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Abstract

DNA mismatch repair (MMR) acts to repair mispaired bases resulting from misincorporation 

errors during DNA replication and also recognizes mispaired bases in recombination (HR) 

intermediates. Exonuclease 1 (Exo1) is a 5′ –3′ exonuclease that participates in a number of DNA 

repair pathways. Exo1 was identified as an exonuclease that participates in Saccharomyces 

cerevisiae and human MMR where it functions to excise the daughter strand after mispair 

recognition, and additionally Exo1 functions in end resection during HR. However, Exo1 is not 

absolutely required for end resection during HR in vivo. Similarly, while Exo1 is required in 

MMR reactions that have been reconstituted in vitro, genetics studies have shown that it is not 

absolutely required for MMR in vivo suggesting the existence of Exo1-independent and Exo1-

dependent MMR subpathways. Here, we review what is known about the Exo1-independent and 

Exo1-dependent subpathways, including studies of mutations in MMR genes that specifically 

disrupt either subpathway.
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1. Exonuclease 1 – redundant roles in multiple DNA metabolism pathways

Exonuclease 1 (Exo1) is a member of the Rad2 family of exonucleases and possesses 5′ –3′ 

double stranded DNA exonuclease and flap endonuclease activities [1]. Exo1 has an N-
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terminal catalytic domain that is conserved in other Rad2 family proteins [2], and the C-

terminus is predicted to be largely unstructured but is involved in protein–protein 

interactions (Fig. 1). Exo1 was first identified in Schizosaccharomyces pombe as a meiotic 

5′ –3′ exonuclease [3,4]. Exo1 is now known to be involved in multiple pathways for DNA 

metabolism and repair, including mismatch repair, mitotic and meiotic recombination, 

Okazaki fragment maturation, response to UV damage, and telomere processing and 

maintenance.

Exo1 was identified as a component of Saccharomyces cerevisiae DNA mismatch repair 

(MMR) due to its physical interaction with the MMR protein Msh2 and the fact that exo1Δ 

mutations caused a weak mutator phenotype that was epistatic to that caused by an msh2Δ 

mutation, and human Exo1 was subsequently identified by its homology to S. cerevisiae 

Exo1 [5–7]. Exo1 binds Msh2 through its C-terminal tail (S. cerevisiae amino acids 368–

702) [5] and binds the MMR protein Mlh1 through a conserved Mlh1– interacting protein 

(MIP) box (S. cerevisiae amino acids 443–448), which is also in the C-terminal tail [8,9] 

(Fig. 1). Most of the human and S. cerevisiae MMR reactions that have been reconstituted in 

vitro require Exo1 [10–12]; however, genetics experiments indicate that Exo1 is not 

absolutely required for MMR in vivo and is at least partially redundant with other proteins 

that function in MMR [5,13,14].

Exo1 is not strictly required in the other DNA metabolism and repair pathways that it 

participates in, similar to its redundant role in MMR. The EXO1 gene was discovered to be a 

high copy suppressor of defects in the Mre11-Rad50-Xrs2 complex [15], which along with 

other studies have suggested that Exo1 plays a role in recombination [3,4]. Exo1 plays a 

major, but redundant, role in the resection of double-stranded DNA breaks to generate a 3′ 

single-stranded DNA tail that is the critical substrate in the initiation of recombination. In 

the resection of mitotic double-stranded DNA breaks, Exo1 extends the 3′ single-stranded 

DNA tail at a step downstream of the initial short-range resection by Mre11-Rad50-Xrs2 

(MRE11-RAD50-NBS1 in humans) and Sae2 (CtIP in humans) [16]. The role of Exo1 in 

this long-range resection, however, is redundant with the combined action of the Sgs1 

helicase (BLM in humans) and the Dna2 nuclease, as inactivation of both the EXO1 and 

SGS1 pathways is required to eliminate long-range resection [17–19]. In the resection of 

meiotic double-strand breaks, loss of Exo1-mediated resection in S. cerevisiae results in a 

modest loss of spore viability, a modest increase in chromosome nondisjunction during 

meiosis I, and a decrease in crossing over at some alleles, but little change to heteroduplex 

formation [15,20–22]. Thus, EXO1 must also be redundant with other resection pathways in 

meiosis in S. cerevisiae. In contrast, Exo1−/− mice are sterile due to failure of meiosis in 

spermatocytes and oocytes indicating that Exo1 is most likely a required component for 

germ cell maturation in mammals [14].

