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Drp1 depletion protects against ferroptotic cell death by
preserving mitochondrial integrity and redox homeostasis
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Mitochondria are highly dynamic organelles which undergo constant fusion and fission as part of the mitochondrial quality control.
In genetic diseases and age-related neurodegenerative disorders, altered mitochondrial fission-fusion dynamics have been linked
to impaired mitochondrial quality control, disrupted organelle integrity and function, thereby promoting neural dysfunction and
death. The key enzyme regulating mitochondrial fission is the GTPase Dynamin-related Protein 1 (Drp1), which is also considered as
a key player in mitochondrial pathways of regulated cell death. In particular, increasing evidence suggests a role for impaired
mitochondrial dynamics and integrity in ferroptosis, which is an iron-dependent oxidative cell death pathway with relevance in
neurodegeneration. In this study, we demonstrate that CRISPR/Cas9-mediated genetic depletion of Drp1 exerted protective effects
against oxidative cell death by ferroptosis through preserved mitochondrial integrity and maintained redox homeostasis. Knockout
of Drp1 resulted in mitochondrial elongation, attenuated ferroptosis-mediated impairment of mitochondrial membrane potential,
and stabilized iron trafficking and intracellular iron storage. In addition, Drp1 deficiency exerted metabolic effects, with reduced
basal and maximal mitochondrial respiration and a metabolic shift towards glycolysis. These metabolic effects further alleviated the
mitochondrial contribution to detrimental ROS production thereby significantly enhancing neural cell resilience against ferroptosis.
Taken together, this study highlights the key role of Drp1 in mitochondrial pathways of ferroptosis and expose the regulator of
mitochondrial dynamics as a potential therapeutic target in neurological diseases involving oxidative dysregulation.
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INTRODUCTION
Mitochondria are the key organelles of energy metabolism
maintaining cellular bioenergetics through aerobic oxidative
phosphorylation, particularly in neurons with their constant high
energy demand. In addition, mitochondria are highly dynamic
organelles that also play essential roles in redox signaling, calcium
buffering, iron-sulfur cluster biosynthesis, and programmed cell
death. Mitochondrial dynamics involve the ability of the
organelles to modulate their size, shape and distribution within
the cell, and this is coordinated by fission and fusion events. In
neurons, balanced mitochondrial dynamics are crucial to fulfill the
high energy demand, axonal transport and calcium homeostasis,
which is critical for synaptic transmission, plasticity and cell
survival [1, 2]. Consequently, imbalanced mitochondrial fission-
fusion dynamics in neurons can contribute to neuronal dysfunc-
tion and, thereby, to various neurodevelopmental and age-related
neurodegenerative disorders [3, 4].
Mitochondria undergo subdivision during the fission process,

which is responsible for the subcellular distribution of mitochon-
dria under physiological conditions, for cytochrome C release
during apoptosis e.g., in response to oxidative stress, and for
mitochondrial quality control through facilitating mitophagy of
damaged organelles [5, 6]. The key player in executing

mitochondrial fission is Dynamin-related protein 1 (Drp1). Drp1
is a GTPase that induces mitochondrial constriction at fission sites.
Upon activation through phosphorylation at Ser616 and depho-
sphorylation at Ser637, Drp1 translocates from the cytosol to the
mitochondrial outer membrane, where it is recruited by several
adaptor proteins like MiD49, MiD51, MFF, or FIS1. Drp1 then
assembles into oligomeric ring-like structures around the mito-
chondrial outer membrane to divide the mitochondria at these
fission sites [7–9].
Mutations in the DNM1L gene encoding Drp1 result in severe

and predominantly lethal encephalopathy known as EMPF1
(MIM#614388). Affected patients exhibit an elongated and tubular
mitochondrial network in their fibroblast cells, caused by
decreased mitochondrial fission [10–12]. On the other hand,
Drp1 hyperactivity, e.g., in conditions of lethal damage upon
hypoxia or GSH depletion, can lead to excessive mitochondrial
fragmentation and organelle dysfunction. Such extensive mito-
chondrial fission was also associated with the production of
reactive oxygen species (ROS) by the damaged mitochondria and
amplified oxidative stress-related neuronal cell death [13, 14].
Similar phenomena have also been observed in neurodegenera-
tive disorders like Alzheimer’s disease, where the Drp1 inhibition
was shown to alleviate the pathology [15–18]. Drp1 double
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knockout mouse models are lethal, emphasizing its key role in cell
survival. In contrast, the heterozygote mice with partial reduction
in Drp1, however, show significantly reduced levels of free radicals
and lipid peroxidation [17, 19, 20]. In line with this, a role for Drp1
was implicated in neuronal cell death in response to glutamate-
induced oxidative cell death and Drp1 silencing or pharmacolo-
gical inhibition prevented mitochondrial fission, loss of mitochon-
drial membrane potential, and oxidative cell death [14, 16].
Ferroptosis is an iron-dependent form of oxidative cell death

