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Abstract 
 

Iron is an essential co-factor for many cellular 
metabolic processes, and mitochondria are main sites 
of utilization. Iron accumulation promotes 
production of reactive oxygen species (ROS) via the 
catalytic activity of iron species. Herein, we 
investigated the consequences of dietary and genetic 
iron overload on mitochondrial function. C57/BL6N 
wildtype and Hfe-/- mice, the latter a genetic 
hemochromatosis model, received either normal diet 
(ND) or high iron diet (HI) for two weeks. Liver 
mitochondrial respiration was measured using high-
resolution respirometry along with analysis of 
expression of specific proteins and ROS production. 
HI promoted tissue iron accumulation and slightly 
affected mitochondrial function in wildtype mice. 
Hepatic mitochondrial function was impaired in Hfe-/- 
mice on ND and HI. Compared to wildtype mice, Hfe-/- 
mice on ND showed increased mitochondrial 
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Data availability 
All data presented within this 
study is available within the 
manuscript and the 
Supplementary Materials. 
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respiratory capacity. Hfe-/- mice on HI showed very 
high liver iron levels, decreased mitochondrial 
respiratory capacity and increased ROS production 
associated with reduced mitochondrial aconitase 
activity. Although Hfe-/- resulted in increased 
mitochondrial iron loading, the concentration of 
metabolically reactive cytoplasmic iron and 
mitochondrial density remained unchanged. Our data 
shows multiple effects of dietary and genetic iron 
loading on mitochondrial function and linked 
metabolic pathways, providing an explanation for 
fatigue in iron-overloaded hemochromatosis patients 
and suggests iron reduction therapy for improvement 
of mitochondrial function. 
 

 
1. Introduction 
 

Iron is an essential trace element for life, as it represents a crucial cofactor for key 
metabolic enzymes involved in vital processes such as DNA replication, hormone 
synthesis and mitochondrial bioenergetics [1-3]. In mitochondria, iron is required for 
heme synthesis, iron sulfur (Fe-S) cluster synthesis and oxidative phosphorylation [4-6]. 
Complexes I, II and III of the electron transfer system (ETS) contain Fe-S clusters essential 
for electron transfer and subsequent production of adenosine triphosphate (ATP) [7-9]. 
Substrates, mainly nicotinamide adenine dinucleotide (NADH), originate from the 
tricarboxylic acid (TCA) cycle depending on the activities of enzymes such as 
mitochondrial aconitase (mt-aconitase) which converts citrate to isocitrate. mt-Aconitase 
expression increases with iron availability [10,11]. In vitro data have shown that iron 
availability affects mitochondrial function and cellular oxygen consumption by 
modulating the expression of TCA cycle enzymes including mt-aconitase [2,12]. Being also 
present in the cytosol as cytosolic aconitase (c-aconitase), this protein contains an Fe-S 
cluster and acts as a regulatory enzyme in iron metabolism via posttranscriptional control 
of mRNAs coding for cellular iron transport (transferrin receptor 1 (TfR1), divalent metal 
transporter 1 and ferroportin (FPN)), iron storage (ferritin) or iron metabolization (mt-
aconitase, amino-levulinate synthase) [1,13]. Iron metabolism needs to be tightly 
regulated to avoid iron deficiency with negative effects on metabolic functions and to 
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prevent cellular iron accumulation, as this metal can catalyze the formation of reactive 
oxygen species (ROS) by the Fenton/Haber-Weiss reaction [2,6,11,14]. 
 

Iron overload can emerge on the basis of genetic defects in several regulatory iron 
genes, termed as primary iron overload or hereditary hemochromatosis [15,16]. In 
addition, iron accumulation can develop as a consequence of dyserythropoiesis or 
repeated blood transfusions, the latter being called secondary iron overload [11]. Iron 
accumulates in parenchymal organs such as liver, heart and endocrine tissues, where 
overtime it can increase toxic radical formation, thus resulting in cellular damage and 
organ dysfunction [14,17-19]. The most common genetic iron overload disease is 
hereditary hemochromatosis type I (HH) characterized by a missense mutation in the 
non-classical major histocompatibility complex (MHC) class I protein HFE (C282Y) which 
forms a complex with TfR1 [16,20-22]. This mutation causes reduced plasma levels of the 
hormone hepcidin, which regulates iron homeostasis, thus resulting in increased 
duodenal iron absorption and parenchymal iron overload overtime [16,21,23]. 
 

Limited information is available on mitochondrial function in genetic 
hemochromatosis. Previous investigations have demonstrated mitochondrial 
dysfunction and decreased mitochondrial oxygen consumption due to increased ROS 
formation and peroxidative injuries in isolated mitochondria, as well as decreased 
activity of manganese superoxide dismutase (MnSOD) [24-26]. In the present study we 
investigated whether dietary and/or genetic iron overload affects mitochondrial function 
and alters metabolic hepatic pathways. 

 

2. Materials and methods 
 

2.1. Animals 
 

 Wildtype C57BL/6N mice (Wt) and C57BL/6N mice with a knockout of the Hfe gene 
(Hfe-/-) [27] were bred in the central animal facility at the Medical University of Innsbruck 
(Austria) under specific pathogen-free conditions. All animal experiments were 
performed in accordance with national and European guidelines and were reviewed and 
authorized by the committee on animal experiments (Federal Ministry of Science and 
Research - BMWFW-66.011/0074-WF/II/3b/2014 and 2020-0.448.830). At the age of 42 
weeks, mice were randomly assigned either to the group receiving a standard chow diet 
(ND; 180 mg iron/kg, Sniff) or a standard chow diet supplemented with 25 g/kg of 
carbonyl iron (HI, Sniff) ad libitum for two weeks. Both diets contained all compounds 
necessary for mice [28]. After two weeks, the animals were sacrificed; plasma and organs 
were collected for further analyses. 
 

2.2. High-resolution respirometry 
 

All measurements were performed as described [7,14,29]. Briefly, mitochondrial 
respiration was performed using the Oxygraph-2k (O2k, Oroboros Instruments). Fresh 
mouse liver tissue samples were collected and homogenized. All measurements were 
performed under normoxic conditions in the mitochondrial respiration medium MiR05-
Kit (Oroboros Instruments) containing 0.5 mM ethylene glycol tetraacetic acid (EGTA), 3 
mM magnesium chloride (MgCl2), 60 mM lactobionic acid, 20 mM taurine, 10 mM 
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monopotassium phosphate (KH2PO4), 20 mM 4-(2-hydroxyethyl)-1-
piperazineethanesulfonic acid (HEPES), 110 mM D-sucrose, 1 g/l essentially fatty acid-
free bovine serum albumin (BSA, Sigma-Aldrich). Manual titrations of substrates, 
uncoupler, and inhibitors were performed using Hamilton syringes (customized for 
Oroboros Instruments). The following substrate-uncoupler-inhibitor titration (SUIT) 
protocol was used (Supplemental Figure S1): non-phosphorylating LEAK respiration was 
assessed by injecting pyruvate (P, 5 mM) and malate (M, 2 mM) as NADH (N)-linked 
substrates in the absence of adenylates: PML; OXPHOS capacity was measured by adding 
adenosine diphosphate (ADP, 2.5 mM) at kinetically saturating concentration: PMP; 
cytochrome c (c, 10 µM) was added to test for the mitochondrial outer membrane 
integrity: PMcP; stepwise titrations of the protonophore carbonyl cyanide m-chloro 
phenyl hydrazine (U, 0.5 µM steps) allowed to reach the maximal electron transfer (ET) 
capacity: PME; glutamate (10 mM) was added as an N-linked substrate in noncoupled ET 
state: PGME; by addition of succinate (S, 10 mM) the simultaneous action of N-linked 
substrates and succinate with convergent electron flow in the NS-pathway for 
reconstitution of the TCA cycle function was measured: PGMSE; titration of 
octanoylcarnitine (Oct, 0.5 mM) enabled the simultaneous action of F-and N-linked 
substrates and S with convergent electron flow in the FNS pathway for reconstitution of 
TCA cycle function and additive or inhibitory effect of F-linked substrate Oct to support 
fatty acid oxidation: OctPGMSE; Complex I inhibition by rotenone (Rot, 0.5 µM) induced 
succinate-linked ET capacity: SE; titration of glycerophosphate (Gp, 10 mM) provided 
simultaneous action of convergent S-and Gp-linked electron entry in the SGp-pathway: 
SGpE; injection of antimycin A (2.5 µM) blocked Complex III and induced the state of 
residual oxygen consumption: ROX. Data analysis was performed using the software 
DatLab 7.4 (Oroboros Instruments). 
 

