Table S1 Summary of 63 hMLH1 variants

i Interaction®

l\lfgl;al;l]:s Exon Nglc]:l?tlde SIFT. MMR status® Reference®

ge Analysis hEXO1 hPMS2 hMRE11l
125F® 1 A »T + - - Weber et al. 1999
1251 1 T-»C + - + Takahashi et al. 2007
P28L@ 1 CH»T + - - - - Wehner et al. 1997
132v@® 1 A»G ++ ++ + Kondo et al. 2003
M35R 1 T-»G + - - - - Tannergard et al. 1995
S44F 2 CcC»T + - - - - Bronner et al. 1994
Q62K 2 C»A - Wijnen et al. 1997
N64s@ 2 A »G + - - Wijnen et al. 1997
G6TR 2 G-»A + - - - - Tannergard et al. 1995
168N 2 T-»A + - - - - Tannergard et al. 1995
C77Y® 3 G-»A - - - - Shimodaira et al. 1998
E102K 4 G—»A + - - Ellison et al. 2001
1107R 4 T-»G + - - - - Nystrom-lahti et al. 1996
T117M 4 CcC»T + - - - - Liu et al. 1996
T117R 4 cC»G + - - - - Buerstedde et al. 1995
A128P@ 5 G- »C + - - - - Pensotti et al. 1997
V185G®@ 7 T-»G + - - - - Kohonen-Corish et al. 1996
E199Q 7 G»C - + Wahlberg et al. 1999
V213M@1® 8 G»A ++ ++ - + Fidalgo et al. 2000
R217C® 8 CcC-»T ++ ++ + - Miyaki et al. 1995
12191, @ 8 A-»C ++ ++ + + Kondo et al. 2003
1219V@® 8 A»G ++ ++ - + Liuetal. 1995
G244D 9 G-»A + - - - - Pensotti et al. 1997
1262 del 3bp 9 Del ATC - Hunter et al. 1998
R265C 10 cC»T + - - Wahlberg et al. 1999
R265H@®®) 10 G-»A + ++ ++ + + Viel etal. 1997
V326A@ 11 T-»C + + ++ + - Liu et al. 1996
S406N@®) 12 G-»A ++ ++ - + Wuetal. 1997
A492T 13 G-»A + ++ + - Moslein et al. 1996
497 ins1bp 13 Ins C - Moslein et al. 1996
497 del 1bp 13 Del G - Weber et al. 1997
V506A@ 13 T-»C - + - - Liuetal. 1996
519 inslbp 13 Ins T - Kolodner et al. 1995
ES23D@ 14 G-»T - + Sasaki et al. 1996
541 del 1bp 14 Del C - Lamberti et al. 1999
Q5421 14 A-»T + ++ + + - Han et al. 1995
L549p@ 14 T-»C + - - Han et al. 1996
N551T® 14 A-»C + - - Wang et al 1997
1.574p@ 15 T »C + - - - - Han et al. 1995
ES78G 16 A»G + ++ ++ - Tannergard et al. 1995
L3g2v@ 16 c»G + + ++ + + Han et al. 1995
586 ins 1bp 16 Ins C - Han et al. 1995
590 del 4bp 16 Del TAGA - Moslein et al. 1996
595 del 2bp 16 Del AG - Wijnen et al. 1996
K616 del 3bp 16 Del AAG - + - - Miyaki et al. 1995
K618A 16 AA-»GC + + - Mauillon et al. 1996
Ko618T 16 A»C - ++ - - Han et al. 1995
632 del 1bp 16 Del G - Buerstedde et al. 1995
L653R 17 T»G + - - Takahashi et al. 2007
P634L 17 CcC»T + - - Raevaara et al. 2005
R659P 17 G»C + - - - - Nystrom-lahti et al. 1996
R659X 17 CH»T - Nystrom-lahti et al. 1996
E663G 17 A >»G + + Dieumegard et al. 2000
L676R 18 T-»G + - - Takahashi et al. 2007
A68IT 18 G-»A + - + - - Froggatt et al. 1996
W712X 19 G-»A - Liu et al, 1996
W714X 19 G» A - - Hunter et al. 1996
V716M®@ 19 G-»A - - Hunter et al. 1998
H718Y® 19 cC»T + ++ ++ - - Weber et al., 1999
726 del 4bp 19 Del CACA - Papadopoulos et al, 1994
L.720Vv@® 19 cC»G ++ ++ + + Kondo et al. 2003
733 ins 4bp 19 Ins AAAC - Risinger et al. 1996
756 ins 4bp 19 Ins TGTT - Papadopoulos et al. 1994

The information of hMLHI1 variants was compiled from various databases (www.insight-group.org) and studies
referenced above. hMLH1 HNPCC variants: (a) no change of charge or polarity; (b) polymorphism; (¢) Kondo et al.,
2003 (relative protein interaction strength categorized into three groups: “-”, <25%; “+”, 25%-75%; “++”, > 75%);

(d) Takahashi et al., 2007 (“+”, variants show dominant mutator effect by three reporter genes and possessed > 60%
MMR activity as suggested by the authors); (e) see supplemental references. SIFT predication: “+” sign indicates that
the amino acid change could affect protein function (blocks.fherc.org; Ng and Henikoff, 2003). The relative
hMRE11-hMLHI interactions were analyzed in the present study.



Supplementary Fig. S1

Far-Western probe: hMLHI1 variant proteins

541 del
1bp

Immobilized protein: purified hMRE11 aa452-634 fragment

WT 132V | S44F | A128P | 1219L E578G | R659X (W714X | BSA

Figure S1. Far-Western analysis of the effects of hMLHI1 Lynch syndrome mutations on
the interaction between hMREI11 and hMLH1. Membranes that were immobilized with
purified hMRE11%*%* polypeptide and BSA were probed independently with lysates
containing wildtype and various hMLH1 mutant proteins. Captured hMLHI1 proteins
were detected by conventional Western blot analysis.



Supplementary Fig. S2
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Figure S2. Analysis of the expression of hMLH]1 variants in BL21 (DE3) RIL cells by

immunoblots. Wildtype and mutant hMLH1 proteins were expressed from pET-28a
bacterial expression constructs that harbored full-length hMLH1 ¢cDNA sequences

encoding relevant hMLH1 mutants.
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