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Abstract
Excess iron accumulation is a risk factor for osteopenia and osteoporosis, and ferroptosis is becoming
well understood as iron-dependent form of cell death resulting from lipid peroxide accumulation.
However, any pathological impacts of ferroptosis on osteoporosis remain unknown. Here, we show that
ferroptosis is involved in excess-iron-induced bone loss and demonstrate that osteoporotic mice and
humans have elevated skeletal accumulation of the NADPH oxidase 4 (NOX4) enzyme. Mechanistically,
we found that the NOX4 locus contains iron-response element-like (IRE-like) sequences that are normally
bound (and repressed) by the iron regulatory protein 1 (IRP1) protein. Binding with iron induces
dissociation of IRP1 from the IRE-like sequences and thereby activates NOX4 transcription. Elevated
NOX4 increases lipid peroxide accumulation and causes obvious dysregulation of mitochondrial
morphology and function in osteoblasts. Excitingly, the osteoporotic bone loss which we initially
observed in an excessive-iron accumulating mouse line (Hepc1−/−) was blocked upon treatment with the
ferroptosis-inhibitor ferrostatin-1 (Ferr-1) and with the iron chelator deferoxamine (DFO), suggesting a
potential therapeutic strategy for preventing osteoporotic bone loss based on disruption of ferroptosis.

Introduction
Osteoporosis is a degenerative disease of bone tissue known to be promoted by several factors including
age, sex, heredity, and lifestyle [1]. Excess iron accumulation has been identified as an independent risk
factor for osteoporosis in both clinical and experimental studies [2-5], this nutrient element is essential for
the proper function of almost most organisms. In bone tissue specifically, iron is known to be involved in
the proliferation and differentiation of osteoblasts and osteoclasts [6-8]. While required for normal
cellular function, excess iron accumulation can promote production of deleterious reactive oxygen
species (ROS), leading to cytotoxic effects including cell damage and death, and is known to contribute
to the pathogenesis of diseases such as cirrhosis, heart disease, Alzheimer's disease, and osteoporosis [4,
9-11].

A variety of disorders can cause iron metabolism abnormality, such as β-thalassemia and
hemochromatosis [12, 13]. Beyond pathological iron metabolism disorders, the iron level of
postmenopausal women tends to increase year by year, owing to decreased estrogen levels and reduced
rates of iron excretion. Supporting that this elevation of iron levels contributes to bone metabolism
disorders, the rate of bone loss is significantly faster in women with elevated iron levels compared to
peers with low iron [3, 14]. However, the molecular mechanisms underlying these phenomena are not well
understood. 

Ferroptosis is a form of non-apoptotic programmed cell death driven by iron-dependent lipid peroxidation
that has been associated with multiple metabolic disorders and disrupted homeostasis [15-17].
Ferroptosis is distinct from apoptosis and autophagy [17-19], and it is known that antioxidant enzymes
including glutathione peroxidase 4 (GPX4) normally prevent ferroptosis in cells by adequately quenching
any lipid peroxides before they can accumulate to a level that drives ferroptosis induction. When the
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antioxidant capacity of cells is diminished, cells become increasingly susceptible to ferroptosis. Both
cystine depletion and the overproduction of reactive oxygen species (ROS, especially lipid peroxides) are
known to exacerbate ferroptosis. Several studies have demonstrated the utility of using GPX4 as a
molecular marker of ferroptosis [18-20]. GPX4 uses reduced glutathione (GSH) as a substrate to
scavenge ROS, and can exert powerful antioxidant effects. Disrupted mitochondria are also characteristic
of ferroptosis, excess iron accumulation in mitochondria strongly promotes ROS production and
peroxidation of fatty acids, leading to condensed mitochondrial membrane densities and smaller overall
mitochondrial volume [21-23]. Diminished mitochondrial crista and the rupture of outer mitochondrial
membranes are also evident in cells undergoing ferroptosis [23]. However, ferroptosis and its
characteristics could be potently suppressed and reversed by liposphilic antioxidants such as ferrostatin-
1 (Ferr-1) or iron chelators such as deferoxamine (DFO) [15, 24, 25].

Although many aspects of ferroptosis are not yet understood, the activities of some enzymes play an
essential role in iron and oxidoreduction metabolism including NADPH oxidase 4 (NOX4). NOX4 contains
catalytic subunits that transfers electrons from nicotinamide adenine dinucleotide phosphate (NADPH) to
oxygen, thereby forming ROS [26]. NOX4 was identified a mitochondrial targeting sequence, and has been
demonstrated as a significant ROS source for various types of cells
[27]. Hyperglycemia/hyperoxia environment, and the nuclear factor kappa-B (NF-κB) pathway promote
NOX4 expression, whereas NOX4 expression is negatively regulated by a variety of antioxidant factors
[27-29]. For bone tissues specifically, studies have shown that both Nox4 mRNA expression and ROS
production were increased when bone marrow monocytes were stimulated by receptor activator of
nuclear factor-κB Ligand (RANKL) for differentiation into osteoclasts. In Nox4 knockout mice, RANKL
failed to activate two known osteoclast differentiation transcription factors, nuclear factor of activated T
cells (NFATC1) and activator protein 1, and the Nox4 knockout mouse had aberrantly wide and thick
trabecular bones and global increases in bone mass [30, 31]. NOX4 has been found not only in
phagocytes, but also in somatic cells, and contributes to major sources of ROS in many types of cells [26-
33]. It is highly notable that that Nox4 knockout mice had superior cardiac function compared to WT
controls upon induction of a classical murine disease model of heart failure [33].

In this study, we found that excess iron accumulation increases NOX4 accumulation and causes
mitochondrial dysfunction in both human and murine osteoblasts. Iron promotes the dissociation of the
IRP1 protein from IRE-like sequences at the NOX4 promoter, thus activating NOX4 transcription. Elevated
NOX4 enzyme levels lead to increased ROS production and accumulation of intracellular lipid peroxides
to drive ferroptosis in osteoblasts. After confirming that ferroptosis and increased NOX4 levels occur in
hepcidin-knockout-induced osteoporotic mice and human osteoporosis patients, we found that
administration of the ferroptosis-inhibitor Ferr-1 or the iron chelator DFO rescues the bone loss phenotype
of the osteoporotic model mice. Therefore, targeting NOX4 and ferroptosis may represent a potential
therapeutic avenue for treating iron-induced osteoporosis.

