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Abstract

In Saccharomyces cerevisiae, repair of insertion/deletion loops is carried out by Msh2-Msh3-
mediated mismatch repair (MMR). Msh2-Msh3 is also required for 3’ non-homologous tail
removal (3’NHTR) in double-strand break repair. In both pathways, Msh2-Msh3 binds double-
strand/single-strand junctions and initiates repair in an ATP-dependent manner. However, the
kinetics of the two processes appear different; MMR is likely rapid in order to coordinate with the
replication fork, whereas 3 NHTR has been shown to be a slower process. To understand the
molecular requirements in both repair pathways, we performed an /n vivo analysis of well
conserved residues in Msh3 that are hypothesized to be required for MMR and/or 3’NHTR. These
residues are predicted to be involved in either communication between the DNA-binding and
ATPase domains within the complex or nucleotide binding and/or exchange within Msh2-Msh3.
We identified a set of aromatic residues within the FLY motif of the predicted Msh3 nucleotide
binding pocket that are essential for Msh2-Msh3-mediated MMR but are largely dispensable for
3’NHTR. In contrast, mutations in other regions gave similar phenotypes in both assays. Based on
these results, we suggest the two pathways have distinct requirements with respect to the position
of the bound ATP within Msh3. We propose that the differences are related, at least in part, to the
kinetics of each pathway. Proper binding and positioning of ATP is required to induce rapid
conformational changes at the replication fork, but is less important when more time is available
for repair, as in 3° NHTR.

Introduction

The DNA mismatch repair (MMR) system is an evolutionarily conserved DNA repair
pathway that is critical for maintaining genome stability, particularly through the recognition
and elimination of errors that occur during DNA synthesis.1~3 Nucleotide misincorporation
or DNA slippage events are recognized as mismatches by MutS homologues, or Msh
proteins. In contrast to bacteria that contain a single MutS protein, in most eukaryotes,
including Saccharomyces cerevisiae and humans, two heterodimeric complexes, Msh2-
Msh3 and Msh2-Msh6 act to recognize mismatches and insertion/deletion loops (IDLs).
Msh2-Msh3 recognizes, binds and directs repair of IDLs up to 17 nucleotides long*~° (Fig.
1), while Msh2-Msh6 targets mispairs and IDLs of 1-2 nucleotides. Recently Msh2-Msh3
was also shown to have affinity for some mispairs, especially C-C mispairs.8 Following Msh
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complex binding to a mispair or loop, a MutL homologue (MIh) complex is recruited to
form a ternary complex that is thought to activate the downstream events in MMR, which
include strand unwinding and excision of the nascent strand to remove the error and
resynthesis of the DNA. The importance of MMR is reflected in the fact that defective
MMR in humans has been associated with hereditary non-polyposis colorectal cancer
(HNPCC), a dominant cancer syndrome that results in increased susceptibility to a number
of cancers and early age of disease onset.’

In vivoand in vitro work with wild-type and mutant MutS and Msh2-Msh6 has
demonstrated that the coordination of DNA binding, nucleotide binding and ATP hydrolysis
is essential for MMR8-22 and is coupled to specific mispair-binding® 23; nucleotide binding
and hydrolysis are dispensable for mispair-binding but are essential for repair. But much less
is known about these requirements within Msh2-Msh3. Indeed the details with respect to
nucleotide binding, exchange and hydrolysis appear to differ between Msh2-Msh6 and
Msh2-Msh3.24-25 Similarly, mutational and crystallographic evidence indicates that the
mode of DNA substrate recognition by Msh2-Msh3 is quite distinct from that of MutS and
Msh2-Msh6.26-30 Nonetheless, a similar sequence of events has been proposed for Msh2-
Msh3.24 Specific DNA-binding by MutS or Msh2-Msh6 induces a sequence of
conformational changes within the complex, which increases the affinity of the Msh
complex for ATP and initiates nucleotide binding.31-32 ATP-binding acts as a molecular
switch, inducing additional conformational changes that, among other things, lead to
reduced affinity of the Msh complex for its specific DNA substrate. The altered
conformations when ATP is bound are also required for interactions with Mlh

complexes?: 33 and for the transition to a sliding clamp conformation that can move away
from the mispair or loop.1% 17: 34 This movement away has been proposed to allow multiple
loadings of Msh complexes to amplify the signal for MMR.35-36 ATP hydrolysis is not
required for movement away from the mispair or loop; ATP+yS also supports formation of a
sliding clamp.15: 34 37 |nstead, ATP hydrolysis is thought to be important for Msh complex
turnover, allowing it to dissociate and subsequently bind specific substrates again, in the
ADP-bound form. This model invokes careful coordination of DNA binding with nucleotide
binding and hydrolysis to allow proper regulation of the steps leading to MMR.

Msh2-Msh3’s IDL binding activity is also reduced in the presence of ATP.24: 26; 38-39
Conversely, the affinity of Msh2-Msh3 for nucleotide is reduced in the presence of DNA,24
although ATP hydrolysis is enhanced by DNA binding,24 30: 38-39 35 s nucleotide
exchange.?4 Analogous to Msh2-Msh6, Msh2-Msh3 has been predicted to form an ATP-
dependent molecular switch.24: 39 A model based on in vitro analysis of Msh2-Msh3
predicts that the complex binds at double-strand (ds)/single-stranded (ss) DNA
junctions26-27 with Msh2 in an ADP-bound state and no nucleotide bound to Msh3.24
Binding specific substrates promotes nucleotide binding and/or exchange at Msh2 and
Msh3.24 The resulting complex has nucleotide bound to both subunits and is converted into
a sliding clamp that moves away from the mispair.1 39 ATP hydrolysis follows and the
ADP-Msh2-Msh3 complex can again bind DNA lesions with higher affinity. Notably, recent
crystallographic evidence has predicted that there may be important differences between
Msh2-Msh3 and other Msh complexes with respect to the coordination of nucleotide binding
by Msh3.30 Specifically, Msh3 has a conserved aromatic residue (F1023 in human MSH3
(hMSH3), Y925 in yeast Msh3 (yMsh3); see purple residue in Fig.2a) that is not present in
MutS, Msh2 or Msh6. This residue is proposed to provide an additional layer of regulation
to the occupancy of the Msh3 nucleotide binding site.3°

