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Abstract: DNA damage repair pathways, including mismatch repair (MMR) genes, are prone to
carcinoma development in certain patients. The assessment of the MMR system is widely recognized
as part of strategies concerning solid tumors (defective MMR cancers), especially MMR proteins
(through immunohistochemistry), and molecular assays for microsatellite instability (MSI). We
aim to highlight the status of MMR genes–proteins (including MSI) in the relationship with ACC
(adrenocortical carcinoma) according to current knowledge. This is a narrative review. We included
PubMed-accessed, full-length English papers published between January 2012 and March 2023.
We searched studies on ACC patients for whom MMR status was assessed, respectively subjects
harboring MMR germline mutations, namely Lynch syndrome (LS), who were diagnosed with ACC.
MMR system assessments in ACCs involve a low level of statistical evidence. Generally, there are
two main types of endocrine insights: 1. the role of MMR status as a prognostic marker in different
endocrine malignancies (including ACC)—which is the topic of the present work, and 2. establishing
the indication of immune checkpoint inhibitors (ICPIs) in selective, mostly highly aggressive, non-
responsive to standard care forms upon MMR evaluation (which belongs to the larger chapter of
immunotherapy in ACCs). Our one-decade, sample-case study (which, to our knowledge, it is the
most comprehensive of its kind) identified 11 original articles (from 1 patient to 634 subjects per study
diagnosed with either ACC or LS). We identified four studies published in 2013 and 2020 and two in
2021, three cohorts and two retrospective studies (the publication from 2013 includes a retrospective
and a cohort distinct section). Among these four studies, patients already confirmed to have LS
(N = 643, respective 135) were found to be associated with ACC (N = 3, respective 2), resulting
in a prevalence of 0.0046%, with a respective of 1.4% being confirmed (despite not having a large
amount of similar data outside these two studies). Studies on ACC patients (N = 364, respective
36 pediatric individuals, and 94 subjects with ACC) showed that 13.7% had different MMR gene
anomalies, with a respective of 8.57% (non-germline mutations), while 3.2% had MMR germline
mutations (N = 3/94 cases). Two case series included one family, with a respective four persons
with LS, and each article introduced one case with LS-ACC. Another five case reports (between
2018 and 2021) revealed an additional five subjects (one case per paper) diagnosed with LS and
ACC (female to male ratio of 4 to 1; aged between 44 and 68). Interesting genetic testing involved
children with TP53-positive ACC and further MMR anomalies or an MSH2 gene-positive subject
with LS with a concurrent germline RET mutation. The first report of LS-ACC referred for PD-1
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blockade was published in 2018. Nevertheless, the use of ICPI in ACCs (as similarly seen in metastatic
pheochromocytoma) is still limited. Pan-cancer and multi-omics analysis in adults with ACC, in
order to classify the candidates for immunotherapy, had heterogeneous results, and integrating
an MMR system in this larger and challenging picture is still an open issue. Whether individuals
diagnosed with LS should undergo surveillance for ACC has not yet been proven. An assessment of
tumor-related MMR/MSI status in ACC might be helpful. Further algorithms for diagnostics and
therapy, also taking into consideration innovative biomarkers as MMR-MSI, are necessary.

Keywords: adrenocortical carcinoma; MMR gene; MMR protein; microsatellite instability; endocrine;
Lynch syndrome; surgery

1. Introduction

Aberrations in DNA damage repair pathways, including MMR (mismatch repair) genes
involved in genome integrity, predispose individuals to carcinoma development [1–3]. Defi-
ciencies in the MMR system causing hypermutability or microsatellite instability (MSI) are
usually assessed when screening for Lynch Syndrome (LS), either via PCR (polymerase chain
reaction) or by determining MMR proteins through immunohistochemistry (IHC) analysis
provided after resection/biopsy from different tumors [2,4–6]. MMR gene alterations may
be hereditary (as seen in LS) or somatic; MMR protein status may be deficient (thus a high
MSI is identified) or intact. A positive MSI status represents a surrogate marker for tumor
aggressive behavior; however, high MSI makes a tumor susceptible to an immune attack,
and the patient becomes a candidate for therapy with immune checkpoint inhibitors (ICPI),
a modern oncological treatment [2,4–7].

Identification, at the tumor level, of an MMR protein-deficient status/high MSI should
be followed by MMR gene testing (which is the gold standard for LS diagnostics); however,
this assessment may not always identify a germline mutation; on the other hand, 10% of LS-
related MMR germline mutations are not associated with anomalies in MMR proteins at the
IHC level [2,4–10]. Next-generation sequences (NGSs) represent an advanced alternative
to the testing strategy, while both molecular and NGS techniques contribute to better
neoplasia management in terms of screening and therapy [2,4–7].

Overall, the assessment of MMR function is widely recognized as part of strategies
concerning solid tumors (so-called defective mismatch repair cancers), especially IHC
for MMR proteins and molecular assays for MSI status. However, MMR genetic testing
might not always be conclusive; currently, there are some limits regarding the practical
applicability of MMR system evaluations [11].

Generally, the role of the MMR gene–protein system is well known in LS, on one
hand, and it has become a value tool in the oncologic field to address a potential aggressive
profile of a tumor and its suitability for ICPI, on the other hand. Concerning this second
category of MMR system-based practical applications, endocrine gland-derived cancers and
neuroendocrine neoplasia (NEN) represent an open issue. Gene testing in adrenocortical
carcinoma (ACC) is mandatory in many cases, not only for pediatrics; this is a part of
a modern approach for the optimum management of an otherwise highly aggressive
malignancy. The concept of assaying MMR status is expanding, while further studies
are necessary to point out the endocrine practice’s fundamental importance. In a recent
paper, Lalli, E. [12] highlighted the essential role of further research regarding DNA MMR
pathways due to the “high mutation burden,” which widely opens the doors to new
therapeutic options, such as immunotherapy [12].

