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Abstract: Mismatch repair (MMR) plays a key role in maintaining genomic stability. Mismatch repair deficiency 
(MMR-D) causes a molecular feature of microsatellite instability (MSI) and contributes to the development of hu-
man cancers and genetic diseases with cancer predisposition such as Lynch syndrome. Recent studies have shown 
that immune checkpoint blockade therapy has a promising response in MMR-D cancers regardless of the tissue of 
origin. Being able to identify patients with MMR-D cancers is an important challenge in clinical practice. Although 
immunohistochemistry (IHC) and polymerase chain reaction (PCR)-based MSI analysis combined with a subsequent 
MMR gene test are used as the standard of care in the clinical setting to identify patients with MMR-D cancers, 
these methods have limitations as a pan-cancer testing strategy. Next-generation sequencing (NGS) has developed 
and matured as a clinical option and NGS has advantages for use as a novel testing strategy for MMR-D detection. 
In this review, we describe the genetic basis of MMR-D, current diagnostic algorithms in the clinical management of 
MMR-D, the novel NGS approach, and potential detection strategy of anti-cancer immunity biomarkers of MMR-D.

Keywords: Mismatch repair, microsatellite instability, immune checkpoint blockade, programmed cell death pro-
tein 1, next-generation sequencing, gene signature

Introduction

The approval in May 2017 of immune check-
point blockade therapy for treating mismatch 
repair-deficient (MMR-D) cancers regardless of 
cancer origin is undoubtedly one of this de- 
cade’s breakthroughs in cancer treatment. Le 
and colleagues reported that programmed cell 
death protein 1 (PD-1) blockade with pembro- 
lizumab achieved responses in 53% of pa- 
tients with MMR-D cancers [1]; thus, MMR-D 
may be a biomarker for response to PD-1 block-
ade in patients with diverse solid tumor types. 
However, identifying which patients are likely to 
respond to this cutting-edge therapy remains a 
challenge to physicians [2]. Questions emerge 
in clinical practice as to which patients should 
be given this promising drug treatment and how 
to identify MMR-D patients with current testing 
strategies.

The purpose of this review is to describe the 
current testing strategies for MMR-D, as well as 

a novel strategy, next-generation sequencing 
(NGS), and delineate their advantages and limi-
tations in clinical application. We will briefly 
introduce MMR-D and its relationship to Lynch 
syndrome, as well as the basic mechanism of 
MMR-D. Then we will discuss the current diag-
nostic methods for MMR-D, including the stan-
dard-of-care methods and new NGS approach-
es. Finally, we will describe potential detection 
strategies of anti-cancer immunity biomark- 
ers of MMR-D. This review is to summarize the 
current usage of MMR-D detection strategies, 
meanwhile, to designate the future develop-
ment of MMR-D detection strategies in the era 
of immune checkpoint blockade therapy.

What is MMR?

MMR is a highly conserved biological DNA re- 
pair pathway in mammalian cells and plays a 
key role in maintaining genomic stability. Its 
major function is correcting single-base nucleo-
tide mismatches (insertions or deletions) that 
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occur during DNA replication and recombina-
tion, thereby preventing the mutations from 
being passed to dividing cells [3]. MMR’s other 
functions include mediating DNA damage sig-
naling and participating in class-switch recom-
bination processes [3, 4].

Three processes are successively involved in 
the MMR mechanism: recognition, excision, 
and resynthesis [3, 5]. The major components 
in MMR include human homologs of MutS, 
MutL, EXO1, DNA binding protein RPA, prolifer-
ating cellular nuclear antigen (PCNA), DNA poly-
merase delta, and DNA ligase I [3]. Protein 
MSH2 and MSH6 forms heterodimer MutSα, 
that performs the functions of recognition of 
DNA mismatch and small insertion/deletion 
loops (IDLs), while protein MSH2 and MSH3 
forms heterodimer MutSβ, recognizing larger 
IDLs. Protein MLH1 and PMS2 forms heterodi-
mer MutLα that functions as a regulator of  
termination of mismatch-provoked excision, as 
well as plays a critical role in 3’ nick-directed 
MMR involving EXO1 [3, 6]. RPA is involved in  
all stages of MMR process, includes binding to 
nicked heteroduplex DNA, stimulating misma- 
tch-provoked excision, facilitating DNA resyn-
thesis [3]. PCNA interacts with MSH2 and MLH1 
and plays roles in the initiation and resynthesis 
steps of MMR [3]. DNA polymerase delta and 
DNA ligase I participate in the resynthesis pro-
cess of the excised DNA and ligation [3, 5]. 
Reconstitution of the MMR process from re- 
combinant proteins was described by Jiricny [4] 
and Zhang et al [7].