2.3. Plasma and total tissue iron 
 

Serum iron was measured using QuantiChrom Iron Assay kit (BioAssay Systems) 
according to the manufacturer’s instructions. Tissue iron determination was performed 
as described [14,30]. After acidic hydrolysis at 65 °C for 24 h, the iron content was 
measured using a colorimetric staining solution containing sodium acetate and 
bathophenanthroline disulfonic acid. Total iron content was normalized by protein 
content. 
 

2.4. Prussian blue staining 
 

Prussian blue staining was performed as described [31]. 
  

2.5. Isolation of mitochondria 
 

Crude mitochondria were isolated according to Wieckowski et al. [32]. Briefly, 

frozen liver tissue was homogenized in isolation buffer 1 (225 mM mannitol, 75 mM 

sucrose, 0.5 % BSA (fatty acid free), 0.5 mM EGTA, 30 mM Tris–HCl pH 7.4) and 

centrifuged twice at 740 x g for 5 min at 4 °C. The pellet containing the nucleus fraction 

and cell debris was discarded. The supernatant containing the cytosolic, the 
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mitochondrial and the mitochondria-associated membrane fractions was centrifuged at 

9 000 g for 10 min at 4 °C and resuspended in isolation buffer 2 (225 mM mannitol, 75 

mM sucrose, 0.5 % BSA (fatty acid free), 30 mM Tris–HCl pH 7.4). After centrifugation at 

10 000 g for 10 min at 4 °C, the crude mitochondria pellet was resuspended in isolation 

buffer 3 (225 mM mannitol, 75 mM sucrose, 30 mM Tris–HCl pH 7.4) and centrifuged 

again at 10 000 g for 10 min at 4 °C. Purity of the cytosolic and mitochondrial fractions 

was ensured by Western blot (Supplemental Figure S2) and tissue iron measurement was 

performed as described in section 2.3. 
 

2.6. RNA extraction and quantitative real-time PCR 
 

Liver total RNA was extracted using TRI reagent (Sigma-Aldrich) according to the 
manufacturer’s protocol. After reverse transcription, mRNA expression was analyzed as 
described [33]. The following primers were used: Hepcidin forward 
GGCAGACATTGCGATACCAAT, Hepcidin reverse TGCAACAGATACCACACTGGGAA, 
Hepcidin probe CCAACTTCCCCATCTGCATCTTCTGC, Glucuronidase beta (Gusβ) forward 
CTCATCTGGAATTTCGCCGA, Gusβ reverse GGCGAGTGAAGATCCCCTTC, Gusβ probe 
CGAACCAGTCACCGCTGAGAGTAATCG. Quantitative real-time PCR reactions were 
performed on the CFX96 PCR System (BioRad). Relative gene expression was calculated 
with the ΔΔCt method in the CFX96 Manager software (BioRad). The housekeeping gene 
Gusβ was used as reference control. 
 

2.7. Protein extraction and Western blot 
 

Protein extraction and Western blotting were performed as described [34]. The 
following antibodies were used: mouse TfR1 antibody (1:1000; Invitrogen), rabbit 
ferritin antibody (1:500; Sigma-Aldrich), rabbit mitoferrin 2 (Mfrn2) antibody (1:1000; 
Bioss), rabbit mitochondrial ferritin (mtF) antibody (1:1000; Abcam), rabbit Fpn 
antibody (1:400; Eurogentec), rabbit β-Actin antibody (1:1000; Sigma-Aldrich), rabbit 
iron regulatory protein 2 (Irp2) antibody (1:1000; Novus Biological), total rodent 
OXPHOS antibody cocktail (1:1000; Abcam), mouse cytochrome c oxidase subunit 4 
(CoxIV) antibody (1:1000, Abcam), rabbit α-Tubulin antibody (1:1,1000, Cell Signaling) 
and appropriate horseradish peroxidase (HRP) conjugated secondary antibodies 
(1:4000; Dako). 
 

2.8. Aconitase and citrate synthase activity 
 

For aconitase activity determination a commercially available assay from Sigma-
Aldrich was used (MAK051, Sigma-Aldrich) Samples were prepared according to the 
manufacturer’s instructions. Briefly, liver samples were homogenized in assay buffer and 
differentially centrifuged to obtain the mitochondrial and cytosolic subcellular fractions. 
The mitochondrial fraction was sonicated and both fractions were activated using the 
aconitase activation solution, a 1:1 mixture of cysteine and NH4Fe(SO4)2 on ice for 1 h. 
The activated samples were incubated with the reaction mix containing assay buffer, 
enzyme mix and substrate at 25 °C for 30 to 60 min. After addition of the developer and 
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another 10 min incubation time at 25 °C, absorbance was measured at 450 nm. The 
resulting enzyme activities were normalized by the protein content of the samples. 

Citrate synthase (CS) activity was measured as described [14]. A 
spectrophotometric assay was used to measure the enzyme activity in liver homogenates. 
The sample enzymatic reaction mix contained 0.25 % Triton X-100 in aqua dest (a.d.), 
0.31 mM acetyl-coenzyme A (acetyl-CoA) in a.d., 0.1 mM 5,50-dithiobis-(2-nitrobenzoic 
acid) (DTNB) in 1 M Tris–HCl buffer (pH 8.1) and 0.5 mM oxaloacetate in 0.1M 
triethanolamine–HCl-buffer (pH 8.0). The absorbance of the reaction product 
thionitrobenzoic acid (TNB) was measured at 412 nm over 200 s. The resulting enzyme 
activities were normalized by the protein content of the samples. 
 

2.9. Lactate and ATP concentration 
 

Lactate concentration in the liver samples was measured using a commercially 
available assay (K607, Biovision) according to manufacturer’s protocol. Briefly, liver 
samples were homogenized in assay buffer and filtered through a 10 kDa molecular 
weight spin filter. The samples were incubated with a reaction mix consisting of enzyme 
mix and probe for 30 min at room temperature. Absorbance was measured at 570 nm. 
The resulting lactate concentrations were normalized by the protein content of the 
samples. 
 

ATP concentration in the liver samples was determined using a commercially 
available assay (MAK190, Sigma-Aldrich) according to manufacturer’s protocol. Briefly, 
liver samples were homogenized in assay buffer and filtered through a 10 kDa molecular 
weight spin filter. The samples were incubated with a reaction mix consisting of probe, 
converter and developer mix for 30 min at room temperature. Absorbance was measured 
at 570 nm. The resulting ATP concentrations were normalized by the protein content of 
the samples. 
 

2.10.  Mitochondrial DNA copy number 
 

Mitochondrial DNA copy number (mtDNA-CN) was determined following a protocol 
adapted from Fazzini et al. and Singh et al. [35,36]. Genomic DNA was extracted from liver 
pieces in 5 % Chelex 100 resin (Sigma-Aldrich) at 100 °C for 15 min under constant 
shaking at 500 rpm. After centrifugation at 12 000 g for 1.5 min the yield and purity of 
the DNA in the supernatant was quantified and and a quantitative realtime PCR was 
performed using the following primer probe combinations: mitochondrial gene: mtRnr2 
forward CCTGCCCAGTGACTAAAGTT, mtRnr2 reverse GACAGTTGGACCCTCGTTTAG, 
mtRnr2 probe ATCCTGACCGTGCAAAGGTAGCAT; nuclear gene: Gusβ forward 
GAGCTTTCGAAGCAGGAGTAG, Gusβ reverse CCAGGAGAGGTGAAGTGTTATG, Gusβ probe 
AGATGGACCACACTTCACAGGTCA. Real-time PCR reactions were performed on the 
CFX96 PCR System (BioRad). PCR efficiency was determined by 3-fold serial dilutions of 
the DNA; mtDNA copy number was calculated using the formula: mtDNA-CN = 2 x EΔCt. E 
= 1.9915 which is the qPCR efficiency calculated as the mean amplification factor of the 
two primer probe combinations and ΔCt equals Ctnuclear gene - Ctmitochondrial gene. 
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2.11.  Flow cytometry and fluorescence microscopy 
 

Primary murine hepatocytes were isolated as described [37]. For flow cytometry 
the cells were seeded in a density of 400 000 cells in 6-well plates and treated with 100 
µM ferric maltol (Shield Therapeutics PLC) for 48 h. After washing, the cells were stained 
with 2.5 µM MitoSOX Red (ThermoFisher) for 15 min at 37 °C. Afterwards, the cells were 
washed, detached with Tryp-LE (Gibco) and after a further washing step resuspended in 
FACS buffer (PBS supplemented with 0.5 % fetal bovine serum and 2 mM EDTA) 
containing DAPI (Sigma-Aldrich, 1:50 000). Data were acquired using the flow cytometer 
Cytoflex s (Beckman Coulter) and analyzed with the FlowJo software (FlowJo LLC). 
 