Aim

We aim to highlight the status of MMR genes–proteins (including MSI) in relation to
ACC according to current knowledge (including the integration of these data with respect
to other endocrine and neuroendocrine tumors).
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2. Materials and Methods

This is a narrative review of the literature. We included full-length English papers
published between January 2012 and March 2023 in PubMed-indexed journals focusing
on MMR genes, MMR proteins, and MSI status in ACC with various levels of statistical
evidence (from original studies to case reports). The research key words were, in different
combinations, “adrenal” or “adrenocortical carcinoma” (alternatively, we extended the
research for the Discussion section to the following: “thyroid”, “pituitary”, “endocrine”,
“pheochromocytoma”, “neuroendocrine”, “parathyroid”) and “MMR” (alternatively, “mis-
match repair” or “microsatellite instability” or “Lynch syndrome”). We searched studies
on ACC patients for whom the MMR status was assessed either at the level of genetics,
molecular testing, or immunohistochemistry, respectively, and subjects harboring MMR
germline mutations (LS) who were diagnosed with ACC (Figure 1).
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3. Results: MMR System and Endocrine Approach
3.1. DNA MMR Genes: Focus on LS

LS, an autosomal dominant hereditary syndrome, underlines mutations in four DNA
mismatch repair (MMR) genes, MLH1, MSH2, MSH6, and PMS2 [1–3]. Until recently,
hereditary non-polyposis colorectal cancer syndrome (HNPCC) was used to describe LS,
but nowadays, the term LS is accepted; clinically determined HNPCC with positive MSI
includes LS (MMR germline mutations associating colorectal cancer (CRC) and extra-colonic
tumors) and Lynch-like syndrome (negative MMR mutations involving CRC and rare extra-
colonic cancers), while MSI-negative HNPCC is less described (involving non-MMR genes
like POLE gene mutation, etc.) [3–5].

Found in 1 out of 250–1000 individuals, LS is considered the most frequent inherited
syndrome underlying CRC and EC [4–6,13,14]. Other tumors are ovarian cancer (OC) and
malignancies at the levels of the stomach, liver, kidney, breast, prostate, bladder, brain, and
skin (Muir-Torre syndrome) [5,8,9,15].

MLH1 and MSH2 account for 90% of all mutations. The MLH1 variant is associated
with the highest risk of CRC, while MSH2 mutations are associated with the most increased
risk of extra-colonic neoplasia. Cancers in MSH6 carriers occur later in life than those
with MLH1 and MSH2; the PMS2 gene is related to the lowest cumulative rate of tumors;
EPCAM mutations are more often described in relationship with CRC rather than non-
colonic neoplasia [5,8,9].

The hereditary component of CRC is described in up to one third of all CRCs. LS–CRC
belongs to a larger group of hereditary CRCs, including familial adenomatous polyposis,
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Peutz-Jeghers syndrome, Cowden syndrome, MUTYH-associated polyposis, and juvenile
polyposis syndrome [8,9,16]. The life time risk of developing CRC is 80% in patients with
LS, representing 3% of all cases with CRC; a surveillance protocol starts by age 20; extra-
colonic tumors may be synchronous or metachronous with CRC [4,5,8,9]. EC, the second
most common neoplasia in females with LS after CRC, is associated with a lifetime risk of
50%, representing 2% of all ECs; the most frequent variant is MSH2 (cumulative incidence
of 48.9% by the age of 75) followed by MSH6, respective of MLH1 mutations [5,8].

Endocrine tumors are not part of the traditional LS spectrum; however, growing evidence
shows that some tumors, such as ACC, might be associated with anomalies in the MMR
system. On the other hand, MSI/MMR proteins, independently of LS, have been analyzed in
relationship with certain familial non-medullary thyroid cancers (FNMTC) and NENs.

3.2. ACC and MMR Status

ACC, an exceptionally rare malignancy, represents a challenging disease associated
with a poor outcome. Scant data are reported in relationship with the MMR system [17]
(Figure 2).
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ACC has a low prevalence in the general population (between 0.5 and 2 cases/million
individuals/year). Most hereditary ACC cases are in the pediatric population. Due to the
substantial genetic influence, preclinical models of ACC have been developed to improve
the molecular profiling of malignancy [18–20]. ACC is found in hereditary syndromes,
such as Li-Fraumeni, familial adenomatous polyposis, and multiple endocrine neoplasia
type I (MEN) [5,18,19].

ACC has been reported as a potential part of the MMR system-related spectrum, but
this aspect is not entirely proven [21,22]. Moreover, MMR pathways might be contributors
to ACC growth independently of LS [23]. A recent integrative pan-cancer analysis sug-
gested that MSH6 expression is correlated with a poor prognosis, including in ACC [24]. A
study from 2021 that included 634 individuals with LS from 220 families (all were carrying
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an MSH2 germline mutation) registered between 1999 and 2018 showed that the prevalence
of ACC was 0.47% (3 cases), all with the loss of expression of MSH2 and MSH6 proteins [22].

One study from 2013 aimed to establish the prevalence of LS among individuals
diagnosed with ACC [25]. On one hand, 82.5% of 114 patients confirmed as having ACC
were tested for gene anomalies; three subjects were identified with MMR gene mutations,
all having a family history of LS. Thus, an ACC prevalence of 3.2% was confirmed, which
generally is similar to the prevalence of LS among cases with CRC or EC (ACC being
considered an orphan disease due to its extremely rare incidence) [25]. On the other hand, a
retrospective analysis of 135 individuals with MMR gene mutations who were included in
the University of Michigan Cancer Genetics Registry identified two cases with ACC. IHC
analysis was feasible for four tumors, all of them had MSI, and three out of four tumors
had MMR protein anomalies similar to the MMR gene status [25].