Results
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Excess iron induced osteoblast cell death

To investigate the potential role of ferroptosis in osteoblast cells, we cultured hFOB1.19 human
osteoblasts treated with iron dextran (Fe, 0, 200, 400, 600, 800, 1000 μg/mL) as well as the known
ferroptosis inducer erastin as a positive control (0, 5, 10, 15, 20, 25 μM). Fe, like erastin, caused cell death
in a dose-dependent manner in cultured hFOB1.19 cells (Fig. 1a and b). To determine whether Fe-induced
cell death can be inhibited by ferroptosis-inhibitor ferrostatin-1 (Ferr-1), hFOB1.19 human osteoblasts
were treated with different dosages of Ferr-1 prior to Fe exposure. Indeed, treatment with 5 μM Ferr-1
significantly protected cells against Fe-induced cell death (Fig. 1a and b). We next monitored glutathione
peroxidase 4 (GPX4) level and found that the GPX4 protein was reduced in a dose-dependent manner
upon exposure to Fe and to erastin (Fig. 1c and d). Further, Ferr-1 pre-treatment prevented the impact of
Fe on the GPX4 level (Fig. 1c and d). Transmission electron microscopy (TEM) analysis revealed that the
ferroptosis marker substantial morphological changes in mitochondria treated with iron, which exhibited
shrinkage, dark staining, and a reduction in the number of mitochondrial ridges upon iron stimulation
(Supplementary Fig. 1) [23]. To further investigate the impact of ferroptosis induced by excess iron on
osteogenic differentiation and mineralization, ALP and alizarin red staining were performed and the
results revealed that iron incubated osteoblasts exhibited an inhibited differentiation and mineralization
compared to Ctrl group (Supplementary Fig. 2a and b). qRT-PCR for osteogenesis-related genes ALP,
RUNX2, OCN revealed their downregulation existed in iron accumulated osteoblasts (Supplementary Fig.
2c-e). The fact that iron can induce hFOB1.19 human osteoblast cell death, and our finding that this cell
death can be blocked by pretreatment with a known ferroptosis inhibitor together indicate that human
osteoblasts are sensitive to iron-induced ferroptosis.

Excess iron induced bone-loss in mice by ferroptosis

We next conducted experiments using hepcidin knockout (Hepc1-/-) mice—which decrease expression of
hepcdin (Supplementary Fig. 3a and b) and accumulate iron (Supplementary Fig. 3c-e) in the liver and
serum endogenously, and which are known to be susceptible to bone-loss—seeking to determine in vivo if
ferroptosis contributes to excess-iron-induced bone loss [34]. We performed classic assays for detecting
malondialdehyde (MDA) assays—an end-product formed during oxidation stress, and an indicator of
ferroptosis—to assess lipid peroxides production and found that excess-iron-induced lipid peroxidation
was blocked by inhibiting ferroptosis and by locally reducing the iron concentration [35]. Specifically, the
typically elevated MDA level of Hepc1-/- mice (Fig. 2a) was significantly suppressed by administration of
Ferr-1 (500 mg/kg) and of the iron chelation agent DFO (dose of 2.5μmol/kg twice a week from 20 to 28
weeks, Fig. 2a). 

To further investigate the relationship(s) between bone loss and excess-iron-induced ferroptosis, we
examined bone microstructure and the GPX4 level in femur bone by Micro-CT analysis together with
immunofluorescence in Hepc1-/- mice. Confirming previous findings, the femur bone microstructure was
deteriorated in Hepc1-/- mice compared to wild type (WT) mice, and the bone mineral density (BMD) was
also obviously decreased (Fig. 2b and c). We also conducted immunofluorescence analysis of femurs



Page 6/37

from sacrificed mice and found that the Hepc1-/- mice had a significantly reduced GPX4 levels at week 28
compared to WT controls (Fig. 2f and g). Treatment of Hepc1-/- mice with Ferr-1 from week 20 rescued
both the reduced GPX4 phenotype (Fig. 2f and g) and the bone microstructure of the relevant parameters
percent bone volume (BV/TV, Fig. 2d) and trabecular number (Tb.N, Fig. 2e) defect phenotypes at week
28. However, there was no change in trabecular thickness (Tb.Th, Supplementary Fig. 4a) and trabecular
space (Tb.Sp, Supplementary Fig. 4b). Moreover, DFO treatment also rescued both of these phenotypes in
Hepc1-/- mice (Fig. 2d-g). We also supplemented exogenous iron by giving ferric ammonium citrate (FAC)
and treated mice with Ferr-1 and DFO from week 20, and observed the same trends as for the untreated
Hepc1-/- mice (Supplementary Fig. 3, Fig. 2). Thus, our in vivo findings showing that Ferr-1 and DFO
significantly increased BMD and the GPX4 level support that excess-iron-induced ferroptosis contributes
to the reduced bone mass known for Hepc1-/- and FAC treated mice. 

Ferroptosis is involved in excess iron associated osteoporosis 

In light of these findings about excess-iron-induced ferroptotic cell death and bone loss in mice, and given
that excess iron accumulation is a known independent risk factor for osteoporosis [2-5], we hypothesized
that excess-iron-induced ferroptosis may contribute to the pathogenesis of osteoporosis. We pursued this
idea by (1) collecting 11 samples from women who underwent hip replacement surgery (Fig. 3a), (2)
determining the BMD of the contralateral hip by dual-energy X-ray absorptiometry and microarchitecture
by Micro-CT, (3) detecting the concentration of serum ferritin, and (4) examining biomarkers of
ferroptosis. 

We found that 8/11 patients had elevated serum ferritin (a known one of the storage forms of iron) levels
(Fer > 150 μg/L), and had significantly lower BMD at their collum femoris (Fig. 3b), findings consistent
with previous prospective reports [2]. The bone microarchitecture of the high ferritin group was also
abnormal compared to the normal ferritin group samples. The BMD (Fig. 3c and d), BV/TV (Fig. 3e) and
Tb.N (Fig. 3f) were decreased whereas the Tb.Sp (Fig. 3g) was increased in the high ferritin group, there
was no significant difference in Tb.Th (Fig. 3h). These results support an association between excess
iron accumulation and low bone mass in female human hip-replacement patients.

We also assessed ferroptosis by measuring the levels of MDA and GPX4 and found that the high ferritin
patients had significantly higher levels of MDA in undecalcified human trabecular bone biopsies (Fig.
3i). Immunofluorescence analysis showed that GPX4 levels were significantly lower in the bone samples
of the high ferritin group (Fig. 3j and k). These biomarker changes again support an association of
excess iron with susceptibility to ferroptosis in human bone.

Ferritin concentration is associated with decreased bone formation in women 

These potential associations promoted us to assess how iron may contribute to bone-loss in a larger
population cohort. We collected physical examination data for 214 women exhibiting BMD (supplemental
Table 1), including the detected serum levels of ferritin, procollagen type 1 N propeptide (P1NP, a known
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bone formation indicator), and C-terminal telopeptide of type 1 collagen (β-CTX, a known bone resorption
indicator).

