of both
N-terminal (top right) and C-terminal (bottom right) antibodies in the verified case with BRCA2
loss (Loss).
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Figure 2. BRCAZ2 protein expression in the sequenced ovarian tumor cases and un-sequenced TMAs.
(A) C-terminal expression of the BRCA2 wildtype (WT) is statistically different compared to BRCA2
mutant (Mutant) and BRCA2 loss (Loss) in the sequenced ovarian tumor cases, but there is no
statistical difference between the Mutant and Loss cases. This was plotted alongside the distribution
of un-sequenced TMA H-scores. (B) For the sequenced ovarian tumor cases, BRCA2 C-terminal
expression of the WT was categorized as BRCA2 expressors (Exp) while those of the Mutant and Loss
were grouped as BRCA2 non-expressors (No Exp). An optimal cutoff point of 49.5 was determined
based on the C-terminal expression levels of the sequenced ovarian tumor cases and was used to
stratify the un-sequenced ovarian cancer TMA (OVCa TMA) H-scores into Exp and No Exp.

MAGEC3 protein expression quantitation by IHC for patients in this cohort was
previously reported in a recent publication from our lab [36]. Expression levels were
dichotomized at the median into either “MAGEC3 Normal” or “MAGEC3 Loss” based on
the findings that higher levels of MAGEC3 were not significantly different from expression
in normal ovary tissue (t-test, p = 0.368), while lower levels of MAGEC3 were significantly
lower (t-test, p < 0.001). Given our interest in the combined effect of MAGEC3 and BRCA2
expression levels on patient prognosis, we used MAGEC3 expression data from the prior
publication as well as the BRCA2 levels ascertained in this study for subsequent analyses.

3.2. Clinical Characteristics of Ovarian Cancer Microarray Patient Population

A total of 357 tumor tissues from patients with ovarian and primary peritoneal cancer
were analyzed using IHC. From the demographic information of de-identified patients
in this study (Table 1), the mean age of diagnosis was 63 years (range 21-93 years) and
52.1% of patients were diagnosed after 2006. Most of the patients were white (334; 94.9%),
non-Hispanic (350; 99.4%), and presented with advanced/late-stage disease (81.5%), poorly
differentiated tumors (73.5%) and serous histology (79.6%). Platinum-sensitive disease was
demonstrated in 156 of the 357 patients (55.5%) with 125 patients classified as platinum-
resistant or treatment-refractory (42.5%). For survival data, the patients were followed for
an average of 65.2 months (maximum 274.2 months).

Using the optimal cutoff point calculated above, 299/257 (83.8%) of the patients were
classified as BRCA2 expressors while 58/357 (16.2%) were BRCA2 non-expressors. Using
the previously reported stratification of MAGECS3, 173/357 (48.5%) of patients in this cohort
are MAGECS3 loss while 184/357 (51.5%) are MAGEC3 normal. When considering the
combination of BRCA2 and MAGECS3 levels, 34 (9.5%) were BRCA2 non-expressors and
showed MAGECS3 loss levels, 139 (40%) were BRCA2 expressors with MAGECS3 loss levels,
24 (6.7%) were BRCA2 non-expressors with MAGEC3 normal levels, and 160 (44.8%) were
BRCA2 expressors with MAGEC3 normal levels. Through extensive statistical analysis,
BRCA2 expression and normal MAGECS3 levels were associated with cases ascertained
after 2006 (Chi-sq test, p < 0.001), ovary as the primary site of origin (Chi-sq test, p < 0.001),
poorly/undifferentiated tumors (Chi-sq test, p = 0.03) and serous histology (Chi-sq test,
p <0.001).
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Table 1. Clinical characteristics of the ovary discovery cohort by MAGEC3 and BRCA2 protein
expression level.