Mechanisms and manifestations of MMR-D

MMR plays an important role in correcting 
errors occurring in DNA replication; defects in 
MMR lead to increased acquisition of muta-
tions, primarily in the form of microsatellites 
instability (MSI), or alterations in microsatel-
lites, which is a molecular tumor phenotype 
resulting from the gain or loss of nucleotides 
from microsatellite tracts [8, 9]. The direct link 
between MMR-D, MSI, and Lynch syndrome led 
to investigation of the molecular changes that 
cause MMR-D. Lynch syndrome, one of the first 
recognized and most relevant MMR-related 
cancer-prone syndromes, is defined as the pre-
disposition to a spectrum of cancers, especially 
colorectal cancer (CRC), that exhibit impaired 
MMR activity and typically manifest MSI [9].

Soon after MSI was first identified in Lynch  
syndrome-associated tumors and shown to be 
due to MMR-D in 1993 [10, 11], the genetic 
causes of Lynch syndrome were firmly estab-
lished as germline mutations within four key 
MMR genes-MLH1, MSH2, MSH6, or PMS2-
which result in loss of function of the encoded 
proteins. Alternative mechanisms of MMR-D 
are heterozygous deletion of epithelial cell 
adhesion molecule gene (EPCAM) that silences 
MSH2 expression, monoallelic MLH1 epimuta-
tion, or biallelic mutation in any of the four 
genes [12].

Knudson’s two-hit model of carcinogenesis [13] 
underlies the presence of MSI and the seve- 
ral-hundred-fold increase in mutation frequ- 
ency observed in MMR-D cells [12]. Overall, 
MMR-D has been identified in a wide variety of 
solid tumors, including colorectal, endometri- 
al, ovarian, gastric, pancreatic, ureteral and 
renal pelvic, brain (usually glioblastoma), and 
small intestinal cancers [14]. Therefore, a pan-
cancer testing strategy is needed to identify 
patients who are harboring MMR-D or MSI and 
might benefit from immune checkpoint block-
ade therapy.

Standard-of-care MMR-D detection strategies

Over the past decades of research on Lynch 
syndrome, the diagnosis and detection of Lynch 
syndrome as well as MMR-D and MSI have 
been standardized with the development of a 
variety of detection techniques. Two methods 
are considered the gold standard for detec- 
tion: IHC and MSI PCR. Subsequent detection 
strategies such as MMR gene testing, MLH1 
methylation testing, BRAF mutation analysis, 
are performed depending on different clinical 
situations. The universal screening defining as 
testing all newly diagnosed colorectal cancers 
is recommended to determine the colorectal 
patient population of who should go through 
the MMR-D or MSI screening tools.

IHC 

IHC is the preferred primary screening test  
for MMR-D and MSI because it is broadly avail-
able, less expensive than other methods, and 
can be followed by targeted confirmatory ge- 
rmline sequencing, therefore saving unneces-
sary analysis of other MMR genes [15, 16]. For 
testing of the four MMR proteins (MLH1, MSH2, 
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MSH6, PMS2) to predict MSI, IHC has a sensi-
tivity about 93% and nearly perfect specificity 
[15, 17]. On the other hand, in some cases, IHC 
may also miss MMR-D patients; in the scenario 
of some missense MMR mutations, the corre-
sponding MMR protein remains intact but is 
functionally inactivated, resulting in a false-
positive MMR result [18]. In addition, cases 
with MLH1 promoter methylation may show 
false-positive nuclear staining for MLH1 pro- 
tein [17]. Conversely, IHC has a false-negative 
rate of 5-10% [19, 20]. Because MSI testing 
has a similar false-negative rate, the two meth-
ods are complementary to one another. Thus, 
MSI PCR is regarded as a parallel method for 
confirming IHC findings.

