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Figure S1

(A) Extracellular acidification rate under 5.5 mM glucose condition. Dotted lines indicate the addition of different
compounds to modulate mitochondrial respiration. Profiles shown are means +/- s.d. of 14-16 replicates from 2
independent experiments.

(B) Quantification of oligomycin-induced (ATP-coupled) ECAR in the presence of glucose. Data are extracted from the
data shown in (A) and are expressed as means +/- s.d. of 14-16 replicates of 2 independent experiments; ****p<0.0001
by unpaired t.test.

(C) Lactate measurement in the medium under identical conditions as in (A). Lactate concentration is expressed as
means of 18 replicates of 2 independent experiments +/- standard deviation. Statistical analysis by an unpaired t.test.
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Figure S2

(A) Oxygen consumption rate (OCR) in the absence of glucose and presence of 125 uM octanoate.
Profiles shown are means +/- s.d. of 13 replicates of 2 independent experiments.

(B) Quantification of ATP-coupled-, leak-associated and uncoupled OCR in the presence of octanoate.
Data are expressed as means +/- s.d. of 13 replicates of 2 independent experiments; ***p<0.001,
multiple unpaired t.test.
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Figure S3 Cholesterol content of mitochondria from control and ATP8B1 knockdown cells. Shown are data from 2

independent experiments.

(A) In our analysis of mitochondrial lipid species (figure 5A) we also analysed a mitochondria isolation on HPTLC for
cholesterol abundance. Samples were processed as described in Material and Methods and separated using
chloroform/ethylacetate (3:7) as running buffer. The encircled bands indicate mitochondrial cholesterol.

(B) Quantification of mitochondrial cholesterol content in HepG2 cells. Mitochondria were isolated and lipids were
extracted as described in Material and Methods. Total cholesterol was enzymatically determined with the Amplex
Red Assay Kit (Thermo Scientific) according to manufacturer instructions. Fluorescence was measured using a
CLARIOstar monochromator microplate reader (BMG LABTECH). Shown are 4 biological replicates from 1
mitochondria isolation corrected for mitochondrial protein content.



Figure S4.
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Figure S4
Immunofluorescent detection of PEMT (red), ATP8B1-eGFP (green) and nuclear dapi in blue. Arrows indicate areas where
ATP8B1-eGFP and PEMT punctae are in close proximity. Bar = 35 nm.
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Figure S5

CD36 mRNA expression in ATP8B1 knockdown HepG?2 cells. Data were normalized to shControl
cells and are expressed as means +/- s.e.m. of 16 replicates from 5 independent experiments.
Statistical analysis by an unpaired t.test. ***p<0.0001.



Table S1. Sequences of primers used

Target Forward sequence (5’-3’) Reverse sequence (5’-3’)
ATP8B1 TGGTGGATAGGACTGATGGTC CGTTTACCAGGGCACCTTC

LDLR GTGTCACAGCGGCGAATG CGCACTCTTTGATGGGTTCA
PEMT CTGGAATGTGGTTGCACGATG GCTTAGAGAGTAGCAGGCCA
RPLPO (36B4) TCATCAACGGGTACAAACGA GCCTTGACCTTTTCAGCAAG
Cyclophilin ACGGCGAGCCCTTGG TTTCTGCTGTCTTTGGGACCT
HPRT CCTGGCGTCGTGATTAGTGAT AGACGTTCAGTCCTGTCCATAA
MT-ND1 AGCCTAGCCGTTTACTCAATCCT GTGTTGTGATAAGGGTGGAGAGG

ADCY10

CACTTGAAATGTGCCCGCTT

CATGTCTAAAGCGTTGAGCCG
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