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Supplemental Figure 1. Conservation of Msh2, Msh6, and Msh3 residues predicted to
interact with Mlh1. A. Depiction of residues at the MutS connector domain interaction with
MutL with residues involved in the interaction highlighted in red (left). The equivalent S.
cerevisiae residues (right) are shown above a sequence logo generated by WebLogo [66]
depicting the conservation of those sites in 744 fungal Msh2 sequences. Below this is a plot of
the Cx interface score (see Methods) for the equivalent E. coli MutS residues from the MutS-
MutL co-crystal structure [21] broken into the averaged atomic score for side chain (black) and
main-chain (grey) atoms; larger Cx interface scores correspond to increased burial upon complex
formation (see Methods). B. Analysis of the residues at the MutS ATPase/core domains interface
and the equivalent S. cerevisiae Msh6 and Msh3 residues using alignments involving 747 fungal
Msh6 sequences and 652 fungal Msh3 sequences. Analysis displayed as in panel A, except that

residues at the E. coli MutS-MutL interface are shown in blue (left).

Supplemental Figure 2. Conservation of Mlh1 residues predicted to interact with Msh2,
Msh6, and Msh3. A. Analysis of the conservation of Mlhl residues predicted to be at the Msh2
connector domain interaction depicted as in Supplemental Figure 1 A. B. Analysis of the
conservation of Mlhl residues predicted to be at the Msh6 and Msh3 ATPase/core domain

interaction depicted as in Supplemental Figure 1B.



Supplemental Table 1. S. cerevisiae strains.

Strain Genotype

RDKY5964 MATa ura3-52 leu2A1 trplA63 hom3-10 his34200 lys2-10A4
RDKY9658 RDKY5964 msh2::HIS3

RDKY9670 RDKY5964 mlhi::HIS3

RDKY9792 RDKY5964 mlhi1-K54C

RDKY9789 RDKY5964 mlhi1-Q57L,T59L

RDKY9673 RDKY5964 pmsi.:HIS3




Supplemental Table 2. Plasmids.

Plasmid Description

pRDK1807 pRS316/MLHI

pRDK1891 pRS316/mlh1-K54C
pRDK1892 pRS316/mlh1-Q57A,T594
pRDK1893 pRS316/mlh1-Q57L,T59L
pRDK1894 pRS316/mlh1-AI140E,G1414
pRDK1667 pRS316/PMS1

pRDK 1895 pRS316/pms1-S138E,R1394
pRDK 1896 pRS316/pmsI-E53C
pRDK 1897 pRS316/pmsI-E56L,S58L
pRDK 1898 pRS316/pmsI-E564,5584
pRDK?2039 pRCC-K/mlh1-Q57,T59
pRDK2043 pRCC-K/mlhi1-K54
pRDK573 pRS424/pGALI10-MLH1
pRDK1968 pRS424/pGAL10-mlh1-Q57L, T59L

pRDK 1973

pRS424/pGAL10-mih1-K54C




Supplemental Figure 1

A Msh2 connector domain interface
E277  L274 ScMsh2 N
(R249) (C246) G270 (ECMutS) S. cerevisiae
(Q242) Msh2
A\ Y
L227
(R199) K228 )
4
K243 ©
(L215),, ( o 12
' 8 o ) .
E ] M side chain
G246 200 = 308 average
(G218) D183) = @
6 04 [ main chain
average

: '\
(R220) ) 0 N (L201) 0.0
(T208)<235* JF 3233(' 5231)>
ww) (E205) (E203)

Msh6/Msh3 ATPase domain interf
B N N ase domain Intertace cavwonmtsonononotswrooaswlIRILNS
ScMsh6, ScMsh3 (EcMutS) VOOV PVTT T+~ FITOODOOOOOOO -~ +— +— — — .
[CRECRECRER N N NN NN N Neolte ) o) le ) le le) i) e e Il il il S. cerevisiae
Msh6
T1123. W935 Ri124 M936 ODLRERTEYLGSRNLATTDIPLATRNTLY
(G753) (D754) 4.0
A1122, E928 = 8 ) 3.0
(H752) N1125, S937 % 2.0
L1118, V926> (1758) 1.0 ADXRDKA SL
(L750) 1127, 1939 CTIEHE=EERS=AIVYVE = e
(A757) OG T T T
L1129, L941 ¢ - Y1130, Y942 5 10
(M759) ) —  (H760)
1964, V773 T958, D769 P8BSO IITIBIEEIIRICNEIBEBETY 5 cerevisiae
TSF IELDVHVPVEWMSILY "
$947, K758
(E582)
G919, N742 /’ Sv
(N566) ) A
Q681, T481
(Q332) g 18 B side chain
y % g“) average
‘c O 3 main chain
F330) /{5 ®05 average



Supplemental Figure 2
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