For fluorescence microscopy primary murine hepatocytes were seeded on cover 
slips (18x18 mm, VWR) in a density of 400 000 cells in 6-well plates and treated as for 
flow cytometry. After staining with 2.5 µM MitoSOX Red (ThermoFisher) for 15 min at 37 
°C, the cells were washed and fixed with 4 % formaldehyde solution for 20 min at room 
temperature. After 3 washes the cells were mounted in fluorescence mounting media 
(Agilent) containing DAPI (Sigma-Aldrich, 1:10 000). Images were acquired using a 
fluorescence microscope (IXplore Live, Olympus) and analyzed with the ScanR software 
(Olympus). 
 

2.12.  Statistics 
 

Statistical analysis was carried out using the software GraphPad Prism 9. In case of 
normal distribution statistical significance was determined by a two-way ANOVA with 
Tukey’s post-hoc test. Otherwise, a Kruskal-Wallis test with Dunn’s post-hoc test was 
applied. Data was shown as median ± interquartile range. 

 
3. Results and Discussion 
 

3.1. Alteration of systemic and cellular iron metabolism by dietary and genetic 
iron overload 

 

Wt and Hfe-/- mice received ND or HI for two weeks ad libitum to study the metabolic 
effects of dietary and/or genetic iron overload. As expected, plasma and liver tissue iron 
concentrations were increased in all groups compared to Wt mice on ND (Figure 1a, b). 
Moreover, hepcidin gene expression was elevated in Wt mice on ND compared to Hfe-/- 
mice on ND. HI diet increased hepcidin expression in Wt but not in Hfe-/- mice (Figure 1c). 
We then analyzed protein expression involved in cellular and mitochondrial iron 
metabolism by Western blot (Figure 1d, e). Hepatic TfR1 expression was decreased in all 
groups compared to Wt mice on ND, whereas cellular protein levels of the iron storage 
protein ferritin were increased in parallel to excess cellular iron availability. 
Furthermore, expression of the mitochondrial iron importer Mfrn2 was significantly 
increased in dietary iron overload in both genotypes and higher in Hfe-/- than in Wt mice 
on ND. mtF protein expression was elevated in direct proportion to ferritin. Protein 
expression of the cellular iron exporter Fpn was increased in dietary and in genetic iron 
overload. 
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Figure 1. Impact of dietary and genetic iron overload in wildtype (Wt) and Hfe-/- 
mice on systemic and hepatic iron homeostasis. Wt and Hfe-/- mice were fed normal 
diet (ND) or high iron diet (HI) for two weeks. (a) Plasma iron concentration; (b) hepatic 
iron content; (c) hepatic hepcidin mRNA expression; (d) Western blots of proteins 
involved in cellular and mitochondrial iron metabolism (transferrin receptor 1 TfR1, 
ferritin, mitoferrin 2 Mfrn2, mitochondrial ferritin mtF, ferroportin Fpn) along with (e) 
densitometric quantification of Western blots. Values are depicted as n-fold change of Wt 
ND; β-Actin served as loading control. N = 5-6 mice per group. Kruskal-Wallis test: (a) P 
= 0.0014; two-way ANOVA: (b) diet: F(1,19) = 36.00, P <0.0001; genotype: F(1,19) = 108.8, P 
<0.0001; diet X genotype: F(1,19) = 3.062, P = 0.096; (c) diet: F(1,19) = 13.74, P = 0.0015; 
genotype: F(1,19) = 23.60, P = 0.0001; diet X genotype: F(1,19) = 5.067, P = 0.036; (e) TfR1: 
diet: F(1,16) = 48.86, P <0.0001; genotype: F(1,16) = 39.44, P <0.0001; diet X genotype: F(1,16) 
= 28.76, P <0.0001; Ferritin: diet: F(1,16) = 21.44, P = 0.0003; genotype: F(1,16) = 147.3, P 
<0.0001; diet X genotype: F(1,16) = 3.433, P = 0.083; Mfrn2: diet: F(1,16) = 72.74, P <0.0001; 
genotype: F(1,16) = 25.05, P = 0.0001; diet X genotype: F(1,16) = 3.673, P = 0.073; mtF: diet: 
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F(1,15) = 39.71, P <0.0001; genotype: F(1,15) = 137.2, P <0.0001; diet X genotype: F(1,15) = 
2.387, P = 0.14; Fpn: diet: F(1,15) = 12.19, P = 0.0033; genotype: F(1,15) = 17.98, P = 0.0007; 
diet X genotype: F(1,15) = 1.091, P = 0.31. Values are shown as median ± interquartile range. 
P-values are indicated in the graphs. 
 

3.2. Iron content in liver mitochondria of Hfe-/- mice was increased and mt-
aconitase activity was decreased 

 

To estimate liver iron distribution in the different treatment groups Prussian blue 
staining was performed (Figure 2a). Hfe-/- mice showed iron accumulation in the tissue 
due to genetic iron loading, especially those receiving an additional HI [18,38]. To 
determine iron overload distribution in the liver cells, iron content was determined in the 
cytosol and in isolated crude mitochondria (Supplemental Figure S2). Cytosolic iron 
content was significantly elevated in Hfe-/- mice on HI compared to all other groups 
(Figure 2b). Mitochondrial iron content increased in Hfe-/- ND and HI, but iron content in 
Hfe-/- HI did not differ from Hfe-/- ND (Figure 2c) suggesting that Hfe deficiency already 
results in mitochondrial iron loading overtime. 
 

 
Figure 2. Cellular and mitochondrial iron content in livers of different treatment 
groups. (a) Histological iron staining in livers of Wt and Hfe-/- mice on ND and HI. Scale 
bar = 50 µm. (b) Cytosolic and (c) mitochondrial iron content in Hfe-/- mice on ND and HI. 
N = 5 mice per group. Two-way ANOVA: (b) diet: F(1,16) = 14.53, P = 0.0015; genotype: 
F(1,16) = 30.74, P <0.0001; diet X genotype: F(1,16) = 5.028, P = 0.040; (c) diet: F(1,16) = 3.535, 
P = 0.078; genotype: F(1,16) = 51.04, P <0.0001; diet X genotype: F(1,16) = 0.8050, P = 0.38. 
Values are shown as median ± interquartile range. P-values are indicated in the graphs. 
 

To study the functional effect of iron overload on iron controlled metabolic 
pathways, aconitase activity was analyzed. Aconitase activity is regulated by cellular iron 
availability and exists in a cytosolic form as an iron sensing enzyme, also known as iron 
regulatory protein 1 (Irp1), and in a mitochondrial form as part of the TCA cycle which 
converts citrate to isocitrate [2,13]. Surprisingly, hepatic c-aconitase activity was not 
different between the various treatment groups (Figure 3a). We measured Irp2 
expression by Western blot because Irp2 is degraded by metabolically active iron [39]. Of 



 
  
 

Iron overload and hepatic mitochondrial function 

10 Fischer et al (2021) MitoFit Preprints 2021.9 

 

note, Irp2 levels were not different between the four treatment groups (Figure 3c) which 
agrees with unaltered c-aconitase activities (Figure 3a). This suggested that metabolically 
active iron levels in the cytoplasm were similar between the different groups and that 
surplus iron was sequestered within ferritin (Figures 1 and 2). mt-Aconitase activity 
decreased in Hfe-/- mice on ND and HI (Figure 3b), suggesting decreased function of the 
TCA cycle [12,14]. Decreased mt-aconitase activity might be caused by increased ROS 
formation as a consequence of mitochondrial iron loading (Figure 2), resulting in its 
inactivation or decreased ability of antioxidant enzymes to scavenge ROS, possibly due to 
diminished MnSOD activity as shown in dietary and genetic iron overload [14,24,40-42]. 

