SUPPLEMENTAL MATERIALS

Yeast Strains

Strains used to verify antibody specificity (Fig. S4) are derivatives of GA74-1A. Acox4 (MATa,
his3-11,15, leu2, ura3, ade8 Acox4::TRP1), Aripl (MATa, leu2, ura3, trpl, ades,
Aripl::HIS3MX®6), and Aqcr6 (MATa, his3-11,15, leu2, ura3, ade8 Aqcr6::TRP1) were generated
by replacing the entire open reading frame of the gene using PCR-mediated gene replacement

(Wach et al., 1994),



Table S1. Cld1p transmembrane domain predictions

TM prediction provider Amino acids of Reference
predicted TM domains
DAS-TMfilter prediction server None predicted (Cserzo et
http://www.enzim.hu/DAS/DAS .html al., 2004)
TMpred (Stoffel et
http://www.ch.embnet.org/software/TMPRED form.html 142-160, 225-241 al., 1993)
(Tusnady
HMMTOP and

http://www.enzim.hu/hmmtop/ 143-160 Simon,

1998)
TMHMM Server v.2.0 None predicted (Krogh et
http://www.cbs.dtu.dk/servicess/ TMHMM/ al., 2001)
SPLIT None predicted (Juretic et
http://split.pmfst.hr/split/4/ al., 2002)
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Figure S1. Cld1p and Tazlp expression is unaltered in CL remodeling pathway mutants. (A) Whole
cell extracts from the indicated strains were grown in YP-dextrose(D), YP-raffinose (R), or rich
lactate (RL), resolved by SDS-PAGE, and immunoblotted. (B) Cld1p or (C) Tazlp band intensities
were quantified and plotted as the % protein relative to wild type grown in YP-raffinose (mean +
SEM, n=8). n.s. = differences not significant as determined by #-test
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Figure S2. The effect of the available carbon source on mitochondrial phospholipids. (A) The
full TLC plate shown in figure 6C, showing the separation of mitochondrial phospholipids from
yeast grown in the indicated media after **P_labeling. (B and C) Quantification of mitochondrial
phospholipids (mean = SEM, n=8). (B) Comparison of mitochondrial phospholipids from the indi-
cated strain grown in the presence of different carbon sources. (C) Comparison of mitochondrial
phospholipids from various yeast strains grown in the indicated carbon source. Significant differ-
ences determined by one-way ANOVA with pairwise comparisons. (D) The ratio of phospholipid:
protein in wild type and Acldl mitochondria (mean = SEM, n=3). Differences are not significant as
determined by #-test.
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Figure S3. CLD1 overexpression. (A) CL or (B) MLCL labeled with **P. from Atazl yeast
transformed with an empty vector (EV) or CLDI grown in the indicated media was separated by
TLC and quantified (mean = SEM, n=6). Statistical significance was determined by #-test. n.s. =

differences not significant.
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Figure S4. Ionophore treatment of yeast. (A and B) Cells were grown in YP-raffinose (left panels) or
rich lactate (right panels) for 24 hrs at 30°C, diluted to 0.4 OD, /ml, and treated with (A) 20 uM

CCCP or an equal volume of ethanol or (B) 1 pM valinomycin or an equal volume of DMSO. The
OD_  was measured at the indicated times. Data points represent the mean + SEM, n=4. (C) Tazlp

600

band intensities were quantified and plotted as the % protein relative to wild type grown in the
presence of the vehicle (mean + SEM, »n=5). Statistical significance was determined by #-test. n.s. =

differences not significant.
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Figure SS5. Antibody specificity. 25 ug of isolated mitochondria from the indicated strain were
immunoblotted using antisera raised against Cox4p, Riplp, or Qcrop. Kgdlp or Tom70p served as a

loading control