In addition to the redundant roles of Exo1 in MMR and resection of double-stranded DNA 

breaks, Exo1 has been implicated in other pathways of DNA metabolism as a result of the 

interaction of exo1 mutations with other defects in DNA metabolism. During Okazaki 

fragment maturation, flap endonuclease 1 (FEN1, called Rad27 in S. cerevisiae) cleaves off 

the RNA primer-containing flap; however, Exo1 appears to provide this activity in rad27Δ 

strains. Deletion of both EXO1 and RAD27 is lethal, whereas overexpression of EXO1 
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complements the temperature sensitivity and accumulation of Okazaki fragments of a 

rad27Δ mutant [5,7,23]. In the repair of DNA damaged by ultraviolet (UV) light, most 

repair is mediated by a nucleotide-excision repair (NER) pathway that involves the Rad2 

nuclease; however, deletion of EXO1, which is a UV-inducible gene, results in mild UV 

sensitivity due to loss of a repair pathway that is distinct from the Rad2-dependent NER 

pathway [24]. In this repair pathway, Exo1 is thought to extend a subset of repair 

intermediate gaps generated but not fully repaired by NER leading to DNA damage 

checkpoint activation [25–27] and repair by recombination [28]. Although Exo1 does not 

seem to play a pronounced role in telomere maintenance in wild-type cells, during 

maintenance of telomeres that are uncapped by mutation of YKU70, YKU80, or CDC13, 

Exo1 resects the exposed chromosomal ends, which leads to shortened telomeres and 

temperature sensitivity [29,30]. This activity of Exo1 at uncapped telomeres is thought to 

promote telomere maintenance by recombination in these mutant backgrounds (reviewed in 

[1]). Thus, most of the characterized roles of Exo1 involve resection that is either redundant 

with other mechanisms, such as in MMR, or functions as an alternative to pathways when 

they are compromised by mutations.

2. DNA mismatch repair

MMR promotes genome stability by repairing base–base and insertion/deletion mispairs 

resulting from DNA replication errors or recombination between DNAs that contain 

sequence differences. Unrepaired mispairs result in mutations after being replicated in the 

next cell cycle, and, thus, MMR functions to suppress the accumulation of mutations [31–

33]. Inherited MMR defects underlie the human hereditary cancer predisposition syndrome 

Lynch syndrome (also called hereditary non-polyposis colon cancer or HNPCC; [34–36], 

and somatic genetic and epigenetic inactivation of MMR genes occurs in many spontaneous 

tumors [37–40].

MMR is best understood in the bacterium Escherichia coli (reviewed in [41]). The mutS 

gene was originally identified as a gene that suppresses the accumulation of transition 

mutations in E. coli [42] and was later found to encode the protein homodimer responsible 

for the first step of mismatch repair, recognition and binding to the DNA mispair [43]. MutS 

binding to the mismatch allows recruitment of the MutL protein [44], which can then 

activate the MutH endonuclease to generate a single-stranded break (e.g., a nick) on the 

newly synthesized DNA strand at d(GATC) sites [45–48]. These sites can be up to 1–2 kb 

away from the mispair either 5′ or 3′ of the mispair [48]. Strand discrimination by MutH 

involves nicking of the unmethylated strand of hemi-methylated d(GATC) sites [45,46]. 

These sites exist transiently after replication of a fully methylated site and before post-

replicative methylation of the newly synthesized strand at d(GATC) sites by the Dam 

methyltransferase [49–51]. MutL also recruits and activates the UvrD 3′ ≥ 5′ helicase at 

MutH-generated nicks which displaces the newly synthesized strand [52,53] which is then 

degraded by one or more of the ExoVII, RecJ, ExoI, and ExoX nucleases depending on the 

position of the MutH generated nick relative to the mispair in either the 5′ or 3′ direction 

[54,55]. The resulting gap is then filled by DNA polymerase III and final nick is repaired by 

DNA ligase [56].
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Despite the mechanistic detail known for the E. coli methyl-directed MMR system, E. coli 

MMR is substantially different from MMR in most other bacteria and eukaryotes. However, 

most MMR systems share universally conserved steps: (1) mispair recognition by MutS 

homologs, (2) MutS- and mispair-promoted recruitment of MutL homologs, (3) excision of 

the newly synthesized strand in a region containing the mispair, and (4) gap filling/repair by 

DNA synthesis. Use of DNA methylation to identify the newly synthesized strand is 

restricted to E. coli and closely related gammaproteobacteria [57–59]. How other organisms 

distinguish the newly synthesized strand from the template strand, which is required to 

prevent mutation accumulation, is not well understood.