In addition to MMR, Msh2-Msh3 is involved in other genome stability pathways (Fig. 1). It
has been implicated in promoting trinucleotide repeat expansions38: 40-42 and is required
during genetic recombination, including the prevention of homeologous recombination, i.e.
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recombination between divergent sequences.#3-44 Msh2-Msh3 is thought to bind loops that
can form in strand transfer intermediates, targeting them for unwinding by Sgs1.43: 45-46
Msh2-Msh3 is also involved in the repair of large unpaired loops that can form during
meiotic recombination.4”~48 In addition to Msh2-Msh3, this repair requires the nucleotide
excision repair (NER) structure-specific endonuclease Rad1-Rad10 that cleaves DNA at ds/
ss DNA junctions with 3’ ssDNA tails.#3-51 Msh2-Msh3 and Rad1-Rad10 are also required
in a specialized form of double-strand break repair (DSBR) that involves 3’ non-
homologous tail removal (3° NHTR), for example, single-strand annealing (SSA) and some
gene conversion events.>2-53 |n these pathways, recombination intermediates bearing 3’
non-homologous tails are formed.>* Because DNA polymerases cannot initiate DNA
synthesis from an unannealed 3’ tail, the non-homologous tails must be removed in order to
complete repair. Msh2-Msh3 is predicted to stabilize the recombination intermediate and the
ds/ss DNA junction to facilitate cleavage by Rad1-Rad10;26: 52 55-57 \when the annealed
region is greater than 1 kilobase, Msh2-Msh3 is no longer required.52 57

As in MMR, ATP-binding by Msh2-Msh3 is required for 3° NHTR12-13 and Msh2-Msh3
dissociates from flap substrates in the presence of ATP /n vitro.26 However, it is not known
if conformational changes analogous to those in MMR occur upon Msh2-Msh3 binding to a
3’ flap recombination intermediate and, if so, whether they are required for function. In this
study, we sought to determine some of the molecular requirements for S. cerevisiae Msh2-
Msh3 in MMR and 3’NHTR following DNA binding. To this end we mutated and tested the
in vivo function of ten positions in two regions of Msh3 that are predicted to be important
for different conformational changes within the Msh2-Msh3 complex: i) the transmitter
region, predicted to relay information between the DNA-binding and nucleotide-binding
functions of Msh2-Msh3 once bound to a specific DNA substrate and ii) the nucleotide
binding pocket, made up of the Walker A motif and the YUP/FLY motifs (identified by
sequence homology39), predicted to regulate and coordinate nucleotide binding. These are
steps that authorize conformational changes within the complex and interactions with
downstream repair components. The mutant msh3 alleles were tested for function in both 3’
NHTR and MMR to assess their effect in each pathway. Most of the alleles had similar
effects in both pathways. Importantly, mutations in the FLY region demonstrated a much
stronger phenotype in MMR than in 3’ NHTR, indicating that MMR is more stringent in its
requirement for nucleotide binding.

In vivo assays for Msh2-Msh3 activity

The ATP binding activity of Msh2-Msh3 is essential for its proper function in MMR and 3’
NHTR.1Z 26 However, the requirements, with respect to specific residues within the
nucleotide binding pocket, for regulating this activity in Msh2-Msh3 have not been well-
studied, particularly in 3 NHTR. As discussed below, we have performed an /n vivo
mutational analysis of MSH3, focusing on a portion of the transmitter region between the
lever and ATPase domains, the F/YUP and FLY consensus motifs that form part of the
nucleotide binding pocket and the Walker A (P-loop) motif of S. cerevisiae Msh3 (Fig. 2).
Due to the large number of mutations to be tested, we chose to test the function of the msh3
alleles expressed from low copy number plasmids under the control of the endogenous
MSH3 promoter, similar to previous studies.12: 26-29 Therefore we confirmed that the
plasmid-borne MSH3complements the msh3A strain for 3> NHTR.

Previously Lyndaker et al. engineered a yeast strain (EAY1042) that contains double non-
homology at the MAT7a locus and is dependent on Msh2-Msh3 activity for repair following
the induction of an HO endonuclease-mediated double strand break (DSB);%® this is a lethal
event if left unrepaired. Therefore survival following galactose induction is a measure of
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DSBR. This strain is also deleted for HMRa, so that repair can only occur via HMLa and
therefore involves a mating-type switch from MAT7ato MATa, which can be monitored by
attempting to mate survivors with MA 7a and MA Ta strains.®5: 58 Only strains of opposite
mating type will mate to form diploids. By also measuring switching, we can correct for the
possibility that cells survived because they did not suffer a DSB due to incomplete HO
induction. Only those cells that have repaired a break will have switched mating type.

In EAY1042 (MSHS3), approximately 80% of cells survived induction of a DSB, and 77% of
these had undergone a mating-type switch, indicating efficient repair of the break (Table 1).
In contrast, only 34% of the msh3A derivative of this strain (EAY1118) survived the DSB
and 3% of the survivors had switched mating-type (Table 1), indicating very little repair.
These results are similar to previous work.26 The low copy number plasmid carrying MSH3
fully complemented the msh3A (~75% survival and switching; Table 1), whereas the empty
vector did not (36% survival and 8% switching; Table 1).

We constructed seventeen substitution mutations at ten different positions in the transmitter
region and the nucleotide binding pocket of MSH3, by site-directed mutagenesis (Table S2
and S3), and performed Western blots using Msh3 antibody to verify the stability of the
mutant msh3 proteins. Endogenous Msh3 or Msh3 from msh3A cells carrying the low copy
MSH3 plasmid was undetectable (data not shown), consistent with the protein being
expressed at very low levels.® 25 29 The limit of detection of the Msh3 antibody, based on a
standard curve using purified protein, was between 50 and 100 ng (data not shown).
Therefore we transformed plasmids carrying MSH3 or msh3alleles under the control of a
galactose-inducible promoter, into an msh3A strain. From these cleared lysates we were able
to detect Msh3 protein. All the mutant msh3 proteins were present at levels comparable to
wild-type (Fig. S1) with the exception of msh3P745A, which was present at 10% of the
wild-type protein. However, this allele had a very mild phenotype in our assays (see below).

A subset of transmitter residues are important for Msh2-Msh3-mediated 3' NHTR

The transmitter region at the interface of the lever domain (Domains Il and I11; Fig. 2) and
the ATPase domain (Domain V; Fig. 2) was noted previously1? 32 and was predicted to
relay information about the DNA binding status of the complex to the ATPase domains, via
conformational changes. Notably, several HNPCC mutations map to this region in Msh2 and
Msh632 59 and sequence alignment of Msh3 orthologs with Msh2 orthologs indicates
several highly conserved residues at the interface (Fig. 2). To predict which Msh3 residues
might have an altered position following mispair/IDL binding, we overlaid the crystal
structure of 7. aquaticus MutS (the only Msh complex whose structure has been solved
without a DNA substrate) in the absence of DNA with the structure in the presence of
mispaired DNA32 to obtain a minimum root mean squared (RMS) value. The validity of the
overlay was verified by ensuring the primary sequences of the two structures were aligned.
Within the transmitter region, a conserved loop (Fig. 3a, left panel) takes an altered path in
the presence of DNA. The side chains of four highly conserved residues in the loop
(T.aquaticus MutS R544, P545, R557 and N558 corresponding to yMsh3 R744, P745, R761
and N762; Fig. 2a) are coiled when MutS is bound to a mispair. There were concomitant
changes in the F/YUP and FLY motifs of MutS, which form part of the ATP-binding pocket
(see below) when MutS bound DNA (Fig. 3a, right panel). We therefore focused on these
putative transmitter residues and the nucleotide binding pocket for our /n vivo analysis.