 

 
Figure 3. Functional effect of dietary and genetic iron overload on iron metabolism. 
(a) Cytosolic aconitase (c-aconitase) and (b) mitochondrial aconitase (mt-aconitase) 
activity in Hfe-/- mice on ND and HI. (c) and (d) densitometric quantification and Western 
blot of iron regulatory protein 2 (Irp2) protein. Values are depicted as n-fold change of 
Wt ND; β-Actin served as loading control. N = 5-6 mice per group. Two-way ANOVA: (a) 
diet: F(1,19) = 0.2176, P = 0.65; genotype: F(1,19) = 1.813, P = 0.19; diet X genotype: F(1,19) = 
0.050, P = 0.83; (b) diet: F(1,19) = 0.9945, P = 0.33; genotype: F(1,19) = 15.89, P = 0.0008; diet 
X genotype: F(1,19) = 0.1675, P = 0.69; (c) diet: F(1,16) = 1.291, P = 0.27; genotype: F(1,16) = 
3.135, P = 0.096; diet X genotype: F(1,16) = 4.116, P = 0.060. Values are shown as median ± 
interquartile range. P-values are indicated in the graphs. 
 

3.3. Mitochondrial respiration in Wt and Hfe-/- mice on ND and HI 
 

To investigate the effect of dietary and genetic iron overload on liver mitochondrial 
function, mitochondrial respiration was measured in homogenate from freshly isolated 
livers using high-resolution respirometry (Supplemental Figure S1) [14,43]. In presence 
of the N-linked substrates P and M a slight increase of O2 consumption in Hfe-/- mice 
compared to Wt ND was detected (Figure 4a, PML). Furthermore, in presence of 
kinetically saturating concentrations of ADP mitochondrial respiratory capacity was 
slightly decreased in Wt mice on HI but increased in Hfe-/- mice on ND and HI (Figure 4a, 
PMP). The same was observed in the noncoupled state PME measuring ET capacity (Figure 
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4a, PME). S-linked respiration in ET was significantly increased in Hfe-/- ND mice 
compared to Wt mice but not in Wt HI or Hfe-/- HI mice (Figure 4a, PGMSE) [14,26].  
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Figure 4. Effect of dietary and genetic iron overload on mitochondrial respiration in 
mouse liver. (a) Mitochondrial respiratory capacity in states PML, PMP, PME, PGMSE, SE 
and SGpE measured in homogenates from freshly isolated liver. PML: non-phosphorylating 
LEAK respiration after addition of pyruvate and malate as NADH-(N) linked substrates; 
PMP: OXPHOS capacity upon addition of adenosine diphosphate (ADP) at kinetically 
saturating concentration; PME: titrations of the protonophore carbonyl cyanide m-chloro 
phenyl hydrazine to reach the maximal respiration as a measure of electron transfer (ET) 
capacity; PGMSE: addition of succinate (S) provides the simultaneous action of N-linked 
substrates and S with convergent electron flow in the NS-pathway for reconstitution of 
tricarboxylic acid cycle function; SE: Complex I inhibition by rotenone for measurement 
of S-linked ET capacity; SGpE: titration of glycerophosphate (Gp) provided simultaneous 
action of S-linked substrate succinate and Gp with convergent electron flow in the SGp-
pathway (b) Flux control ratios (FCR) for PML, PMP, PME, PGMSE, SE and SGpE shown in 
(a); OctPGMSE served as common reference state. N = 5 mice per group. Two-way ANOVA: 
(a) PML: diet: F(1,16) = 5.109, P = 0.038; genotype: F(1,16) = 0.6326, P = 0.44; diet X genotype: 
F(1,16) = 2.315, P = 0.15; PMP: diet: F(1,16) = 1.595, P = 0.22; genotype: F(1,16) = 15.26, P = 
0.0013; diet X genotype: F(1,16) = 0.04508, P = 0.83; PME: diet: F(1,16) = 2.602, P = 0.13; 
genotype: F(1,16) = 20.14, P = 0.0004; diet X genotype: F(1,16) = 0.04877, P = 0.8280; PGMSE: 
diet: F(1,16) = 8.285, P = 0.011; genotype: F(1,16) = 12.05, P = 0.0032; diet X genotype: F(1,16) 
= 0.5708, P = 0.46; SE: diet: F(1,16) =14.54, P = 0.0015; genotype: F(1,16) = 8.936, P = 0.0087; 
diet X genotype: F(1,16) = 0.1125, P = 0.74; SGpE: diet: F(1,16) = 10.37, P = 0.0053; genotype: 
F(1,16) = 9.029, P = 0.0084; diet X genotype: F(1,16) = 0.2804, P = 0.60; (b) PML: diet: F(1,16) = 
3.015, P = 0.10; genotype: F(1,16) = 0.07634, P = 0.79; diet X genotype: F(1,16) = 1.792, P = 
0.20; PMP: diet: F(1,16) = 1.389, P = 0.26; genotype: F(1,16) = 3.054, P = 0.10; diet X genotype: 
F(1,16) = 1.714, P = 0.21; PME: diet: F(1,16) = 4.189, P = 0.058; genotype: F(1,16) = 0.7642, P = 
0.39; diet X genotype: F(1,16) = 2.707, P = 0.12; PGMSE: diet: F(1,15) = 0.06648, P = 0.80; 
genotype: F(1,15) = 0.4126, P = 0.53; diet X genotype: F(1,15) = 3.400, P = 0.085; SE: diet: F(1,16) 
= 5.711, P = 0.030; genotype: F(1,16) = 7.653, P = 0.014; diet X genotype: F(1,16) = 9.049, P = 
0.0083; Kruskal-Wallis test: SGpE: P = 0.039. Values are shown as median ± interquartile 
range. P-values are indicated in the graphs. 
 

The same result was observed when Complex I was inhibited using Rot (Figure 4a, 
SE) and upon addition of Gp that provides simultaneous action of S-linked substrate 
succinate and Gp with convergent electron flow in the SGp-pathway (Figure 4a, SGpE). 
 

 These results suggested mitochondrial adaptation to dietary and genetic iron 
overload. To investigate this in more detail, flux control ratios (FCR) were calculated by 
normalization of mitochondrial respiration for a common reference state (OctPGMSE), for 
expressing respiration independent of mitochondrial density (Figure 4b) [7,14]. As the 
FCR did not show major differences between the groups, mitochondrial damage can be 
excluded. Similarly, the cytochrome c control factor (FCFc, Figure 5a) was unaltered 
between the different groups. FCFc indicates the integrity of the mitochondrial outer 
membrane, which did not differ among the groups and therefore was not influenced by 
dietary or genetic iron overload [14]. Moreover, dietary and genetic iron overload did not 
affect E-L coupling efficiency and no differences in E-P control efficiency were detected, 
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indicating oxidative phosphorylation was no limiting factor due to iron overload (Figure 
5b, c) [14,44]. 
 

 
 

Figure 5. Impact of dietary and genetic iron overload on flux control factors. (a) 
Cytochrome c control factor (FCFc = 1-PMP/PMcP) indicates integrity of the mitochondrial 
outer membrane. (b) E-L coupling efficiency (jE-L = 1-PML/PME) indicates preserved 
coupling of electron transfer to phosphorylation of ADP. (c) E-P control efficiency (1-
PMcP/PME) indicates the limitation of OXPHOS capacity by the capacity of the 
phosphorylation system. N = 5 mice per group. Two-way ANOVA: (a) diet: F(1,16) = 0.2989, 
P = 0.59; genotype: F(1,16) = 0.3760, P = 0.55; diet X genotype: F(1,16) = 0.2312, P = 0.64; (b) 
diet: F(1,16) = 3.875, P = 0.067; genotype: F(1,16) = 2.855∙10-6, P = 1.00; diet X genotype: F(1,16) 
= 2.188, P = 0.16; (c) diet: F(1,16) = 0.5202, P = 0.48; genotype: F(1,16) = 1.240, P = 0.28; diet 
X genotype: F(1,16) = 0.01947, P = 0.89. Values are shown as median ± interquartile range. 
 
 Hepatic ATP concentrations indicated that excess dietary iron leads to decreased 
ATP levels, whereas genetic iron loading even moderately increased the amount of ATP 
(Figure 6a). As changes in mitochondrial function or aconitase activity may impact on 
metabolite composition [12,45,46], we determined lactate concentrations as an indicator 
of aerobic glycolysis. Iron loading in Hfe-/- mice resulted in lower lactate levels which 
indicate metabolic reprogramming of glucose homeostasis and the TCA cycle (Figure 6b) 
[12,47-49].  
 