MSI PCR testing 

Genotyping of microsatellites by using PCR is 
another standard method of identifying the MSI 
[15, 20]. The 2004 Bethesda Guidelines for 
MSI testing recommend a National Cancer 
Institute-approved standard panel of 5 micro-
satellites, which is composed of 2 mononucl- 
eotidic repeats (BAT-25 and BAT-26) and 3 di- 
nucleotidic repeats (D2S123, D5S346, and 
D17S250) [20]. It is generally agreed that MSI 
testing and MMR IHC analysis are almost 
equally valuable in the detection of Lynch syn-
drome [17]; they overall have a roughly 94% 
concordance rate in colorectal and endomet- 
rial cancer [21]. However, MSI testing as a  
single test has been shown to miss a propor-
tion of patients, particularly those harboring 
MSH6 and MSH2 mutations, which account for 
the majority of Lynch syndrome endometrial 
cancers [21, 22]. Compared to MSI PCR, IHC 
has clear advantages as the primary screen- 
ing modality, because MSI PCR does not en- 
able specifying a target gene on confirmatory 
germline testing. Therefore, reincorporating 
MSI testing into universal screening algorithms 
is now recommended for cases with strong clin-
ical suspicion of MSI but intact MMR protein 
expression and for confirmation of IHC results 
[21, 22].

MMR gene testing and MLH1 methylation 
testing

For CRC, tumors with normal results for either 
the IHC or MSI PCR test will need no further 
testing because they are regarded as MMR pro-
ficient and not indicative of Lynch syndrome. 

For tumors that show IHC abnormality, to fur-
ther confirm the sporadic or Lynch-related tu- 
mors, MMR germline gene testing or MLH1 
methylation testing are recommended as the 
subsequent screening processes. For MSH2, 
MSH6, or PMS2 abnormality identified by IHC, 
corresponding gene testing should be per-
formed. In addition, heterozygous deletions of 
the terminal end of the adjacent gene, EPCAM, 
leads to epigenetic silencing of MSH2 in some 
Lynch syndrome cases, thus screening for 
EPCAM deletions is a routine genetic testing for 
Lynch syndrome as well [12, 17, 23]. 

For MLH1/PMS2 IHC abnormalities, MLH1 
methylation testing should serve as the next 
procedure. MLH1 epimutation is the underly- 
ing defect in the vast majority of sporadic MSI 
CRCs manifesting MLH1 abnormality and ac- 
counts for up to 10% of Lynch syndrome cas- 
es that are negative for MMR gene mutation 
[12]. As a result of MLH1 hypermethylation,  
the BRAF V600E hotspot mutation is also rec-
ommended to be tested because it is associ-
ated with sporadic MSI-high (MSI-H) CRCs [17, 
24]. If MLH1 methylation and BRAF mutation 
are both positive, it indicates sporadic MSI 
without further testing. In cases one of these 
two criteria exists and if Lynch syndrome or 
MMR-D is suspected, germline mutation test-
ing is recommended [17]. Notably, BRAF muta-
tion is uncommon in endometrial cancer; thus, 
BRAF testing cannot distinguish endometrial 
cancers with underlying sporadic MMR-D or 
Lynch syndrome [17, 25]. Therefore, the current 
standards of care of MMR-D testing strategies 
in CRC and endometrial cancer remain in ques-
tion as to their optimal use in different cancer 
types.

Universal screening

Discussion of algorithms for whom should be 
screened for MMR-D and MSI is ongoing. Bo- 
th the Amsterdam criteria (relying solely on 
family history to diagnose Lynch syndrome)  
[26] and the Bethesda Guidelines (combining 
MSI testing with family history and clinical fac-
tors) [20] fail to identify all Lynch syndrome 
mutation carriers; for example, one study found 
the Bethesda Guidelines missed approximately 
28% of carriers [27]. Currently, the NCCN guide-
lines recommend universal testing for MMR-D 
and MSI in all colorectal cancers, or selective 
testing of those diagnosed younger than age 
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Table 1. Summary of NGS approaches applied to study MSI or MMR-D in solid cancers in the past 5 years