We tested the importance of the Msh3 transmitter residues R744, P745, R761, N762 for
Msh2-Msh3 function in DSBR in vivo, changing them individually to either alanine or
leucine by site-directed mutagenesis (Table 1, Fig. 3). msh3R744A and msh3R744L were
defective in DSBR at the MAT locus (18.2% and 6.8% switching, respectively), with
msh3R744A exhibiting a milder phenotype in both survival and switching. msh3P745A
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exhibited wild-type survival but a decrease in switching to 61.8% (compared to 100% with
MSH3). This difference may be a result of inefficient HO induction. In contrast, msh3P745L
had a null phenotype. This indicates that Msh3 R744 and P745 are important for function in
3" NHTR. In contrast, msh3R761A, msh3R761L and msh3N762A were wild-type or near
wild-type (Table 2). Interestingly, msh3N762L showed reduced survival numbers (73.5%)
but all of the survivors had switched mating type. This may be an indication of a defect in
the kinetics of repair at the level of 3° NHTR, i.e. the repair may be slowed down relative to
wild-type, resulting in reduced viability, while the mechanism of repair remains intact.

Mutations in the Walker A and FLY/YUP motifs exhibited generally mild phenotypes in 3’

NHTR

We focused on two regions of Msh3 that are predicted to be involved in nucleotide binding.
The first was the Walker A motif, or P-loop. In ABC ATPases, including Msh proteins, the
Walker A motif (consensus sequence GXXXXGK(S/T)) is typically involved in binding the
phosphate moieties of ATP and is therefore essential for ATP hydrolysis. The Walker A
sequence of Msh3 (and many Msh proteins) is GXXXGGK(S/T). We tested the functional
importance of the two glycine residues preceding the lysine in Msh2-Msh3-mediated repair.
Both glycines are highly conserved in Msh2 and Msh3, but the first is an alanine in a subset
of Msh6 and MutS sequences (Fig. 2a).

Both G795 and G796 were important for Msh2-Msh3 function in 3° NHTR (Table 1). The
presence of either msh3G795A or msh3G 795D decreased the efficiency of DSBR (50%
switching and 65% switching, respectively), but did not result in a null phenotype.
msh3G796A had a stronger phenotype for both survival (58%) and switching (30%) but
only msh3G 796D exhibited an null phenotype in both survival and switching. Therefore our
data indicated both glycines play a role in 3° NHTR although, with the exception of G796D,
the msh3 mutations showed only intermediate phenotypes.

Next, we mutated the so-called F/YUP and FLY motifs of Msh2-Msh3 (and other Msh
proteins) that are highly conserved and predicted to form part of the nucleotide binding
pocket and regulate the nucleotide occupancy of the Msh complex (Fig. 4a).30 Msh3 is
unique among the Msh proteins in having an aromatic residue (Y925 in yMsh3; F1023 in
hMSH3) that is predicted to alter the conformation of the FLY motif, causing the
phenylalanine (yMsh3 F940) to block the Msh3 nucleotide binding site and prevent
nucleotide binding.3? In contrast, this pocket in Msh6 adopts a more open conformation
because the FLY motif F is not pushed into the pocket, which is consequently more
accessible to nucleotide (Fig. 4b).5°

We changed several residues in these Msh3 consensus motifs to alanine and tested the
function of the mutant alleles in 3° NHTR /n vivo (Table 1, Fig. 4). Changing the highly
conserved proline of the F/YUP consensus had very little effect on function. Both
msh3P774A and msh3P774L were wild-type or near wild-type in 3 NHTR (Table 1).
Surprisingly, alanine mutations at Y925 (the Msh3-specific aromatic residue) and Y942 (of
the FLY motif) also had only very mild 3’ NHTR phenotypes, each showing about 84%
switching efficiency (Table 1). While msh3F940A (FLY motif) had a more severe defect in
3’ NHTR phenotype than msh3Y925A or msh3Y942A, it nonetheless retained significant
activity (~40%) in that pathway.

Mutations in the FLY motif of Msh3 confer differential effects on MMR and 3’ NHTR

The mild DSBR phenotypes of the FLY motif mutations in msA3 were quite unexpected.
Therefore we proceeded to characterize these alleles further by testing their MMR
phenotypes. To do this, we transformed a subset of the DSBR strains tested above with a
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tetranucleotide repeat reporter plasmid (pBK1)* to determine the efficiency of Msh2-Msh3-
mediated repair of 4 nucleotide IDLs (Table 1). There were several mutations that exhibited
differences in the efficacy of 3’ NHTR versus MMR, particularly within the nucleotide
binding pocket. Importantly, the FLY motif alleles exhibited a strong separation of function
phenotype. msh3Y925A, msh3F940A and msh3Y942A all exhibited a null phenotype in
MMR, consistent with the predicted importance of this motif for MMR,39 while being
largely functional in 3* NHTR (Table 1).

To perform a more extensive analysis of all the msh3alleles in MMR, we co-transformed
the low copy /msh3 plasmids with either the tetranucleotide repeat or the dinucleotide repeat
reporter plasmid? into the standard FY23 background that was msh34 (EAY420, Table S1)
and determined the efficiency of Msh2-Msh3-mediated MMR. The wild-type MSH3
plasmid (pGW2) was able to fully complement the msh3A in the repair of plasmid-borne
tetranucleotide repeat (pBK1%) slippage events (Table 2).

Within the YUP and FLY motifs, the msh3P774A and msh3P774L alleles displayed only a
very mild (2-fold) increase in mutation rate (Table 2, Fig. 4), similar to the 3> NHTR
phenotype. However, in striking contrast to their mild effects on 3’ NHTR, altering the
aromatic residues of the FLY consensus sequence and the Msh3-specific tyrosine (Y925)
conferred a complete loss of Msh2-Msh3-mediated repair. The msh3Y925A allele displayed
a 79-fold increase in mutation rate (Fig. 4d). Similarly, msh3F940A conferred a null
phenotype in the presence of either the tetranucleotide (58-fold increase) or dinucleotide
(22-fold increase) repeat sequences (Table 2, Fig. 4e). And msh3Y942A displayed an
elevated (35-fold increase) mutation rate with the tetranucleotide repeat (Fig. 4f) and a null
phenotype in the presence of the dinucleotide repeat sequence (Table 2). When
overexpressed in an MSH3 background, msh3Y925A and msh3F940A both showed a 12- to
14-fold increase in mutation rate relative to wild-type MSH3 (Table 3). This dominant
negative phenotype indicated that these alleles are also able to interfere with the normal
MMR function of wild-type Msh2-Msh3 /in vivo. These results strongly indicated that MMR
and 3’ NHTR have distinct requirements for the FLY motif in particular and perhaps for
nucleotide binding in general.