that is more and more frequently linked to regulated cell death
underlying the progression of various different pathological
processes including neurodegenerative diseases [21, 22]. Ferroptosis
is described as a regulated necrotic cell death pathway, comprising
excessive iron accumulation that leads to lipid peroxidation in the
cell membrane, subsequent membrane rupture, and ultimately cell
death [23]. The imbalanced intracellular redox homeostasis in
ferroptosis is closely tied to mitochondria; the primary source of
highly regulated and balanced intracellular ROS production. This
highlights the importance of mitochondrial quality control to keep
the redox balance thereby protecting cells from oxidative damage,
which may otherwise amplify key mechanisms of ferroptosis [24].
However, the specific impact of Drp1 in mitochondrial quality
control and particularly the fission process on cellular integrity in the
context of ferroptosis remains elusive.
In this study, we aimed to provide insights into the role of Drp1

as a key factor in mitochondrial fission and how its inhibition
influences the resilience against ferroptosis in neuronal cells.
Therefore, CRISPR/Cas9-based genome editing was applied for
generating stable and specific Drp1 knockout in immortalized
mouse hippocampal HT22 neurons. Following this, we investi-
gated how preventing mitochondrial fragmentation contributed
to preserving mitochondrial integrity and the mitochondrial and
cellular redox state in the context of ferroptosis induced by erastin
and RSL3.

RESULTS
Knockout of Drp1 prevents ferroptosis-mediated
mitochondrial fragmentation
To investigate the role of Drp1 in ferroptosis, mouse hippocampal
HT22 cells were transiently transfected with a plasmid containing
the Cas9 nuclease and a single guide RNA targeting the GTPase
domain of Drp1. Western blot analyses of the generated HT22
colonies showed a successful knockout of Drp1 protein abun-
dance (Fig. 1A). The region encompassing the sgRNA binding site
was amplified using the genomic DNA extracted from the
generated colonies and then sequenced, which showed successful
cleavage of the sgRNA binding site in the generated Drp1 KO
colonies (Fig. 1B).
It was previously shown that during oxidative death, mitochon-

dria are heavily fragmented [14, 16, 25]. To expand our previous
findings on effects of Drp1 deficiency, we treated HT22 and Drp1
KO cells with the established ferroptosis inducing compounds
erastin and RSL3 (Fig. 1C, D). The analysis of mitochondrial
morphology revealed fragmented mitochondria within 6 h of
ferroptosis induction (Fig. 1D) and elongated mitochondria as a
result of Drp1 knockout in HT22 cells, thereby validating the loss
of Drp1 functionality in the knockout cell lines (Fig. 1C). Knockout
of Drp1 abolished erastin-mediated mitochondrial fragmentation
(P < 0.001 Drp1 Knockouts in comparison to HT22 cells) (Fig. 1D).
Notably, mitochondria of the RSL3-treated cells in the Drp1 KO cell
lines were more fragmented in comparison to the Drp1 KO
controls (P= 0.041 in Drp1 KO #1 and P < 0.001 in Drp1 KO #2),
however, overall size of the mitochondria were highly elongated
in comparison to the wildtype HT22 cells (P < 0.001 RSL3-treated
Drp1 KO cells in comparison to RSL3-treated HT22). These results
showed that Drp1 deletion resulted in elongated networks of
mitochondria in the neuronal cells. Furthermore, the pronounced

fragmentation of mitochondria in erastin-mediated ferroptosis,
was prevented in cells with genetic Drp1 deletion.

Knockout of Drp1 reduces ferroptosis-mediated mitochondrial
redox signaling
Ferroptosis is defined as an iron-dependent cell death pathway
[23]. In order to examine mitochondrial contribution in ferroptosis,
we studied the trafficking of iron during Drp1 deficiency in
conditions of erastin and RSL3 treatment. We assessed cytosolic
iron content by staining the cells with PhenGreen SK Diacetate,
which is quenched upon iron binding. The basal iron content in
the Drp1 KO #1 cell line was significantly lower than in the HT22
controls, which was not significant in the Drp1 KO #2 line.
Strikingly, incubation with a ferroptosis inducer led to increased
uptake of iron into the cytosol in Drp1 KO lines between 2 to 6 h,
but not in HT22 controls (Fig. 1SA, B). After 8 h of erastin and RSL3
treatment, cytosolic iron levels decreased significantly in compar-
ison to the basal iron level in all cell lines. RSL3 treatment did not
significantly influence cytosolic iron levels between 2 and 8 h of
treatment in HT22 controls. In Drp1 KO cell lines, however, iron
levels in the cytosol increased between 2 and 6 h of RSL3
treatment and decreased after 8 h of incubation.
We also measured the mitochondrial iron content using the

green fluorescent dye Mito-FerroGreen. Analysis of the HT22
control cells undergoing ferroptosis revealed that mitochondrial
iron levels reached a peak at 6 h of erastin and at 4 h of RSL3-
treatment and decreased again after 8 h of treatment time.
Strikingly, the knockout of Drp1 completely abolished the
mitochondrial uptake of iron (Fig. 2A, B) between 4 to 8 h of
erastin treatment and 2 to 6 h during RSL3 incubation. As a
positive control, the HT22 control cells were co-treated with the
iron chelator Deferoxamine (DFO), which has been established to
inhibit cytosolic ROS production by chelating iron [23]. Our results
showed that co-treatment with DFO inhibited the uptake of iron
into mitochondria in both conditions of erastin and RSL3-induced
ferroptosis (Fig. 1SC).
High levels of iron in mitochondria contribute to the generation