2.1. Eukaryotic MutS homologs

Homodimeric MutS bound to mispairs shows functional asymmetry with one subunit 

directly recognizing the mispair and one subunit interacting with the DNA backbone 

[60,61]. In eukaryotes, there are multiple MutS homologs arising from gene duplication and 

specialization, which interact to form heterodimers. The MutS complexes acting in MMR in 

fungi and mammals are the Msh2–Msh6 and Msh2–Msh3 heterodimers; plants have an 

additional heterodimer, Msh2–Msh7, where Msh7 is a Msh6 paralog [32,62–64]. Msh2 is 

the common subunit, which does not directly interact with mispairs, and deletion of the gene 

that encodes Msh2 results in a complete loss of MMR [64–67]. In the Msh2–Msh6 

heterodimer, Msh6 recognizes base–base mispairs and small insertion/deletions of 1–2 

nucleotides, although the C:C mispair is poorly recognized [64,68–70]. In the Msh2–Msh3 

heterodimer, Msh3 recognizes some base–base mispairs, specifically A:A, C:C, and to a 

lesser extent T:G, but primarily recognizes insertion/deletions of 1–14 nucleotides 

[64,69,71–74]. These differences in recognition stem from changes in the mispair-binding 

domain of Msh6 and Msh3; a view that is supported by the observation that a chimeric 

Msh6 with the mispair-binding domain from Msh3 shows Msh3-like mispair recognition 

specificity [75]. Msh6, like bacterial MutS, extrudes a base at the mispair from the DNA 

helix and stabilizes it by π-stacking with a conserved phenylalanine [60,61,65]. In contrast, 

mispair recognition by Msh3 involves using residues as a steric wedge to mediate strand 

separation, with smaller insertion/deletion loops and base-base mispairs requiring more 

stabilization by adjacent amino acids than larger insertion deletion loops [76,77]. MutS and 

MutS homologs also have an ABC ATPase domain. Mispair binding primes Msh2–Msh6 

and Msh2–Msh3 to undergo a conformational change upon binding ATP that allows these 

molecules to recruit MutL homologs and to form clamps that can slide away from the 

mispair [78,79].

2.2. Eukaryotic MutL homologs

The eukaryotic MutL homologs have also evolved as a result of gene duplication and 

specialization, and function in MMR as heterodimeric complexes. The primary MutL 

heterodimeric complex involved in eukaryotic MMR is Mlh1–Pms1 in S. cerevisiae (known 

as Mlh1–Pms2 in mammals) [80,81], and consistent with this, the genes encoding Mlh1 and 

Pms1 are required for the bulk of MMR. Eukaryotes also contain additional MutL homologs 

that play minor roles in MMR, including Mlh1-Mlh3, which also has roles in meiosis 

[82,83], and Mlh1–Mlh2 in S. cerevisiae (known as Mlh1–Pms1 in mammals) that appears 

to function as a non-essential accessory factor that helps to promote MMR [84]. Like 
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bacterial MutL, Mlh1–Pms1 is recruited to DNA by both Msh2–Msh6 and Msh2–Msh3 in a 

mispair- and ATP-promoted reaction [73,79,85,86], and Mlh1–Mlh2 is similarly recruited 

by both Msh2–Msh6 and Msh2–Msh3 [84]. The Mlh1–Pms1 complex also has an 

endonuclease activity that is promoted by RFC, PCNA and Msh2–Msh6 [87,88] and is 

important for MMR, as endonuclease active site mutations inactivate MMR in vivo [88,89]. 

Similarly, in most organisms, excepting those with methyl-directed MMR, MutL also has an 

endonuclease activity. In contrast, Mlh1–Mlh2 is not likely to be an endonuclease [84]. 

Many MMR models have suggested the presence of a stable “ternary” complex between 

MutS (or MutS homologs) with MutL (or MutL homologs) and DNA [41,79,85,90]; 

however, recent analyses in vivo discussed below and the fact that stabilization of the 

interaction in vitro requires crosslinking suggest a transient interaction between MutS 

homologs and MutL homologs that may be an intermediate in the catalytic loading of MutL 

(or MutL homologs) onto DNA by MutS (or MutS homologs) in response to mispairs 

[91,92].