Consistent with this idea, the MMR phenotypes in the presence of the Walker A glycine
mutations also tended to be stronger than the 3° NHTR phenotypes (compare Tables 1 and
2). Mutation of the first glycine to alanine (G795A) resulted in a significant 35-fold increase
in mutation rate with the tetranucleotide repeat sequence and a 43-fold increase in the
presence of the dinucleotide repeat sequence (Table 2). However, when this residue was
changed to aspartic acid, the tetranucleotide repeat mutation rate was only 3-fold higher than
in the wild-type background (Table 2). In contrast, when the second, more highly conserved
glycine (G796), was changed to either alanine or aspartic acid, there was a dramatic increase
in mutation rate (114-fold and 70-fold higher than wild-type, respectively) in the presence of
the tetranucleotide repeat sequence (Table 2). msh3G796A also caused a very high mutation
rate (166-fold higher than wild-type) in the presence of the dinucleotide repeat sequence
(Table 2), consistent with Msh2-Msh3G796A interfering with any Msh2-Msh6-mediated
repair of these lesions.

Given the strong phenotype of the G796A mutation in Msh3, we tested this allele for a
dominant negative effect on MMR (Table 3) by expressing the allele in a MSH3 background
from the low copy plasmid or from an overexpression plasmid. msh3G796A had a strong
dominant negative phenotype in MMR, even when expressed in low copy. This is in contrast
to the transmitter region alleles and msh3G795A that had no dominant negative effect
(Table 3).
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In contrast to mutations in the putative nucleotide binding pocket, the MMR phenotype of
the transmitter region alleles closely paralleled the phenotypes in 3° NHTR. msh3R744A
showed significant increases in mutation rate relative to wild-type in the presence of
tetranucleotide repeat (29-fold) (Table 2, Fig. 3b) and the dinucleotide repeat reporter (16.7-
fold) (Table 2), analogous to the defective phenotype in 3> NHTR (Table 1). When this
position was changed instead to leucine (msh3R744L), this led to a null phenotype (~60-fold
increase) in tetranucleotide repeat slippage repair (Table 2, Fig. 3b), again, like the null 3’
NHTR phenotype (Table 1). With msh3P745A, we observed a modest four-fold increase in
mutation rate (Table 2, Fig. 3c), comparable to the mild defect in 3 MHTR (Table 1).
However, a change at this position to leucine (msh3P745L), an HNPCC mutation found in
the analogous position in hMsh2, resulted in a null MMR phenotype in vivo (Table 2), as
well as in 3° NHTR (Table 1). Therefore R744 and P745 of the putative transmitter region of
Msh3 are functionally important for both 3° NHTR and MMR.

As in 3’ NHTR, changes at R761 or N762 resulted in mild phenotypes in MMR. We
observed a modest 4-fold increase in mutation rate with msh3R761A, msh3N762A and
msh3N762L (Table 2). These data indicated that R761 and N762 contribute to accurate
MMR, but neither is essential for function.

FLY motif alleles are proficient in heteroduplex rejection

The different phenotypes of msh3Y925A, msh3F940A and msh3Y942A in MMR and 3’
NHTR indicated different requirements for the regulation of nucleotide binding in the two
pathways. This could be a result of different DNA substrates (loop versus flap) and/or the
different time scales of each type of repair; MMR, which must coordinate with the
replication fork,50 is rapid while 3 NHTR and DSBR take longer.81 To distinguish between
these possibilities, we tested a subset of the msA3alleles, including the Y and FLY
consensus sequences, in preventing homeologous recombination, or heteroduplex rejection
(Fig. 1).43 We used an intron-based intramolecular recombination assay that uses a H/53
reporter.52 In this assay, loss of MSH3allows recombination to occur between homeologous
sequences. The substrate for heteroduplex rejection that we used is predicted to be a 4 base
loop (cB2/cp2-4L52), as in the MMR slippage assay, but the mechanism occurs over a longer
time scale,*>~46 more similar to that of 3’NHTR.%6

The low copy number MSH3 plasmid complemented the msh3A (Table 4), leading to
reduced recombination, as previously described.2’: 62 In the presence of msh3R744L, a
transmitter allele that was defective in both MMR and 3’ NHTR, we observed a null
phenotype in heteroduplex rejection, with a 12-fold increase in the rate of homeologous
recombination over that observed with MSH3 (Table 4). In contrast, msh3G 795D, which
showed a very mild MMR defect and a somewhat stronger defect in 3 NHTR, exhibited
wild-type activity in heteroduplex rejection. Notably, msh3Y925A and msh3Y942A, which
had null phenotypes in MMR but only mild 3° NHTR phenotypes, exhibited wild-type or
near wild-type level of homeologous recombination in the heteroduplex rejection assay.
msh3F940A, which also had a null MMR phenotype, exhibited a stronger defect than
msh3Y925A and msh3Y942A in heteroduplex rejection but still retained some activity,
similar to its 3 NHTR phenotype. These results indicated that it was not the DNA substrate
that altered the requirement for the FLY motif but instead it may be the kinetics of repair
that led to these differences.

Discussion

In this study, we targeted ten positions within Msh3 that were predicted to be important in
regulating the conformational changes that lead to coordinated nucleotide binding, exchange
and hydrolysis following mispair or IDL binding in order to complete MMR. In general,

J Mol Biol. Author manuscript; available in PMC 2014 June 12.



1duasnuey Joyiny vd-HIN 1duasnuey Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Kumar et al.

Page 8

residues that were required for 3° NHTR were also required for MMR, indicating that the
structural and molecular requirements are similar in the two pathways. However, mutations
in the conserved Y and FLY motifs had only mild effects on 3> NHTR but were completely
deficient in Msh2-Msh3-mediated MMR. These same mutations were similarly functional in
heteroduplex rejection, allowing us to distinguish between possible explanations for the
differences in requirements for this region of Msh3 (Fig. 5).

Communication between the mispair binding and ATPase domains

The transmitter region is at the interface of the lever domain (Domains Il and I11; Fig. 2) and
the ATPase domain (Domain V; Fig. 2) and has been implicated in facilitating
communication between the two ends of Msh complexes.10: 30: 32:59; 63 |t has been noted
that several residues at the interfaces of the lever and DNA binding domains and the lever
and ATPase domains adopt different conformations when 7. aquaticus MutS is bound to
mismatch DNA compared to when it is unbound,32 including the ATP binding pocket made
up of the FLY and YUP motifs (Fig 3a and data not shown). These observations are
consistent with the induction of conformational changes upon DNA binding that influence
events at the ATPase domain. Importantly, of the ten HNPCC mutations present in the lever
domain of hMSH2, seven trace to the transmitter region,>® which is the region we have
focused on in this study. Three of the four positions that we tested in the putative Msh3
transmitter region (P745, R761 and N762) were mutated at the analogous positions in
hMSH2 in HNPCC patients. Our mutational analyses indicate that the R744 and P745
residues are required for both MMR and 3 NHTR (and heteroduplex rejection) indicating
that the communication of substrate binding occurs in a similar manner in these diverse
pathways (Fig. 5). These mutations may result in faulty communication, leading to the
inability of Msh2-Msh3 to proceed efficiently to the next step in repair, including
appropriate nucleotide binding. Mutational and biochemical analyses demonstrated that
P622L of hMsh2 (analogous to P745L in yMsh3) results in defective DNA-binding and
ATPase functions,® but msh2P622L in human cell culture and in yeast is destabilized,
which may also account for an HNPCC phenotype.55-66 Western blots indicated that
msh3P745L is stably expressed in yeast (Fig. S1) therefore this does not account for the null
phenotype in Msh2-Msh3 function (Table 1).