MAGEIOSS MAGEnormal
Characteristic All Ovary Patients BRCA2exP(-)  BRCA29P*)  BRCA2exP(-)  BRCA28P™)  p-Value
n =357 n=234 n=139 n=24 n =160
Age of Diagnosis (years)
Mean (Range) 63 (21-93) 61 (21-85) 63 (31-93) 69 (47-89) 63 (21-89) 01t
Missing 0 0 0 0 0
Year of Diagnosis (1 (%))
Before 2006 177 (52.1) 14 (43.8) 104 (81.9) 5(21.7) 54 (34.2) +
After 2006 163 (47.9) 18 (56.3) 23 (18.1) 18 (78.3) 104 (65.8) <0.001
Missing 17 2 12 1 2
Race (1 (%))
White 334 (94.9) 31 (94) 130 (96.3) 24 (100) 149 (93.1)
Black or African American 8 (2.3) 1(3) 0(0) 0(0) 7 (4.4) 5
Other 10 (2.8) 1(3) 5(3.7) 0(0) 4(2.5) 02
Missing 5 1 4 0 0
Hispanic (1 (%))
No 350 (99.4) 34 (100) 133 (99.3) 24 (100) 159 (99.4)
Yes 2(0.6) 0(0) 1(0.7) 0 (0) 1(0.6) 09§
Missing 5 0 5 0 0
Primary (1 (%))
Ovary 310 (88.1) 27 (81.8) 131 (94.9) 16 (66.7) 136 (86.6)
Primary Peritoneal 42 (11.9) 6 (18.2) 7 (5.1) 8 (33.3) 21 (13.4) <0.001 %
Missing 5 1 1 0 3
FIGO Stage (1 (%))
1/11/TIA/B 65 (18.5) 8 (24.2) 28 (20.6) 4(17.4) 25 (15.7) ;
IC/1V 286 (81.5) 25 (75.8) 108 (79.4) 19 (82.6) 134 (84.3) 0.6
Missing 6 1 3 1 1
Grade (1 (%))
Well/Moderately
differentiated 93 (26.5) 5(14.7) 44 (32.6) 2 (8.3) 42 (26.6) 0.031
Poorly /Undifferentiated 258 (73.5) 29 (85.3) 91 (67.4) 22 (91.7) 116 (73.4)
Missing 6 0 4 0 2
Histology (1 (%))
Serous 284 (79.6) 17 (50) 114 (82) 20 (83.3) 133 (83.1)
Other Epithelial 73 (20.4) 17 (50) 25 (18) 4(167) 27 (16.9) <0.001 %
Missing 0 0 0 0 0
Cytoreduction (1 (%))
RO 98 (27.8) 9 (28.1) 41 (29.9) 5 (20.8) 43 (26.9) ;
Not RO 255 (72.2) 23 (71.9) 96 (70.1) 19 (79.2) 117 (73.1) 0.09
Missing 4 2 2 0 0
Platinum sensitivity (1 (%))
Sensitive 156 (55.5) 9 (37.5) 65 (55.1) 11 (68.8) 71 (57.7)
Resistant 125 (44.5) 15 (62.5) 53 (44.9) 5(31.3) 52 (42.3) 08%
Missing 76 10 21 8 37
Treatment Outcome (1 (%))
Complete Response 169 (57.5) 9 (37.5) 65 (55.1) 9 (52.9) 86 (63.7)
Not Complete Response 125 (42.5) 15 (62.5) 53 (44.9) 8 (47.1) 49 (36.3) 02%
Missing 63 10 21 7 25

n may vary by characteristic due to missing data. * p-value was calculated using one-way ANOVA test. I p-value
was calculated using the chi-squared test. 3 Chi-squared approximation may be incorrect.
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3.3. BRCA2 Protein Shows a Weak Negative Correlation with MAGEC3 Expression in Ovarian
Cancer Tumor Samples

The H-scores from the semi-quantitative analysis of MAGEC3 TMAs in our previous
study [36] were correlated with the H-scores of BRCA2 TMAs in this current study using
a two-sided Pearson’s correlation test. The initial assessment of the relationship between
MAGEC3 and BRCA2 expression in the tumor samples revealed no correlation (Figure 3A).
However, when the cases were stratified based on BRCA2 expression, the MAGEC3 H-
scores were shown to be inversely correlated with the H-scores of BRCA2 expressors in the
ovarian tumor samples (r = —0.15; p < 0.05) (Figure 3B), while a positive correlation was
observed in the BRCA2 non-expressors (r = 0.32; p < 0.05) (Figure 3C).
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Figure 3. Correlation between MAGECS3 protein and BRCA2 C-terminal protein expression in ovarian
tumor TMAs. (A) No correlation between MAGEC3 and BRCA2 expression in the tumor samples
prior to stratification based on BRCA2 expression levels. (B) MAGEC3 H-scores were observed to be
inversely correlated with the H-scores of BRCA2 expressors. (C) MAGEC3 H-scores were observed
to be positively correlated with the H-scores of BRCA2 non-expressors.
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3.4. MAGEC3 and BRCA2 Association with Prognosis in Epithelial Ovarian Cancer

The impacts of age at diagnosis, disease stage, grade, histology, cytoreduction status,
and MAGEC3/BRCA2 expression on clinical outcome were analyzed using both univariate
and multivariate Cox proportional hazards regression analyses (Table 2). The age at
diagnosis, grade, and RO cytoreduction were univariately associated with prognosis in
epithelial ovarian cancers. Multivariate regression analysis indicated that patients with
advanced stage disease (HR = 3.28, 95% CI2.05-5.26, p < 0.001) and poorly /undifferentiated
tumors (HR = 1.34, 95% CI 1.02-1.76, p = 0.04) were statistically significant predictors
of survival.