of mitochondrial ROS [26]. Therefore, we assessed mitochondrial
superoxide formation by performing flow cytometric measure-
ments with MitoSOX. Erastin and RSL3 treatments induced
excessive formation of MitoROS, while knockout of Drp1 inhibited
this effect (Fig. 2C, D). Notably, Drp1 KO #2 did not completely
abrogate mitochondrial ROS formation in comparison to Drp1
KO #1.
Recent studies suggested that lipid peroxidation occurred in

mitochondria because of the aforementioned increases in
MitoROS formation [27]. Consequently, we stained the cells with
MitoPerOx, which specifically binds to peroxidized lipids inside the
mitochondria. In line with the results from MitoSOX measure-
ments, mitochondrial lipid peroxidation was highly elevated
during ferroptosis, which was abrogated in the Drp1 KO cells
(Fig. 2E, F).
These results suggest that the knockout of Drp1 significantly

downregulated mitochondrial redox signaling through inhibition
of mitochondrial iron uptake and subsequent mitochondrial (lipid)
ROS production.

Knockout of Drp1 impedes ferroptotic impairment of
mitochondria and stabilizes ferroptosis-mediated decline of
cellular and mitochondrial bioenergetics
During ferroptosis, mitochondrial integrity is impaired through the
damage caused by the elevated ROS state [14, 25]. Former studies
have shown that with the decrease of mitochondrial respiration
[28] and the stabilization of mitochondrial ROS production [14],
mitochondrial integrity was preserved, as determined by measur-
ing the mitochondrial membrane potential (MMP). Therefore, the
mitochondria were stained with TMRE, which is a red fluorescent
cationic dye that binds to the net negative charge of the inner
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mitochondrial membrane and is used for measuring alterations of
the MMP. Our results showed that ferroptosis-mediated loss of
mitochondrial membrane potential was abolished by the genetic
depletion of Drp1 (Fig. 3A, B).
Since mitochondrial integrity was preserved in the Drp1 KO cells

upon ferroptosis induction, we addressed mitochondrial function
and cellular bioenergetics. Assessment of overall ATP levels
revealed preserved ATP production in the Drp1 KO #1 cell line
with both ferroptosis inducers (Fig. 3C). Further, oxygen con-
sumption rate (OCR) as a parameter for mitochondrial respiration
was quantified using the Seahorse XF Analyzer. The OCR
measurement in the Drp1 KO cell lines in comparison to the
HT22 controls revealed a significant reduction of basal respiration
as well as maximal respiration after injection of FCCP in the Drp1
KO #1 cell line compared to HT22 controls, but not in the Drp1 KO
#2 cell line (Fig. 3D, F). Further, the glycolytic reserve after
oligomycin-injection was attenuated under basal conditions in the
Drp1 KO #1 cell line in comparison to the wildtype controls, which
again was not detected in the Drp1 KO #2 cell line (Fig. 3E, G).
After 16 h of erastin incubation, complete loss of oxidative

phosphorylation and glycolytic activity was preserved by knockout
of Drp1 (Fig. 3D-G). Strikingly, Drp1 depletion did not protect
against RSL3-mediated decline of mitochondrial respiration and
only the Drp1 KO #1 cell line maintained glycolysis after RSL3-
induced ferroptosis (Fig. 2SA–D).
Overall, Drp1 knockout preserved mitochondrial integrity and

energy supply in conditions of ferroptosis. These protective effects
were more pronounced in the Drp1 KO #1 cell line which also
exerted reduced mitochondrial respiration under basal conditions
and showed rescued glycolytic activity after induction of
ferroptosis.

Knockout of Drp1 preserves cellular integrity independent of
lipid peroxidation and GPX4 downregulation
One biochemical hallmark of ferroptosis is lipid peroxidation-
mediated rupture of the cellular membrane. One key protein in
neutralizing hydroperoxides that cause lipid peroxidation is
Glutathione Peroxidase 4 (GPX4) [29], which is directly inhibited
by RSL3 or indirectly inhibited by erastin via depletion of
glutathione.