Figure 6. Changes in liver adenosine 
triphosphate (ATP) and lactate 
concentration due to dietary and 
genetic iron overload. (a) ATP and (b) 
lactate concentration. N = 5 mice per 
group. Two-way ANOVA: (a) diet: F(1,16) 
= 88.29, P <0.0001; genotype: F(1,16) = 
28.17, P <0.0001; diet X genotype: F(1,16) 
= 0.05114, P = 0.82; (b) diet: F(1,16) = 
10.71, P = 0.0048; genotype: F(1,16) = 
3.268, P = 0.090; diet X genotype: F(1,16) = 
0.2411, P = 0.63. Values are shown as 

median ± interquartile range. P-values are indicated in the graphs. 
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3.4. Liver mitochondrial density was unaltered, but protein expression of electron 
transfer complexes was slightly upregulated in genetic combined with dietary 
iron overload 

 

Due to the observed changes in mitochondrial respiration without indication of 
damage of mitochondria, mitochondrial density was investigated. CS catalyzes the 
conversion of oxaloacetate and acetyl-CoA to citrate in the mitochondrial matrix. Its 
enzyme activity serves as a marker for the cellular content of mitochondria [50-52], but 
its general significance must be critically evaluated [8,9]. Dietary and genetic iron 
overload did not result in any significant changes in CS activity (Figure 7a). Moreover, 
relative mtDNA-CN, another surrogate marker for mitochondrial density, was statistically 
unaltered (Figure 7b). These results indicate that changes in mitochondrial respiratory 
capacity induced by dietary and genetic iron overload did not result from alterations in 
mitochondrial density. 
 

 Therefore, changes inside the organelle were investigated by analysis of protein 
expression of the electron transfer complexes I to IV and the ATP synthase to prove 
whether iron overload has a direct impact on the protein expression of the complexes 
[53]. Complexes III, IV and the ATP synthase in Hfe-/- mice on HI revealed an upregulation 
in their protein expression (Figure 7c, d). This seems to be a mechanism to compensate 
for the decreased mitochondrial respiratory capacity by increasing the amount of 
complexes [54]. Furthermore, upregulation of the protein expression could be a 
compensatory mechanism for the decreased mt-aconitase activity what suggests a 
decreased availability of the reducing equivalent NADH for the ETS. 
 

3.5. Dietary and genetic iron overload increased liver mitochondrial superoxide 
formation 

 

 To investigate the link between changes in mitochondrial respiration and oxidative 
stress, we studied mitochondrial superoxide formation in primary murine hepatocytes 
from Wt and Hfe-/- mice in the presence or absence of ferric maltol serving as an iron 
source (Figure 8a, b). In dietary and genetic iron overload mitochondrial superoxide 
production was elevated compared to Wt mice on ND. This might be explained by an 
increased iron concentration in mitochondria along with enhanced radical formation via 
the catalytic function of this metal [55], or decreased activity of radical detoxifying 
enzymes such as MnSOD [14,24]. Of note, Hfe-/- mice on ND showed increased 
mitochondrial superoxide production even without additional dietary iron loading. This 
might have been caused by the elevation in mitochondrial respiratory capacity as 
Complexes I and III are able to produce increased radical amounts [56]. 
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Figure 7. Effects of dietary and genetic iron overload on liver mitochondrial density 
and protein expression of mitochondrial electron transfer complexes I to IV (CI to 
CIV) and ATP synthase. (a) Citrate synthase (CS) activity; (b) relative mitochondrial 
DNA copy number (mtDNA-CN), (c) Western blot of C I to CIV and ATP synthase; (d) 
densitometric quantification of CI to CIV and ATP synthase relative to the house keeping 
protein β-Actin which served as control. N = 5-6 mice per group. Kruskal-Wallis test: (a) 
P = 0.29; two-way ANOVA: (b) diet: F(1,18) = 4.479, P = 0.049; genotype: F(1,18) = 2.303, P = 
0.15; diet X genotype: F(1,18) = 0.4127, P = 0.53; (d) Kruskal-Wallis test: ATP synthase: P = 
0.018; two-way ANOVA: CIII: diet: F(1,16) = 1.788, P = 0.20; genotype: F(1,16) = 7.107, P = 
0.017; diet X genotype: F(1,16) = 0.4672, P = 0.50; CIV: diet: F(1,16) = 0.2165, P = 0.65; 
genotype: F(1,16) = 7.756, P = 0.013; diet X genotype: F(1,16) = 0.3278, P = 0.57; CII: diet: 
F(1,16) = 1.472, P = 0.24; genotype: F(1,16) = 0.9855, P = 0.34; diet X genotype: F(1,16) = 
0.04946, P = 0.83; CI: diet: F(1,16) = 0.6000, P = 0.45; genotype: F(1,16) = 4.016, P = 0.062; 
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diet X genotype: F(1,16) = 0.01808, P = 0.89. Values are shown as median ± interquartile 
range. P-values are indicated in the graphs. 
 

 
 

Figure 8. Determination of mitochondrial superoxide formation in primary murine 
hepatocytes from Wt and Hfe-/- mice in the presence or absence of the iron source 
ferric maltol (100 µM for 48 h). (a) Immunofluorescence images of primary murine 
hepatocytes isolated from Wt and Hfe-/- mice treated with 100 µM ferric maltol for 48 h 
were stained with MitoSOX (red; mitochondrial superoxide) and DAPI (blue; nuclei). Scale 
bar = 10 µm. (b) Flow cytometry analysis of mitochondrial superoxide formation in 
primary murine hepatocytes.;the graph summarizes three independent experiments 
performed in triplicates (N = 3 mice per group). MFI: mean fluorescence intensity. Two-
way ANOVA: (b) Ferric maltol: F(1,8) = 2.227, P = 0.17; genotype: F(1,8) = 6.608, P = 0.033; 
ferric maltol X genotype: F(1,8) = 0.04869, P = 0.83. Values are shown as median ± 
interquartile range. 
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3.6. Summary 
 

In summary, our investigation uncovered multiple and partly divergent effects of 
dietary and genetic iron loading on cellular and mitochondrial iron accumulation and 
mitochondrial function. While some of these effects may be attributed to iron 
accumulation, it appears that Hfe-mediated iron loading exerts specific effects on the 
activity of the electron transfer complexes. Moreover, cells appear to be well suited to 
cover increased iron accumulation by largely detoxifying metabolically reactive iron via 
incorporation into ferritin and mtF [57]. HH, however, leads to mitochondrial iron 
accumulation as reflected by increased mtF expression, likewise a measure to scope with 
increased radical formation due to increased mitochondrial respiratory capacity. In 
dietary iron overload, we found slightly decreased hepatic mitochondrial respiration and 
decreased ATP production, whereas in genetic iron overload mitochondrial respiration 
and ATP production were increased. The most plausible explanation according to the 
results in the present study and literature is increased mitochondrial ROS formation 
combined with reduced ROS scavenging in acute dietary iron overload [14,24-26]. In 
addition, no alteration in mitochondrial density was observed, neither by analysis of 
mtDNA-CN nor by CS activity and protein expression of the electron transfer complexes. 
Only in Hfe- mice on HI Complexes III, IV and the ATP synthase showed increased protein 
expression, likewise a mechanism to scope with the additional excess iron on top of the 
anyways high iron availability and the decreased mitochondrial respiratory capacity. 
Therewith, the decreased lactate concentration in combined dietary and genetic iron 
overload may be explained by lactate being used for hepatic glucose production via 
gluconeogenesis, or pyruvate synthesis to fuel the TCA cycle [47-49]. Nonetheless, 
increased mitochondrial superoxide production as observed in Hfe-/- mice might be the 
cause for the chronic fatigue that hemochromatosis patients suffer from. This provides an 
explanation why the reduction of body iron content by phlebotomy in patients reduces 
fatigue [14,20,22] – a notion which needs to be experimentally verified. Additionally, mt-
aconitase activity was decreased in Hfe-/- mice which may be a negative effect of the 
increased formation of mitochondrial ROS [58,59]. The mechanism how iron trafficking 
between cytosol and mitochondria is regulated and how mitochondrial iron homeostasis 
is regulated, are yet to be clarified [3,60]. 
 

 Alongside with current literature, the results shown in this study provide evidence 
that dietary and genetic iron overload cause major changes and adaptations in 
mitochondrial metabolism, whereby a clear distinction is required between iron overload 
being aquired or caused by the Hfe gene mutation [14,45,47,61]. 