Year Cancer type No. of 
patients

No. positive for 
MMR-D/MSI Sequencing approach Platform Sensitivity Specificity Ref

2015 CRC 50 34% TS Illumina MiSeq 100% 100% [31]

2015 CRC 142 20.4% TS by AmpliSeq Cancer Hotspot Panel Personal Genome Machine ND ND [63]

2015 CRC 78 ND ES, TS MSIplus 97% 100% [40]

2016 CRC 224 13% ES, selective introns for 410-gene panel MSK-IMPACT assay 100% 100% [35]

2016 CRC 243 11.7% ES, RNAseq Illumina HiSeq 2500 91-92% 98-100% [64]

2017 CRC 138 1.4% ES, introns Foundation One (Foundation Medicine) ND ND [65]

2017 CRC 91 ND TS by ColonCore NGS panel MSI-ColonCore 97.9% 100% [36]

2017 CRC 68 48.5% TS by 111 loci smMIP panel Illumina NextSeq 500 100% 100% [66]

Prostate 33 33.3% 100% 100%

EC 43 55.8% 95.8% 100%

2014 GC 295 22% WGS, RNA sequencing Six platforms ND ND [67]

2018 COUP 389 1.8% 592-gene panel Illumina NextSeq ND ND [68]

2018 Pancreatic cancer 833 0.8% ES, selective introns for 468-gene panel MSK-IMPACT assay ND ND [69]

2018 Prostate cancer 91 29.7% TS mSINGS, MSIplus, large-panel NGS 96.6% (MSIplus) 100% (MSIplus) [41]

93.1% (large-panel NGS) 98.4% (large-panel NGS)

2014 EC 242 28.9% ES MSIsensor ND ND [30]

2014 BC 656 ND ES NA 88.4% 77.1% [70]

2017 BC 640 1.7% WGS Illumina GAIIx, HiSeq 2000, or 2500 ND ND [48]

2013 Across cancer types 551 5.8% TS NA ND ND [71]

2014 Across cancer types 324 ND ES, TGS mSINGS, ColoSeq, UW-OncoPlex 97.8% 98.32% [28]

2014 Across cancer types ND ND WGS Complete Genomics Illumina short-
read sequencing

98% 99% [72]

2016 23 cancer types 7197 ND WGS, ES Sputnik algorithm ND ND [47]

2016 18 cancer types ND EC 30% ES MISA, mSINGS, MOSAIC classifier 95.8% 97.6% [9]

CRC 19%

GC 19%

2017 6 cancer types 458 ND WES MANTIS 97.18% 99.68% [29]

2018 26 cancer types 11348 3% 592-gene NGS panel Illumina NextSeq 95.8% (compared to PCR) 99.4% (compared to PCR) [34]

87.1% (compared to IHC) 99.6% (compared to IHC)
Note: BC, Breast cancer; CRC, Colorectal cancer; GC, Gastric cancer; EC, Endometrial cancer; COUP, Cancer of unknown primary; WGS, Whole-genome sequencing; ES, Exome sequencing; TS, Targeted sequencing; NA, not applicable; ND, not 
determined.
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70 and older patients who meet the Bethesda 
criteria or in those with endometrial cancer 
younger than 50 years old [14, 17, 19]. In fact, 
as more solid data emerge showing a promis- 
ing effect of immune checkpoint blockade th- 
erapy targeted to MMR-D patients regardless 
of their tumors’ origin, universal screening may 
have the potential to be carried out in a broad- 
er population of patients with advanced can-
cers who currently lack chemotherapy or tar-
geted therapy options and are searching for 
novel treatment opportunities. However, the 
cancer specificity of this standard of care for 
MMR-D detection strategies may become a 
main obstacle as to apply it across the different 
cancer types besides Lynch syndrome-related 
cancers.