2.3. Strand discrimination

Specific targeting of the newly synthesized DNA strand for excision and resynthesis is 

necessary to prevent mispairs from leading to mutations. In the methyl-directed MMR 

system of E. coli, the transient hemi-methylated status of d(GATC) sites, which persist less 

than 10 min after DNA replication [49,50], serves as the crucial signal. Although the signal 

for strand discrimination has not been unambiguously identified in organisms without 

methyl-directed MMR, a number of studies suggest that the mechanism is similarly linked to 

replication timing and that some features of the replication intermediates themselves may be 

the strand discrimination signal.

Eukaryotic MMR is coupled to the DNA replication machinery. Msh6 and Msh3 bind to the 

PCNA (proliferating cell nuclear antigen) [93–95], which is a processivity factor for DNA 

polymerase δ [96,97] suggesting that the Msh2–Msh6 and Msh2–Msh3 complexes interact 

with PCNA located at replication forks or left on the DNA after replication. More recently, 

live cell imaging in S. cerevisiae has shown that functional Msh2–Msh6 forms foci that 

colocalize with components of the replication fork in essentially 100% of S-phase cells in a 

mispair-independent, PCNA-Msh6 interaction-dependent fashion [92]. In contrast, live cell 

imaging in S. cerevisiae has shown that Mlh1–Pms1, as well as Mlh1–Mlh2, form foci, 

which do not colocalize with Msh2–Msh6 foci or replication factories [84,92]. Mlh1–Pms1 

foci were present in ~10% of asynchronous wild-type cells and the formation of these foci 

required Msh2–Msh6. Furthermore, mutations that increased the production of mispairs or 

disrupted MMR downstream of mispair recognition and Mlh1–Pms1 recruitment, such as 

deletion of EXO1, led to an increase in the percentage of cells with Mlh1–Pms1 foci [92]. 

Together these results suggest that Msh2–Msh6 is a constitutive component of replication 

factories where it acts to detect mispairs formed during replication and that the Mlh1–Pms1 

foci are MMR intermediates that appear to be formed by multiple rounds of loading by one 

or more MutS homolog complexes in response to mispaired bases. The ability to use tagged 

functional MMR proteins to observe a repair intermediate in vivo opens new exciting 

experimental possibilities, as mutator assays only monitor the complete MMR reaction.
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By temporally restricting the availability of Msh6 to different phases of the cell cycle by 

fusing it to cell-cycle specific cyclins in an msh3Δ S. cerevisiae strain, MMR in eukaryotes 

was also shown to only act in a narrow post-replicative window of opportunity similar to E. 

coli MMR [98]. The accumulation of mutations at a frameshift reversion assay placed at a 

region of the genome replicated in mid S-phase could be prevented when Msh6 was 

expressed in S-phase, but not when Msh6 was expressed in G2/M. In contrast, Msh6 

expression in G2/M, but not S-phase, prevented the accumulation of mutations in the 

frameshift reversion assay when the assay was placed at a very late replicating region of the 

genome. From these data, the window of time for MMR proficiency can be estimated to be 

on the order of 15 min after the region of the genome was replicated, although the temporal 

resolution was limited by expression profiles of the Msh6-cyclin constructs [98]. 

Intriguingly, heteroduplex rejection during recombination between divergent sequences, 

another Msh2–Msh6–dependent reaction, was not restricted to the same temporal window 

[98]. Together these observations are consistent with replication-generated single-stranded 

DNA nicks, gaps, or other DNA structures as possible strand discrimination signals.

Multiple studies have proposed that the signal for strand discrimination may be replication-

generated nicks in the genome, consistent with the requirement for a pre-existing nick for 

reconstitution of eukaryotic MMR in vitro [12,99–101]. Proposed sources of nicks include 

Okazaki fragments on the lagging strand and RNase H2-mediated cleavage of 

misincorporated ribonucleotides on the leading strand [102,103]. While nicks generated 

from ribonucleotides may be the signal for some repair reactions, the mutation rates caused 

by deletion of the genes encoding RNase H2 are orders of magnitude lower than those 

expected to be caused by a universal strand discrimination signal defect. In addition, an 

absolute requirement for pre-existing nicks seems at odds with the absolute requirement for 

the nick-generating endonuclease function of MutL homologs in eukaryotic MMR [87–89]. 

