Supplemental Table S1. Yeast strains used in this study.

Strain Genotype Source

tim23,,.50-316 MATa ade2 his3 ura3 leu2 trpl canl tim23A::CgHIS3 Yyasushi
[pPRS316-tim2351.50] Tamura

etal. 2009

TIM23 MATa ade? his3 ura3 leu2 trpl canl tim23A::CgHIS3 This study
[pRS314-Tim23]

tim23y105n/G120D MATa ade2 his3 ura3 leu2 trpl canl tim23A::CgHIS3 This study
[PRS314-tim23v10sn/61200]

tim23 107r MATa ade2 his3 ura3 leu2 trpl canl tim234::CgHIS3 This study
[pPRS314-tim23 107r]

tim23100p MATa ade2 his3 ura3 leu2 trpl canl tim23A::CgHIS3 This study
[pPRS314-tim23 | 100p]

tim23 1 11nm117K MATa ade2 his3 ura3 leu2 trpl canl tim23A::CgHIS3 This study
[pPRS314-tim23 11118117k ]

tim23 1380 MATa ade2 his3 ura3 leu2 trpl canl tim23A::CgHIS3 This study
[pPRS314-tim23 13gp]

tim23139e MATa ade2 his3 ura3 leu2 trpl canl tim23A::CgHIS3 This study
[pRS314' tim23N13gE]

tim23 1492 MATa ade2 his3 ura3 leu2 trpl canl tim23A::CgHIS3 This study
[pPRS314-tim23149e]

tim23 153y MATa ade2 his3 ura3 leu2 trpl canl tim23A::CgHIS3 This study
[pRS314-tim23g153v]

tim23p174a MATa ade2 his3 ura3 leu2 trpl canl tim23A::CgHIS3 This study
[pRS314-tim23D174A]

tim23g170 MATa ade2 his3 ura3 leu2 trpl canl tim23A::CgHIS3 This study
[pPRS314-tim23g170]

tim23¢172 MATa ade2 his3 ura3 leu2 trpl canl tim23A::CgHIS3 This study
[pRS314-tim23 k172]

tim23197r/ pPRS416 Tim17 MATa ade2 his3 ura3 leu2 trpl canl tim23A::CgHIS3 This study
[pRS314-t|m23 L107R / pRS416-T|m17]

tim23,111nm17x/ PRS416 Tim17 MATa ade2 his3 ura3 leu2 trpl canl tim23A::CgHIS3 This study
[pPRS314-tim23 111nm117x / PRS4A16-Tim17]

tim23g149e/ PRS416 Tim17 MATa ade2 his3 ura3 leu2 trpl canl tim23A::CgHIS3 This study
[pPRS314-tim23 G149 / pPRS416-Tim17]

TIM23/ pRS416 Tim21 MATa ade2 his3 ura3 leu2 trpl canl tim23A::CgHIS3 This study
[pRS314-Tim23/ pRS416-Tim21]

tim23p174a/ PRS416 Tim21 MATa ade2 his3 ura3 leu2 trpl canl tim23A::CgHIS3 This study
[pPRS314-tim23 py74n / pPRS416-Tim21]

tim23g170/ pPRS416 Tim21 MATa ade2 his3 ura3 leu2 trpl canl tim23A::CgHIS3 This study

TIM23 -FLAG MATa ade2 his3 ura3 leu2 trpl canl tim23A::CgHIS3 This study

[PRS316- tim23 ,51.50] PRS314- Tim23 —-FLAG
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tim23y105n/61000 -FLAG MATa ade2 his3 ura3 leu2 trpl canl tim23A::CgHIS3 This study
[pPRS316- tim23 51.50] pPRS414- tim23y1g5n/61200 —FLAG

tim23 1978 -FLAG MATa ade2 his3 ura3 leu2 trpl canl tim23A::CgHIS3 This study
[pRS316' t|m23A1_50] pRS414- tim23|_107R -FLAG

tim23 1o9p -FLAG MATa ade2 his3 ura3 leu2 trpl canl tim23A::CgHIS3 This study
[pPRS316- tim23 41.50] pPRS414-tim23 199p -FLAG

tim23,111nme17k -FLAG MATa ade2 his3 ura3 leu2 trpl canl tim23A::CgHIS3 This study
[PRS316- tim23 41.50] pPRS414- tim23,111nm117x -FLAG

tim23 1402 -FLAG MATa ade2 his3 ura3 leu2 trpl canl tim23A::CgHIS3 This study
[pRS316' tim23A1_50] pRS4l4'tim23G14gE -FLAG

tim23¢153v -FLAG MATa ade2 his3 ura3 leu2 trpl canl tim23A::CgHIS3 This study
[pPRS316- tim23 41.50] pPRS414-tim23¢153v -FLAG

tim23 41.50-316/tim21A MATa ade2 his3 ura3 leu2 trpl canl tim23A::CgHIS3 This study
[PRS316- tim23 41.50] tim21A::kanMX4

tim23 1.50-316/pam17A MATa ade2 his3 ura3 leu2 trpl canl tim23A::CgHIS3 This study
[pPRS316- tim23,1.50] pam17A::LEU2

tim23,,.50-316/tam41A MATa ade2 his3 ura3 leu2 trpl canl tim23A::CgHIS3 This study
[pPRS316- tim23 51.50] tam41A::kanMX4