 
4. Conclusion 
 

 In conclusion, dietary and genetic iron loading induced liver mitochondrial iron 
overload, affected mitochondrial metabolic pathways and increased formation of 
mitochondrial superoxide. This might be the cause for the fatigue symptoms experienced 
by patients with genetic or secondary iron overload. In contrast to mice showing acute 
dietary iron overload, Hfe-/- mice on ND seem to be genetically adapted to chronic 
exposure to excess iron and consequently did not show impairment in mitochondrial 
respiratory capacity but a need for increased mitochondrial respiration. Reducing iron 



 
  
 

Iron overload and hepatic mitochondrial function 

18 Fischer et al (2021) MitoFit Preprints 2021.9 

 

levels in genetic iron loading may positively affect mitochondrial function and subsequent 
metabolic traits. 
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The following are available below, Figure S1: Representative trace of substrate-
uncoupler-inhibitor titration (SUIT) protocol for measurement of liver mitochondrial 
respiration using high-resolution respirometry, Figure S2: Representative Western blot 
of isolated liver fractions to ensure their purity. 

 

Funding 
This study was supported by the FWF funded doctoral program HOROS (W-1253, 

to G. W.) and the transnational doctoral program BI-DOC between the Medical University 
of Innsbruck, Austria and the Institute of Biomedicine, Eurac, in Bolzano, Italy. 

 

Institutional Review Board Statement 
The animal experiments in this study were approved by the Austrian Federal 

Ministry of Science and Research (BMWFW-66.011/0074-WF/II/3b/2014 and 2020-
0.448.830). 

 

Informed Consent Statement 
Not applicable. 
 

References 
 

1. Anderson, C.P.; Shen, M.; Eisenstein, R.S.; Leibold, E.A. Mammalian iron metabolism and its 
control by iron regulatory proteins. Biochimica et Biophysica Acta (BBA) - Molecular Cell 
Research 2012, 1823, 1468-1483, doi:https://doi.org/10.1016/j.bbamcr.2012.05.010 

2. Muckenthaler, M.U.; Rivella, S.; Hentze, M.W.; Galy, B. A Red Carpet for Iron Metabolism. Cell 
2017, 168, 344-361, doi:10.1016/j.cell.2016.12.034 

3. Rouault, T.A. Mitochondrial iron overload: causes and consequences. Current Opinion in 
Genetics & Development 2016, 38, 31-37, doi:https://doi.org/10.1016/j.gde.2016.02.004 

4. Lill, R. Function and biogenesis of iron–sulphur proteins. Nature 2009, 460, 831-838, 
doi:10.1038/nature08301 

5. Paul, B.T.; Manz, D.H.; Torti, F.M.; Torti, S.V. Mitochondria and Iron: current questions. Expert 
Rev Hematol 2017, 10, 65-79, doi:10.1080/17474086.2016.1268047 

6. Richardson, D.R.; Lane, D.J.R.; Becker, E.M.; Huang, M.L.H.; Whitnall, M.; Rahmanto, Y.S.; 
Sheftel, A.D.; Ponka, P. Mitochondrial iron trafficking and the integration of iron metabolism 
between the mitochondrion and cytosol. Proceedings of the National Academy of Sciences 
2010, 107, 10775, doi:10.1073/pnas.0912925107 

7. Doerrier, C.; Garcia-Souza, L.F.; Krumschnabel, G.; Wohlfarter, Y.; Mészáros, A.T.; Gnaiger, E. 
High-Resolution FluoRespirometry and OXPHOS Protocols for Human Cells, Permeabilized 
Fibers from Small Biopsies of Muscle, and Isolated Mitochondria. Methods Mol Biol 2018, 
1782, 31-70, doi:10.1007/978-1-4939-7831-1_3 

8. Gnaiger, E. - MitoEAGLE Task Group. Mitochondrial physiology. Bioenergetics 
Communications 2020, 2020.1, doi:https://doi.org/10.26124/bec:2020-0001.v1 

9. Gnaiger, E. Mitochondrial pathways and respiratory control. An introduction to OXPHOS 
analysis. 5th ed. Bioenergetics Communications 2020, 2020.2, 112pp, 
doi:10.26124/bec:2020-0002 

https://doi.org/10.1016/j.bbamcr.2012.05.010
https://doi.org/10.1016/j.gde.2016.02.004
https://doi.org/10.26124/bec:2020-0001.v1


 
 

 
MitoFit 2021.9  doi:10.26124/mitofit:2021-0009 

 

www.mitofit.org 19 
 

10. Cairo, G.; Recalcati, S.; Pietrangelo, A.; Minotti, G. The iron regulatory proteins: targets and 
modulators of free radical reactions and oxidative damage. Free Radical Biology and Medicine 
2002, 32, 1237-1243, doi:https://doi.org/10.1016/S0891-5849(02)00825-0 

11. Pietrangelo, A. Iron and the liver. Liver Int 2016, 36 Suppl 1, 116-123, doi:10.1111/liv.13020 
12. Oexle, H.; Gnaiger, E.; Weiss, G. Iron-dependent changes in cellular energy                            

metabolism: influence on citric acid cycle and oxidative phosphorylation. Biochimica et 
Biophysica Acta (BBA) - Bioenergetics 1999, 1413, 99-107, 
doi:https://doi.org/10.1016/S0005-2728(99)00088-2 

13. Wang, J.; Pantopoulos, K. Regulation of cellular iron metabolism. Biochemical Journal 2011, 
434, 365-381, doi:10.1042/bj20101825 

14. Volani, C.; Doerrier, C.; Demetz, E.; Haschka, D.; Paglia, G.; Lavdas, A.A.; Gnaiger, E.; Weiss, G. 
Dietary iron loading negatively affects liver mitochondrial function. Metallomics 2017, 9, 
1634-1644, doi:10.1039/c7mt00177k 

15. Brissot, P.; Pietrangelo, A.; Adams, P.C.; de Graaff, B.; McLaren, C.E.; Loréal, O. 
Haemochromatosis. Nature Reviews Disease Primers 2018, 4, 18016, 
doi:10.1038/nrdp.2018.16 

16. Weiss, G. Genetic mechanisms and modifying factors in hereditary hemochromatosis.              
Nature Reviews Gastroenterology & Hepatology 2010, 7, 50-58, 
doi:10.1038/nrgastro.2009.201 

17. Bacon, B.R.; Britton, R.S. Hepatic injury in chronic iron overload. Role of lipid peroxidation. 
Chemico-Biological Interactions 1989, 70, 183-226, doi:https://doi.org/10.1016/0009-
2797(89)90045-8 

18. Niemelä, O.; Parkkila, S.; Britton, R.S.; Brunt, E.; Janney, C.; Bacon, B. Hepatic lipid peroxidation 
in hereditary hemochromatosis and alcoholic liver injury. Journal of Laboratory and Clinical 
Medicine 1999, 133, 451-460, doi:https://doi.org/10.1016/S0022-2143(99)90022-7 

19. Sumneang, N.; Siri-Angkul, N.; Kumfu, S.; Chattipakorn, S.C.; Chattipakorn, N. The effects of 
iron overload on mitochondrial function, mitochondrial dynamics, and ferroptosis in 
cardiomyocytes. Archives of Biochemistry and Biophysics 2020, 680, 108241, 
doi:https://doi.org/10.1016/j.abb.2019.108241 

20. Deugnier, Y.; Morcet, J.; Lainé, F.; Hamdi-Roze, H.; Bollard, A.-S.; Guyader, D.; Moirand, R.; 
Bardou-Jacquet, E. Reduced phenotypic expression in genetic hemochromatosis with time: 
Role of exposure to non-genetic modifiers. Journal of Hepatology 2019, 70, 118-125, 
doi:https://doi.org/10.1016/j.jhep.2018.09.009 

21. Feder, J.N.; Gnirke, A.; Thomas, W.; Tsuchihashi, Z.; Ruddy, D.A.; Basava, A.; Dormishian, F.; 
Domingo, R.; Ellis, M.C.; Fullan, A., et al. A novel MHC class I–like gene is mutated in patients 
with hereditary haemochromatosis. Nature Genetics 1996, 13, 399-408, 
doi:10.1038/ng0896-399 

22. Prabhu, A.; Cargill, T.; Roberts, N.; Ryan, J.D. Systematic Review of the Clinical Outcomes of 
Iron Reduction in Hereditary Hemochromatosis. Hepatology 2020, 72, 1469-1482, 
doi:10.1002/hep.31405 

23. Zoller, H.; Theurl, I.; Koch, R.O.; McKie, A.T.; Vogel, W.; Weiss, G. Duodenal cytochrome b and 
hephaestin expression in patients with iron deficiency and hemochromatosis. 
Gastroenterology 2003, 125, 746-754, doi:10.1016/s0016-5085(03)01063-1 