In 2021, the first case with the co-occurrence of two mutations involving LS and
MEN2A syndrome was reported in a 44-year-old adult woman confirmed as having ACC.
She had a family history of LS; however, in addition to an MSH2 gene loss of heterozygosity
(LOH) (c.211+1G>T), a RET germline mutation (c.2410G>A; p.Val804Met) was identified.
The clinical presentation was consistent with LS, but not with MEN2A syndrome. The
interference between these two mutations is yet to be determined [21].

A retrospective study of 36 children with ACC coming from southern Brazil, where
the TP53 gene mutation (TP53 p.Arg337His) prevalence is significantly increased, included
IHC and NGS for MLH1, MSH2, MSH6, and PMS2; 8.57% of them had altered MLH1
(N = 2 cases), respective of MSH6 (N = 1) confirming LS, a prevalence that is higher than the
prevalence of LS-associated MMR anomalies among global subjects with EC and CRC [26].

Adults with ACC are diagnosed with germline mutations in 10% of cases, the most
known being Li-Fraumeni syndrome (TP53 mutation) [27]. The first family with germline
MSH2 gene mutation-related adult ACC was published in 2016 [28]. The proband was a
54-year-old female from a family known to have LS who was diagnosed with ACC after
prior therapy for CRC and ovarian malignancy; her mother died of ACC, while her sister
was recognized as having CRC and EC. IHC confirmed the loss of MSH2 and MSH6 protein
expression in both ACCs (also found in the EC of the sister); the deletion of exons 1–3
belonging to the MSH2 gene was confirmed in the proband and her sister [28].

In females with LS, abnormal uterine bleeding (mostly post-menopausal) requires a
differential diagnosis of EC with an estrogen-producing ACC. A 65-year-old women coming
from a family with LS (MSH6 mutation) was reported with post-menopausal metrorrhagia
due to ACC as the first manifestation of LS. At some point, ACC may be the only tumor
of a patient with LS, but this is still based on poor statistical evidence [29]. Moreover, we
mention a 68-year-old male with LS who was diagnosed with ectopic (retroperitoneal) ACC
harboring an MSH2 mutation with a negative blood hormonal profile with respect to the
adrenal cortex [30].

Gene testing in ACCs is important, including in adult cases; this is part of a mod-
ern approach to providing optimum management for an otherwise extremely aggressive
malignancy [25,28]. The MMR/MSI configuration might prove useful if IHC is feasible
after adrenalectomy or metastasis resection [5,25,28]. MMR aberrations serve as a novel
surrogate biomarker regarding the potential response to ICPI, which does not represent
the standard care in ACC [7,31–33]. Cancers underlying LS are particularly sensitive to
ICPIs, such as pembrolizumab; we do not have enough statistical evidence to sustain
the same results for ACC, but since ACC prognosis is severe, ICPI should be initiated in
selected cases [33,34]. The first case of LS-ACC treated with PD-1 blockade was published
in 2018 in a 58-year-old female admitted for (adrenal) Cushing’s syndrome with rapid
tumor progression and a poor outcome [34].

The importance of MMR anomaly identification was also highlighted by a large cohort
study published in 2021, which reported the highest prevalence of MMR mutations among
patients diagnosed with ACC. Among 364 individuals with ACC (median age of 52 years),
15 subjects had some of 29 types of MMR genomic alterations, making them candidates to
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ICPI [35]. So far, we cannot confirm that individuals diagnosed with LS should undergo
surveillance for ACC [5,27,29]. No specific endocrine case-finding protocol has been
generally implemented up until the present time for LS (other than surgical menopause
for gynecologic cancers) [5,29]. However, MMR proteins/MSI might prove helpful in
selected cases when traditional management lines are inefficient. Another particular aspect
includes the potential interaction of mitotane with the MMR status. In addition to ionizing
radiation, ACC cell lines treated with mitotane are prone to cell death through a DNA
damage repair system [36].

4. Discussion

Despite reduced information in the area of MMR status and ACC [21,22,25,26,28–30,34,35],
recent data pointed out that the MMR system should be taken into consideration in other
endocrine domains, particularly thyroid cancer (TC) and NENs and, from our point of view, the
data on MMR-ACC should be discussed, in addition to the broader spectrum of MMR-associated
endocrine tumors (Figure 3).
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4.1. TC and MMR/MSI Involvement

The topic concerning MMR/MSI status of TCs is relatively new. The distinction
between the influence of LS on thyroid cancer or MMR/MSI anomalies in subjects with TC is
mandatory. However, the current level of understanding is based on isolated studies [37–54].
TC, the most frequent endocrine cancer, is associated with increasing incidence, and some
particular forms have high genetic susceptibility [38]. A thyroid nodule on a patient with an
MMR germline mutation may be accidental due to the high prevalence of thyroid nodules
in the general population, an unusual site of metastasis from LS-associated malignancies
(although the thyroid is a not a typical site of metastasis) [39,40,55]. A sporadic TC in a
patient with LS might be related to non-MMR gene mutations, such as BRAF, RAS, TP53,
etc. [41,42,56]. A case-control study on MMR gene SNPs (single nucleotide polymorphisms)
concerning 106 Caucasian subjects diagnosed with well differentiated TC versus 212 (age
and gender matched) controls analyzed the genetic susceptibility of six MMR SNPs (single
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or in combination), namely MLH1 rs1799977, MSH3 rs26279, MSH4 rs5745325, PMS1
rs5742933, MLH3 rs1750, and MSH6 rs1042821, which was associated with the follicular
histological subtype of thyroid neoplasia and female sex, while in combination with the
other two MMR SNPs, an MSH6 heterozygous genotype was correlated with a tumor
risk reduction, confirming the potential role of MMR SNPs in differentiated carcinoma
susceptibility [38].