We modeled the changes at these positions, based on the hMSH2-hMSH3 crystal
structure.30 The structure predicted that Msh3 R744 makes polar contacts with E471 and
D475 residues in the lever domain (Fig. 3c, left panel) and modeling predicted that these
contacts will be disrupted by a change to alanine (Fig. 3c, middle panel) or to leucine (Fig.
3c, right panel), which may explain the defects in repair observed with these alleles (Tables
1 and 2). In contrast, modeling indicated that P745 made no polar contacts and when
changed to alanine, there was no notable difference in that region (Fig. 3c), consistent with
largely proficient repair (Tables 1 and 2). However a change to leucine at this position is
predicted to gain a polar contact with V817 in the ATPase domain (Fig. 3c), perhaps
explaining the 3 NHTR and MMR defects with this allele (Tables 1 and 2; Fig. 5).

Interestingly, mutations at two of the positions that align with positions in hMsh2 that are
implicated in HNPCC (yMsh3 R761 and N762; Fig. 2a) did not exhibit a strong mutator
phenotype or a defect in 3° NHTR, consistent with the wild-type phenotype of msh2H658Y
in S. cerevisiae (equivalent to msh3N762)%7. The structural model of the R761
microenvironment indicated that main chain contacts with E766 and P818 are not disrupted
by any amino acid substitution (data not shown). Similarly, N762 makes polar contacts with
1764 and E766 that did not appear to be affected by these changes. It is nonetheless possible
that these residues help modulate communication. Over time a defect could manifest a
significant mutator phenotype, as has been suggested for the deletion of the N-terminus of
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Msh2.68-69 Of note is the observation that a S656P change in yMsh2 (analogous to S760 in
yMsh3, adjacent to the residues we tested) leads to defective Msh2-Msh6-mediated MMR
and a dominant negative phenotype, indicating that it blocks the function of wild-type
Msh2-Msh6.1! Notably, msh25656P was largely unaffected in 3> NHTR (an Msh2-Msh3-
specific activity) similar to our observations with mutations at Msh3 R761 and N762.
Therefore these residues may be less important for Msh2-Msh3 function than for Msh2-
Msh6 function.

Walker A glycines are critical for Msh2-Msh3 function

The Walker A motif , or P-loop, in proteins with ATPase activity is thought to bind the
phosphate moieties of ATP, a prerequisite for catalysis.”® The Walker A motif in Msh
proteins is GXXXG/AGKS/T (Fig 2a) and the GKS motif in Msh2 was demonstrated to be
critical for Msh2-Msh6 and Msh2-Msh3 functions.11: 71 It was shown to be similarly
important in MutS and Msh6.72-74 In Msh3 the Walker A motif includes a glycine pair
preceding the conserved lysine (GXXXGGKS). Both glycines are important for Msh2-Msh3
function in 3> NHTR and MMR, but to differing extents (Tables 1 and 2; Fig. 5). However,
in both pathways, the alanine change led to a stronger defect than the change to aspartic
acid. Interestingly, this position of 7. aguaticus MutS and yMsh6 is occupied by an alanine.
One possibility is that the regulation of Msh3 ATP binding and/or hydrolysis in msh3G795A
is more like that of Mshé6, altering the coordination of events within Msh2-Msh3; regulation
of nucleotide binding and hydrolysis appears to be distinct in Msh2-Msh6 and Msh2-
Msh3.24-25

As expected, msh3G 796D exhibited a null phenotype in 3° NHTR (Table 1). Intriguingly,
while deficient in 3° NHTR, msh3G796A did not exhibit a complete null phenotype in
DSBR. In contrast, both msh3G796A and msh3G 796D had very high mutation rates (Table
2) and msh3G796A displayed a strong dominant negative phenotype (Table 3). Therefore
the requirements for ATP binding appear less stringent in 3° NHTR. We predict that
alteration of G796 allows binding of mispairs, but blocks ATP binding and hydrolysis,
thereby resulting in complexes that do not form a sliding clamp or turnover and remain
“stuck” at the mispair, explaining the dominant negative phenotype. Consistent with this, the
analogous yMsh2 mutation in (G693D) allowed binding of msh2G693D-Msh6 and
msh2G693D-Msh3 to specific substrates, 13 26 but msh2G693D-Msh6 was inhibited for
ATP binding!3 and msh2G693D-Msh3 inhibited dissociation of the mutant complex from
specific DNA substrates.28

Regulation and coordination of nucleotide binding

Once information about mispair or 3’ flap binding by Msh2-Msh3 has been transmitted,
conformational changes in the nucleotide binding pocket are thought to regulate nucleotide
exchange and/or hydrolysis within both Msh2 and Msh3; proper regulation of these events is
critical for function.24-25 P774, within the YUP motif, resides on a loop opposite the FLY
motif loop and was predicted to influence the conformation of the nucleotide binding site.30
Surprisingly, we observed no defect in 3> NHTR or MMR when this highly conserved
proline residue was changed to alanine or leucine (Tables 1 and 2; Fig. 5), suggesting that
this position is not stringent in its amino acid requirement, although we have not made a
comprehensive suite of mutations at this position. Structural modeling indicated no changes
in microenvironment when P774 was changed to alanine or leucine (Fig 4c).

Based on the crystal structures of h(MSH2-hMSH3,30 hMSH2-hMSH6°° and MutS32: 63, the
aromatic-rich YUP and FLY motifs (Fig. 2a) were found to be closely associated in three-
dimensional space to form a nucleotide binding pocket. A nucleotide sandwich between the
Y of the YUP motif (Y772 in yMsh3) and the Y of the FLY motif (Y942 in yMsh3) was
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proposed, with the F of the FLY motif (F940 in yMsh3) locking in the bound nucleotide.3°
In the Msh3 nucleotide-free state in the crystal structure, a unique Msh3-specific aromatic
residue (Y925 in yMsh3) pushes the F of the FLY motif into the ATP binding site, thereby
blocking nucleotide-binding and stabilizing the nucleotide-free state.3C It is unclear how
Msh3 would be able to adopt an ATP-bound state upon DNA binding. One possibility is that
a conformational change, perhaps within one of the transmitter regions, forces the
phenylalanine out of the binding site, making the pocket more accessible to nucleotide.
Consistent with the FLY motif playing a critical role in Msh2-Msh3 function, when either
the F (F940) or the Y (Y942) was changed to alanine MMR was completely abolished
(Table 2). Similarly, mutating Y925 to alanine, removing that aromatic group that is unique
to Msh3, resulted in a null MMR phenotype (Table 2). Furthermore, msh3Y925A and
msh3F940A exhibited a dominant negative phenotype (Table 3), indicating that these
mutant complexes block the activity of wild-type complex.