Fig. 1 Knockout of Drp1 abolishes ferroptosis-mediated excessive mitochondrial fragmentation in mouse hippocampal HT22 cells.
A Western Blot of HT22 cell lysates, which were transfected with or without a plasmid containing a single guide RNA targeting Drp1, the Cas9
nuclease, and an eGFP reporter gene following clonal selection. Antibodies targeting Drp1 and Vinculin as loading control shows complete
knockout of Drp1 in two colonies. B Sequencing results of the amplified region containing the sgRNA Binding Site at the genome encoding
the Drp1 protein. The sequencing results of respective cell lines are depicted against the reference gene, showing deletions and changes in
nucleotides in the Drp1 KO cell lines. C, D Drp1 KO leads to elongated mitochondria. The cell lines were treated with 0.5 µM erastin and
100 nM RSL3 respectively for 6 h and stained with MitoTracker Deep Red to analyze mitochondrial morphology. Mitochondria of the treated
HT22 cells are heavily fragmented. Mitochondria of the Drp1 KO cell lines are enlarged and less fragmented after ferroptosis induction in
comparison to the HT22 controls. C Representative pictures of respective cell lines are depicted. Scale bar 20 µm. D Values are shown as
mean ± SD including the single values; n= 29-80 replicates. ns non-significant, *p < 0.05 compared to untreated control, **p < 0.01 compared
to untreated control, ***p < 0.001 compared to untreated control (One Way ANOVA, Bonferroni’s post-hoc Test).
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Fig. 2 Inhibition of Drp1 stabilizes ferroptosis-mediated trafficking of ferrous iron and redox state. Knockout of Drp1 abrogates
ferroptosis mediated excessive mitochondrial uptake of iron. Mitochondrial iron uptake was assessed by staining the cells with Mito-Ferro
Green. The cells were treated with 0.5 µM erastin (A) and 100 nM RSL3 (B) for the indicated time points. The individual values are depicted as
an arbitrary fluorescence value; n= 100-125 replicates; ns non-significant to respective untreated control, ***p < 0.001 compared to respective
untreated control, ### p < 0.001 in comparison to the respective time-point of the treated control (One Way ANOVA, Bonferroni’s post-hoc
Test). C Knockout of Drp1 abrogates erastin and RSL3 mediated excessive mitochondrial ROS formation. The cells were treated with 0.5 µM
erastin and 100 nM RSL3 for 16 h and stained with the red fluorescent dye MitoSOX following flow cytometry. The values are depicted as
percent of gated MitoSOX positive cells. Values are depicted as mean ± SD; 5000 cells per replicate of n= 3 replicates. ***p < 0.001 compared
to treated control (One Way ANOVA, Bonferroni’s post-hoc Test). Representative blots are shown in (D, E) Drp1 KO protects against erastin and
RSL3 mediated mitochondrial lipid peroxidation. The cells were stained with MitoPerOx fluorescent dye after treatment with 0.5 µM erastin
and 100 nM RSL3 for 16 h, following flow cytometry. The percent of gated MitoPerOx positive cells was quantified. Values are projected as
mean ± SD; 5000 cells per replicate of n= 3 replicates. ***p < 0.001 compared to treated control (One Way ANOVA, Bonferroni’s post-hoc Test).
Representative blots are shown in (F).
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We assessed lipid peroxidation by staining the cells with
BODIPY-C11 followed by flow cytometry. Strikingly, our results
showed that Drp1 knockout attenuated the erastin and RSL-3
mediated lipid peroxidation in the Drp1 KO #1 cell line, while no
significant change was detected in Drp1 KO #2 cell line (Fig. 4A, B).
However, lipid peroxidation in both cell lines significantly
increased during ferroptosis in comparison to the untreated
controls.
Also, since GPX4 plays a major role as defense mechanism

against ferroptosis, the cells were treated with erastin in order to
deplete glutathione synthesis. Western Blot analysis of the treated
cells showed that GPX4 protein abundance declined in HT22 as

well as Drp1 KO cells (Fig. 4C), suggesting that the protection
against mitochondrial hallmarks of ferroptosis was independent of
GPX4 activity, and solely mediated by Drp1 deficiency in the knock
out cell lines. Overall, these findings suggest that genetic
depletion of Drp1 significantly protected against ferroptotic stress
by preserving mitochondrial integrity independently of accumula-
tion of lipid peroxidation or GPX4 regulation.

Drp1 deficiency is responsible for increased cellular resilience
against ferroptosis
Ultimately, we tested for overall cell viability through flow
cytometric measurements with Annexin V-FITC and

Fig. 3 Drp1 KO impedes ferroptosis-mediated impairment of mitochondria by decreasing mitochondrial respiration. A Drp1 KO protects
against erastin and RSL3 mediated loss of mitochondrial membrane potential. The cells were treated with 0.5 µM erastin and 100 nM RSL3 and
stained with TMRE following flow cytometry. The number of cells with TMRE fluorescence were gated and quantified. Values are shown as
mean ± SD; 5000 cells per replicate of n= 3 replicates. ***p < 0.001 compared to treated control (One Way ANOVA, Bonferroni’s post-hoc Test).
Representative blots are shown in (B). C The cell lines were seeded into 96-well plates at a density of 7000 cells/well to measure ATP levels
after the cells were subjected to ferroptosis using 0.5 µM erastin or 100 nM RSL3 for 16 h. Values are depicted as mean ± SD of n= 8 replicates;
***p < 0.001 compared to untreated control (One Way ANOVA, Bonferroni’s post-hoc Test). D–G The oxygen consumption rate and the
extracellular acidification rate was measured using the Seahorse XF96-Analyzer. The cells were treated with 0.5 µM erastin for 16 h and
measured. The oxygen consumption rate and the extracellular acidification rate were normalized to respective protein content. The traces are
depicted as mean ± SD at n= 6–8.
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propidiumiodide staining (Fig. 5A, B) and real-time impedance
measurements (Fig. 5C–F). These experiments confirmed that the
knockout of Drp1 completely abrogated ferroptotic cell death
induced by erastin or RSL3.
Further, we evaluated the protective capacity of the Drp1 KO