MLH1, MLH3, PMS2, and PMS1 proteins are enzymes required to assist in the normal
genomic activity of follicular thyroid cells [43]. One small sample-size, experimental study
suggested a different intervention for papillary versus the follicular histological type of
differentiated TC. All four MMR proteins were reduced in the papillary TC (N = 18) versus
para-carcinoma normal thyroid (N = 9), also associating with reduced expression of the
FOXO transcription factor as a potential promotor of PMS2 suppression. At the same time,
follicular carcinoma and adenomas displayed normal MMR activity, suggesting a non-
MMR-related pathway [43]. Whether MMR system intervention in different histological
subtypes of non-medullary thyroid neoplasia is distinct is still an open issue.

The modern concept of FNMTC, a particular TC subgroup with an. autosomal domi-
nant inheritance, is related to limited data on the MMR system [37,44]. The co-occurrence
of FNMTC and HNPCC may be part of LS; the presence of a TC in a patient with CRC
represents an indication for checking the MMR/MSI status [37,45]. A study from 2021
found MSI in 7.4% of 175 cases with anaplastic TC, MSH2 mutation (33%), MSH6 mutation
(25%), MLH1 gene mutation (16.7%), and two mutations as follows: MSH2–MSH6 (8.3%),
MLH1–MSH2 (8.3%), MLH3–MSH5 (8.3%), and no mutation at PMS2 (somatic, no heredi-
tary involvement) [46]. A cohort of 28 anaplastic TCs found that 14% had MMR protein
deficiency, 4/4 with MSH2 and MSH6 loss and no involvement of MLH1 and PMS2 [48].
Another study on the molecular association between FNMTC and HNPCC was performed
on 43 families with FNMTC (383 participants). WES (high-throughput whole-exome se-
quencing) was performed on the peripheral blood DNA of 168 participants (54 of them
with FNMTC). One family was identified with FNMTC and HNPCC, and a heterozygous
missense variant of the MSH2 gene (rs373226409; c.2120G>A; p.Cys707Tyr) was confirmed,
but not considered an etiological factor. FNMTC-based IHC reported negative results for
MSH2 and MSI, while the underlying mutation remained unknown; further considerations
of the other MMR genes are mandatory [37]. MSI was found in 2.5% of sporadic follicular
TCs. This is the result of a large cohort study that included 485 TCs; only the follicular
group had a high-MSI status (N = 4/156), in addition to MMR protein deficiency based on
IHC; WES was used in 2/4 cases and one had an MSH2 mutation [46]. A cases series on
FNMTC-HNPCC (N = 4) in LS showed two cases with papillary TC, respectively, a 47-year-
old female with a history of HNPCC, EC, and OC carrying a germline MLH1 mutation
(1858G>T/E620X) and a 34-year-old male with HNPCC carrying an MSH2 mutation; one
case was a 39-year-old female with an anaplastic type and HNPCC, and one case was a
44-year woman with undifferentiated TC and HNPCC [49].

An assessment of MSI/MMR status may serve as a prognostic marker in endocrine
neoplasia; potentially, it brings some value in understanding the response to radioiodine
therapy in a subgroup of well differentiated TCs [47,48]. For instance, a retrospective
study published in 2022 on 241 individuals with TC examined the MMR protein status
(either deficient or intact): 7.5% of TCs (N = 18 cases, as follows: N1 = 12 papillary
TCs, N2 = 2 poorly differentiated TC, N3 = 4 anaplastic TCs) were MMR-deficient for all
four MMR proteins, which correlated with the fact that 50% of them had an MSH6 deletion,
while 50% of them underlined variants of MSH6 and PMS2. Interestingly, 22% of N was
PD-L1-positive, which is associated with a shorter recorded overall survival versus MMR-
deficient-PD-L1 negative subjects [57]. This study emphasizes the importance of the MMR
status in TC in terms of prognosis and options for therapy, which is otherwise not routinely
necessary since most differentiated TCs have an excellent prognosis. Further models of
prediction and protocols to implement ICPI among the subgroups with aggressive TCs are
necessary to expand the MMR concept in endocrine tumors.
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Malignancies synchronous to TC might be a clue of a hereditary syndrome [45,50].
In 2018, the first patient with LS with multiple, simultaneous head and neck cancers was
diagnosed: papillary TC, adenocarcinoma at the level of the salivary gland, and acinic cell
carcinoma [51]. A study based on 368 carriers from 176 families with LS identified 46.8% of
them with CRC (especially MLH1 carriers) and 53.2% (N = 268) with non-colonic cancers
(especially MSH2, MSH6, and PMS2 carriers); three cases out of 268 with extra-colonic
cancer had a TC, which at that point (in 2012), was not considered part of LS [52].

The role of molecular and genetic testing (including MMR status) as part of a modern
approach of TC is continuously increasing, as similarly seen in ACC. Of course, the epidemi-
ologic impact of the two malignancies is distinct, and this might explain why limited data
are published on ACC versus TCs. The assessment of MMR/MSI seems to add an interest-
ing and valuable piece to this challenging puzzle of these endocrine cancers [42,48,53,54].

For practical purposes, we mention the first case of a benign multi-cystic thyroid
disease with hemorrhagic transformation in a 45-year-old female with LS without other neo-
plasia who was under a cancer surveillance protocol [58]. This is a potential complication
of a pharyngeal intubation, knowing that individuals with LS need systematic procedures
for neoplasia screening and follow-up; moreover, the use of anticoagulant/antiplatelet
medication might be an aggravating factor under these specific circumstances [58].