Multiple linear regression (MLR) was carried out to investigate potential relationships between serum
ferritin, lumbar, and collum femoris BMD. We found a significant negative correlation between serum
ferritin and BMD of the lumbar spine and femoral neck (simple correlation coefficients r= -0.17731,
-0.16246, respectively) (Fig. 4a and b). After adjusting for baseline age, height, and other variables
(Supplementary Table 1), this negative correlation persisted (the partial correlation coefficients r′ =
-0.19587, P = 0.0066, -0.16655, P = 0.0213, Fig. 4a and b). 

There was no significantly correlation between the ferritin concentration and the β-CTX level (Fig. 4c), the
level of P1NP was significantly negatively correlated with ferritin concentration after adjustment (Fig. 4d).
These findings indicate that excess iron contributes to the pathogenesis of osteoporosis, apparently
doing so in a manner involving bone formation but not bone resorption. 

Ferr-1 prevents iron-induced lipid peroxides accumulation and NADPH depletion

Lipid peroxides accumulation is a hallmark of ferroptosis [15-17]. We thus used a fluorescence
sensor (BODIPY 581/591 C11) to examine lipid peroxides in hFOB1.19 human osteoblasts treated with
the aforementioned ferroptosis inducer erastin (15 μM) or Fe (800 μg/mL) and found that both
significantly increased intracellular lipid peroxide levels (i.e., oxidized BODIPY C11 signal, Fig. 5a and c).
We also found that pre-treatment with the ferroptosis inhibitor Ferr-1 or the iron chelator DFO blocked
these erastin and Fe induced increases in intracellular lipid peroxide levels (Fig. 5a and c). Given that lipid
peroxides formation in ferroptotic cells is known to occur downstream of NADPH [26, 36], we also
monitored NADPH levels in the human osteoblasts using the iNap1 sensor [37, 38]. Erastin and Fe
administration significantly reduced the NADPH level, and this reduction phenotype was rescued upon
pre-treatment of the osteoblasts with Ferr-1 and with DFO (Fig. 5b and d). Collectively, these findings
support that elevated iron levels contribute to lipid ROS/NAPDH dependent ferroptosis in osteoblasts.

The NOX4 locus contains iron-response element-like sequences

Having shown that erastin and Fe treatments depleted NADPH and increased lipid peroxide levels in
osteoblasts, and given that NADPH is a known electron donor for NADPH oxidases (NOXs) mediated
production of superoxide from oxygen [26], we next examined the potential role(s) of the NOX family
NOX1–5 and two dual oxidase genes (DOUX1–2) in osteoblast ferroptosis [39]. Both NOX4 and DOUX1
were highly expressed in hFOB1.19 human osteoblasts (Fig. 6a), but only NOX4 was sensitive to an
elevated Fe concentration, suggesting some function for the NOX4 gene in excess-iron-induced lipid
peroxidation and ferroptosis. Interestingly, we found that the NOX4 locus contains two (5'C1A2G3A4G5N6)
sequence that are quite similar to known iron-response elements (type C1G5 IREs, 5'C1A2G3T4G5N6) in

ferritin (Fig. 6b) [40]. 
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Iron homeostasis maintenance requires the coordination of multiple iron metabolism genes and the
known genetic network for this coordination involves IRE-based regulation including repression by the
IPR1 and IRP2 proteins [40. 41]. To examine whether the IRE-like sequences of the NOX4 locus are
responsive to iron stimulation in human osteoblasts, we cloned the putative NOX4 promoter (containing
IRE-like sequences) and IRE-Like mutant sequences (M1 and M2) to support comparative analyses into
the pGL4.17 firefly luciferase reporter vector (Fig. 6b and c) [42]. Iron stimulation activated transcription
from the IRE-like but not the M1 or M2 sequences (Fig. 6d). Consistent with the promoter assay showing
activation of NOX4 mRNA transcription, iron stimulation of osteoblasts also induced accumulation of the
NOX4 protein, and can be inhibited by NOX4 knockdown (Fig. 6e and f). We also performed Cleavage
Under Targets and Tagmentation (CUT&Tag) analysis to assess regulatory protein binding at the NOX4
promoter using antibodies against IRP1 and IRP2 and found that iron stimulation caused dissociation of
the IRP1 protein from the IRE-like sequences of the NOX4 promoter (Fig. 6g) [43], no iron-induced
dissociation was observed for the IRP2 protein (Fig. 6g). Further, iron is able to derepress the inhibition
induced by IRP1 (Fig. 6d). These results indicate that the IRE-like sequences of the NOX4 promoter are
normally occupied by the negative transcriptional regulator IRP1, and an elevation in the iron content in
osteoblast cells can induce the dissociation—and therefore transcriptional activation—of the NADPH-
consuming oxidase enzyme NOX4. Our discovery of this iron-sensitive genetic network therefore suggests
plausible mechanisms to help explain our earlier observations including the reduced NADPH levels and
increased intracellular lipid peroxide levels in osteoblasts with elevated iron content.

Inhibiting NOX4 expression prevents iron-induced lipid peroxides accumulation and
mitochondria activity  

Major sources of cellular ROS include dysregulated electron transport chain function in mitochondria and
the catalytic activity of NOX enzymes [44]. After our identification of NOX4 as an iron-response gene, we
wonder whether decreased NOX4 levels may rescue excess-iron-induced ferroptosis. First, we measured
respiration parameters (including oxygen consumption rate (OCR)) in hFOB1.19 human osteoblasts to
characterize any alterations mitochondrial function in response to various iron-related treatments (Fig.
7a). Iron and erastin induced significant increases in both basal respiration (Fig. 7b) and maximum
respiration (Fig. 7c). Accordingly, spare respiration capacity was elevated in the iron-stimulated and
erastin-treated osteoblasts (Fig. 7d). Also, ATP production and proton leakage were significantly higher in
the iron and erastin treated osteoblasts compared to untreated controls (Fig. 7e and f). As expected, there
was no significant difference in the OCR between control and small interfering RNA (siRNA)-mediated
NOX4 knockdown osteoblasts (Fig. 7a-f). This elevation of OCR in iron-stimulated and erastin-treated
osteoblasts may augment ROS production and thus lipid peroxides formation to promote ferroptosis. 

We also examined the cell lipid peroxide content using the aforementioned BODIPY 581/591 C11 sensor
and measured mitochondrial lipid peroxide content using the MitoPeDPP fluorescence sensor [45, 46].
The levels of lipid peroxides increased in cells (Fig. 7g and h) and in mitochondria upon iron stimulation
(Fig. 7i and j). These increases were both blocked in NOX4 knockdown osteoblasts (Fig. 7g-j).
Furthermore, the ferroptosis changes of mitochondria were upon iron stimulation (Fig. 7k), these changes
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were not evident upon iron stimulation of NOX4 knockdown osteoblasts (Fig. 7k). These results establish
that NOX4 contributes to the formation of lipid peroxides in iron-stimulated osteoblasts. Moreover, these
results support that this NOX4-mediated lipid peroxide accumulation causes substantial mitochondrial
dysfunction. 