cell lines against increasing exposure to ferroptotic stimuli. For
this, we titrated increasing erastin and RSL3 concentrations in the
HT22 wildtype cells and in the Drp1 KO cell lines (Fig. 6A, B). The
results confirmed that the Drp1 KO #1 cell line were more resistant
to higher concentrations of the ferroptosis inducers than the Drp1
KO #2 cell line. However, cell viability of both Drp1 KO cell lines
eventually declined at the highest concentrations of the applied
ferroptosis inducers. This effect was revertible by co-treating the
cells with the iron chelator Deferoxamine and the mitoROS
scavenger Mitoquinone (MitoQ), which exerted additional protec-
tive capabilities against ferroptosis through iron chelation and
mitochondrial ROS scavenging, respectively (Fig. 6C–F).
Finally, in order to validate that the protection against

ferroptosis was indeed mediated by the Drp1 knock out, rescue
experiments were conducted using a plasmid containing the Drp1
protein coupled to a GFP reporter gene that was transfected into
the cells. The results revealed restored sensitivity of the Drp1 KO
cell lines towards ferroptosis as shown by propidiumiodide
staining (Fig. 7A, B) and re-fragmentation of the mitochondria in
Drp1 KO cell lines (Fig. 7C, D).
Overall, these results demonstrated that Drp1 deficiency

significantly contributed to the resilience against ferroptotic cell

death, and this protective effect was further accelerated through
iron chelation and radical scavenging.

DISCUSSION
The present study demonstrates that the knockout of Drp1
enhances cellular resilience against ferroptotic cell death by
attenuating ferroptosis-mediated accumulation of mitochondrial
ROS production and through rescue of mitochondrial membrane
integrity. Interestingly, Drp1-deletion also prevented excessive
mitochondrial iron uptake caused by the ferroptosis inducers.
Further, in one Drp1 KO cell line, the resilience against ferroptosis
was further enhanced through metabolic effects, i.e., reduced
mitochondrial respiration and a compensation of ATP production
through glycolysis.
We previously reported that Drp1 inhibition preserved cellular

integrity in conditions of glutamate toxicity by preventing
mitochondrial fragmentation and mitochondrial membrane depo-
larization [16]. The present study significantly extends our
previous findings applying an erastin- and RSL3-mediated
ferroptosis model in Drp1 knockout cell lines and now highlights
the role of mitochondrial metabolism and iron homeostasis in
these model systems of ferroptosis.
It is well established that inactivation of Drp1 function leads to

the elongation of mitochondria [30, 31], whereas oxidative stress
causes excessive mitochondrial fragmentation [25, 32]. Our results
are in line with these earlier findings and, in addition, demonstrate

Fig. 4 Drp1 KO-mediated protection against ferroptotic impairment of mitochondria is independent of lipid peroxidation. A Knockout of
Drp1 fails to prevent erastin and RSL3 mediated lipid peroxidation. Lipid peroxidation was measured using BODIPY-C11 using flow cytometry.
The cells were treated with 0.5 µM erastin and 100 nM RSL3 for 8 h. Values are shown as mean ± SD; 5000 cells per replicate of n= 3 replicates.
ns non-significant, *p < 0.05, **p < 0.01 compared to treated control (One Way ANOVA, Bonferroni’s post-hoc Test). Representative blots are
shown in B. C Western Blot analysis of cell lysates that were subjected with 0.5 µM erastin treatment for the indicated time points. Antibodies
against GPX4 and Vinculin as loading control show decline of GPX4 protein abundancy in all cell lines.
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that Drp1 deficiency inhibits mitochondrial fission caused by
erastin, but not by RSL3 (Fig. 1C, D). However, mitochondria
remain significantly elongated in the Drp1 KO cell lines also during
RSL3 treatment when compared to the HT22 Drp1 expressing cell
lines (Fig. 1C, D).
Based on the data obtained in this study in the models of

ferroptosis, Drp1 induces mitochondrial fission within 6 h of
ferroptosis-induction (Fig. 1C, D), and concomitantly, iron is taken
up into the mitochondria (Fig. 2A, B). Previous studies have found
that iron overload causes excessive mitochondrial fission, which is
then mediated by Drp1 [33, 34]. How Drp1 deficiency and the
associated mitochondrial elongation alters mitochondrial iron
homeostasis, however, is still elusive. Our results show that Drp1

deficiency abrogated mitochondrial iron uptake that was caused
by the ferroptosis inducers (Fig. 2A, B). Notably, erastin or RSL3-
mediated mitochondrial iron uptake occurred between 2 and 6 h
of treatment, preceding ferroptosis mediated decline of mito-
chondrial integrity in the neuronal HT22 cells. This time course of
ferroptosis-induced mitochondrial fission is in line with findings in
our previous studies [14, 25], suggesting that increased mitochon-
drial iron uptake and concomitant mitochondrial fission are
upstream events, initiating the devastating damage of the
mitochondria during ferroptosis. This is supported by data from
the present study showing that deferoxamine, which is estab-
lished to chelate iron and protect against ferroptosis, inhibited
erastin- or RSL3-mediated mitochondrial iron uptake (Fig. 1SC),