PCNA, whether left on the substrate or loaded at nicks, has also been suggested to be a 

strand discrimination signal [95,101]; however, for PCNA to be a signal, it must loaded onto 

the DNA with a fixed polarity with regards to the nicked strand and interact with Mlh1–

Pms1 in such a way that Mlh1–Pms1 can only nick the already nicked strand; while this is 

what appears to happen in vitro, it is not clear how the Mlh1–Pms1 endonuclease is targeted 

to cleave only the pre-nicked strand. The difficulties in finding the strand discrimination 

signal, particularly on the leading strand, indicate that the reconstituted MMR reactions in 

vitro do not fully recapitulate MMR in vivo. Other aspects of MMR reactions reconstituted 

in vitro that appear different from MMR in vivo, include the ability to perform MutL 

homolog-independent MMR in vitro in contrast to an absolute requirement for MutL 

homologs in vivo [12,99,100], and the absolute requirement for Exo1 in most MMR 

reactions in vitro in contrast to the lack of an absolute requirement in vivo [5,13]. In 

aggregate, these results suggest the existence of other strand discrimination signals and 

potentially as yet unknown MMR proteins or mechanisms.

3. Exo1-independent and Exo1-dependent MMR subpathways

Despite the requirement of Exo1 in almost all MMR reactions reconstituted in vitro, Exo1 is 

dispensable for MMR in vivo. In S. cerevisiae, deletion of EXO1 causes only a 2–4 fold 

increase in mutation rate [5,13], and exo1−/− mouse models do not show the same magnitude 
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or spectrum of mutations or the cancer spectrum associated with mutations in the genes that 

are absolutely required for MMR [14,104]. Exo1 was, however, identified and implicated in 

MMR based on the ability to bind Msh2 [5]. Subsequent genetic analyses in S. cerevisiae 

have revealed the existence of Exo1-dependent and Exo1-independent MMR sub-pathways 

and identified mutations in different genes, including a number of MMR genes, that appear 

to specifically inactivate either the Exo1-independent or the Exo1-dependent MMR 

subpathways [13,75,89,92,105].

3.1. Mutations affecting Exo1-independent MMR

One class of mutations identified that specifically disrupts Exo1-independent MMR are 

mutations in MLH1 and PMS1 identified from a genome wide screen for exo1 Δ-dependent 

mutator mutations; however, little is yet known about the biochemical defects caused by 

these mutations [13]. Mutations modeled to affect the Mlh1–Pms1 ATPase motif also 

synergize with exo1Δ, although the mechanistic role of the Mlh1–Pms1 ATPase is unclear 

[106]. In subsequent studies, dominant mutations were identified in MLH1 and PMS1 that 

when expressed on low copy number plasmids had little effect on MMR in wild-type strains 

but strongly inactivated MMR in exo1Δ strains [89]. In contrast, the same mutations when 

present at the MLH1 or PMS1 chromosomal loci caused a complete loss of MMR regardless 

of whether or not Exo1 was present. Biochemical experiments indicated that all of these 

novel alleles inactivated the Mlh1–Pms1 endonuclease [89]. These results demonstrate that 

the Exo1-independent MMR subpathway is hypersensitive to defects in Mlh1–Pms1 and 

specifically defects affecting its endonuclease activity [13,89]. Based on these results, the 

original exo1 Δ-dependent mutations [13] and ATPase mutations in MLH1 and PMS1 [106] 

might be expected to result in a partial endonuclease defect.

PCNA and its loading factor, replication factor C (RFC), are required for the activation of 

the Mlh1–Pms1 endonuclease activity in vitro, and intriguingly, overexpression of the 

POL30 gene encoding PCNA in S. cerevisiae suppresses a number of exo1Δ-dependent 

mutator mutations in several MMR genes [13,87–89]. Consistent with a role for Mlh1–Pms1 

endonuclease activity in Exo1-independent MMR, multiple mutations in the POL30 gene 

have been isolated that cause synergistically increased mutation rates when combined with 

an exo1Δ mutation [13,92,105,107]. These mutations include pol30-E143K (mislabeled 

pol30-E143S in [13]), pol30-C22Y (called pol30-201 in [107]), pol30-C81R (called 

pol30-204 in [107]), and pol30-K217E. Analysis of these and other PCNA mutations 

isolated in genetic screens has revealed that most fall into two categories based on their 

distribution on the PCNA structure and the biochemical defects they cause [105]. The first 

category of pol30 mutations, which affect amino acids near to Cys22 in the structure, result 

in normal PCNA trimers that appropriately interact with Msh2–Msh6 but have a reduced 

ability to activate the Mlh1–Pms1 endonuclease in a mispair-independent plasmid nicking 

assay. The second category of pol30 mutations, which affect amino acids primarily at the 

interfaces between monomers in the PCNA trimer, result in reduced PCNA trimer stability, 

reduced or altered interactions with Msh2–Msh6, but normal activation of the Mlh1–Pms1 

endonuclease in the mispair-independent plasmid nicking assay. In addition to synergistic 

interactions with an exo1Δ mutation, both groups of mutations also caused increases in the 

percentage of cells with Mlh1–Pms1 foci in strains with wild-type EXO1 [92,105], which 
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could indicate a role in affecting the kinetics of Exo1-dependent pathway as well or that the 

Exo1-independent pathway is involved in the repair of at least one mispair every cell cycle.