4.2. NEN and MMR/MSI Assessment

Recently, it was suggested that NEN is part of the extra-colonic tumor presentation
in LS; however, not all authors agree [59,60]. Most data on LS-NEN are reported for the
gastrointestinal site, an area that is intensively explored due to the high prevalence of
CRC [61–63]. One study based on upper gastrointestinal findings in 323 asymptomatic
patients diagnosed with LS (median age of 49.5 years at baseline) identified, via 717 eso-
gastro-duodenoscopies (each individual had at least two procedures performed after
2.3 years), the following: 1.5% of them (N = 5) had early-stage cancers, and one of them was
a gastric NEN [64]. Regarding lower gastrointestinal NENs, we mention a case series of
six patients with germline mutations underlying colorectal NENs; 3/6 subjects had LS (1/3
with well-differentiated NEN, and two cases with neuroendocrine carcinoma) [65]. In 2022,
a 49-year-old female was identified carrying an MSH2 missense mutation c.1808A>T, while
she successively had EC, lymphoma, colonic cancer, gastric adenocarcinoma, and neuroen-
docrine carcinoma (IHC on NEN showed reduced expression of the MSH2 protein) [66].

The coexistence of adenocarcinoma and NEN at the same gastrointestinal tumor was
reported early in LS [67]. For instance, we mention a 63-year-old female with an initial
diagnosis of adenocarcinoma of the colon and stomach, which was diagnosed with liver
metastasis of high-grade NEN originating from a gastric remnant; she had an LS-germline
MLH1 mutation, in addition to the loss of MLH1 protein in NEN and adenocarcinoma of the
stomach [67]. Lately, the concept of mixed neuroendocrine non-neuroendocrine neoplasms
(MiNENs) was extensively developed; MiNENs are mostly gastro-entero-pancreatic NEN
with the very aggressive behavior of both NEN and non-NEN [68]. A study on 44 patients
with MiNEN (mean age of 61 years; 63.6% gastric MiNEN) explored IHC for MLH1, MSH2,
MSH6, and PMS2: a lack of MMR protein expression was identified in 38.6% of them (most
frequent: 29.4% for MLH1/PMS2, respective of 23.5% for MLH1); MMR deficiency versus
normal MMR status correlated with a better prognosis in MiNEN [68].

Some data involve pancreatic NEN in LS, while pancreas cancer is part of LS-related
cancers, mostly involving the adenocarcinoma type with a distinct feature due to a par-
ticular ICPI response [69–71]. Other hereditary syndromes also underlying pancreas
malignancy and hormonally active tumors include von Hipple-Lindau disease, McCune-
Albright, Li-Fraumeni, MEN1, and Beckwith-Wiedemann syndrome [72,73]. A case series
published in 2012 included the first report of a patient with LS associating a pancreatic,
well-differentiated neuroendocrine tumor [74]. However, only in 2017, was the first case
of pancreatic NEN and IHC confirmation in LS was reported: a 65-year female with LS
and a history of two CRCs, EC, and ductal mammary neoplasia was diagnosed with non-
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functioning pancreatic NEN (loss of expression of MLH1 and PMS2 was identified via IHC
and MSI through PCR) [75]. A recent study on pancreatic NENs and IHC for all four MMR
proteins found no correlation with tumor progression [76]. The major implications of the
MMR system in NENs relates to the potential response to immunotherapy [77].

Additionally, the broader NEN spectrum includes the neuroendocrine component
of gynecological cancers displaying anomalies of MMR genes–proteins [62,63]. A single-
center study of 104 cases of EC (median age of 53 years) identified 48% (N = 50) with an
MMR-deficient status via IHC (N = 33/50: loss of MLH1 and PMS2, N = 14/50: loss of
MSH2 and MSH6, N = 2/50: loss of MSH2, N = 1/50 loss of PMS2) and 2/50 of these had
focal neuroendocrine differentiation [78]. The first case of NEN at the uterine cervix was
reported in 2014 based on a 34-year-old female from a family with LS; the tumor was the
first manifestation of the syndrome; small cell neuroendocrine carcinoma was diagnosed;
IHC confirmed the loss of MLH1 protein expression [79].

We identified a single paper (2020) referring to pheochromocytoma in a 33-year-old
patient with LS [59]. Interestingly, another report introduced a 57-year-old female with LS
first diagnosed with pheochromocytoma by the age of 51. Lately, it was confirmed to be a
metastatic ACC. In addition to surgery, mitotane and immunotherapy with pembrolizumab
were added, a notably important line of therapy in LS-associated endocrine neoplasia [80].
In 2023, a large study on metastatic paraganglioma-pheochromocytoma syndrome showed
that MSI is among the elements associated with ATRX/TERT alterations, having value as a
prognostic marker [81].

Currently, MSI and MMR protein deficiency have been explored in different malignan-
cies, particularly to address an indication of ICPI [82–88]. Exploring the MMR/MSI status
should become the new standard in poorly differentiated NEN, regardless of germline
mutations consistent with LS [85–88].

4.3. Integrating MMR Assessment into the Larger Panel of Endocrine Tumors

Concerning pituitary tumors, limited data have been published so far; we identified five
relevant papers, the majority of them highlighting an unusually aggressive behavior [89–93].
Resistance to standard therapy indicates PD-1 blockade if MMR anomalies are confirmed,
despite insufficient statistical evidence concerning the pituitary field [89–91]. Deficiencies of
MSH2 and MSH6 proteins are linked to pituitary adenoma proliferation [94]. In 2021, a 56-year-
old women was reported with an MSH2 mutation and aggressive prolactinoma, and another
carrying the same mutation was diagnosed with an invasive corticotropinoma [90,93]. Another
unusual case of a 56-year-old women with LS harboring both MSH2 and MSH6 mutations
included the onset of the pituitary tumor with apoplexy, and panhypopituitarism was followed
by self-remission, and two years later, recurrence was confirmed with the identification of
an undifferentiated pituitary carcinoma with pulmonary and osseous spreading [91]. A
first case of pituitary adenoma and LS was published in 2017 based on a 68-year-old
subject with LS who was recognized as having a rapidly progressive corticotropinoma;
she had an MLH1 germline mutation and an MSH6 somatic mutation, but also an MEN1
somatic mutation; IHC was negative for MLH1 and MSH6 [92]. Also published in 2017, we
identified a single study on pituitary tumors in subjects with LS; this was a nationwide study
comprising 910 individuals with LS (Swedish National Patient Registry) that identified
three cases with pituitary tumors: a prolactin-secretor microadenoma, an invasive non-
secreting pituitary macroadenoma, and another case with a very unusual presentation,
a locally aggressive corticotropinoma causing a severe form of endogenous Cushing’s
syndrome in a 51-year-old male, which was recognized as pituitary carcinoma due to
hepatic metastasis after 16 months since the first diagnosis [89]. The authors of this study
suggest the importance of establishing the underlying MMR gene mutations in individuals
with aggressive pituitary tumors since they may be subject to ICPI therapy, mainly seen
with other LS-related tumors [89].