Fig. 5 Drp1 Knockout prevents ferroptotic cell death. A, B Drp1 knockout protects against ferroptotic cell death. The cells were treated with
0.5 µM erastin and 100 nM RSL3 for 16 h and stained with Annexin V-FITC and propidiumiodide following flow cytometry. Representative blots
are shown in (B). Values are shown as mean ± SD; 5000 cells per replicate of n= 3 replicates. ***p < 0.001 compared to treated control (One
Way ANOVA, Bonferroni’s post-hoc Test). C–F Real-time impedance measurements show erastin mediated cell death at 10 h of treatment and
RSL3 mediated cell death at 4 h of treatment, that was abolished by the knockout of Drp1. xCELLigence measurements were conducted
during the treatment of 0.5 µM erastin and 100 nM RSL3. The cell index is normalized to the timepoint of treatment. Values are shown as
mean ± SD.
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impairment of mitochondrial integrity and ultimately ferroptotic
cell death (Fig. 6C, E).
Further, Drp1 deficiency led to increased cytosolic iron levels

between 2 and 6 h of erastin and RSL3 treatment, which was not
seen in the HT22 controls (Fig. 1SA, B). Several studies have shown
the interconnection of mitochondria on iron metabolism through
iron-sulfur clusters [35–37] that serve as binary switch on Iron
Regulating Proteins (IRPs) [36]. IRPs and their binding to the Iron
Responsive Element (IRE) tightly regulate protein expression of
either iron storage proteins like ferritin or iron uptake proteins like
the transferrin-receptor [36, 38, 39]. To which extent Drp1
deficiency or mitochondrial elongation influences iron-sulfur
cluster assembly and the regulation of IRPs, is not clarified. Our

data show increased cytosolic iron uptake up to 6 h within
induction of ferroptosis in the Drp1 KO cell lines (Fig. 1SA, B). After
8 h however, cytosolic iron levels decline in erastin and RSL3
treated cells. These results suggest that Drp1 depletion might lead
to the expression of iron uptake proteins, which was triggered by
erastin and RSL3 treatment.
On the other hand, it is well established that excessive labile

iron within mitochondria contributes to mitochondrial ROS
production [40, 41], leading to devastating damage of mitochon-
drial function and integrity. Recent studies confirmed that
mitochondrial lipid peroxidation was critical in ferroptosis by
using a fluorescent mitochondria-targeted dye that is sensitive to
lipid peroxidation [42]. Our results show that Drp1 deficiency

Fig. 6 Chelation of iron and scavenging of mitochondrial ROS provide protection additionally to Drp1 desensitization towards
ferroptosis. All cell lines were treated with increasing concentrations of erastin (A) and RSL3 (B), following flow cytometric measurements
after staining with Annexin V/Propidiumiodide. Values are shown as mean ± SD; 5000 cells per replicate of n= 3 replicates. The cell lines were
subjected to ferroptosis, using the IC100 concentrations of erastin (C, D) and RSL3 (E, F) for 16 h, during the cotreatment of 10 µM
Deferoxamine (C, E) and 0.5 µM Mitoquinone (D, F) and measured using flow cytometry after staining with Annexin V/Propidiumiodide. Values
are shown as mean ± SD; 5000 cells per replicate of n= 3 replicates. ns non-significant, ***p < 0.001 compared to treated control (One Way
ANOVA, Bonferroni’s post-hoc Test).
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prevented ferroptosis-mediated accumulation of mitochondrial
ROS and mitochondrial lipid peroxidation (Fig. 2C–F). Furthermore,
this protection from excessive mitochondrial ROS formation also
preserved mitochondrial integrity in the Drp1 knockout cell lines
as indicated by the measurements of the mitochondrial mem-
brane potential.
Strikingly, our data show that mitochondrial and cellular

integrity was preserved in the Drp1 knockout cell lines despite
the depletion of GPX4 (Fig. 4C) and the accumulation of overall
lipid peroxides (Fig. 4A, B). These findings suggest that preventing
mitochondrial lipid peroxidation (Fig. 2E, F) and preserving

mitochondrial integrity is far more important for cellular protec-
tion against ferroptosis than interfering with early features of
ferroptosis such as GSH depletion, GPX4 inhibition or moderate
lipid peroxidation. In fact, our data from the present study are in
line with earlier findings [14, 16, 43] and impose Drp1 mediated
mitochondrial damage as a key event in ferroptosis that amplifies
the initiated oxidative stress and marks the “point of no return” in
this form of oxidative cell death [25, 44–46].
In addition to Drp1-dependent mitochondrial fission, formation

of mitochondrial hemi-fusion sites as membrane binding spots of
pro-apoptotic BAX and BID, the attenuation of mitochondrial

