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	Table S1. Yeast strains used in this study

	Strain
	Relevant genotype
	Source

	SBY3
	ura3-1 leu2-3,112 his3-11 trp1-1 can1-100 ade2-1 bar1-1
	(RANJITKAR et al. 2010)

	SBY8336
	ura3-1 leu2-3,112 his3-11 trp1-1 can1-100 ade2-1 bar1-1 psh1::KanMX
	(RANJITKAR et al. 2010)

	SBY8904
	ura3-1 leu2-3,112 his3-11 trp1-1 can1-100 ade2-1 bar1-1 
pGAL-FLAG-CSE4::URA3
	(RANJITKAR et al. 2010)

	WCG4-11/21a
	ura3-5 leu2-3,112 his3-11,15 pre1-1 pre2-2
	(HEINEMEYER et al. 1991)

	WCG4a
	ura3-5 leu2-3,112 his3-11,15 PRE1 PRE2
	(HEINEMEYER et al. 1991)

	BY4741
	his3 leu2 ura3 met15
	GE Dharmacon

	yMM36
	his3 leu2 ura3 met15 SAM35HA::KanMX
	This study

	yMM40
	his3 leu2 ura3 met15 SEN2HA::KanMX
	This study

	yMM106
	his3 leu2 ura3 met15 psh1::KanMX
	This study

	yMM118
	his3 leu2 ura3 met15 mia40::KanMX [CEN LEU2 MIA40-HA]
	This study

	yMM119
	his3 leu2 ura3 met15 mia40::KanMX [CEN LEU2 mia40-4-HA]
	This study

	yMM152
	his3 leu2 ura3 met15 psh1::HIS6MX SEN2HA::KanMX
	This study

	yMM156
	his3 leu2 ura3 met15 psh1::HIS6MX SAM35HA::KanMX
	This study

	siz1
	his3 leu2 ura3 met15 siz1::KanMX
	GE Dharmacon

	siz2
	his3 leu2 ura3 met15 siz2::KanMX
	GE Dharmacon

	slx5
	his3 leu2 ura3 met15 slx5::KanMX
	GE Dharmacon

	fpr3
	his3 leu2 ura3 met15 fpr3::KanMX
	GE Dharmacon

	fpr4
	his3 leu2 ura3 met15 fpr4::KanMX
	GE Dharmacon

	doa1
	his3 leu2 ura3 met15 doa1::KanMX
	GE Dharmacon

	cka2
	his3 leu2 ura3 met15 cka2::KanMX
	GE Dharmacon

	pep4
	his3 leu2 ura3 met15 pep4::KanMX
	GE Dharmacon

	atg5
	his3 leu2 ura3 met15 atg5::KanMX
	GE Dharmacon

	atg8
	his3 leu2 ura3 met15 atg8::KanMX
	GE Dharmacon

	atg32
	his3 leu2 ura3 met15 atg32::KanMX
	GE Dharmacon

	atg11
	his3 leu2 ura3 met15 atg11::KanMX
	GE Dharmacon

	yme1
	his3 leu2 ura3 met15 yme1::KanMX
	GE Dharmacon

	afg3
	his3 leu2 ura3 met15 afg3::KanMX
	GE Dharmacon

	yta12
	his3 leu2 ura3 met15 yta12::KanMX
	GE Dharmacon

	oma1
	his3 leu2 ura3 met15 oma1::KanMX
	GE Dharmacon

	pim1
	his3 leu2 ura3 met15 pim1::KanMX
	GE Dharmacon



	Table S2. Yeast plasmids used in this study

	Plasmid
	Relevant genotype
	Source

	pMM157
	CEN LEU2 pSAM35-SAM35HA
	This study

	pMM160
	CEN LEU2 pSEN2-SEN2HA
	This study

	pMM162
	CEN LEU2 pMIA40-MIA40-HA-TADH1
	This study

	pMM164
	CEN LEU2 pMIA40-mia40-4-HA-TADH1
	This study

	pMM174
	CEN LEU2 erv1-2-HA
	This study

	pMM190
	CEN LEU2 pFZO1-FZO1HA
	This study

	pMM200
	CEN LEU2 pGAL-MIA40-HA-TADH1
	This study

	pMM201
	CEN LEU2 pGAL-mia40-4-HA-TADH1
	This study

	pMM205
	CEN LEU2 pMIA40-MIA40-HA-TMIA40
	This study

	pMM206
	CEN LEU2 pMIA40-mia40-4-HA-TMIA40
	This study

	pMM230
	2 LEU2 pFZO1-FZO1HA
	This study

	pMM236
	CEN HIS3 pPSH1-PSH1HA-C45S C50S
	This study

	pMD6
	CEN LEU2 pMIA40-MIA40-GFP
	This study

	pMD8
	CEN LEU2 pMIA40-mia40-4-GFP
	This study

	pMD12
	CEN URA3 pTPI-mtERFP
	This study

	pMD17
	CEN HIS3 pPSH1-PSH1HA
	This study

	SB816