Of note, two papers (one from 2020 and another from 2012) reported a parathyroid
tumor in a patient with LS [95,96]. One case was a 65-year-old lady confirmed as having
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parathyroid carcinoma–related primary hyperparathyroidism; the other case introduced a
subject with LS underlying an MLH1 gene mutation and a missense mutation of the APC
(adenomatous polyposis coli) gene [95,96]. We do not have enough evidence to include
parathyroid tumors among the LS panel of tumors and do not routinely recommend the
assessment of MSI/MMR proteins in parathyroid carcinoma.

4.4. Endocrine Considerations in Patients with Germline MMR Mutations

We consider it useful to briefly integrate the role of the endocrinologist in the manage-
ment of patients harboring germline MMR mutations, namely a multidisciplinary surveil-
lance team to address the reproductive endocrinology issues in LS females diagnosed with
gynecological cancers or referred for prophylactic gonadectomy while being MMR positive.
EC is the second most frequent malignancy in LS, and OC is less often reported; breast
malignancy is sometimes associated with the syndrome, but not all authors agree; on the
other hand, some ECs (outside LS) display anomalies of MMR proteins without germline
mutations [5,8,97]. The highest rate of mutations in EC involves the MSH2 gene; carriers
of MLH1 mutations are associated with a cumulative incidence of 37% by the age of 75;
MSH6 anomalies have a higher risk of EC than other non-CRCs; for PMS2 variants, the
presentation is later in life, while the risk is the lowest compare to that with other MMR
genes [5,8]. Periodic check-up is recommended by the age of 30; in some females, the risk
of EC is even higher than CRC depending on the MMR gene/protein status; 60% of females
with LS have EC as the first malignancy [5,8,98]. Clinical characteristics of LS-EC are young
adults, a lower body mass index, and endometrioid histological type [99]. Prophylactic
hysterectomy and bilateral salpingo-oophorectomy are recommended depending on the
women’s desire to have children, while menopause and females who require surgery for
extensive CRC are more often taken into consideration [5,98–100]. Pembrolizumab and
nivolumab may be recommended for an abnormal MSI/MMR status in EC [5,98–100].

OC correlates with MLH1, MSH2, and MSH6 mutations (the most frequent is MSH2
with a cumulative rate of 10–17% by the age of 75); the onset is typically after age 40; no
specific guidelines address the issue of fertility preservation in LS-OC [5,8,101]. Breast
cancer (BC) has a cumulative incidence of 12–17% by age 75, depending on the pathogenic
variant [5,8]. One study found that the PMS2 mutation is associated with the highest
risk among four MMR genes (mean age at diagnostic of 46.7 years) [102]. The MMR
gene–protein system has been studied in hormone-receptor-positive BC, especially those
with a poor response to standard management. The identification of MMR mutations helps
in the early detection of BC in hereditary circumstances, such as LS. Approximately 3% of
BCs with standard therapy resistance have different types of MMR anomalies [103].

Menopause-related symptoms are expected after gonadectomy or medically induced
hypogonadism in females with LS [5,103–105]. Prophylactic gynecological surgery nega-
tively impacts females’ quality of life, except for the reduced worry related to the further
development of EC or OC [106]. Surgically induced menopause might be associated with a
more severe presentation than spontaneous menopause [104]; in the absence of hormone
therapy, vasomotor and local vaginal symptoms, in addition to long-term complications,
might be expected in terms of osteoporotic fracture risk and cardiovascular and cognitive
impairment [103]. Growing evidence shows the importance of actively pursuing gene
testing, especially for BRCA1/2 and MMR genes, in women diagnosed with gynecological
malignancies in cases without a clear familial diagnosis, especially at younger ages and in
cases already diagnosed as CRC [103]. Pregnancy issues in females with LS include genetic
counseling (there is a 50% chance of inheriting the pathogenic mutation); LS-associated
cancer screening should be performed before pregnancy; if a new tumor is diagnosed
during pregnancy, the management is individual [5,107]. CRC reduces the fertility rate
in females, but not males [103]. MMR genes are related to meiotic recombination during
spermatogenesis, and infertile men might experience MMR gene anomalies, independent
of LS [108,109]. Concerning male gonads, testicular tumors are not part of the LS configura-
tion; however, it was speculated that aggressive testicular germ cell tumors with resistance
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to chemotherapy might be associated with MMR/MSI anomalies, an aspect that is still
under debate [110,111].

4.5. Current Data on the MMR-MSI System in ACCs: Is There a Next Step?

MMR genes, but mostly MMR proteins and MSI assays, represent a modern topic in
approaching endocrine and neuroendocrine tumors. Moreover, the patients diagnosed with
MMR germline mutations according to LS display various endocrine issues, as mentioned.
Overall, the MMR system and its assessment in ACCs currently involve a low level of
statistical evidence [21,22,25,26,28–30,34,35,74,80]. We anticipate an extension of these data
as recently seen in the area of TCs and NENs.