Fig. 7 Retransfection of Drp1 re-sensitizes CRISPR/Cas9 Drp1 knockout cells towards ferroptosis. A Western Blot analysis of cell lines, that
were transfected with a pcDNA3-GFP control or a pcDNA3-Drp1-GFP plasmid for 24 h. Antibodies against Drp1, GFP and Vinculin as loading
control were used, showing successful transfection of the proteins. B Transfection of Drp1 re-sensitizes the cells towards erastin and RSL3
mediated ferroptosis. Only cells, that were GFP positive were used for the quantification, measuring propidiumiodide fluorescence after
0.5 µM erastin and 100 nM RSL3 treatment for 16 h as an arbitrary fluorescence value. Values are shown as mean ± SD; n= 40-80 cells.
***p < 0.001 compared to untreated control (One Way ANOVA, Bonferroni’s post-hoc Test). C The cell lines were transfected with either the
Drp1-GFP vector or the control, showing fragmentation of the mitochondria with transfection of Drp1. Values are shown as mean ± SD of
n= 11-27 replicates. ns non-significant, ***p < 0.001 compared to untreated control (One Way ANOVA, Bonferroni’s post-hoc Test).
Representative pictures are shown in (D). Scale bar 20 µm.
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respiration, may a contribute into cellular resilience against
oxidative stress through the shift of mitochondrial metabolism
to glycolysis [14, 28, 43]. The same effect is seen in the Drp1 KO #1
cell line, but not in the Drp1 KO #2 cell line (Fig. 3D-G). The
observed difference in effects on mitochondrial metabolism
between the Drp1 KO cell lines were also correlated with other
observations of this study, since the Drp1 KO #2 cell line did
not completely abrogate erastin and RSL3-mediated accumulation
of mitochondrial ROS and mitochondrial lipid peroxidation
(Fig. 2C-F). In contrast, we observed that the basal and maximal
mitochondrial respiration were significantly reduced in the Drp1
KO #1 cell line (Fig. 3D), and this cell line was far more resistant to
increasing concentrations of erastin or RSL (Fig. 6A, B), showed
stronger effects on mitochondrial ROS formation compared to the
Drp1 KO #2 cell line (Fig. 2C, D), and also attenuated the overall
lipid peroxidation upon ferroptosis induction (Fig. 4A, B). In
contrast to our data obtained from neuronal cells, basal and
maximal oxygen consumption was not significantly different from
controls in Drp1 mutant fibroblasts of patients with EMPF1, while
these cells also showed an upregulation of glycolysis [47].
Apparently, the de novo missense mutations examined in these
patients maintain the functionality of the Drp1 protein, thereby
preserving mitochondrial respiration and leading to extended life
expectancy into childhood or early adolescence. This differs from
the existing knockout model, which, although tolerated in vitro,
exhibits lethality in global Drp1 knockout mouse models [19] and
also mostly leads to lethality in humans [10, 48]. How Drp1
depletion affects energy metabolism is unknown and requires
further investigation. Our findings suggest that the observed
metabolic impact on mitochondrial respiration may significantly
contribute further to the protective effects of Drp1 knockout on
mitochondrial pathways of ferroptosis.
Overall, this study underlines the importance of mitochondrial

metabolism and function in the ferroptosis pathway. Our results
highlight the detrimental role of mitochondria to amplify ROS
production under conditions of oxidative stress. Many studies
accentuate mitochondria as the major source for cellular ROS
[43, 49]. The present study shows that through preserving
mitochondrial integrity during ferroptosis, the detrimental mito-
chondrial iron accumulation, ROS production, and ultimately
cellular demise can be prevented despite erastin- or RSL3-
mediated inhibition of GPX4 activity or accumulating lipid
peroxidation. The involvement of mitochondria in the ferroptosis
pathway is an essential mechanism of ROS amplification and
further death signaling, and only in extreme conditions of
ferroptosis, mitochondria lose their significance to prevent cell
death [50]. In summary, this study leads to the conclusion that
Drp1-mediated mitochondrial disintegration plays an essential
role in the course of ferroptotic cell death.

MATERIALS AND METHODS
Cell culture
Immortalized mouse hippocampal HT22 cells were grown in Dulbecco’s
modified Eagle medium (DMEM, Capricorn, Germany), supplemented with
10% heat-inactivated FCS, 10% Penicillin/Streptomycin and 2mM gluta-
mine. erastin and RSL3 were solved in DMSO and diluted in DMEM for the
indicated concentrations prior to the induction of ferroptosis. The cells
were incubated with respective ferroptosis inducers for the indicated time
intervals.

DNA transfection
Transfections were conducted using Attractene Transfection Reagent
(Qiagen, Hilden, Germany) according to the manufacturer’s protocol. In
short, DNA is pipetted into Serum-reduced Opti-MEM (Gibco, Thermo
Fisher Scientific, Schwerte, Germany) with subsequent addition of
Attractene. After 15min of complex formation, the transfection reagents
were pipetted dropwise to the cells.