Excess iron accumulation induced NOX4 expression in human osteoporotic tissues

Seeking to extend these biochemical and cellular insights to our mouse model and clinical contexts, we
examined potential changes the NOX4 protein levels in femurs from Hepc1-/- mice and in the
aforementioned osteoporotic bone samples obtained from hip replacement patients. The NOX4 protein
level was significantly higher Hepc1-/- femurs compared WT femurs from 28 week-old mice, no such
elevation was observed in femurs from the Ferr-1 or DFO treated mice (Fig. 7l and m). For the human
tissues, the NOX4 protein level was significantly higher in the high serum ferritin group than the normal
ferritin group samples (Fig. 7l and m). These in vivo results suggest that excess iron is associated with
increased NOX4 levels in both murine and human bones.

Discussion
In the present study, we discovered that ferroptosis occurs in osteoblasts and show how iron causes
dissociation of IRP1 to drive transcription of NOX4. We also show how increased NOX4 results in
increases in NADPH consumption, ROS production, lipid peroxide accumulation, and multiple forms of
mitochondrial disruption. Knockdown of NOX4 decreased lipid peroxide levels and prevented ferroptosis
in osteoblasts (Graphical abstract). NOX4 expression was increased in both human and mouse
osteoporotic bones, and we show that bone loss in Hepc1-/- (excess iron) mice can be prevented through
ferrostatin-1, the chemical inhibition of ferroptosis, and through deferoxamine, the chelation of iron.

Osteoporosis is a chronic degenerative bone metabolic disease with multiple underlying pathogenic
mechanisms caused by various risk factors [1], and it is known that cell death mechanisms (including
apoptosis and autophagy) in osteoblasts functionally impact skeletal development and maintenance,
and these processes have been linked to the pathogenesis of osteoporosis [47, 48]. Estrogen deficiency or
aging, the two major causes of osteoporosis, have been linked with apoptosis in osteoblasts [1, 47].
Apoptosis of osteoblasts is accompanied by changes in apoptosis markers, including increased levels of
pro-apoptotic factors (e.g., Bim and Bak) and decreased levels of the pro-survival factor BclXL, as well as
by up-regulation of p53 protein expression [49]. The deletion of Bak and p53 in osteoblasts increases
BMD in mice [50]. 

Previous work has demonstrated that bone morphogenetic proteins (BMPs) contribute to bone forming
[51]. During osteoblast differentiation, BMP-2 induces autophagy-related gene 7 (ATG7) expression,
causes accumulation of autophagosomes, and increases autophagy activity [52]. In addition, blocking
the autophagy receptor neighbor of BRCA1 gene 1 (NBR1) in mouse also results in increased osteoblast
differentiation and activity [53]. Moreover, activating transcription factor 4 (ATF4) was reported to
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promote osteoblast survival through the transcription of several autophagy genes, including microtubule-
associated protein 1 light chain 3 (MAP1LC3) and ATG5 [54].

Ferroptosis is a kind of programmed cell death resulting from the accumulation of lipid peroxides, it is
distinct from both apoptosis and autophagy [17-19]. Our study supports that ferroptosis is involved in
normal osteoblast, and, moreover, that ferroptosis contributes to the etiopathology of osteoporosis.
Ferroptosis is closely related to ROS, and mitochondria and ROS-generating enzymes like NOX4 are
known sources of ROS in bone tissue [55, 56]. Recent studies have demonstrated that both mitochondria
and NOX4 are integrally involved in ferroptosis [57, 58]. ROS generation occurs in mitochondria when a
single electron is transferred to molecular oxygen from a site along the electron transport chain (ETC) or
from the mitochondrial tricarboxylic acid (TCA) cycle. Mitochondria transfer more than 90% of the
electron to O2 to generate O2

− as the terminal electron acceptor [59]. The TCA cycle and ETC promote
ferroptosis by serving as the major source for cellular lipid peroxide production [23, 57]. NOX4 generates
ROS with NADPH as substrate, and a study suggested that activating NOX4 resulted in overproduction
lipid peroxides and triggered ferroptosis in glioma cells [25, 58]. Therefore, deepening our understanding
for the regulation of NOX4 may have implications for understanding ferroptosis.

The promoter of the human NOX4 gene contains the γ-activated sequence (GAS elements) and the
antioxidant response element (ARE). The Janus tyrosine kinase/signal transducers and activators of
transcription (JAK/STAT) signaling pathway induces transcription of NOX4 when activated STATs bind to
the GAS, while the nuclear factor-erythroid 2-related factor 2 (Nrf2) protein promotes NOX4 via ARE [28,
60]. Our previous study found that iron elevated mesenchymal stem cell (MSC) NOX4 protein expression
[61]. Further, high expression of NOX4 can promote the differentiation of MSCs into adipocytes rather
than osteoblasts [62, 63]. Our these results showing that excess iron increased lipid peroxide levels while
decreasing NADPH levels (an electron donor for NOX4) support the speculation that iron-induced
ferroptosis in osteoblasts may require NOX4. Consistently, we found genomic DNA sequences highly
similar to a known IRE at the ferritin locus present in the regulatory region of NOX4. Moreover, we show
that iron enhances luciferase reporter expression from a plasmid containing the sequences for this
element. Our CUT&Tag assay showed that the negative transcriptional regulator IRP1 exhibited higher
affinity binding to these sequences compared to IRP2, and we demonstrate that elevating the iron content
in osteoblast cells can induce IRP1 dissociation. Our results also suggest that not only IRP1 of drosophila
enters the nucleus where it interacts with histones, and affects transcription of iron metabolism genes
[64], but vertebrate IRP1 nuclear localization.

“Cross-talk” between ROS derived from NOX and mitochondria, termed “ROS-induced ROS release”, has
been proposed as a mechanism for ROS amplification in distinct subcellular compartments [65, 66]. It is
known that NOX4 promotes the production of mitochondrial ROS [67]. NOX4 is constitutively active even
without classical cytosolic subunits and does not depend on cytosolic activator proteins or regulatory
domains, but is activated by polymerase delta-interactive protein 2 (Poldip2), a mitochondrial protein
known to regulate TCA cycle activity [60, 68]. Our results in the present study show that iron-induced
accumulation of the NOX4 protein in osteoblasts increased the extent of mitochondrial dysregulation and
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lipid peroxide accumulation. Further, NOX4 expression and the levels of MDA, an indicator of ferroptosis
and cellular oxidative capacity, were increased in both human and mouse osteoporotic bone.