tim23A1.50-316/pam17A/GALL1-TAM41  MATa ade2 his3 ura3 leu2 trpl canl tim23A::CgHIS3 This study
[PRS316- tim231.50] pam17A::LEU2
tam414::TRP1/GALI-TAM41

tim23 41.50-316/tim21A/GAL1-TAM41 MATa ade2 his3 ura3 leu2 trpl canl tim23A::CgHIS3 This study
[pRS316- tim23 51.50] tim21A::kanMX4
tam41A::TRP1/GAL1-TAM41

tim23y105n MATa ade2 his3 ura3 leu2 trpl canl tim23A::CgHIS3 This study
[pRS314- tim23y10sn]

tim2361200 MATa ade2 his3 ura3 leu2 trpl canl tim23A::CgHIS3 This study
[pRS3l4' tim23G120D]

tim23111n MATa ade2 his3 ura3 leu2 trpl canl tim23A::CgHIS3 This study
[pPRS314- tim23,111n]

tim23m117x MATa ade2 his3 ura3 leu2 trpl canl tim23A::CgHIS3 This study
[pPRS314- tim23117x]

tim23 13gp/ pPRS316 Tim17 MATa ade2 his3 ura3 leu2 trpl canl tim23A::CgHIS3 This study
[pRS314-tim23 1380 / pPRS316-Tim17]

tim23 1308/ pPRS316 Tim17 MATa ade2 his3 ura3 leu2 trpl canl tim23A::CgHIS3 This study

[pRS314-t|m23 N139E / pRSSlG-Tl ml7]
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Supplemental Table S2. Plasmids used in this study.

Plasmid Expressed protein Vector Restriction Site  Source
pRS316-tim23 ;.50 Tim23A(1-50) pRS316 EcoRI/Xhol YYasushi Tamura
etal., 2009
pRS314-Tim23 Tim23 pRS314 Spel/Xhol This study
pRS314-tim23y10s5n/6120D tim23y105n/G1200 pRS314 Spel/Xhol This study
pRS314-tim23 1977 tim23, 107 pRS314 Spel/Xhol This study
pRS314-tim23 100p tim23, 100p pRS314 Spel/Xhol This study
pPRS314-tim23111nm117K tim23 111 M7k pRS314 Spel/Xhol This study
pRS314-tim23 13gp tim23 13gp pRS314 Spel/Xhol This study
pRS314-tim23y13ge tim23 130 pRS314 Spel/Xhol This study
pRS314-tim23g149e tim23 140 pRS314 Spel/Xhol This study
pRS314-tim23 153y tim23 153y pRS314 Spel/Xhol This study
pRS314-tim23p174a tim23p174a pRS314 Spel/Xhol This study
pRS314-tim23r170 tim23r170 pRS314 Spel/Xhol This study
pRS314-tim23 k172 tim23k172 pRS314 Spel/Xhol This study
pRS416-Tim17 Tim17 pRS416 Spel/Xhol This study
pRS416-Tim21 Tim21 pRS416 Spel/Xhol This study
pRS314-Tim23 FLAG TIM23-FLAG pRS314 Spel/Xhol This study
PRS414-tim23y10snc1200 FLAG tim23v10sn/c1200-FLAG pRS414 Spel/Xhol This study
pRS414-tim23,107r FLAG tim23 1977~ FLAG pRS414 Spel/Xhol This study
pRS414-tim23 190p FLAG tim23109p-FLAG pRS414 Spel/Xhol This study
pRS414-tim23,111nm117k FLAG tim23111nvm117k -FLAG pRS414 Spel/Xhol This study
pRS414-tim23 140 FLAG tim23g140e-FLAG pRS414 Spel/Xhol This study
pRS414-tim23 153y FLAG tim23¢g153v-FLAG pRS414 Spel/Xhol This study
PET 3a-Pam17Hisg Pam17 Hisg PET 3a Ndel/BamHI This study
PET 3a-Tim21Hisg Tim21 (103-239) Hisg PET 3a Ndel/BamHI This study
pET 3a-Tim23Hisg Tim23 (1-100) Hisg PET 3a Ndel/BamHI This study
PRSF-duet cytb,(167)A19-DHFR  cyth,(167)A19-DHFR pRSF-duet  Ndel/Xhol This study
Hisg Hisg
pRSF-duet cytb,(167)-DHFR Hisg  cyth,(167)-DHFR Hisg pRSF-duet Ndel/Xhol This study
pRSF-duet Tim23 Hisg Tim23-Hisg pRSF-duet Ndel/Xhol This study



pRSF-duet tim23Y105N/G120DHi56 tim23Y105N/GlzoDHi56 pRSF-duet Ndel/Xhol This StUdy

pRSF-duet tim23197;rHisg tim23,197r Hisg pRSF-duet Ndel/Xhol This study
pRSF-duet tim23 1ogpHisg tim23 109p HiSs pRSF-duet Ndel/Xhol This study
pRSF-duet tim23,;11nm117x HiSe tim23111nm117k Hise pRSF-duet Ndel/Xhol This study
pRSF-duet tim23gy49eHisg tim23 140 Hisg pRSF-duet Ndel/Xhol This study
pRSF-duet tim23g353vHisg tim23¢153vHiss pRSF-duet Ndel/Xhol This study
pRS316-Tim17 Tim17 pRS316 Spel/Xhol This study
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