Generally, there are two main types of endocrine insights: the role of MMR status as
a prognostic marker in different endocrine malignancies (including ACC) on one hand
(which is the topic is the present work), and, respectively, establishing the indication of
ICPI in selective (mostly highly aggressive, non-responsive to standard care) forms upon
MMR evaluation (which belongs to the larger chapter of immunotherapy in ACCs). Our
one-decade-based sample-case study identified a number of 11 original articles (from
1 patient to 634 subjects per study diagnosed with either ACC or LS). We looked for studies
on LS patients seeking an ACC identification (underlying germline MMR mutations), as
well as studies of MMR genes and proteins or MSI assays in subjects confirmed as having
ACCs [21,22,25,26,28–30,34,35,74,80] (Table 1).

Table 1. The spectrum of studies on ACC in relationship with MMR genes–proteins and MSI status
(the display is based on statistical significance: from studies to case reports starting with the most
recent) [21,22,25,26,28–30,34,35,74,80].

First Author
Reference

Year of
Publication Type of Study Participants MMR Gene, MMR Proteins, and

Microsatellite Instability Status

Studies

Domènech. M.
[22] 2021 Cohort study 634 individuals with LS coming

from 220 families

0.47% prevalence of ACC (N = 3)
All individuals carried a MSH2

germline mutation
3 subjects with ACC: loss of expression of

MSH2 and MSH6 proteins
Pozdeyev, N.

[35] 2021 Cohort study 364 individuals with ACC
(median age of 52 y) 13.7% of them with MMR genes mutations

Brondani, V.B.
[26] 2020 Retrospective study

36 children with ACC caring
TP53 p.Arg337His germline
mutation (southern Brazil)

3 cases (8.57%) with MMR anomalies:
2 patients with MLH1 mutation
1 patient with MSH6 mutation

Raymond, V.M.
[25] 2013 Cohort study

Retrospective study

94 patients with ACC
(prospective gene counseling)

135 individuals with LS
(University of Michigan Cancer

Genetics Registry)
(retrospective analysis)

3.2% prevalence of LS (3 cases)
2 cases with ACC

IHC available for 4 ACC:
4/4—MSI

3/4—similar MMR protein-gene
configuration

The prevalence of LS among patients with
ACC is similar with LS prevalence among

patients with CRC and EC
Case series

Challis, B.G.
[28] 2016 Case series 1 family with LS

One family with adult ACC
Proband: 1 female (54 y) with ACC

(prior diagnostic of colorectal cancer and
ovarian cancer)

Her mother: ACC with fatal outcome
Her sister: colorectal cancer and EC

Karamurzin, Y.
[74] 2012 Case series 4 cases with LS

1 case with ACC
(1 case with pancreatic

well-differentiated NET)
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Table 1. Cont.

First Author
Reference

Year of
Publication Type of Study Participants MMR Gene, MMR Proteins, and

Microsatellite Instability Status

Case reports

Raygada, M.
[21] 2021 Case report 1 female with LS (44 y)

ACC
Loss of heterozygosity of MSH2 gene

(c.211+1G>T)
This is the first case with a second germline
mutation: RET gene mutation (c.2410G>A;

p.Val804Met), without clinical
manifestation of MEN2A syndrome

Shetty, I.
[80] 2020 Case report 1 female case with LS (57 y)

Diagnosis of ACC at 51 y
Pathogenic mutation (p.Q46X)

in MSH2 gene
IHC: loss of expression for MSH2 and

MSH6 proteins
Kaur, R.J.

[29] 2019 Case report 1 female case with LS (65 y) Diagnosis of ACC at 65 y
MSH6 mutation

Casey, R.T.
[34] 2018 Case report 1 female case with LS (58 y)

Diagnosis of ACC at 58 y
Pathogenic mutation in MSH2 (p.Asn263fs)
This the first case of LS-ACC treated with

PD-1 blockade

Wright, J.P.
[30] 2018 Case report 1 male case with LS (68 y)

Diagnosis of ACC at 68 y
MSH2 mutation

Ectopic presentation and hormonally
inactive ACC

Abbreviations: ACC = adrenocortical carcinoma; CRC = colorectal cancer; EC = endometrial cancer;
IHC = immunohistochemistry; LS = Lynch syndrome; MMR = mismatch repair genes; MSI = microsatellite
instability; NET = neuroendocrine tumor.

We identified four studies that were published in 2013 and 2020 and two in 2021, three
cohorts and two retrospective studies (the publication from 2013 includes a retrospective
and a cohort distinct section) [22,25,26,35]. Among these four studies, patients already
confirmed as having LS (N = 643, respective 135) were found to be associated with ACC
(N = 3, respective 2 cases), thus a prevalence of 0.0046% was obtained, respective of
1.4% being confirmed (despite not having a large amount of similar data outside these
two studies) [22,25]. In contrary, studies on ACC patients (N = 364, respective 36 pediatric
individuals, and 94 subjects with ACC) showed the following MMR anomalies: 13.7%
had different MMR gene anomalies, respective of 8.57% (non-germline mutations), while
3.2% had LS (MMR germline mutations, N = 3/94 cases) [25,26,35]. Two case series (from
2012 and 2016) included one family, respective of four persons with LS, and each article
introduced one case with LS-ACC [28,74]. Another five case reports (published between
2018 and 2021) revealed an additional five subjects (one case per paper) diagnosed with
LS and ACC (female to male ratio of 4 to 1; aged between 44 and 68 years) [21,29,30,34,80].
An interesting genetic diagnosis involved children with TP53-positive ACC and further
MMR anomalies or an MSH2 gene (c.211+1G>T)-positive subject with LS with a concurrent
germline RET mutation (c.2410G>A; p.Val804Met) [21,26] (Table 2).