In conclusion, our discovery that excess iron accumulation associated osteoporosis and bone loss
involves ferroptosis. It was exciting to note that we were able to block the osteoporotic bone loss
observed in an excessive-iron accumulating mouse line (Hepc1-/-) using the iron chelator DFO and the
ferroptosis-inhibitor ferrostatin-1, which clearly suggests that the treatments presently under development
for treating other ferroptosis related disorders might be applicable to treating bone loss disorders.

Methods And Materials
Cell culture and treatment

The hFOB1.19 and SaOS-2 osteoblast cell line were purchased from Procell Life Science & Technology.
The cells were cultured according to the procedures of American Type Culture Collection (Manassas).
hFOB1.19 cells were maintained in α-MEM (HyClone) supplemented with 10% foetal bovine serum (FBS,
Biological Industries) and 0.3 g/L G418 (Sigma-Aldrich), whereas Saos-2 cells were maintained in
McCoy5A medium (ATCC) supplemented with 15% of FBS. hFOB1.19 cells were cultured in a humidifed
incubator with 5% CO2 at 33.4 °C and Saos-2 cells at 37 °C. The medium was replaced three times a
week. Iron dextran (Fe, Sigma-Aldrich) was used to simulate an iron accumulation environment in vitro.
Erastin (Sigma-Aldrich) was used as positive control for cell ferroptosis. Deferoxamine (DFO, Sigma-
Aldrich) and Ferrostatin-1 (Ferr-1, Sigma-Aldrich) were used to inhibit Fe or erastin induced cell death. All
samples were collected for relative assays.

Cell proliferation assay

hFOB1.19 osteoblast cells were seeded (103 cells per well) in 96-well plates. After cells were treated with
erastin or Fe or/and Ferr-1 or/and DFO, a solution containing fresh medium (90 μl) and CCK-8 reactant
(10 μl) (Dojindo) was added to each well, and cells were incubated at 37 °C for 1.5 h in the dark followed
by addition of stop buffer. Absorbance at 450 nm was then measured using an enzyme-labelled
instrument (Thermo). All operations were performed in accordance with the manufacturer's instructions.

Mice

The Hepc1-/- mice were used for endogenous iron accumulation mice model in this study [34]. The mice
were housed in the specific pathogen free barrier system with normal diet in the animal facility of
Soochow University. Genotype was verified by PCR of tail DNA samples. 20-week-old C57BL/6 wild-type
mice were administered intraperitoneal injection of 0.1 g kg−1 week−1 of ferric ammonium citrate (FAC,
Sigma-Aldrich) for 8 weeks to establish exogenous iron accumulation model [5]. The mouse tissues were
collected at 28 weeks old. All animal experiments were approved by the institutional animal care and use
committee of Soochow University.
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Measurement of hepcidin, ferritin and MDA content

The levels of mouse serum hepcidin and ferritinwere detected using the following ELISA kits: hepcidin
(ElabScoemce) and Ferritin (abcam). Human bone and mouse serum malondialdehyde (MDA) content
was measured using a kit (Beyotime). All the procedures were performed according to the manufacturers'
instructions.

Human bone samples

Patients (11 individuals) admitted to our hospital with hip fractures were divided into two groups as Fer
<150 and Fer >150 μg/L in terms of ferritin level. Whole blood samples for ferritin and other clinical
indicators were collected from patients within 24 hours of admission. Areal bone mineral density (BMD)
in collum femoris was measured by dual-energy X-ray absorptiometry (DXA). All patients were enrolled if
the following criteria were met: pertrochanteric fracture and indication of a surgical treatment. Patients
who suffered from inflammation, metabolic endocrine diseases, and malignancy and those who received
medicines affecting bone metabolism were excluded. Human bone samples were collected from patients
who were admitted to our hospital with hip fractures and required a surgical intervention. Bone samples
were collected during proximal femoral nails (PFN) for intertrochanteric femur fractures using a special
instrument that is 6 mm in diameter. Fresh samples obtained during PFN were divided into two halves for
micro-CT scanning, immunofluorescence, MDA content detection, and western blot. Iatrogenic bone loss
did not occur from the surgery itself. Informed consent was obtained from each patient before the
procedure, and this process was approved by the institutional review board of the Second Affiliated
Hospital of Soochow University.

Physical examination data

A total of 214 individuals physical examination results were analysis for blood test. The physical
examination information is from Physical Examination Center, the Second Affiliated Hospital of Soochow
University.

Micro-CT analysis

Mouse femora and fresh human bone samples obtained during surgery were fixed in 4%
paraformaldehyde for 48 hours, then scanned and analyzed by micro-CT (SkyScan 1174). The
acquisition settings were as follows: X-ray voltage = 50 kV, X-ray = 800 μA, filter = 0.5 mm aluminum,
rotation step = 0.7°, and image pixel size = 10.3 μm. After scanning, images were reconstructed using
NRecon software. Parameters were performed using CTAn software, and 3D image reconstruction were
performed using CTvox software. For the human bone samples, the volume of interest (VOI) was outlined
by a rectangular box-sized 1.5 mm × 2.0 mm × 1.5 mm, whereas for mouse bone samples, the VOI (100
slices) was outlined starting from a point ~ 0.7 mm proximal to the distal growth plate and extending 1.0
mm toward the diaphysis. The following parameters of the trabecular bone were calculated: bone mineral
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density (BMD, g/cm3), the relevant parameters percent bone volume (BV/TV, %), trabecular thickness
(Tb.Th, mm), trabecular number (Tb.N, /mm), trabecular separation (Tb.Sp, mm).

Bone immunofluorescence analysis 

The human and mouse bone samples used for micro-computed tomography scanning were decalcified in
0.5 M EDTA solution for 4 weeks with the change of solution twice a week. The tissues were then
dehydrated using 20% sucrose and 2% polyvinylpyrrolidone solution for 2 week at 4 °C and then
embedded in O.C.T. compound (Tissue-Tek). Cryosections (10 μm) were prepared using freezing
microtome (Leica, Wetzlar) for immunostaining. The bone sections were washed three times with 0.3%
PBST (Triton X-100) and blocked with 5% bovine serum albumin in PBS for 1 hour. Sections were
incubated with primary antibody rabbit-anti-human (mouse) Glutathione Peroxidase 4 (GPX4, abcam) at
4 °C overnight. After three washes with 0.3% PBST, the sections were then incubated with fluorescein-
conjugated secondary antibody together with nuclear counterstaining dye (DAPI) at room temperature in
the dark. After another three washes, slides were mounted with 50% glycerol. The processed sections
were visualized and imaged using a Multiphoton Laser Scanning Microscope (Olympus).