Previous work39 and our own structural modeling predicted that these alleles would make
the nucleotide binding pocket more accessible. Changing either Y925 or F940 to much
smaller residue like alanine was predicted to prevent occlusion of the nucleotide binding
pocket (compare Fig. 4a, d and e) and the Y942A mutation was predicted to remove one
side of the nucleotide sandwich (compare Fig. 4a and f). Such changes could alter nucleotide
occupancy and override the wild-type sequence of conformational changes mediated in part
by nucleotide (ADP or ATP) binding that coordinates proper MMR. A more accessible
Msh3 nucleotide-binding pocket in the absence of these aromatic residues, might allow
premature ATP-binding by Msh3 or lead to the formation of a non-productive Msh3-ADP
bound complex.24

Differential molecular requirements of Msh2-Msh3 in 3'NHTR and heteroduplex rejection

While msh3Y925A, msh3F940A and msh3Y942A had severe MMR defects (Table 2), the
effect on 3° NHTR was quite mild (Table 1). It is intriguing that the requirements for
residues within the FLY region are distinct in MMR and 3’NHTR, while the transmitter
region and the Walker A motif requirements are more similar. This suggests that the
coordination of nucleotide binding and exchange within the complex is not as critical in 3’
NHTR as in MMR. One possible explanation for this is the difference in the kinetics of
MMR versus 3° NHTR. At the replication fork, MMR has to occur in a matter of seconds,
prior to the re-establishment of chromatin structure.’® In contrast, 3> NHTR occurs more
slowly. Southern blot analyses indicated that repair occurs over the course of several hours
at the wild-type MA T locus.56: 61 76 We tested this possibility by examining the effect of
the msh3Y925A and FLY alleles on heteroduplex rejection, a Msh2-Msh3-specific pathway
that detects the same 4 loop substrate as in the slippage assays,®2 but has a time-scale similar
to that of 3’ NHTR.#>-46 The wild-type phenotypes of msh3Y925A, msh3F940A and
msh3Y942A in heteroduplex rejection (similar to 3° NHTR) indicated that the substrate
(loop versus flap) did not lead to distinct conformational changes that obviated the need for
regulation of the nucleotide binding pocket. Furthermore, while nucleotide binding is
essential for interactions between MutS and MutL homologs, 23 it is unlikely that the
interaction with the downstream MMR-specific MIh1-Pms1 complex is the sole factor in the
differences in phenotypes between MMR and 3° NHTR; heteroduplex rejection also
involves MLHI, although not to the same extent as MSHZ2, MSH3 or MSH6.52 Instead, the
requirement for ATP binding itself appears to be different in MMR versus 3’ NHTR and
heteroduplex rejection (Fig. 5). While ATP binding by Msh3 was required for both MMR
and 3" NHTR (see msh3G 796D phenotypes), the FLY motif mutation phenotypes suggested
that the conformation of the binding pocket and therefore of the bound ATP is critical for
MMR. In contrast, more flexible ATP binding, i.e. ATP bound in different positions or
conformations, may be acceptable in 3° NHTR. There may simply be more time for the ATP
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to stochastically find the “right” position for function in 3 NHTR (or heteroduplex
rejection). Alternatively, the sequence of conformational changes within Msh2-Msh3 may
be distinct in 3° NHTR, because of different requirements for ATP hydrolysis and/or
protein-protein interactions, making the precise positioning and/or timely binding of ATP
less important.

It is notable that the 3’NHTR phenotypes for mshA3Y925and msh3Y942 are very mild,
while msh3F940 exhibited a stronger phenotype. If Y925 is in fact pushing F940 into the
ATP-binding site to stabilize a nucleotide-free state, this does not appear to be critical for 3’
NHTR, while other functions of F940 are more important. These distinct requirements will
be the focus of future investigations.

Materials and Methods

Plasmids and yeast strain construction

Al yeast transformations were performed using the lithium acetate method.”” All strains are
in the S288c background (FY2378) and are listed in supplementary tables.

The low copy number MSH3 plasmid was made in pEAA378, a derivative of pRS414 that
carries the MATMX cassette in place of 7RP1. MSH3and 1kb upstream and 0.3 kb
downstream of start and stop sites, was PCR amplified from pEAI215.27 The PCR primers
introduced BamH and Sacll sites and the resulting fragment was digested with these
enzymes and ligated into pPEAA378 to generate pGW?2. The PCR fragment was confirmed
by DNA sequencing. The msh3alleles were made by PCR-based site-directed mutagenesis
(oligonucleotides used are listed in Table S2), confirmed by DNA sequencing and sub-
cloned into pGW?2. For galactose inducible overexpression of msh3alleles, a Bsu361-Mlul
fragment containing each allele was sub-cloned into pMMR207?, behind the GAL 10
promoter. The plasmids carrying msh3alleles are listed in Table S3.

All structural modeling was performed using PyMOL (The Pymol molecular Graphics
system, Schrédinger, LLC.80

Double strand break survival and mating type switching assay

EAY1118 encodes a double non-homology at the MAT locus and carries a galactose-
inducible HO endonuclease that creates a DSB at the MAT locus.>3 This strain was
transformed with low copy plasmids expressing msh3alleles and the efficiency of DSBR
was assayed as described previously.%8 All strains used in this assay are listed in Table S5.
Briefly, cultures were grown to mid-log phase in the presence of lactate as carbon source.
DSBs were induced by the addition of galactose for 45 minutes. Cultures were washed,
diluted and plated onto YPD (1% yeast extract, 2% bacto-peptone, and 2% dextrose) +
clonNAT (Werner; 100 pg/ml) plates. After incubation at 30°C for three days, percent
survival was calculated as the ratio of number of colonies that grew following DSB
induction relative to uninduced control. At least three independent transformants were tested
for each msh3allele and each set was tested in duplicate. To determine mating type
switching, 10-30 individual colonies that survived DSB induction, from each transformant,
were mated with FY23 (MATa) and FY86 (MATa) on YPD and replica plated on synthetic
minimal media lacking lysine and leucine to select for diploids. Those cells that were able to
mate with FY23 (MATa) had switched from MAT7a to MATa following induction of the
DSB and were therefore competent for DSBR.
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Determination of mutation rates

EAY420 (msh34, see Table S1) was co-transformed with pSH44((GT)1¢ 5 repeat) or pBK1
((CAGT)1¢ repeat)* and a low copy number plasmid carrying MSH3or the msh3alleles.
Tranformants were selected on synthetic deficient(SD) media plates lacking tryptophan and
containing clonNAT (100pg/ml) (SD-trp+NAT). In these plasmids a dinucleotide or
tetranucleotide repeat sequence ((GT)1g.5 or (CAGT);¢, respectively) was inserted in-frame
upstream of URAS. In the presence of a DNA slippage event that is not repaired, resulting in
an IDL, the URA3 gene is put out of frame; these events can be selected in the presence of 5
-FOA. All strains used for determination of mutation rates are listed in Table S4.