The first report of LS-ACC referred for PD-1 blockade was published in 2018 [34].
Nevertheless, the use of ICPI in ACCs (as similarly seen in metastatic pheochromocy-
toma) is still limited. One aspect is caused by the need for particular molecular and
immunohistochemistry diagnostics (including MMR assays, but many other pathways
are reported) in order to indicate the suitable candidates. Perhaps this class better im-
proves the outcome in association with mitotane, tyrosine kinase inhibitors, or traditional
chemotherapeutics rather than a single line of medical management, an aspect that is yet
to be determined [112,113]. For instance, a single-center experience with pembrolizumab
in terms of a phase II clinical trial was based on 16 subjects with ACC (50% females; 63%
with hormonally active profile), and 93% of them were microsatellite stable (1/16 with
positive MSI); the drug showed only a modest benefit regardless the MSI status [114]. A
pan-cancer and multi-omics analysis in adults with ACC, in order to classify the patients
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for immunotherapy, has had heterogeneous results, and the integration of the MMR system
in this larger and challenging picture is still an open issue [115–117].

Table 2. Overview of sample case-based analysis of ACC-MMR/MSI [21,22,25,26,28–30,34,35,74,80].

Parameter Outcome

level of evidence ACC-MMR/MSI low (however, ACC is an orphan disease)

2 types of approaches 1. potential role of MMR/MSI anomalies as an indicator of an aggressive profile
2. use of immune checkpoint inhibitors in ACC

potential applications of MMR/MSI in
other endocrine tumors yes: thyroid cancer and neuroendocrine neoplasia

Lynch syndrome (germline MMR mutation)
and endocrine issues

â cancers belonging to gynecological endocrinology (endometrial, breast)
â challenges of pregnant females with Lynch syndrome
â early iatrogenic menopause-related issues
â ? ACC (not yet proven)

results: 10-year analysis ACC-MMR/MSI 11 studies

patients with Lynch syndrome and ACC
n = 2
N1 = 3 ACC /634 LS
N2 = 2 ACC/135 LS

patients with ACC and MMR status n = 3

N1 = 364: 13.7% with non-germline MMR mutations
N2 = 36: 8.57% with non-germline MMR mutations
N3 = 94: 3.2% with germline MMR mutations

2 case series with Lynch syndrome 1 new case of ACC/ per paper

5 case reports 1 new case of ACC/per paper

first report of PD-1 blockade for ACC in 2018

Abbreviations: ACC = adrenocortical carcinoma; MMR = mismatch repair; MSI = microsatellite instability;
LS = Lynch syndrome.

The evaluation of MMR/MSI status as part of the current assessment for both pediatric
and adult patients with ACC represents one step to the future. Currently, we may only as-
sume that by testing this system in terms of genetic, molecular, and immunohistochemistry
analysis, we might improve our understanding of multiple pathogenic mechanisms un-
derlying this aggressive malignancy and additionally be able to initiate an alternative line
of medication, such as, for instance, ICPI. In the modern era, ACC management in terms
of diagnosis includes a complex hormonal, imaging, and histological/molecular workout.
The scenario of detection varies from endocrine anomalies caused by adrenal hormones,
such as high blood pressure, adrenal Cushing’s syndrome, and interference of puberty
in children, to the incidental detection of a large adrenal mass (adrenal incidentaloma),
typically larger than 4–10 cm, upon various investigations, such as abdominal ultrasound,
computed tomography, magnetic resonance imaging, etc. Gene testing is mostly used in
children and teenagers. Post-operatory findings (regardless of whether the tumor has been
entirely removed) provide confirmation of the histological report and immunohistochem-
istry features that might serve as prognostic markers, such as Ki67, Weiss, and Wieneke
scores, etc., with none of these being able to provide a 100% accurate prediction. The Weiss
score seems to be less useful in children. The prognosis remains poor, with surgery in
addition to mitotane, as well as chemotherapy in selected cases, being able to provide a
reduced 5-year survival [118–121]. Whether a subgroup of these patients are at a higher
risk by showing MMR/MSI anomalies or whether we should routinely check MMR status
in order to decide on a specific adjuvant therapy is still a matter of debate.
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5. Conclusions

Whether individuals diagnosed with LS should undergo surveillance for ACC is
still an open issue, and so far, it is not regarded as part of LS. The MMR system’s role
in endocrine tumorigenesis is yet to be determinate. Practitioners should be aware of
this pathogenic loop. So far, we have data on thyroid malignancies and neuroendocrine
neoplasia, in addition to promising results for ACC. The data on this particular matter of
an adrenal cortex-derived malignancy should be cautiously applied, noting that, on one
hand, the tumor is very aggressive, while, on the other hand, this type of cancer is very
rare, and thus, the typical level of statistical evidence has hardly been achieved in most
directions of diagnosis and therapy. Of note, the use of ICPI is rather recent, representing
one of the most dynamic chapters in oncologic endocrinology. Exploring the tumor-related
MMR/MSI status in endocrine tumors might provide a valuable prognostic marker and
help in the selection of ICPI candidates. Further evaluation algorithms, prediction models,
and associated management decisions are necessary.
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Abbreviations

ACC adrenocortical carcinoma
APC adenomatous polyposis coli
BC breast cancer
CRC colorectal cancer
EC endometrial cancer
FNMTC familial non-medullary thyroid cancer
HNPCC hereditary non-polyposis colorectal cancer syndrome
IHC immunohistochemistry
ICPI immune checkpoint inhibitors
LS Lynch syndrome
LOH loss of heterozygosity
MMR mismatch repair
MSI microsatellite instability
MEN multiple endocrine neoplasia
MiNEN mixed neuroendocrine non-neuroendocrine neoplasm
NEN neuroendocrine neoplasia
NGS next-generation sequencing
OC ovarian cancer
PCR polymerase chain reaction
SNPs single nucleotide polymorphisms
TC thyroid cancer
WES whole-exome sequencing
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