24. Jouihan, H.A.; Cobine, P.A.; Cooksey, R.C.; Hoagland, E.A.; Boudina, S.; Abel, E.D.; Winge, D.R.; 
McClain, D.A. Iron-mediated inhibition of mitochondrial manganese uptake mediates 
mitochondrial dysfunction in a mouse model of hemochromatosis. Mol Med 2008, 14, 98-108, 
doi:10.2119/2007-00114.jouihan 

https://doi.org/10.1016/S0891-5849(02)00825-0
https://doi.org/10.1016/S0005-2728(99)00088-2
https://doi.org/10.1016/0009-2797(89)90045-8
https://doi.org/10.1016/0009-2797(89)90045-8
https://doi.org/10.1016/S0022-2143(99)90022-7
https://doi.org/10.1016/j.abb.2019.108241
https://doi.org/10.1016/j.jhep.2018.09.009


 
  
 

Iron overload and hepatic mitochondrial function 

20 Fischer et al (2021) MitoFit Preprints 2021.9 

 

25. Bacon, B.R.; O'Neill, R.; Park, C.H. Iron-induced peroxidative injury to isolated                                    
rat hepatic mitochondria. J Free Radic Biol Med 1986, 2, 339-347,                                
doi:10.1016/s0748-5514(86)80034-4 

26. Saporito-Magriñá, C.; Musacco-Sebio, R.; Acosta, J.M.; Bajicoff, S.; Paredes-Fleitas, P.; Boveris, 
A.; Repetto, M.G. Rat liver mitochondrial dysfunction by addition of copper(II) or iron(III) 
ions. Journal of Inorganic Biochemistry 2017, 166, 5-11, 
doi:https://doi.org/10.1016/j.jinorgbio.2016.10.009 

27. Bahram, S.; Gilfillan, S.; Kühn, L.C.; Moret, R.; Schulze, J.B.; Lebeau, A.; Schümann, K. 
Experimental hemochromatosis due to MHC class I HFE deficiency: Immune status and iron 
metabolism. Proceedings of the National Academy of Sciences 1999, 96, 13312-13317, 
doi:10.1073/pnas.96.23.13312 

28. Council, N.R. Nutrient Requirements of Laboratory Animals,: Fourth Revised Edition, 1995; The 
National Academies Press: Washington, DC, 1995; doi:10.17226/4758pp. 192 

29. Gnaiger, E. Bioenergetics at low oxygen: dependence of respiration and phosphorylation on 
oxygen and adenosine diphosphate supply. Respir Physiol 2001, 128, 277-297, 
doi:10.1016/s0034-5687(01)00307-3 

30. Sonnweber, T.; Ress, C.; Nairz, M.; Theurl, I.; Schroll, A.; Murphy, A.T.; Wroblewski, V.; Witcher, 
D.R.; Moser, P.; Ebenbichler, C.F., et al. High-fat diet causes iron deficiency via hepcidin-
independent reduction of duodenal iron absorption. The Journal of Nutritional Biochemistry 
2012, 23, 1600-1608, doi:https://doi.org/10.1016/j.jnutbio.2011.10.013 

31. Demetz, E.; Tymoszuk, P.; Hilbe, R.; Volani, C.; Haschka, D.; Heim, C.; Auer, K.; Lener, D.; Zeiger, 
L.B.; Pfeifhofer-Obermair, C., et al. The haemochromatosis gene Hfe and Kupffer cells control 
LDL cholesterol homeostasis and impact on atherosclerosis development. European Heart 
Journal 2020, 41, 3949-3959, doi:10.1093/eurheartj/ehaa140 

32. Wieckowski, M.R.; Giorgi, C.; Lebiedzinska, M.; Duszynski, J.; Pinton, P. Isolation of 
mitochondria-associated membranes and mitochondria from animal tissues and cells. Nature 
Protocols 2009, 4, 1582-1590, doi:10.1038/nprot.2009.151 

33. Brigo, N.; Pfeifhofer-Obermair, C.; Tymoszuk, P.; Demetz, E.; Engl, S.; Barros-Pinkelnig, M.; 
Dichtl, S.; Fischer, C.; Valente De Souza, L.; Petzer, V., et al. Cytokine-Mediated Regulation of 
ARG1 in Macrophages and Its Impact on the Control of Salmonella enterica Serovar 
Typhimurium Infection. Cells 2021, 10, doi:10.3390/cells10071823 

34. Dichtl, S.; Demetz, E.; Haschka, D.; Tymoszuk, P.; Petzer, V.; Nairz, M.; Seifert, M.; Hoffmann, 
A.; Brigo, N.; Würzner, R., et al. Dopamine Is a Siderophore-Like Iron Chelator That Promotes 
Salmonella enterica Serovar Typhimurium Virulence in Mice. mBio 2019, 10, 
doi:10.1128/mBio.02624-18 

35. Fazzini, F.; Schöpf, B.; Blatzer, M.; Coassin, S.; Hicks, A.A.; Kronenberg, F.; Fendt, L. Plasmid-
normalized quantification of relative mitochondrial DNA copy number. Scientific Reports 
2018, 8, 15347, doi:10.1038/s41598-018-33684-5 

36. Singh, U.A.; Kumari, M.; Iyengar, S. Method for improving the quality of genomic DNA 
obtained from minute quantities of tissue and blood samples using Chelex 100 resin. 
Biological Procedures Online 2018, 20, 12, doi:10.1186/s12575-018-0077-6 

37. Theurl, M.; Theurl, I.; Hochegger, K.; Obrist, P.; Subramaniam, N.; van Rooijen, N.; Schuemann, 
K.; Weiss, G. Kupffer cells modulate iron homeostasis in mice via regulation of hepcidin 
expression. J Mol Med (Berl) 2008, 86, 825-835, doi:10.1007/s00109-008-0346-y 

38. Zhou, X.Y.; Tomatsu, S.; Fleming, R.E.; Parkkila, S.; Waheed, A.; Jiang, J.; Fei, Y.; Brunt, E.M.; 
Ruddy, D.A.; Prass, C.E., et al. HFE gene knockout produces mouse model of 
hereditary hemochromatosis. Proceedings of the National Academy of Sciences 1998, 95, 
2492-2497, doi:10.1073/pnas.95.5.2492 

https://doi.org/10.1016/j.jinorgbio.2016.10.009
https://doi.org/10.1016/j.jnutbio.2011.10.013


 
 

 
MitoFit 2021.9  doi:10.26124/mitofit:2021-0009 

 

www.mitofit.org 21 
 

39. Iwai, K. Regulation of cellular iron metabolism: Iron-dependent degradation of IRP by 
SCFFBXL5 ubiquitin ligase. Free Radical Biology and Medicine 2019, 133, 64-68, 
doi:https://doi.org/10.1016/j.freeradbiomed.2018.09.011 

40. Kumar, V.; A, A.K.; Sanawar, R.; Jaleel, A.; Santhosh Kumar, T.R.; Kartha, C.C.                                       
Chronic Pressure Overload Results in Deficiency of Mitochondrial Membrane                    
Transporter ABCB7 Which Contributes to Iron Overload, Mitochondrial Dysfunction, 
Metabolic Shift and Worsens Cardiac Function. Scientific reports 2019, 9, 13170-13170, 
doi:10.1038/s41598-019-49666-0 

41. Musacco Sebio, R.; Ferrarotti, N.; Saporito Magriñá, C.; Fuda, J.; Torti, H.; Lairión, F.; Boveris, 
A.; Repetto, M.G. Redox dyshomeostasis in the experimental chronic hepatic overloads with 
iron or copper. Journal of Inorganic Biochemistry 2019, 191, 119-125, 
doi:https://doi.org/10.1016/j.jinorgbio.2018.11.014 

42. Valenti, L.; Conte, D.; Piperno, A.; Dongiovanni, P.; Fracanzani, A.L.; Fraquelli, M.; Vergani, A.; 
Gianni, C.; Carmagnola, L.; Fargion, S. The mitochondrial superoxide dismutase A16V 
polymorphism in the cardiomyopathy associated with hereditary haemochromatosis. Journal 
of Medical Genetics 2004, 41, 946, doi:10.1136/jmg.2004.019588 

43. Lemieux, H.; Blier, P.U.; Gnaiger, E. Remodeling pathway control of mitochondrial respiratory 
capacity by temperature in mouse heart: electron flow through the Q-junction in 
permeabilized fibers. Scientific Reports 2017, 7, 2840, doi:10.1038/s41598-017-02789-8 