A new detection approach: next-generation 
DNA sequencing 

With the development and maturation of next-
generation DNA sequencing (NGS), this tech-
nology is emerging as a new pan-cancer ap- 
proach for MSI testing. NGS is a massively par-
allel or deep DNA sequencing technology that 
has been widely used in human genomic re- 
search. RNA sequencing, whole-genome sequ- 
encing, whole-exome sequencing, or targeted 
sequencing assays can be employed in canc- 
er research or as clinical diagnostic methods 
[28]. With different platforms (MANTis, MSIse- 
nsor, mSING, MIseq, Illumina, etc), many stud-
ies have conducted MSI genotyping in colorec-
tal, gastric, endometrial, and other cancers 
using both blood DNA samples and formalin-
fixed, paraffin-embedded samples [28-33]. 
Studies have shown that NGS is 95.8-100% 
concordant with the MSI PCR-based method 
[31, 34]. Table 1 summarizes the NGS-based 
studies of MSI and MMR-D in solid cancers that 
have been reported in the past 5 years se- 
arched by the Pubmed database.

Major advantages of NGS

NGS provides a pan-cancer approach to MMR- 
D/MSI testing and provides a highly informa- 
tive full mutational signature as an output; 
these benefits are described in detail in the 
next subsections. In addition, the NGS tech- 
nology has several other advantages over MSI 
screening testing. First, it can detect point 
mutations and other sequence variants (such 
as single nucleotide variations and copy num-

ber variations) and can yield gene signatures 
for targeted therapeutics as well as identify the 
mutation load for immunotherapy. Second, it 
allows a large number of genes to be sequenced 
for each patient within a short period of time 
and thus highly increasing the efficiency of 
tests [28]. Third, the initial assessment for the 
MMR protein via either IHC or MSI PCR analysis 
is not needed by the use of a multi-gene tumor 
panel [35]. Fourth, MSI assessment and mu- 
tation detection are combined into the same 
NGS process, this can decrease the demand 
for tissue samples [36], and in some cases, a 
matched germline control from the same indi-
vidual is not even needed, thus simplifying 
sample collection in the clinic. 

Benefit of a pan-cancer MMR-D and MSI 
detection

One of the most important benefits of NGS  
testing is its lack of specificity to tumor site and 
tumor type. To date, the MSI PCR testing meth-
od (the 5-marker Bethesda panel) has tradi-
tionally had the highest clinical relevance in 
Lynch syndrome-related cancers, such as CRC, 
endometrial cancer [17], and gastric cancer 
[37]. Its sensitivity and specificity have been 
shown reliable in these cancer types through 
decades of research on Lynch syndrome. How- 
ever, a small set of loci in MSI-PCR testing  
panel were selected based on markers from 
CRC, potentially excluding loci that would pre-
dict other cancer types [29, 38]. For MMR-D 
and MSI can predict the effect of immune ch- 
eckpoint blockade regardless of primary tumor 
site, the US Food and Drug Administration (FDA) 
granted accelerated approval to anti-PD-1 anti-
body for patients with unresectable or meta-
static, MSI-H or MMR-D solid tumors that have 
progressed on prior therapy and have no satis-
factory treatment options [39]. Thus, studies 
are needed to confirm and validate MSI PCR’s 
sensitivity and specificity across cancer types 
other than CRC and endometrial cancer. 

In contrast, a study by Hempelmann and col-
leagues revealed that two NGS MSI-detection 
methods, MSIplus [40] and MSI by Large Panel 
NGS [28], both had higher sensitivity and speci-
ficity than the 5-marker Bethesda panel (MSI-
PCR) in colorectal cancer and had higher sensi-
tivity and similar specificity in prostate cancer 
as well [41]. In addition, the NGS method has 
been intensively studied across cancer types, 
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demonstrating its wide usage spectrum in so- 
lid tumors [29, 34]. In Vanderwalde and col-
leagues’ study [34], MSI was measured by NGS 
through counting insertions or deletions of 2-5 
nucleotides in specific areas of the genome 
with broader coverage of microsatellites, dem-
onstrating good performance compared with 
MSI PCR testing across 26 cancer types. Th- 
erefore, NGS analysis as a pan-cancer MSI 
testing method has been technically validated 
across different cancer types.