Slippage assays were performed as described previously.# 27 Briefly, saturated overnights
were grown up from at least 7 individual colonies, from each of three independent
transformants of each msh3allele. Appropriate dilutions were plated on selective plates
lacking tryptophan and containing clonNAT (100 ug/ml) and 5FOA (ug/ml) (—trp+NAT
+5F0A) and permissive (—trp+NAT) plates. Plates were incubated at 30°C for three days
and colonies were counted. Mutation rates were calculated by the method of the median.8!
95% confidence intervals were from tables calculated by Nair (1940)82 and Dixon and
Massey (1969).83

The mutation rates of msh3A carrying the MSH3 plasmid or the empty vector were lower
than in the wild-type MSH3 or the msh3A background in the absence of plasmid (Table 2).
This is likely a result of the slower growth rate of the strain in the presence of clonNAT that
was used to select for the presence of the msA3 plasmids. The doubling time of MSH3 or
msh3A strains carrying any of the NATMX plasmids decreased by about 1.5-fold (data not
shown). These strains will therefore have gone through fewer generations in the same,
defined time period than strains without plasmid, leading to an apparently lower mutation
rate. Nonetheless, the fold change in mutation rate between wild-type and mshA3A4 is
essentially the same.

The mutation rates in Table 1 were consistently lower than in Table 2 and the range between
MSH3and msh3A is also reduced. We attribute this to the different strain backgrounds used
in each data set. Consistent with this possibility, the EAY1118 background grows
significantly more slowly than EAY 420, with or without the MATMX plasmids.

For determination of dominant negative phenotype, wild-type strain (FY23; MSHJ3) was co-
transformed with pBK1 and plasmids carrying the msh3alleles under the control of the
galactose-inducible promoter. Strains used are listed in Table S7. Saturated cultures were
grown up in synthetic minimal media containing galactose as carbon source to induce the
expression of msh3alleles. Assays were performed as described above.

Homeologous recombination assays

EAY 162527 (msh34, see Table S1) encodes substrates that are predicted to form
intermediates containing 4 nucleotide loops, substrates for homeologous recombination, or
heteroduplex rejection. This strain was transformed with a low copy plasmid encoding
MSH3 or msh3alleles. All strains used to measure homeologous recombination are listed in
Table S8. 14-21 single colonies from each strain grown on YPD +clonNAT plates were
inoculated into 5 ml of YPGG (1% yeast extract, 2% bacto-peptone, 4% galactose, and 2%
glycerol) medium in the presence of clonNAT and grown for 50 hours at 30 °C. Appropriate
dilutions of cells were plated onto synthetic galactose medium lacking histidine (selective)
and onto synthetic complete medium (permissive), both with clonNAT to maintain the msh3
plasmid. Plates were incubated for 4 days at 30 °C and then scored for frequency of His*
colonies. The rate of homeologous recombination was calculated as described.52
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Figure 1.

Msh2-Msh3 is involved in different types of DNA repair. Left panel: Msh2-Msh3 (red and
green ring) binds insertion/deletion loops and targets them for mismatch repair, which
requires the downstream complex MIh1-Pms1.23Middle panel: Msh2-Msh3 is required for
3’ non-homologous tail removal. In gene conversion models, a 3’ tail invades a donor strand
that has non-homology at the end of the homologous sequence. A stable recombination
intermediate that contains 3’ non-homologous tails forms and the tails must be removed to
allow DNA synthesis and repair. Rad1-Rad10 cleaves the 3’ non-homologous tails. > Right
panel: Msh2-Msh3 binds loops that form at homeologous sequences during strand invasion
and recruits the helicase Sgs1 to unwind the recombination intermediate, leading to
heteroduplex rejection. 43
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*h i *
MutS YVRPRFGDR-—- 550 ————————— LQIRAGRHPVVERRTEF - — - —-VPHDLEX—————————— AHE 577
yMsh3 YVRPTFVHG-—- 751 —————— QQAITAKHARHPIIESLDVH-—--YYPHD IMMSPEHGK——————— 785
pMsh3 YTRPEFSD-——- 730 ——————- KELLIHESRHPMIELLSDK--SFYPHHIHLSSDGVR——————— 764
hMsh3 YCRPTVQEE--- 854 ——————- RKIVIKHGRHPVIDVLLGEQDQYVPHHTDLSEDSER-—————— 890
mMsh3 ¥YCRPTLQEE--- 812 -——————- KKIIIKHGRHPMIDVLLGEQDQFYPHSTSLSQDSER——————— 848
yMsh6 SCRPTIVDEVDS 933 KTHTQLHGFLKFKSLRHPCFHLGATTAKDFIPHDIELGKEQPR-—————— 976
hMsh6 MCRPVILLP-E- 1083 ----DTPPFLELKGSRHPCITKTFFG-DDFIPHDILIGCEEEEQENGKAY 1128
miMsh6é MCRPEIVLPGE- 1081 -—--DTHPFLEFKGSRHP CITKTFFG-DDFIPHDILIGCEEEAEEHGKAY 1126
yMsh2 YIRPKLHPMD-- 646 ————— SERRTHLISSRHPVLEMQDDI--SFISHDVTLESGKGD ——————— 682
hMsh2 YVRPAILEK--- 627 —-————— GOQGRIILKASRHACVEVQDEI--AFIPHDVYFEKDKQM - —————— 663
mifsh? YVRPVILEK--- 627 —-——- GKGRITLKASRHACVEV(DEV--AF IPNDVHFEKDKQM-—- -~ 663

Transmitter residues YUP
L83 * * &

MutS IVLITGPHMAGKST 591 718 EAG-———————————————— GLVFYHQVLP 730
yMsh3 IHIITGPHMGGKSS 799 925 YVEEQETGEDW-——————- MSVIFLYKLEE 946
pMsh3 CLLITGPHMGGKSS 778 906 YLKSKEDFETS-————- VSQSISFLYKLVP 929

hMsh3 VMIITGPHMGGKSS 904 1032 FLVSEDESKLDPGTAEQVPDFVTFLYQITR 1061
mMsh3 VMIITGPHMGGKSS 862 990 FLVHEDESKQDSGDMEQMPDSVTFLYQITR 1019

yMshé LGLLTGAHAAGKST 990 1118 LVDEATR-——-————————— HYTFLYQITR 1034
hMshé CVLVTGPHMGGEST 1142 1269 (MVEHECEDPS-—————- QETITFLYKFIK 1291
mMshé CVLVTGPHMGGKST 1140 1267 (MVEHECEDPS-——————- QETITFLYKFIK 1289
yMsh2 FLIITGPHMGGKST 696 824 HIEKHLKEQKH-————- DDEDITLLYKVEP 847
hMsh2? FHIITGPHMGGKEST 677 805 VTALTT-———-—————- EETLTMLYQVEK 819
mMsh2 FHIITGPHMGGKST 677 802 VIALTT-—————————-— EETLTMLYQVEK 819
—— u —
Walker A FLY
b C
'\,'
II
II1