Western blot assays

Human and mouse bone samples were ground into powder with the liquid nitrogen and then lysed using
RIPA solution containing protease inhibitor (Roche) on ice for 30 min. Cells were washed with PBS and
then lysed using RIPA solution containing protease inhibitor on ice for 30 min. Bone and cell lysates
centrifuged, and the supernatants were then collected. The collected supernatants were separated by
SDS-polyacrylamide gel electrophoresis and blotted onto transfer membranes (Immobilon). Membranes
were then incubated with the following specific antibodies: GPX4 (abcam), NADPH oxidase 4 (NOX4,
abcam). The membranes were visualized with a solution of 100 mM Tris-HCl, luminal, 30% H2O2, and
coumaric acid.

Lipid peroxides and NADPH assays

For lipid peroxides detection, cells were incubated in the dark at 37℃ in serum-free medium containing 2
μM BODIPY 581/591 C11 sensor (Invtrogene) for cellular lipid peroxides measure, and 0.5 μM MitoPeDPP
fluorescence sensor (Dojindo) for mitochondrial lipid peroxide content measure, and 500 nM Mito Tracker
Deep Red FM mitochondria fluorescence sensor (Invtrogene) for mitochondria measure for 20 min. The
cells were washed three times in serum-free medium to remove extracellular sensor and then incubated
with Hoechst 33342 (Beyotime) at room temperature in the dark. Cells were immediately examined using
a Confocal Microscope (Olympus).

SaOS-2 cells were cultured and treated in 35mm glass bottom culture dish (Cellvis). For NADPH detection,
cells transfected with iNap1 sensor (iNap1 sensor was encoded fluorescent indicators for NADPH which
was responsive only to NADPH concentrations and not to the NADPH/NADP+ ratio. iNap1 sensor used in
this study was provided by profession Yi Yang) using Lipofectamine Max (Invitrogen) in Opti-MEM
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medium (Gibco), and follow the manufacturer′s protocol for transfection details. Replacement with fresh
medium at 4 - 6 hours post transfection. After 24 - 36 hours, remove the medium, rinse the cells twice with
1 mL of PBS for imaging with Confocal Microscope (Olympus).

Mitochondria morphology analysis by transmission electron microscopy

SaOS-2 (hFOB1.19 used in Supplementary Fig. 1) cell pellets were fixed in 2.5% electron microscopy
grade glutaraldehyde in 0.1 M sodium cacodylate buffer pH 7.4. Transmission electron microscopy was
performed using standard procedures by Nanjing Medical University Analysis and Testing Center.

Real-time PCR analysis

Total RNA was prepared from cells and mixed in 1 ml TRIzol. RNA was reversed transcribed with the
PrimeScript Reverse Transcriptase Kit according to the manufacturer's protocol (Takara). cDNA (2 μg)
was used for real-time quantitative PCR using SYBR Premix Ex Taq (Takara). The sequences of RT-PCR
primers are listed in Supplementary Table 2.

siRNA knockdown

hFOB1.19 cells were transiently transfected with NOX4 siRNA using GP-siRNA-mate Plus (Genepharma).
The sequence of the NOX4 siRNA was as follows: siRNA NOX4 forward, 5′-CCUCAGCAUCUGUUCUUAATT-
3′ and reverse, 5′-UUAAGAACAGAUGCUGAGGTT-3′ (GenePharma). 

Whole-cell respiration analysis

Mitochondrial respiration was measured using the Seahorse XF24 Extracellular Flux Analyzer (Seahorse
Bioscience) according to the manufacturer′s instructions. hFOB1.19 cells were seeded onto an XF24
microplate at 5000 cells/well. The cellular Oxygen Consumption Rate (OCR) was monitored in unbuffered
assay medium (Sigma) supplemented with (in mM) 2 GlutaMAX (Gibco), 2.5 sodium pyruvate, and 25
glucose (pH 7.4 at 37 °C), following the sequential addition of oligomycin (1 μM), carbonyl cyanide 4-
(trifluoromethoxy) phenylhydrazone (FCCP, 500 nM), and rotenone (Rot, 1 μM) and antimycin A (AA, 1
μM) or in KHB buffer (in mM, 111.3 NaCl, 4.7 KCl, 2.0 MgSO4, 1.2 Na2HPO4, 2.5 glucose, 0.5 L-Carnitine).
For fatty acid supported respiration, the 2.5 mM sodium pyruvate and 25 mM glucose were replaced with
200 μM palmitate. Basal respiration was calculate by subtracting the OCR in the presence of Rot and AA
from that in the non-presence of oligomycin. Maximal respiration was calculated by subtracting the OCR
in the presence of Rot and AA from that in the presence of FCCP. Spare respiratory capacity was
calculated by subtracting the OCR in the presence of FCCP from that in the non-presence of oligomycin.
ATP production was calculated by subtracting the OCR in the non-presence of oligomycin from that in the
presence of oligomycin. Proton leak was calculated by subtracting the OCR in the presence of oligomycin
from that in the presence of Rot. and AA.

Reporter assay
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2000 base pair (bp) in the sequence upstream regulatory region of NOX4 were PCRed from
humangenomic DNA using the primers P-H-NOX4 forward:
ccggtacctgagctcgctagcGAGATAGAGTCTTGCTCTGTCGCA, reverse:
cagtaccggattgccaagcttGGAAGCCCGAAGGCCCGG and were cloned into pGL4.17 vector to form a new
reporter plasmid NOX4-luc. The 2 mutation sites in the sequence upstream of NOX4 were designed as
follows: from 5′-CAGAG-3′ to 5′-GTCTC-3′, respectively, and named as NOX4-M1-luc and NOX4-M2-luc.
SaOS-2 cells were plated at 12-well plate and cultured with different treatments. Reporter plasmids were
transfected using Lipofectamine Max (Invitrogen). The luciferase activity was measured using the
luciferase activity assay kit (Promega).

Iron regulatory protein1 (IRP1) overexpression

Human IRP1 cDNA was subcloned into pcDNA3.1 between the KpnI (5′) and NotI (3′) sites. The pcDNA3.1
and pGL4.1 plasmid vectors were transfected into SaOS-2 cells and measured the luciferase activity.

