Loss of Complement Factor H impairs antioxidant capacity and energy

metabolism of human RPE cells
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RPE markers
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Suppl. Fig. S1. Expression and localization of RPE markers in experimental
conditions. Cells were seeded, let attach overnight and silenced for 24 hours with
negative control (siNeg) or CFH specific (siCFH) siRNA. Cells were exposed for 90
minutes to 200 uM H202 or PBS and after 48 hours RNA was collected. a. Gene
expression analysis by gRT-PCR of RPE markers: Bestrophin 1 (BEST1), Retinoid



Isomerohydrolase (RPE65), SEM is shown, n=3. Data are normalized to
housekeeping gene PRPLO using A ACt method. b. ZO-1 immunostaining in hTERT-
RPE1 cells 24 hours after silencing. c. Skeletonized ZO-1 staining based on the
images in b. d. Histograms showing the quantification of the number and length of ZO-
1 fragments, n=6. a.u. arbitrary units. Scale bars: 20 um.
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Suppl. Fig. S2. Levels of sC5b-9 in RPE cells. hTERT-RPEL cells were seeded, let
attach overnight and silenced for 24 hours with negative control (siNeg) or CFH
specific (siCFH) siRNA. Cell lysates and cell culture supernatants were collected after
48 hours. sC5b-9 ELISA was performed on lysates and cell culture supernatants (SN)
and positive controls provided by the manufacturer. SEM is shown, n=3. Lower limit of
detection (LOD) 3.7 ng/ml. Lower limit of quantification (LLOQ) 8.8 ng/ml.
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Suppl. Fig. S3. Expression of OxPhos genes, transcription factors and oxidative
response genes in experimental conditions. hTERT-RPEL cells were seeded, let
attach overnight and silenced for 24 hours with negative control (siNeg) or CFH
specific (siCFH) siRNA. Cells were exposed for 90 minutes to 200 uM H202 or PBS
and after 48 hours RNA was collected. A Gene expression analysis by qRT-PCR of
OxPhos genes: NADH dehydrogenase 4 (ND4), Cytochrome c oxidase subunit 4
(COX4) and mitochondrially encoded ATP synthase 6 (ATP6). SEM is shown, n=3 B
Gene expression analysis by qRT-PCR of transcription factors: Peroxisome
Proliferator-Activated Receptor Gamma Coactivator 1-Alpha (PGCla/PPARGC1A)
and Nuclear Factor, Erythroid 2 Like 2 (NRF2/NFE2L2 ). SEM is shown, n=3 C gene
expression analysis by qRT-PCR of genes involved in oxidative stress response:
peroxiredoxin 3 (PRDX3), catalase (CAT), Glutathione Peroxidase 1 (GPX1). SEM is
shown, n=3. Data are normalized to housekeeping gene PRPLO using A ACt method.
Significance was assessed by Student t-test (single effect) and two-way ANOVA
(combined effects) as described in the methods section. * p<0.05, ** p<0.01.
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Suppl. Fig. S4. Assessment of optimal concentration for H202 pre-treatment.
hTERT-RPEL1 cells were seeded, let attach overnight and exposed for 90 minutes to

increasing concentrations of H202 and after 48 hours cell density was analyzed via
Crystal Violet staining.



Suppl. Fig. S5. Original full images of Western Blots acquired with FusionFX
instrument (Vilber Lourmat, France) and software provided by the manufacturer using
authomatic modus. a. corresponds to Fig. 1b. b corresponds to Fig. 1d. Boxes
highlight the cropped bands reported in Fig. 1. Additional bands represent the cleaved
forms of the protein of interest.
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