Msh3 & Msh?2

Figure 2. Residues in the transmitter region, Walker A, YUP and FLY motifs

(a) Sequence alignment of Thermus aquaticus (TAQ) MutS with Msh2, Msh3 and Msh6
sequences from Saccharomyces cerevisiae (y), Schyzosaccharomyces pombe (p), Homo
sapiens (h), Mus musculus (m). Residues colored in red represent HNPCC residues in
hMsh2 and hMsh6. The regions targeted in this study are indicated by brackets below the
alignment. Asterisks indicate residues mutated in this study. (b) The crystal structure of
hMsh2-hMsh3 in complex with a four-loop substrate, based on the crystal structure 30, The
subunit on the right is Msh2 and Msh3 is on the left. Domains in blue indicate DNA binding
domains (domains | & IV), domains in green indicate connector domains (domain I1),
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domains in mustard are the lever domains (domain I11), and the ATPase domains (domain
V) are in red. The interface of ATPase and lever domains is highlighted by the box. (c)
Highlighted in the stick diagrams are residues targeted in this study. They are colored by
element (carbon in green and nitrogen in blue). Molecular modeling images were acquired
using PyMOL (The PyMOL Molecular Graphics System, Version 1.2r3pre, Schrédinger,
LLC).
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100 % (3’'NHTR) 18.2 % (3’'NHTR) 6.8 % (3’'NHTR)
1 (MMR) 29.2 (MMR) 61.5 (MMR)

100 % (3°'NHTR) 61 % (3’NHTR) 2.3 % (3’NHTR)
1 (MMR) 3.8 (MMR) 553 (MMR)

Figure 3. Putative transmitter residues in Msh3

(a) The crystal structure of TAQ MutS in the absence of DNA (in red, pdb 1IEWR) was
overlaid with TAQ MutS in the presence of mismatched DNA (in blue, pdb 1IEWQ). The
left (i) panel zooms in on the four transmitter residues of interest in this study and represents
a view of the residues in stick diagrams with the neighboring residues hidden. The image is
rotated 30 degrees counter-clockwise around the vertical axis. The R544, P545, R557 and
H558 residues of TAQ MutS are analogous to R744, P745, R761 and N762 residues of
yMsh3. The dashed lines in magenta represent the translocation (in A) of the residues in the
absence of DNA to a mismatch bound state. The right (ii) panel represents a stick diagram of
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the active site of ATP hydrolysis of one of the subunits of the TAQ MutS homodimer. The
image is rotated 90 degrees clockwise around the vertical axis. Conformations in blue and
red represent in the presence and absence of DNA respectively. Dashes in magenta represent
distance (in A) translocated by the residues between the two conformations. (b) R744 of
yMsh3 is highlighted in black in the left panel. The R744A (blue) and R744L (green)
changes are represented in the center and right panels, respectively. Blue dashes represent
polar contacts made by R744 with 1764 and E766 . Numbers below each panel represents
the activity of Msh2-Msh3 in 3’NHTR relative to wild-type (Table 1) and the fold change in
mutation rate of the allele relative to wild-type in the presence of a tetranucleotide repeat
reporter plasmid respectively (Table 2). (c) The P745 residue of yMsh3 is represented in
black in the left panel. Center and right panels represent P745A and P745L changes
respectively. Numbers below each panel represents the activity of Msh2-Msh3 in 3’'NHTR
relative to wild-type (Table 1) and fold change in mutation rate of the allele relative to wild-
type in the presence of a tetranucleotide repeat reporter plasmid respectively (Table 2). The
dashed line in blue indicates a potential polar contact between P745L with V817,
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C

P774A

100 % (3’'NHTR) 84.2 % (3’NHTR)
2.3 (MMR) 78.3 (MMR)

40.9 % (3°’NHTR) 84.2 % (3’NHTR)
57.2 (MMR) 30.0 (MMR)

Figure 4. Aromatic residues in the putative nucleotide-binding pocket of Msh3

(a) The aromatic residues targeted in this study are highlighted in green. The residue in cyan
indicates the Y772 residue that forms a nucleotide sandwich with Y942 residue. Y925
pushes F940 into the nucleotide-binding site to block it. P774 is predicted to influence the
structure of the adjacent loops, positioning the active site residues. (b) The nucleotide-
binding pocket of Msh6 subunit (in hMsh2-hMsh6 complex) is represented. (c) Structural
model for P774A mutation is represented. (d) Predicted model for Y925A change is
represented. (e) The structural model for F940A mutation is shown. (f) Y942A change is
shown. In panels c-f, the changed amino acid is represented in blue. Numbers below each
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panel represents the activity of Msh2-Msh3 in 3’NHTR relative to wild-type (Table 1) and

the fold change in mutation rate of the allele relative to wild-type in the presence of a
tetranucleotide repeat reporter plasmid respectively (Table 2).
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Allele 3'NHTR MMRE Rejection
Transmitter residues
R744A - + ND
R744L - - -
P745A + ++ ND
P745L - - ND
R761A/L ++ ++ ND
N762A/L ++ —t ND
Walker A residues
GT795A + - ND
G795D + ++ ++
GT796A + - ND
G796D - - ND
Aromatic residues
P774A/L ++ ++ ND
YO925A ++ - ++
Fo40A + - +
YOo42A ++ - +

Figure 5. Summary of msh3 allele phenotypes in the in vivo pathways examined in this study
Each allele was characterized as having wild-type function (++; > 90% of MSH3 activity),
intermediate phenotype (+; between 20 and 90% of MSH3 activity) or a defective phenotype

(=; <20% MSH3 activity).
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Table 4

Rates of homeologous recombination with msh3alleles.

Rate of homeologous

Strain Plasmid recombinationa(x 10-7) Fold Change
EAY1601 (MSH3) - (1.%)' 2 2 1
EAY1613 (msh2.) ; (59'62%36. " 49
EAY 1625 (msh3A) ; @ 4‘_‘77;%?3) 337

EAYI1625 MSH3b @ 65_'170_9) 1
EAY1625 Empty Vector @ oo 3 9.0

Transmitter residues:

EAY1625 msh3R744L ( a3, 3 118

Walker A residues:

EAY1625 msh3G795D @ >0 " 0.9

Aromatic residues:

EAY1625 msh3Y925A @ e 8 0.9
EAY1625 mSh3F940A (28_373:3%6_ 3 58
EAY1625 msh3Y942A ( 1o n 3.0

a s . . . T . .

Rate of homeologous recombination was calculated in strains predicted to form recombination intermediates that contain a four base loop.
Numbers in parentheses represent 95% confidence intervals. An increase in the rate of homeologous recombination indicates a decrease in
heteroduplex rejection and therefore a decrease in Msh2-Msh3 activity.

bEAY1625 was transformed with low copy number plasmids bearing MSH3 or msh3alleles.
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