Cleavage Under Targets and Tagmentation (CUT&Tag) assay 

CUT&Tag assay was performed as described previously with modifications using CUT&Tag Kit
[43]. hFOB1.19 cells were treated with or without Fe for 24 h, and then washed with warm PBS twice.
Then, 105 cells were washed with 500 μl of wash buffer, and centrifuged at 600 g for 3 min at room
temperature. Cell pellets were resuspended with 100 μl of wash buffer. Concanavalin A-coated magnetic
beads were added and incubated at room temperature for 10 min with slow rotation. Bead-bound cells
were resuspended in 50μl of cold antibody buffer. Then, 1 μg of primary antibody (mouse monoclonal
anti-IRP1 antibody, mouse monoclonal anti-IRP2 antibody, Santa Cruz) or normal mouse IgG was added
and incubated at room temperature for 2 h with slow rotation. The primary antibody was removed using a
magnet stand. Secondary antibody 0.5 μl was diluted in 50 μl of Dig-wash buffer and cells were
incubated at room temperature for 1 h. Cells were washed three times with Dig-wash buffer to remove
unbound antibodies. The Hyperactive pG-Tn5 Transposase adapter complex (TTE mix) was diluted in
100μl of Dig-300 buffer. Cells were incubated with 0.04 μM TTE mix at room temperature for 1 h. Cells
were washed three times with Dig-300 buffer to remove unbound TTE mix. Cells were then resuspended
in 300μl of tagmentation buffer and incubated at 37 °C for 1 h. To terminate tagmentation, 10 μl of 0.5 M
EDTA, 3 μl of 10% SDS and 2.5 μl of 20 mg/ml Proteinase K were added to 300 μl of sample and
incubated at 50 °C for 1 h. DNA was purified using phenol-chloroform-isoamyl alcohol extraction and
ethanol precipitation as well as RNase A treatment. 

For library amplification, 24 μl of DNA was mixed with 1 μl of TruePrep Amplify Enzyme, 10 μl of 5×
TruePrep Amplify Enzyme buffer and 5 μl of ddH2O, as well as 5 μl of P5 and P7 primers from TruePrep
Index Kit V2 for Illumina (Vazyme). A total volume of 50 μl of sample was placed in a Thermocycler using
the following program: 72 °C for 3 min, 98 °C for 30 s, 20 cycles of 98 °C for 15 s, 60 °C for 30 s and 72 °C
for 30 s, 72 °C for 5 min and hold at 4 °C. 
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To purify the PCR products, 60 μl 1.2× volumes of VAHTS DNA Clean Beads (Vazyme) were added and
incubated at room temperature for 5 min. Libraries were washed twice with 80% ethanol and eluted in
22μl of ddH2O. Library DNA concentration was calculated with a Qubit dsDNA HS Assay kit (Invitrogen)
and a Qubit Fluorimeter. Library DNA (20 μg) was used for real-time quantitative PCR using SYBR Premix
Ex Taq (Takara) with forward primer, 5′-TCGCCCCTAGACAAAGGGG-3′ and reverse primer, 5′-
TACCCAGAGCCGGGTTTTC-3′.

Statistical analyses

Data were presented as mean ± standard deviation (SD). Statistical analysis was carried out as described
in each corresponding figure legend. For comparisons between two groups, we used two-tailed Student’s t
tests. For comparisons among multiple groups, we used one-way analysis of variance (ANOVA). P values
of 0.05 or less were considered statistically significant. Graphical presentation and statistical analyses
were performed using GraphPad Prism 8 (GraphPad Software, USA). All representative experiments were
repeated at least three times. 

 

Abbreviations
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NOX4 NADPH oxidase 4

IRE iron-response element

IRP1 protein 1

Ferr-1 ferrostatin-1

DFO deferoxamine

ROS reactive oxygen species

GPX4 glutathione peroxidase 4

GSH glutathione

NADPH nicotinamide adenine dinucleotide phosphate

NF-κB nuclear factor kappa-B

RANKL nuclear factor-κB Ligand

NFATC1 nuclear factor of activated T cells

Fe iron dextran

TEM transmission electron microscopy

Hepc1-/- hepcidin knockout

MDA malondialdehyde

WT wild type

BMD bone mineral density

FAC ferric ammonium citrate

P1NP procollagen type 1 N propeptide

β-CTX C-terminal telopeptide of type 1 collagen

MLR multiple linear regression

DOUX two dual oxidase

CUT&Tag Cleavage Under Targets and Tagmentation

OCR oxygen consumption rate

siRNA small interfering RNA

BMP bone morphogenetic protein

ATG autophagy-related gene

NBR1 neighbor of BRCA1 gene 1
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ATF4 activating transcription factor 4

MAP1LC3 microtubule-associated protein 1 light chain 3

ETC electron transport chain

TCA tricarboxylic acid

ARE antioxidant response element

JAK/STAT Janus tyrosine kinase/signal transducers and activators of transcription

Nrf2 nuclear factor-erythroid 2-related factor 2

MSC mesenchymal stem cell

Poldip2 polymerase delta-interactive protein 2

PFN proximal femoral nail

VOI volume of interest

BV/TV relevant parameters percent bone volume

Tb.Th trabecular thickness

Tb.N trabecular number

Tb.Sp rabecular separation
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Figure 1

Excess iron induced osteoblast cell ferroptosis. (a) Visualization of hFOB1.19 human osteoblast cell
viability upon exposure to different concentrations of ferroptosis inducers erastin (0, 5, 10, 15, 20, 25 μM)
or iron dextran (Fe, 0, 200, 400, 600, 800, 1000 μg/mL) or to the ferroptosis inhibitor ferrostatin-1 (Ferr-1,
0, 2, 5, 10, 15, 20 μM). Scale bar, 50 μm. (b) Cell viability measured with CCK-8 assays (n = 5 biologically
independent cell samples). (c) Immunoblotting of GPX4 protein levels in hFOB1.19 cells treated with
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erastin, Fe, or Ferr-1. (d) Quantitation of the GPX4 band intensity from (c), protein levels were normalized
to β-actin.

Figure 2

Excess iron accumulation induces bone loss in mice. (a) Malondialdehyde (MDA) content was measured
in the serum of mice (n = 3 biologically independent mouse samples). Micro-CT to evaluate mice bone
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mineral density (BMD) and bone microarchitecture. (b) Representative Micro-CT reconstructed three-
dimensional images of mouse trabecular bone of 28-week-old mice (n = 3 or 4, biologically independent
mouse samples). (c-e) Micro-CT quantification of the trabecular bone index of mouse bone samples. The
parameters examined included (c) BMD, (d) percent bone volume (BV/TV), and (e) trabecular number
(Tb.N). (f) Immunofluorescence of decalcified bone tissue (frozen sections) stained with an antibody
against glutathione peroxidase 4 (GPX4) (red) and DAPI (blue). Scale bar, 500 μm. (g) Quantification of
GPX4 staining levels in the mouse trabecular bone (from f, n = 3 biologically independent mouse
samples). Assessed samples included mice treated with normal saline (WT, Ctrl, Hepc1-/-) or treated with
FAC or Ferr-1 or DFO. Significance was calculated using one-way ANOVA. The asterisks (*, **, ***) indicate
significant differences at the P < 0.05, 0.01, 0.001 levels. 
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Figure 3