Benefit of a gene mutational signature

NGS can also provide more elaborate geno- 
mic information from each sample’s readout, 
including MSI variant events and a mutation- 
al signature, than is obtained with the current 
standard testing methods. MMR-D enhances 
the mutation frequency in cancer cells, accu-
mulates downstream genetic mutations, and 
increases the chances of mutations in impor-
tant oncogenes or tumor suppressor genes, 
forming a specific mutational signature for ea- 
ch tumor. Similarly, in lung cancer and mela- 
noma, the mutational signatures related to 
smoking or UV light, respectively, influence bo- 
th mutational and immune profiles of tumors, 
and thereby can predict the immune response 
to immune checkpoint blockade [42-44]. We 
expect that the NGS method can provide the 
most reproducible immune-predictive signa-
tures for MMR-D tumors by combining both  
MSI variants and mutational signatures. In 
addition, a multigene somatic genomic profiling 
NGS study for Lynch syndrome-associated CRC 
tumors indicated that the mutational signature 
may help to shed light on the inherent biologic 
pathogenesis among MMR-D tumors [35].

The Cancer Genome Atlas (TCGA) colon cancer 
study showed that hundreds to thousands of 
somatic point mutations are accumulated in 
MMR-deficient tumors compared with MMR-
proficient tumors [12, 45]. Currently there are 
four mutational signatures associated with 
MMR-D cataloged in the COSMIC database 
[46]. Hause and colleagues [9] examined 5930 
cancer exomes from 18 cancer types by using 
NGS, constructed a genomic classifier for MSI, 
and identified a specific instability signature 
without regard to cancer types. They utilized 
the most informative and independent clas- 
sification features-average gain of novel micro-
satellite alleles and locus instability within DE- 

FB105A/B, created a weighted-tree classifier 
(MOSAIC) for predicting MSI status, which sh- 
owed concordance with MSI PCR testing. They 
also summarized the most significant genes 
with MSI-H cancers and illustrated the utility of 
NGS MSI analysis data as a primary approach 
for identifying cancer-driving mutations [9]. 

Likewise, Cortes-Ciriano and colleagues [47] 
utilized the whole-exome and whole-genome 
sequencing data from TCGA across 23 canc- 
er types to create a predictive model for the 
MSI phenotype. The highlight of that study is 
that it ranked the frequency of frameshift MSI 
across tumor types and generated a cancer-
type-specific frameshift MSI loci catalogue, 
thereby enabling a random forest classification 
model for MSI detection incorporating with a 
conformal prediction pipeline. In addition, the 
study also created a mutational signature an- 
alysis for MMR-D and uncovered new genes 
showing predictive power for MSI-H status [47]. 
Therefore, NGS MSI-detection methods, such 
as the MOSAIC or the random forest classifica-
tion model may serve as good strategies for 
pan-cancer MSI determination and MSI-specific 
mutational signature exploration.

Further, mutational signatures can converse- 
ly be developed as a strategy to distinguish 
MMR-D from pool sequencing data. Davies and 
colleagues [48] utilized mutational signatures 
known as substitution signatures, which are 
imprints of the mutagenic processes associat-
ed with MMR-D, to identify MMR-D breast tu- 
mors from a whole-genome sequencing da- 
taset; they successfully identified the 11 
MMR-D patients out of 640 patients and found 
that they had highly distinctive whole-genome 
profiles. This study suggested that genomic  
signatures reflect the direct pathophysiology  
of MMR abrogation and could outperform cur-
rent biomarkers of MMR-D [48]. Similarly, Tian 
and colleagues [49] developed and validated a 
64-gene MSI signature identifying MSI CRC 
patients. This signature could be linked to a 
deficient MMR phenotype and translated to a 
diagnostic microarray technically and clinically.

Limitations

Nevertheless, MSI NGS testing also has limita-
tions. First, the availability of a larger cohort 
with whole-genome sequencing data requires 
systematic bioinformatics support to pipeline, 
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delineate, analyze, and interpret the raw da- 
ta, support that is not available in all clinical 
laboratories. Second, NGS has become a key 
technology in the basic science setting, but  
its rapid development as an established tool  
in translational research raises many concre- 
te questions about results interpretation and 
patient counseling. Clinical guidelines for re- 
searchers, pathologists, genomic counselors, 
and physicians are needed. Third, with the pro-
duction of increased amounts of sequencing 
data, data storage and data confidentiality will 
become important problems that can’t be 
neglected.