The synergistic interaction between pol30 mutations resulting in mutant PCNA trimers that 

cannot efficiently activate the Mlh1–Pms1 endonuclease with loss of EXO1 is consistent 

with a role for high levels of Mlh1–Pms1 endonuclease activity in the Exo1-independent 

MMR subpathway. In contrast, the PCNA mutants that can activate the Mlh1–Pms1 

endonuclease in vitro but have reduced or altered interactions with Msh2–Msh6 are more 

puzzling. In eukaryotes, Msh6 and Msh3 interact with PCNA using a PCNA interaction 

peptide (PIP-box) at the very N-terminus of the proteins [93–95]. Similar to the PCNA 

defects causing altered or loss of the PCNAMsh6 interaction, mutations inactivating the 

Msh6 PIP-box cause weak MMR defects (Shell 2007) and show strong interactions with loss 

of EXO1 [92]. Although disruption of the PCNA–Msh6 interaction causes loss of Msh2–

Msh6 from replication forks [92], it is not clear how features of this upstream MMR step of 

mispair recognition could alter the requirement for Exo1 in the downstream steps of MMR. 

In contrast, if an additional role of the PCNA–Msh6 interaction is to recruit or retain PCNA 

for Mlh1–Pms1 endonuclease activation, the effect of the PIP-box mutations would be 

consistent with other mutations that affect activation of the Mlh1–Pms1 endonuclease [105]. 

A role for PCNA recruitment and/or retention by Msh2–Msh6 would be consistent with the 

fact that that deletion of the Msh6 PIP-box synergizes with mutations that partially disrupt 

Mlh1–Pms1 endonuclease activity [105] and that the Msh6 N-terminal region containing the 

PIP box is entirely unstructured and in S. cerevisiae is ~1000 Å long [75]. Importantly, 

small angle X-ray scattering reveals that PCNA does not stably associate with other regions 

of Msh2–Msh6 but rather the PCNA–Msh2–Msh6 complex contains two domains joined but 

separated by the Msh6 NTR, and consistent with this the NTRs of Msh6 and Msh3 are 

interchangeable and can also be fused to the N-terminus of Msh2 and retain function [75]. In 

the evolution of the deuterostome lineage leading to humans, the N-terminal region of Msh6 

was additionally modified to include a methyl histone-binding PWWP domain that promotes 

recruitment of Msh2–Msh6 to chromatin, possibly supplementing the function of PCNA in 

recruiting MMR proteins to replicating DNA [108].

Overall, the available results indicate that the majority of mutations identified as affecting 

the Exo1-independent MMR sub-pathway cause defects in the efficient activation of the 

Mlh1–Pms1 endonuclease. A small number of additional mutations that interact with a 

deletion of EXO1 have not yet been directly linked to the activation of the Mlh1–Pms1 

endonuclease and may affect other steps in the pathway. These mutations affect genes 

encoding a ribonucleotide reductase subunit (RNR1), a subunit of DNA polymerase δ and 

the Rev3-translesion polymerase (POL32), the DNA polymerase δ mutator allele pol3-

L612M, and the DNA polymerase α mutator allele pol1-L868M [13,92,109]. Additional 

studies will be required to understand how these latter defects specifically affect Exo1-

independent MMR.