	2 URA3 pGAL-myc-CSE4
	(RANJITKAR et al. 2010)

	pADH1-Fzo1pHA
	CEN URA3 pADH1-FZO1HA
	(COHEN et al. 2008)

	ZKb085
	CEN URA3 CPY*HA
	This study

	pSM1911
	2 URA3 pPGK-STE6*HA
	(HUYER et al. 2004)

	pSM2288
	CEN LEU2 URA3HA-CL1
	(METZGER et al. 2008)

	pYX142-mtGFP
	CEN LEU2 pTP1-mtGFP
	(WESTERMANN AND NEUPERT 2000)

	pRS315
	CEN LEU2
	(SIKORSKI AND HIETER 1989)

	pRS425
	2 LEU2
	(CHRISTIANSON et al. 1992)






Supplemental Figure Legends
Supplemental Figure S1. mia40-4pHA is not degraded by the vacuole, autophagy, or mitochondrial resident proteases. The turnover of mia40-4pHA was assessed by cycloheximide (CHX) chase at 37 for the indicated times when expressed from a CEN plasmid in strains mutant for the vacuolar peptidase, Pep4p (A), autophagy machinery (B; Atg5p, Atg8p, Atg32p, and Atg11p), or mitochondrial resident proteases (C; Yme1p, Afg3p, Yta12p, Oma1p, and Pim1p). Proteins were detecting by immunoblotting with anti-HA. 

Supplemental Figure S2. CEN and 2m plasmids are affected differently by Cse4p over-expression. (A) The fraction of CEN empty vector plasmid (pRS315)-bearing WT cells, psh1 cells, or cells overexpressing Cse4p from the chromosome (pGAL-FLAG-CSE4) was analyzed as in Figure 6B after 0 and 48 hrs growth in media without selection for the CEN plasmid. Cells were grown in media containing galactose for 24 hrs prior to the shift to non-selective media and galactose induction was continued during growth without selection. Error bars represent the SD of at least 3 biological replicates. P-values are calculated from a two-tailed t-test and **= P-value < 0.01, * = P-value < 0.05, and ns = P-value > 0.05. (B) The fraction of 2m empty vector plasmid (pRS425)-bearing WT cells, psh1 cells, or cells overexpressing Cse4p from the chromosome (pGAL-FLAG-CSE4) was analyzed as in A. (C,D) The steady-state protein levels of CEN and 2m-plasmid expressed Fzo1pHA (C) or Mia40pHA (D) were analyzed in WT and psh1 cells growing at 30 by immunoblotting with HA antibody. Anti-PGK serves as a loading control.
Supplemental Figure S3. Genomic DNA qPCR amplification when Cse4p is overexpressed. (A) The DNA levels of genome-expressed ACT1, SEC63, ALG1, and MIA40 as assessed by qPCR amplification of DNA harvested from WT cells, psh1 cells, or cells overexpressing Cse4p from the chromosome (pGAL-FLAG-CSE4) for 24 hrs. All three strains were grown in the same galactose-containing media, no gross differences in the integrity of the DNA were seen (as assessed by agarose gel), and the total amount of DNA added to the qPCR reactions was similar. Values are graphed relative to the amplification in WT cells; error bars represent the SD of at least three biological replicates with three technical replicates each. P-values are calculated from a two-tailed t-test and ****= P-value <0.0001, **= P-value < 0.01, and ns = P-value > 0.05.
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