Figure S1. Southern blot analysis of constructed strains. (A) Southern blot analysis of the constructed Candida glabrata strains. Sizes of the target fragments are indicated on the left side of each figure. (B) Restriction endonuclease recognition site of BamHI and attachment site of probes for Southern blotting on the genome DNA of constructed strains.

Figure S2. Expression of the genes required for mitophagy. cDNA was prepared using total RNA from 6  106 cells incubated under the indicated period and condition. Quantitative RT-PCR analysis was performed. The amount of mRNA of CgATG32 (A, C) and CgATG8 (B, D) under each growth condition in wild-type (A, B) and Cgatg1Δ cells (C, D) is shown as the relative fold change compared with those at 4 h. The values represent the mean and standard deviation of triplicate measurements based on a representative experiment.

Figure S3. Fluorescence microscopy observation of GFP and western blot analysis of mitochondrial protein levels. (A) mtDHFR-GFP-expressing WT and Cgatg32Δ cells were cultured in SD-Fe medium for 2 days, then the GFP localization were observed by fluorescence microscopy. The cells were incubated for 4 h in the presence of 1 mM PMSF prior to the observation. DIC shows differential interference contrast of the identical field to the left panel. (B) mtDHFR-GFP-expressing WT cells were cultured in SD or SD-Fe for the indicated time points. Mitochondrial outer (CgPor1) and inner (CgCox2) protein levels were monitored by western blotting with anti-CgPor1, anti-CgCox2 and anti-CgPgk1 (loading control) antibodies.

Figure S4. The difference of mitophagy-inducing condition between C. glabrata and S. cerevisiae. (A-C) mtDHFR-GFP-expressing KUE200 cells were cultured in lactate medium (YPL) to the mid-log growth phase, then shifted to nitrogen-depleted (SD-N) medium for the indicated time points or continuously cultured in glycerol medium (YPG). The processing of mtDHFR-GFP was monitored by western blotting with anti-GFP, and anti-CgPgk1 antibodies for loading control. (B) This panel includes a similar set of samples shown in the right side of (C); a longer exposure than in (C) enabled the detection of the GFP-moiety during day 1-3 in (B). Nonspecific bands are designated by an asterisk. (D) Saccharomyces cerevisiae BY4741 cells (BY) harboring p416GPD-mtDHFR-GFP (which express mtDHFR-GFP) were cultured in SD or SD-Fe medium, collected at the indicated time points, and then subjected to western blot analysis with anti-GFP and anti-CgPgk1 (loading control) antibodies. mtDHFR-GFP and the processed GFP moiety were indicated by an arrow and arrowhead, respectively.

Figure S5. Loss of mitophagy results in decreased intracellular ROS. Intracellular levels of ROS in wild-type (A, C, E) and Cgatg32Δ (B, D, F) strains cultured for 3 days in SD (A, B), SD-Fe (C, D), and SD-Fe with 1 mM N-acetyl-L-cysteine medium (E, F). These histograms are representative of the flow cytometer analyses of cells treated with dihydroethidium in 3 independent experiments. Open and filled histograms indicate autofluorescence and the DHE-treated populations, respectively.

Figure S6. Mitophagy is required for maintaining maintenance of mitochondrial membrane potential. Mitochondrial membrane potential (MMP) of wild-type (A, C, E) and Cgatg32Δ (B, D, F) strains cultured in SD (A, B), SD-Fe (C, D), and SD-Fe with 1 mM NAC medium (E, F). These histograms are representative of the flow cytometer analyses of cells treated with DiOC6(3) in 3 independent experiments. Open and filled histograms indicate autofluorescence and the DiOC6(3)-treated populations, respectively.

Figure S7. Effect of supplementation of NAC on CLS. (A, B) CLS assays (A) and mtDHFR-GFP processing assay (B) with wild-type, Cgatg32Δ, and Cgatg32Δ CgATG32 performed as shown in Figure 4A and 4B, respectively. The results of SD-Fe with 1 mM NAC were inserted. Nonspecific bands are designated by an asterisk. (C) Quantification of the processed-GFP band on the western blots (B). The processed-GFP bands were normalized to the amount of CgPgk1. The mean ± SEM values are representative of 3 independent experiments.

Figure S8. Effect of supplementation of NAC on intracellular ROS. (A, B) Wild-type, Cgatg32Δ, and Cgatg32Δ CgATG32 cells were cultivated for 3 days under the indicated growth conditions. The mean ROS levels (A) and the ratio of ROS-positive cells (B) were determined by flow cytometric analyses of cells treated with dihydroethidium. The mean ± SEM values are representative of 3 independent experiments. Asterisks indicate statistically significant differences (*, P < 0.05). ns indicates no significant difference (P > 0.05). (C) Wild-type and Cgatg32Δ cells were cultured in SD, SD-Fe, or SD-Fe+ 1 mM NAC. After the indicated incubation period, oxidized proteins were detected by an OxyBlot assay.

Figure S9. Effect of supplementation of NAC on MMP levels. (A, B) Wild-type, Cgatg32Δ, and Cgatg32Δ CgATG32 cells were cultivated for 3 days under the indicated growth conditions. The mean MMP levels (A) and the ratio of MMP-positive cells (B) were determined by flow cytometric analyses of cells treated with DiOC6(3). The mean values ± SEM are representative of 3 independent experiments. Asterisks indicate statistically significant differences (*, P < 0.05). ns indicates no significant difference (P > 0.05).
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