Anti-cancer immunity biomarkers promoted 
by MMR-D

More and more evidence indicates that MMR-D 
induces hyper-cancer immunity leading to the 
promising effect of immune checkpoint block-
ade. Intensive studies have suggested that the 
response to immune checkpoint blockade is 
highly related to mutation-associated neoanti-
gens (MANAs) and response of specific T lym-
phocyte cells [50, 51]. Thus, combining related 
anti-cancer immunity biomarkers with MMR-D 
detection is a prospective direction for predict-
ing the efficacy of immune checkpoint block-
ade and may facilitate precise identification of 
candidate patients.

MMR-D triggers hypermutation status and 
neoantigen generation

Le and colleagues’ genomic analysis of whole-
exome sequences [1, 52] revealed a mean of 
1782 somatic mutations per tumor in MMR-D 
neoplasms, compared to 73 mutations per 
tumor in MMR-proficient neoplasms. Germano 
et al’s exome sequencing data of MLH1-kn- 
ockout cancer cells [53] indicated that MMR- 
D presented an augmented mutation burden 
resulting in increased neoantigens, which are 
calculated from the mutant peptide RNA se- 
quencing data. Evidence suggests that MMR-D 
triggers hypermutation status and generates a 
very large number of MANAs that might be rec-
ognized by the immune system [1]. 

Likewise, other types of tumors (e.g., melano-
ma, lung cancer) characterized by high muta-
tion burden were found to have a high neoan- 
tigenic targets of tumor-specific immune res- 
ponse [50]. Rizvi’s study also confirmed that 

the mutation burden as well as smoking molec-
ular signature may perform as additional bio-
markers to predict response to immune che- 
ckpoint blockade in lung cancer [54]. Large-
scale analyses of neoantigen-specific T cell 
reactivity carried out in melanoma patients  
provide evidence as to how the immune sys- 
tem recognizes MANAs to control malignanci- 
es [50]. Therefore, hypermutation status and 
neoantigen generation on the one hand are the 
consequences of MMR-D or UV or smoking 
exposure but on the other hand trigger hyper 
immunity and predict the effect of immune 
checkpoint blockade.

MMR-D tumors harbor functional MANA-specif-
ic cytotoxic T cells

Two decades ago, studies showed that MSI 
high colon cancer tissue carried significantly 
higher numbers of cytotoxic lymphocytes infil-
trating within neoplastic epithelial structures 
compared with MSI low colon cancer tissues 
[55]. MSI was considered the major determi-
nant of the presence of activated cytotoxic 
intraepithelial lymphocytes [55] and tumor-in- 
filtrating lymphocytes, and their molecular sub-
sets may be predictive markers for MSI [56].  
In 2015, Llosa and colleagues [57] found th- 
at MMR-D CRC displayed high infiltration with 
activated CD8+ cytotoxic T lymphocytes as  
well as activated Th1 cells and that MSI CRC 
tumors selectively demonstrated highly upre- 
gulated expression of multiple immune che- 
ckpoints, including PD-1, PD-L1, CTLA-4, LAG-3 
and IDO, which suggested that the immune 
environment of MSI CRC tumors may link to 
blockade of specific checkpoints [57]. Recent- 
ly, a whole-genome transcriptomic analysis 
found that premalignant lesions in patients 
with Lynch syndrome displayed a distinct im- 
mune profile characterized by CD4 T cells and 
proinflammatory and checkpoint molecules 
[58]. Lal and colleagues [59, 60] showed that 
MSI-H CRC cancer is associated with high-level 
expression of a coordinated immune response 
cluster (CIRC) characterized by T helper cells 
and immune genes together.

Checkpoint blockade boosts cytotoxic T cell 
activity in MMR-D tumors

Immunotherapies boost the ability of endoge-
nous T cells to destroy cancer cells, therapeutic 
efficacy in a variety of human malignancies in 
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basic and clinical research have demonstrated 
this hypothesis. 