Table 2. Discovery cohort survival analysis.

Ovarian Cancer Univariate Analysis (n =357) Multivariate Analysis (n = 342)
Covariate Risk Level Hazard Ratio 95% CI p-Value ¥ Hazard Ratio 95% CI p-Value t
Age +10 years 1.3 (1.18-1.42) <0.001 1.32 (1.19-1.46) <0.001
Stage 1/11/111A/B Reference Reference
Ic/1v 3.45 (2.4-4.96) <0.001 3.28 (2.05-5.26) <0.001
Grade Wel.l/ Mod.erately Reference Reference
differentiated
Poorly /Undifferentiated 1.15 (0.89-1.49) 0.3 1.34 (1.02-1.76) 0.04
Histology Other Epithelial Reference .
Serous 117 (0.87-1.57) 03 Stratifier S
Cytoreduction RO Reference Stratifier §
Not RO 243 (1.84-3.15) <0.001
MAGEC3 and Loss~Exp(—) Reference Reference
BRCA2 Normal~Exp(—) 1.29 (0.85-1.95) 0.2 1.14 (0.73-1.79) 0.6
Loss~Exp(+) 1.17 (0.72-1.89) 0.5 1 (0.61-1.63) 1
Normal~Exp(+) 1.16 (0.91-1.49) 0.2 1.14 (0.88-1.48) 0.3

* 7 may vary due to missing data. 1 p-value calculated using the Wald test. § Covariate violated the proportional

hazards assumption.

Independent evaluation of the relationship between BRCA2 expression and patient
outcomes in our cohort of advanced ovarian cancer cases revealed that BRCA2 expression
levels did not impact overall survival (log-rank p = 0.198) and progression-free survival
(log-rank p = 0.15) in patients with optimal cytoreduction (Figure S2), whereas indepen-
dent evaluation of MAGECS3 expression in our previous study revealed that women with
MAGECS loss had better progression-free survival (log-rank p = 0.002) [36]. In patients
with optimal cytoreduction, subgroup analyses of combined expression of MAGEC3 and
BRCAZ2 showed that patients that were BRCA2 expressors with MAGECS3 loss levels had
better overall survival compared to patients that were BRCA2 expressors with MAGEC3
normal levels (median OS: 127.9 vs. 65.3 months; log-rank p = 0.035) (Figure 4A). This
was also observed for progression-free survival (median PFS: 85.3 vs. 18.8 months; log-
rank p = 0.002) (Figure 4B). Conversely, in BRCA2 non-expressor cases, having MAGEC3
loss levels conferred no survival benefit over MAGEC3 normal levels in overall survival
(log-rank p = 0.677) nor progression-free survival (log-rank p = 0.753) (Figure 4C,D).
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Figure 4. Expression of MAGEC3 and BRCA2 predict outcomes in ovarian cancer patients with
optimal cytoreduction. Kaplan-Meier plot showing (A) overall survival trends for MAGEC3 normal
and loss cases in BRCA2 expressors, (B) progression-free survival trends for MAGEC3 normal and
loss cases in BRCA2 expressors, (C) overall survival trends for MAGEC3 normal and loss cases in
BRCA2 non-expressors, (D) progression-free survival trends for MAGEC3 normal and loss cases in
BRCA2 non-expressors for ovarian cancer patients with optimal cytoreduction.

4. Discussion

This study aimed to evaluate BRCA2 and MAGECS for their influence on epithelial
ovarian cancer progression and to assess the clinical significance of their combined expres-
sion. Like BRCA2 [52], MAGECS3 protein expression has been identified for evaluation as
a novel prognostic biomarker in ovarian cancer [36]. However, the relationship between
both BRCA2 and MAGECS3 protein expression and their combined clinical significance in
ovarian carcinoma is unknown.

The growing importance of IHC as a tool for detecting protein dysfunction via pro-
tein expression profiles, combined with its ease of use and practicality in identifying the
protein of interest within the tumor’s cellular compartment, makes it a highly appealing
technique to measure validated biomarkers. It proved to be a viable and cost-effective
approach for determining BRCA2 protein expression in tumor samples for this study, as
similarly reported by other studies [53,54], as well as for determining MAGECS3 protein
expression [36]. We used a dual antibody strategy to discriminate differential expression
of BRCAZ2 at both the N-terminal and C-terminal. Because of its ability to differentiate
the wild-type case from mutant and loss cases, C-terminal expression was used to define
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BRCAZ2 expression in a large un-sequenced cohort. Prior studies also support the idea that
the C-terminal antibody could be useful in screening cancers for BRCA mutations as well
as BRCA2 protein expression in patients with unknown mutation status [45,53,55]. Using
this approach, we identified 83.8% (299/357) of patients as BRCA2 expressors and 16.2%
(58/357) as BRCA2 non-expressors.