3.2. Mutations affecting Exo1-dependent MMR

In comparison to extensive genetics studies described above, the Exo1-dependent MMR 

subpathway has been less well characterized in vivo. A number of mutations affecting this 
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subpathway were identified by screening for mutations that enhanced the S. cerevisiae 

pms1-A99V mutation (annotated as pms1-A130V in [13] due to a wrongly annotated start 

codon), which inactivates the Exo1-independent MMR subpathway [13]. Consistent with the 

requirement of EXO1, one class of these mutations alter EXO1, including mutations that 

affect amino acid residues near the catalytic and DNA binding sites (exo1-C226Y and exo1-

G236D) [2,110], truncate the nuclease domain (exo1-N57*), or truncate the unstructured C-

terminal tail of Exo1 (exo1-N357* and exo1-N396*) (Fig. 1A,C and D). Mutations that 

truncate or affect amino acids in the Exo1 MIP-box have little effect on mutation rates 

unless combined with mutations disrupting the Exo1-independent MMR subpathway 

[13,111]. Other mutations likely affecting the Exo1–Mlh1 interaction were also found in the 

screen for enhancers of pms1-A99V, including mlh1-L511F and mlh1-M623I, which affect 

amino acids at the Mlh1 MIP-box binding site (Fig. 1E and F) [9,13]. Biochemical studies of 

the related Mlh1-L511A and Mlh1-M623A variants, designed based on structural analysis of 

the Mlh1–MIP box interaction, revealed that Mlh1-L511A disrupts the interaction with the 

Exo1 MIP box [9].

Together, the available data indicate that the Exo1–Mlh1 interaction is required in the Exo1-

dependent pathway. This interaction may represent the recruitment of Exo1 in MMR, 

although Exo1 also binds Msh2, which could also potentially recruit Exo1 to act in MMR 

[5]. The role of Mlh1–Pms1 in the Exo1-dependent subpathway must extend beyond Exo1 

recruitment, however, as Mlh1–Pms1 endonuclease mutations disrupt both MMR 

subpathways [87–89]. In addition to mutations affecting both Exo1 and the Exo1–Mlh1 

interaction, other enhancers of pms1-A99V were isolated [13]; however, it is not yet known 

if these enhancer mutations disrupt the Exo1-dependent MMR subpathway or if they are 

specific to the pms1-A99V allele.

3.3. Eukaryotic MMR model

The delineation of the Exo1-dependent and Exo1-independent MMR subpathways allows a 

new model for eukaryotic MMR to be proposed. Here, we have limited the discussion to 

primarily the Msh2–Msh6 and Mlh1–Pms1 heterodimers, although analogous pathways in 

which Msh2–Msh6 is replaced with Msh2–Msh3 and/or Mlh1–Pms1 is replaced with Mlh1–

Mlh3 are likely similar (Fig. 2). The initial steps of the MMR reaction including replication 

coupling are identical in both Exo1-independent and Exo1-dependent MMR. A mispair is 

recognized by Msh2–Msh6 when it is in an ADP-bound or nucleotide-free state. The Msh2–

Msh6 heterodimer that recognizes the mispair can either be associated with or independent 

of a replication fork. After binding ATP, Msh2–Msh6 forms sliding clamps and becomes 

proficient for Mlh1–Pms1 (human Mlh1–Pms2) recruitment. Multiple Mlh1–Pms1 

heterodimers are recruited in response to each mispair and are visible as foci, which are 

either completely or substantially devoid of Msh2–Msh6 [92]. PCNA, either recruited by 

Msh2–Msh6 and loaded by RFC at nicks in the vicinity of the mispair or retained by Msh2–

Msh6 from PCNA available during ongoing replication, activates Mlh1–Pms1 endonuclease 

activity on the newly synthesized strand. Strand discrimination by Mlh1–Pms1 likely 

involves recognition of DNA replication intermediates such as nicks or asymmetrically 

loaded components such as PCNA involving mechanisms that are not well understood. In 

the Exo1-dependent subpathway, Exo1 is recruited by Mlh1–Pms1 at the Mlh1–Pms1 
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generated nick to excise DNA in a 5′ ≥ 3′ direction until the mispair is converted to a gap. 

Termination of excision could be mediated by weak processivity of Exo1 in the absence of 

tethering to mispair-recruited Mlh1–Pms1 or Msh2–Msh6 (e.g., [12]). In the Exo1-

independent subpathway, multiple nicking events by Mlh1–Pms1 appear to be required. 

Processive nicking could lead to excision of the newly synthesized strand in the vicinity of 

the mispair [105] or could generate 3′ ends that could initiate strand displacement synthesis 

by DNA polymerase δ [112]. Resynthesis of DNA gaps or strand displacement synthesis by 

DNA polymerase δ in combination with PCNA would then lead to products with nicks that 

are then repaired by ligation.