Excess-iron-induced osteoporosis involveds ferroptosis. (a) Schematic illustrating bone sample collection
from patients during surgery. ① A femoral neck fracture in a patient, ② expanding the medullary cavity after
removing the femoral head, ③ femoral head replacement, ④ removing bone tissue from the medullary
cavity dilator, and dividing this into decalcified and undecalcified two parts. (b) Dual-energy X-ray
absorptiometry to determine the collum femoris bone mineral density of 11 women with normal iron
(serum ferritin < 150, μg/L, n = 3 biologically independent human samples) or iron accumulation (serum
ferritin > 150 μg/L, n = 8 biologically independent human samples). Micro-CT to evaluate human bone
microarchitecture. (c) Representative Micro-CT reconstructed three-dimensional images of human
trabecular bone. (d-h) Micro-CT quantification of the trabecular bone index of human bone samples (n = 3
biologically independent human samples). The parameters examined included (d) BMD, (e) BV/TV, (f)
Tb.N, (g) trabecular space (Tb.Sp), and (h) trabecular thickness (Tb.Th). (i) MDA content was measured
in the undecalcified bone tissue of 11 women. (j) Immunofluorescence of decalcified bone tissue (frozen
sections) stained against GPX4 (red) and DAPI (blue). Scale bar, 200 μm. (k) Quantification of GPX4
staining levels in the homans as shown in j (n = 3 biologically independent human samples). Student’s t-
tests were performed to determine assess differences. The asterisks (*, **, ***) indicate significant
differences at the P < 0.05, 0.01, 0.001 levels.
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Figure 4

Data analysis of female physical examination. Multiple linear regression analysis to investigate the
correlation between the ferritin level and (a) lumbar BMD, (b) collum femoris BMD, (c) bone resorption
activity indicator β-cross-linked C-telopeptide of type I collagen (β-CTX), and (d) bone formation
biomarker procollagen type 1 N-terminal propeptide (P1NP). n = 214. The simple correlation coefficients
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(r) do not control for other variables, and the partial correlation coefficients (r') control for other variables
shown in Supplementary Table 1 to exclude their influence.

Figure 5

Characteristic appearances of excess-iron-induced ferroptosis in osteoblasts. (a) The intracellular lipid
peroxide content was measured using BODIPY 581/591 C11 staining. Upper, the reduced lipid peroxide
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sensor BODIPY 581/591 C11 emits red fluorescence, lower, oxidized BODIPY 581/591 C11 emits green
fluorescence (n = 3 biologically independent cell samples). Scale bar, 20 μm. (b) The nicotinamide
adenine dinucleotide phosphate (NADPH) level was measured using the iNap1 sensor (green) (n =
3biologically independent cell samples). Scale bar, 10 μm. (c) Quantification of lipid peroxide levels
(lower) in the osteoblasts shown in a (n = 3 biologically independent cell samples). (d) Quantification of
NADPH in the osteoblasts shown in b (n = 3 biologically independent cell samples). Osteoblasts were
treated with either DMSO (Ctrl) or erastin or iron dextran (Fe) and/or Ferr-1 and/or deferoxamine (DFO).
Significance in (c and d) was calculated using a one-way ANOVA. The asterisks (*, **, ***) indicate
significant differences at the P < 0.05, 0.01, 0.001 levels.
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Figure 6

Iron binding causes dissociation of IRP1 from IRE-like sequences at the NOX4 promoter to drive NOX4
transcription. (a) NOXs (NOX1-5, DOUX1,2) mRNA was measured in osteoblasts treated with or without
Fe. (n = 3 biologically independent cell samples). (b) Left, the sequences upstream regulatory region of
the NOX4 locus contains two sequences that are similar to previously characterized iron-response
elements (IRE) present at ferritin high (H) and low (L) chain. Right, mutations within the first five
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nucleotides according to the base complementary rule. (c) The sequences of human NOX4 (NOX4-luc)
was PCR amplified from hFOB1.19 osteoblasts. The forward and reverse primers were designed to
incorporate Hind III, Nhe I restriction sites. PCR products were purified and ligated into the pGL4.17 vector
using Hind III and Nhe I restriction sites. (d) Cells of the SaOS-2 human osteoblast cell line, cultured with
or without Fe, co-transfected with IRP1 or NOX4-luc/NOX4-M1-luc/NOX4-M2-luc firefly and Renilla
luciferase expression plasmids. Detected reporter activities were normalized to the levels for cells
transfected with only the Renilla luciferase expression plasmid (n = 4 biologically independent cell
samples). (e) Immunoblotting of NOX4 protein levels in hFOB1.19 cells treated with or without Fe. (f)
Quantitation of the NOX4 band intensity from (e), protein levels were normalized to β-actin. (g) Cleavage
Under Targets and Tagmentation (CUT&Tag) assays to assess the IRE-like-binding abilities of IRP1/IRP2
(n = 3 biologically independent cell samples). Significance in (d) was calculated using a one-way ANOVA,
a Students t-test was used for (a and g). The asterisks (*, **, ***) indicate significant differences at the P <
0.01, 0.001 levels. N.D. not detected.



Page 36/37

Figure 7

NOX4 mediates the ferroptosis of iron accumulating osteoblasts by activating mitochondria. (a) Whole-
cell OCR of hFOB1.19 osteoblasts measured with a Seahorse instrument. Arrows indicate the timing for
addition of oligomycin, FCCP, and rotenone/antimycin A (Rot/AA) (n = 3 or 4 biologically independent cell
samples). (b-f) Quantitative analysis of (b) basal respiration, (c) maximum respiration, (d) spare
respiration capacity, (e) ATP production, and (f) proton leakage of hFOB1.19 osteoblasts. (g) Intracellular
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lipid peroxide levels measured using BODIPY 581/591 C11 staining (n = 3 biologically independent cell
samples). Scale bar, 20 μm. (h) Quantification of lipid peroxides levels (lower) in the osteoblasts shown in
g (n = 3 biologically independent cell samples). (i) Mitochondrial lipid peroxide levels measured using
MitoPeDPP staining (n = 3 biologically independent cell samples). Scale bar, 20 μm. (j) Quantification of
lipid peroxides levels in the osteoblasts mitochondria shown in i (n = 3 biologically independent cell
samples). (k) Transmission electron microscopy (TEM) analysis of mitochondria in SaOS-2 osteoblasts.
Upper, low-magnification view (×7000) of an osteoblast mitochondrion, lower, high-magnification view
(×15000) of an osteoblast mitochondrion. Scale bar, 1 μm. (l) Immunoblotting of NOX4 protein levels in
humans and mice. (m) Quantitation of the NOX4 band intensity from (l), protein levels were normalized to
β-actin. Significance in (b-f, h-j and m right) was calculated using a one-way ANOVA (Student’s t-tests was
used in (m) left). The asterisks (*, **, ***) indicate significant differences at the P < 0.05, 0.01, 0.001
levels. 
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