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Supplemental Figures 32 

 33 

Sup. Figure 1. MNU induces caspase-3-independent cell death. Immunostaining of activated 34 

caspase-3 (red) and DAPI (blue) in (a) retinal cryosections from mice treated with MNU (60 35 

mg/kg) or vehicle for 24 h and (b) in flat mounts from embryonic day 13.5 retinas subjected to 36 

insulin deprivation, as a positive control for immunostaining of activated caspase-3. Scale bars: 37 

25 µm. 38 

Sup. Figure 2. Mitophagy is decreased in the ONL and increased on the OLM in mouse retinas 39 

treated with the lysosomal inhibitor leupeptin. (a) Experimental design. (b) Representative 40 

mito-QC retina cryosections of mice treated with Leupeptin (40 mg/kg) or vehicle (n= 4 per 41 

group) for 18 h. (c) Quantification of red dots (mitophagy) in ONL and (d) OLM. (e) 42 

Representative images of mitolysosomes inside cone cells of mito-QC retina sections labeled 43 

with anti-ARR3 (cyan) antibody. White arrowheads indicate red dots inside cones in the 44 

isosurface rendering with Imaris. (f) Quantification of red dots within cones and (g) and the 45 

number of cones per mm2 (g). (h) Representative images of mitolysosomes inside rods of mito-46 

QC retina sections labeled with anti-SAG (gray) antibody. (i) Quantification of red dots within 47 

rods and (j) volume of outer segments (µm3). Circles in graphs represent individual mice. All data 48 

are expressed as the mean ± SEM. *p <0.05; **p <0.01; ***p <0.001; ***p <0.001. . Statistical 49 

analyses were performed using a two-tailed Student´s t-test. Scale bars: 25 µm. 50 

Sup. Figure 3. Olaparib rescues MNU-induced cell death. (a) Flow cytometry quantification of 51 

viability based on DAPI intensity in ARPE-19 mito-QC cells treated with MNU (1000 µg/ml) 52 

and/or olaparib (10 µM) for 18 h (left), and representative histogram of the cell populations 53 

(right). Dots represent different cell experiment. Data are expressed as the mean ± SEM. *p 54 

<0.05. Statistical analyses were performed using a two-tailed Student´s t-test. 55 