Genetics studies demonstrate that both the Exo1-dependent and Exo1-independent MMR 

pathways act in mutation avoidance [5,13,75,89,92,105], but do not reveal the relative 

importance of each pathway in a wild-type cell. Monitoring Mlh1–Pms1 foci, which are 

MMR intermediates, gives some insight into the relative kinetics. Mutations eliminating the 

Mlh1–Pms1 endonuclease activity, which cause a slight dominant mutator phenotype in the 

presence of wild type Mlh1–Pms1, show a dramatic increase in the percentage of cells with 

Mlh1–Pms1 foci from ~10% to ~90%[89]. Similarly mutations affecting the ability of 

PCNA to activate the Mlh1–Pms1 endonuclease also shows an increased percentage of cells 

with foci, even in the presence of wild-type EXO1 [105], indicating that these mutations 

probably slow both the Exo1-dependent and Exo1-independent MMR subpathways. In 

addition, deletion of EXO1 increases the percentage of cells with Mlh1–Pms1 foci from 

~10% to 50% [98]. This increase in MMR intermediates suggests that the Exo1-dependent 

MMR subpathway is likely faster in vivo, and thus, more frequently used.
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Fig. 1. Exonuclease 1
(A) Schematic representation of S. cerevisiae Exo1 (702 residues long) depicting the 

endonuclease domain as a red box and the C-terminal tail as a black line. The positions of 

amino acids affected by mutations in the EXO1 gene that disrupt Exo1-dependent MMR 

[13] are shown as orange triangles. Interaction regions with Mlh1 (the MIP box) and Msh2 

are shown as blue boxes [5,8]. (B) Predicted long-range disorder for S. cerevisiae Exo1 

calculated by IUPRED [113] suggests that the C-terminal tail is largely disordered. (C) 

Structure of the nuclease domain of human Exo1 in complex with DNA (PDB id 3qea, [2]) 

is shown with the nuclease domain in red and the DNA strands as light and dark grey. Metal 

bound to the nuclease active site are displayed as green spheres. (D) Expanded view of the 
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structure with active site residues, including the N-terminal amine, displayed as sticks, and 

the amino acid substitutions caused by the Exo1-dependent MMR defective mutations 

shown in yellow. The G236D amino acid substitution likely disrupts an interaction between 

the Exo1 helix-two-turn-helix (H2TH) motif and the uncleaved strand, and the C226Y 

amino acid substitution likely has steric interference that disrupts the enzyme active site. (E) 

Structure of interaction of the S. cerevisiae Exo1 MIP box (red) with the C-terminal domains 

of S. cerevisiae Mlh1–Pms1 (PDB id 4fmo; [9]). (F) Expanded view of the MIP box–Mlh1 

interaction with the amino acid positions that are affected by mutations that disrupt Exo1-

dependent MMR (L551 and M623; [13]) shown as blue ball-and-sticks.
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Fig. 2. Eukaryotic MMR
Eukaryotic mismatch repair downstream of mispair recognition by a replication-coupled or 

replication-uncoupled Msh2–Msh6 (or Msh2–Msh3) heterodimer (not shown) involves 

common and subpathway-specific steps. Mispair- and ATP-dependent recruitment of Mlh1–

Pms1 by Msh2–Msh6, recruitment and/or retention of PCNA, and at least one 

endonucleolytic cleavage of the newly synthesized strand by Mlh1–Pms1 are common 

upstream steps in eukaryotic MMR. Mlh1–Pms1 foci are repair intermediates that contain 

either substoichiometric amounts of Msh2–Msh6 or no Msh2–Msh6 [92]. After at least one 

initial cleavage event by PCNA-activated Mlh1–Pms1, eukaryotic MMR follows either an 

Exo1-independent or Exo1-dependent subpathway. In Exo1-dependent MMR, a nick 5′ to 
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the mispair allows Exo1 to be recruited and excise the newly synthesized strand to a position 

past the mispair. Exo1-independent MMR has been proposed to follow one of two models. 

In the first model, an Mlh1-Pms1 dependent nick 5′ to the mispair initiates strand 

displacement synthesis by DNA polymerase δ to a position past the mispair. The 5′ flap is 

then cleaved and the resulting nick is sealed by DNA ligase [112]. In the second model, 

Mlh1-Pms1 stimulated by PCNA performs multiple rounds of endonuclease cleavage 

leading to DNA degradation past the mispair, generating a product similar to that generated 

by Exo1 [105]. The two Exo1-independent models are not necessarily exclusive. Multiple 

rounds of cleavage by Mlh1–Pms1 could precede a mixture of gap filling and strand 

displacement synthesis by DNA polymerase δ, and the balance of the two mechanisms could 

vary in vivo from mispair to mispair.
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