Germano and colleagues [53] genetically inac-
tivated MLH1 in colorectal, breast, and pancre-
atic mouse cancer cells. The mutational burden 
was found increased with the inactivation of 
MMR, and persistent renewal of neoantigens 
was found in vitro and in vivo. Furthermore, 
when transplanted tumors were treated with 
anti-PD-1 and/or anti-CTLA-4, the growth of 
MMR-D tumors was markedly impaired com-
pared with that of MMR-proficient tumors, and 
increased levels of cytotoxic CD8+ T cells were 
found in MMR-D tumors. These results strongly 
suggest that inactivation of MMR triggers neo-
antigen generation and impairs tumor growth; 
this effect could be further boosted by check-
point blockade therapy [53]. Likewise, in Gubin 
and colleagues’ in vivo study of mice bearing 
sarcomas [61], they found mutant tumor-anti-
gen-specific T cells are reactivated following 
treatment with anti-PD-1 and/or anti-CTLA-4, 
revealing that checkpoint blockade cancer 
immunotherapy targets tumor-specific mutant 
antigens.

Based on pretherapy T cell infiltrates and re- 
sponse to PD-1 blockade in cancers, cytotoxic T 
cell activity appears to play a central role in 
cancer immunotherapy [50, 62]. Le and col-
leagues [1] performed deep sequencing of T 
cell receptor (TCR) CDR3 regions (TCRseq) in 
MMR-D tumors and peripheral blood from 
patients who were responding to immunothera-
py to assess T cell clonal representation, the 
study showed that the clones peaked rapidly 
after PD-1 blockade. The investigators also 
proved that these clones are specific for mutat-
ed peptides and these MANA-related TCRs 
peaked soon after PD-1 treatment and corre-
sponded with tumor marker and radiographic 
response. This study gives strong evidence that 
in MMR-D tumors harboring functional MANA-
specific cytotoxic T cells, which play a critical 
role in response to PD-1 blockade and kill the 
cancer cells [1].

Conclusion and perspective

In summary, the stand of care detection stra- 
tegies for MMR-D and MSI include IHC, MSI 
PCR testing, genetic MMR testing, methylation 
testing, etc. Universal screening or selective 
screening are recommended in clinic setting for 

CRC, endometrial cancer patients. However, in 
the era of immune checkpoint blockade thera-
py, among different cancer types, a pan-canc- 
er detection strategy is currently needed. In 
addition, more valued gene information con-
sisting of gene variants and gene signature, 
with combination of anti-cancer immunity pro-
files is needed to furthest predict the efficiency 
of immune checkpoint blockade. Thus, a few 
key questions may guide further research. 

What are new molecular determinants/mecha-
nisms in MMR-D?

MMR-D promotes cancer immunity and inspir- 
es the immune system to fight against cancer 
cells. Besides MMR gene mutation and epigen-
etic regulation, new immunity biomarkers such 
as MANA and functional MANA-specific cyto-
toxic T cells, as well as cytotoxic T cell activity, 
can also serve as biomarkers of MMR-D and 
determinants of immune checkpoint blockade 
efficiency.

In recent years, with the NGS research on 
MMR-D tumors, e.g., using the MOSAIC or the 
random forest classification model, the novel 
gene profiles and gene signature of MMR-D 
have shown us a broad portrait of MMR-D. This 
information helps to illustrate the MMR-D ge- 
nomic alteration spectrum and explore the 
mutational signature across tumor types. Th- 
ese advances will improve our understanding 
of the genomic drivers and consequences of 
MMR-D and MSI.

Can we identify tumors with MMR-D among 
different cancer types? 

Currently, standard-of-care testing methods, 
can only identify selected patients with MMR-D 
in limited cancer types. Nevertheless, with the 
FDA approval of immune checkpoint blockade 
therapy in MMR-D solid tumors, MMR-D detec-
tion strategies are in high demand across a 
variety of tumor types. In fact, NGS testing 
meets the requirement for pan-cancer testing, 
even though the specific sequencing type, pipe-
line type, and bioinformatics support still need 
to be comprehensively considered and opti-
mized. Furthermore, NGS testing can provide 
mutation data and gene signature for individual 
cancer patients who may benefit from immune 
checkpoint blockade therapy. Therefore, NGS 
has great potential as a promising method for 
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MMR-D or MSI detection in the near future, and 
with the combination of immune profiles, to 
help us precisely identifying candidates for 
immune checkpoint blockade therapy. 
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