44. Gnaiger, E.; Boushel, R.; Søndergaard, H.; Munch-Andersen, T.; Damsgaard, R.; Hagen, C.; Díez-
Sánchez, C.; Ara, I.; Wright-Paradis, C.; Schrauwen, P., et al. Mitochondrial coupling and 
capacity of oxidative phosphorylation in skeletal muscle of Inuit and Caucasians in the arctic 
winter. Scandinavian Journal of Medicine & Science in Sports 2015, 25, 126-134, 
doi:https://doi.org/10.1111/sms.12612 

45. Huang, J.; Jones, D.; Luo, B.; Sanderson, M.; Soto, J.; Abel, E.D.; Cooksey, R.C.; McClain, D.A. Iron 
Overload and Diabetes Risk: A Shift From Glucose to Fatty Acid Oxidation and Increased 
Hepatic Glucose Production in a Mouse Model of Hereditary Hemochromatosis. Diabetes 
2011, 60, 80-87, doi:10.2337/db10-0593 

46. Telser, J.; Volani, C.; Hilbe, R.; Seifert, M.; Brigo, N.; Paglia, G.; Weiss, G. Metabolic 
reprogramming of Salmonella infected macrophages and its modulation by iron availability 
and the mTOR pathway. Microb Cell 2019, 6, 531-543, doi:10.15698/mic2019.12.700 

47. Volani, C.; Paglia, G.; Smarason, S.V.; Pramstaller, P.P.; Demetz, E.; Pfeifhofer-Obermair, C.; 
Weiss, G. Metabolic Signature of Dietary Iron Overload in a Mouse Model. Cells 2018, 7, 
doi:10.3390/cells7120264 

48. Gladden, L.B. Lactate metabolism: a new paradigm for the third millennium. The Journal of 
Physiology 2004, 558, 5-30, doi:https://doi.org/10.1113/jphysiol.2003.058701 

49. Jeppesen, J.B.; Mortensen, C.; Bendtsen, F.; Møller, S. Lactate metabolism in chronic liver 
disease. Scandinavian Journal of Clinical and Laboratory Investigation 2013, 73, 293-299, 
doi:10.3109/00365513.2013.773591 

50. Holloszy, J.O.; Oscai, L.B.; Don, I.J.; Molé, P.A. Mitochondrial citric acid cycle                                         
and related enzymes: Adaptive response to exercise. Biochemical and                                                                        
Biophysical Research Communications 1970, 40, 1368-1373, 
doi:https://doi.org/10.1016/0006-291X(70)90017-3 

51. Hood, D.A.; Zak, R.; Pette, D. Chronic stimulation of rat skeletal muscle induces coordinate 
increases in mitochondrial and nuclear mRNAs of cytochrome-c-oxidase subunits. Eur J 
Biochem 1989, 179, 275-280, doi:10.1111/j.1432-1033.1989.tb14551.x 

52. Williams, R.S.; Salmons, S.; Newsholme, E.A.; Kaufman, R.E.; Mellor, J. Regulation of nuclear 
and mitochondrial gene expression by contractile activity in skeletal muscle. J Biol Chem 
1986, 261, 376-380. 

https://doi.org/10.1016/j.freeradbiomed.2018.09.011
https://doi.org/10.1016/j.jinorgbio.2018.11.014
https://doi.org/10.1111/sms.12612
https://doi.org/10.1113/jphysiol.2003.058701


 
  
 

Iron overload and hepatic mitochondrial function 

22 Fischer et al (2021) MitoFit Preprints 2021.9 

 

53. Zanninelli, G.; Loréal, O.; Brissot, P.; Konijn, A.M.; Slotki, I.N.; Hider, R.C.; Ioav Cabantchik, Z. 
The labile iron pool of hepatocytes in chronic and acute iron overload and chelator-induced 
iron deprivation. Journal of Hepatology 2002, 36, 39-46, doi:https://doi.org/10.1016/S0168-
8278(01)00222-7 

54. Zheng, Q.; Zhao, Y.; Guo, J.; Zhao, S.; Fei, C.; Xiao, C.; Wu, D.; Wu, L.; Li, X.; Chang, C. Iron overload 
promotes mitochondrial fragmentation in mesenchymal stromal cells from myelodysplastic 
syndrome patients through activation of the AMPK/MFF/Drp1 pathway. Cell Death & Disease 
2018, 9, 515, doi:10.1038/s41419-018-0552-7 

55. Koskenkorva-Frank, T.S.; Weiss, G.; Koppenol, W.H.; Burckhardt, S. The complex interplay of 
iron metabolism, reactive oxygen species, and reactive nitrogen species: Insights into the 
potential of various iron therapies to induce oxidative and nitrosative stress.                                   
Free Radical Biology and Medicine 2013, 65, 1174-1194, 
doi:https://doi.org/10.1016/j.freeradbiomed.2013.09.001 

56. Abdel Hadi, N.; Reyes-Castellanos, G.; Carrier, A. Targeting Redox Metabolism in Pancreatic 
Cancer. International Journal of Molecular Sciences 2021, 22, 1534. 

57. Campanella, A.; Rovelli, E.; Santambrogio, P.; Cozzi, A.; Taroni, F.; Levi, S. Mitochondrial 
ferritin limits oxidative damage regulating mitochondrial iron availability: hypothesis for a 
protective role in Friedreich ataxia. Human Molecular Genetics 2008, 18, 1-11, 
doi:10.1093/hmg/ddn308 

58. Scandroglio, F.; Tórtora, V.; Radi, R.; Castro, L. Metabolic control analysis of mitochondrial 
aconitase: influence over respiration and mitochondrial superoxide and hydrogen peroxide 
production. Free Radical Research 2014, 48, 684-693, doi:10.3109/10715762.2014.900175 

59. Bresgen, N.; Eckl, P.M. Oxidative Stress and the Homeodynamics of Iron Metabolism. 
Biomolecules 2015, 5, 808-847. 

60. Chen, C.; Paw, B.H. Cellular and mitochondrial iron homeostasis in vertebrates. Biochimica et 
Biophysica Acta (BBA) - Molecular Cell Research 2012, 1823, 1459-1467, 
doi:https://doi.org/10.1016/j.bbamcr.2012.01.003 

61. Hatunic, M.; Finucane, F.M.; Brennan, A.M.; Norris, S.; Pacini, G.; Nolan, J.J. Effect of iron 
overload on glucose metabolism in patients with hereditary hemochromatosis. Metabolism 
2010, 59, 380-384, doi:https://doi.org/10.1016/j.metabol.2009.08.006 

 
 

Copyright: © 2021 The authors. This is an Open Access preprint (not peer-reviewed) distributed 
under the terms of the Creative Commons Attribution License, which permits unrestricted use, 
distribution, and reproduction in any medium, provided the original authors and source are 
credited. © remains with the authors, who have granted MitoFit Preprints an Open Access 
publication license in perpetuity. 
 
  

https://doi.org/10.1016/S0168-8278(01)00222-7
https://doi.org/10.1016/S0168-8278(01)00222-7
https://doi.org/10.1016/j.freeradbiomed.2013.09.001
https://doi.org/10.1016/j.bbamcr.2012.01.003
https://doi.org/10.1016/j.metabol.2009.08.006


 
 

 
MitoFit 2021.9  doi:10.26124/mitofit:2021-0009 

 

www.mitofit.org 23 
 

Supplementary materials 
 

 
 

Figure S1: Representative trace of substrate-uncoupler-inhibitor titration (SUIT) 
protocol for measurement of liver mitochondrial respiration using high-resolution 
respirometry. Residual oxygen consumption (Rox) measured in the presence of liver 
homogenate (thom); pyruvate and malate (PM) in the absence of adenosine diphosphate 
(ADP) to measure NADH-linked (N) LEAK-respiration (L); kinetically saturating 
concentration of ADP to measure OXPHOS-capacity (P); cytochrome c (c) to detect 
mitochondrial outer membrane integrity; uncoupler titrations (U) to measure electron 
transfer (ET) capacity (E); glutamate (G) to measure N-linked ET capacity; succinate (S) 
to measure NS-linked ET capacity; octanoylcarnitine (Oct) to detect FNS-linked ET 
capacity; Complex I inhibitor rotenone (Rot) to measure S-ET capacity; glycerol-3-
phosphate (Gp) to measure SGp-ET capacity; antimycin A (Ama) to detect Rox. 
Experiment 2021-02-01 PS1-01 WT ND 1: O2 concentration (blue trace) and O2 flux per 
mass (red trace). 
 

 
 
 

  
 

Figure S2: Representative Western blot of isolated liver fractions to ensure their purity. 
Mitochondrial protein cytochrome c oxidase subunit 4 (CoxIV) and cytosolic protein α-
Tubulin. 