In the assessment of the relationship between MAGEC3 and BRCAZ2 proteins in the
tumor samples from the un-sequenced cohort, there was no significant correlation of protein
expression when looking at all cases. However, when we looked at only BRCA2 expressors,
there was an inverse correlation with MAGEC3 expression. An interesting conjecture
emerges that, like other proteins in the MAGE family, MAGECS3 is interacting with an E3
ligase which leads to the ubiquitination and subsequent degradation of a protein, in this
case, BRCA2. Because this downregulation was only observed in BRCA2 expressors, it is
possible that it may only occur in cells expressing a full-length BRCA2 protein. Preliminary
in vitro data from our lab supports this hypothesis, as overexpression of MAGECS3 results
in a reduction in BRCAZ2 protein level in both fibrosarcoma (HT1080) and ovarian cancer
(SKOV3) cell lines [56]. It is important to note that both the HT1080 and SKOV3 cell lines
were reported to have a wild-type BRCA2 gene [57].

In the unsequenced cohort of patients, survival analyses for overall and progression-
free survival showed no significant relationship between BRCA2 expression and patient
outcomes; whereas our previous study of the same cohort showed that women with
MAGECS3 loss had better progression-free survival [36]. For ovarian cancer patients with
optimal cytoreduction, combined expression of MAGEC3 and BRCA2 showed that patients
that were BRCA2 expressors with MAGECS3 loss levels had better overall and progression-
free survival compared with patients who were BRCA2 expressors with normal MAGEC3
levels. Interestingly, in patients that were BRCA2 non-expressors, MAGEC3 loss levels
conferred no survival advantage over MAGEC3 normal levels for both overall survival and
progression-free survival. Given our results showing that MAGEC3 downregulates BRCA2,
we anticipated that higher levels of MAGEC3 would mimic BRCAZ2 loss status resulting
in susceptibility to platinum-based therapies and prolonged survival. However, we note
that the correlation observed in these patients was weak and that the in vitro experiments
that showed downregulation of BRCA2 were performed at supraphysiological levels
of MAGECS3, which would enhance its downregulating effects. A possible explanation
for the trends observed is likely related to MAGEC3’s additional role in augmenting
DNA repair [36]. Additional unpublished data from our lab revealed that ovarian cancer
cells expressing MAGECS3 fare better under cisplatin (CDDP) insult by clearing cisplatin
adducts [56]. These results led us to conclude that MAGECS3 is a prognostic marker in
cases that are BRCA2 expressors and that its role in DNA repair, as opposed to its weaker
role in downregulating BRCAZ2, is responsible for the trends observed. Because MAGEC3
only retains its prognostic ability in BRCA2 expressors, the combined expression remains a
better predictor of outcomes in patients than the individual markers alone.

The limitations of our study include the use of only three sequenced ovarian tumor
cases with known genomic status to develop our IHC assay, as well as the use of retro-
spective cohorts for the ovarian cancer TMAs. To reduce batch-processing effects and
resulting slide-to-slide variation, the scores were normalized using normal control cores.
Slide staining was performed by the pathology core facility at Roswell Park Comprehensive
Cancer Center using appropriate antibodies for IHC.

Despite these limitations, our study has considerable strengths, including the analysis
of a large cohort of patients to provide insight into the relationship between MAGEC3
and BRCA2 protein expression in ovarian cancer cases. Additionally, the integration and
utilization of the automated semi-quantitative IHC profiler built into Image ] for assessment
of the expression levels of the proteins eliminated any visual bias and high-level observer
variation that might have occurred with conventional and manual pathological TMA slide
assessment. This was reported as effective in similar studies [58,59].
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5. Conclusions

The combined expression of MAGEC3 and BRCAZ2 serves as a better predictor of
prognosis than either marker alone, as MAGEC3 only retains its prognostic significance in
BRCAZ2 expressors. Ovarian cancer cases expressing BRCA2 with low levels of MAGEC3
fare better than those with normal levels. This is contrary to expectations, given MAGEC3's
role in downregulating BRCA2. Given the role of MAGECS3 in augmenting DNA repair, we
propose that the loss of this augmentation explains the favorable trend of patients with low
MAGECS levels. Further work is needed to confirm this hypothesis.

Supplementary Materials: The following supporting information can be downloaded at: https:
//www.mdpi.com/article/10.3390/cancers14194724/s1, Figure S1: BRCA2 N-terminal expression
in the sequenced ovarian tumor cases. Figure S2: Kaplan—Meier survival curves for independent
evaluation of the relationship between BRCA2 expression and patient outcomes in the larger cohort
of patients with un-sequenced advanced ovarian cancer cases.
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