Generation of CRISPR/Cas9 knockout colonies
Drp1 CRISPR/Cas9 KO cell lines were generated from HT22 cells by the
transient transfection of a plasmid (pSpCas9(BB)-2A-GFP, Addgene, MA,
USA) containing the single guide RNA with the sequence addressing the
GTPase Domain of the Drp1 protein (GGTCATGGAGGCGCTGATCC), a GFP
reporter and the Cas9 nuclease, following fluorescence-activated single-
cell sorting into 96-well-plates in the MoFlo Astrios Cell Sorter (Beckman
Coulter GmbH, Krefeld, Germany).

gDNA analysis
Genomic DNA of respective cell lines was extracted using Monarch
Genomic DNA Purification Kit (New England Biolabs, MA, USA) according to
the manufacturer’s protocol. The gDNA was used for PCR to amplify the
region around the target sequence of the single guide RNA using primer
up- and downstream of the cleavage site (fw: GTCTGCTCACAGCAACTCCT,
rev: GTCTGAGCTTCCTTACCCGC). The PCR product was run through a gel
electrophoresis and the specific band was excised from the gel and
purified using Monarch DNA Gel Extraction Kit according to the
manufacturer’s protocol. The resulting PCR product was prepared and
sent to Eurofins Genomics Europe Shared Services GmbH (Ebersberg,
Germany) for Sanger Sequencing.

ATP-assay
ATP levels were assessed using ViaLightplus Bioassay Kit (Lonza, Verviers,
Belgium) according to the manufacturer’s protocol. In short, 7 000 cells/
well of respective colonies were seeded into 96-well plates. After induction
of ferroptosis, a lysis buffer was added to lyse the cells. The cell lysates
were then transferred to a luminescence plate (Greiner, Frickenhausen,
Germany). An ATP monitoring reagent was added and incubated in the
dark. Luminescence was measured using the FluoStar OPTIMA photometer
(BMG Labtech, Offenbach, Germany).

MTT-assay
Cells were seeded into 96-well plates (7 000 cells/well) and grown in the
incubator at 37 °C and 5% CO2. After induction of ferroptosis, MTT-reagent
(Sigma Aldrich, MO, USA) was added to the culture medium to a
concentration of 2.5 mg/ml and incubated for an hour at 37 °C. The
tetrazolium salts are solved in DMSO following absorbance measurement
at 570 nm versus 630 nm with the FluoStar OPTIMA photometer (BMG
Labtech, Offenbach, Germany).

Annexin V/PI assay
To assess cell viability, cells were seeded into 24-well-plates at 40 000 cells/
well. After induction of ferroptosis, the cells were trypsinized, centrifuged
and resuspended in PBS containing 18 µg/well Annexin V-FITC (BioLegend,
CA, USA) and 1:1000 propidiumiodide (Cayman Chemical, MI, USA) for
5 min in the dark at room temperature. The red and green fluorescence of
5000 cells were measured in an easyCyte flow cytometer (Luminex, TX,
USA) (excitation 488 nm, emission red: 690/50 nm, green: 525/30 nm).

BODIPY-C11/MitoperOx/TMRE/PhenGreen SK diacetate
Lipid peroxidation (BODIPY-C11), lipid peroxidation within mitochondria
(MitoPerOx), mitochondrial membrane potential (TMRE) and cytosolic iron
levels (PhenGreen SK Diacetate) were assessed using FACS analysis.
Cells were seeded into 24-well plates (40 000-60 000 cells/well). After the

induction of ferroptotic cell death, the cells were stained with the specific
solution (2 µM Bodipy, 100 nM MitoPerOx and 400 nM TMRE and 5 µM
PhenGreen SK Diacetate) at 37 °C. After 30min the cells were trypsinized,
centrifuged and resuspended in PBS.
For BODIPY-C11 and PhenGreen SK Diacetate, fluorescence was excited

at 488 nm wavelength and emission recorded at 525/30 nm and 690/
50 nm wavelengths. MitoPerOx displays an excitation maximum of 495 nm
and exhibits a shift in emission maxima from 590 to 520 nm upon
mitochondrial lipid peroxidation, enabling determination of ratiometric
measurements of lipid peroxidation in live cells. TMRE was measured at
488 nm excitation and 690/50 nm emission wavelength.

MitoSox assay
MitoSOX was used for the detection of reactive oxygen species in
mitochondria, therefore cells were seeded into 24-well plates at 40,000
cells/well.
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For FACS analysis, after the indicated treatment, cells were harvested
with trypsin after washing once with PBS. After induction of ferroptotic cell
death, the cells were trypsinized, centrifuged, and resuspended in PBS
containing a 1.25 µM MitoSOX solution and incubated for 30min at 37 °C.
MitoSOX measurements are conducted at an excitation wavelength of
488 nm and an emission of 690/50 nm.

Seahorse XF analysis
To assess mitochondrial respiration and glycolytic activity, the Seahorse
XFe Analysis Method was used in 96-well plates. During the measurement
oligomycin, FCCP, a mix of rotenone and antimycin A, and 2-DG were
successively injected to measure basal and ATP-linked respiration, maximal
respiration, and non-mitochondrial respiration.
After ferroptotic cell death induction, culture medium was washed once

with 100 μL and then replaced with 180 μL of Seahorse assay medium
(DMEM containing 4.5 g/L glucose,2 mM L-Alanyl-L-glutamine, 1 mM Na-
pyruvate, pH 7.35) and kept at 37 °C for 1 h. After calibration of the
cartridge three baseline OCR/ECAR measurements were recorded before
successively injecting port A-D (oligomycin (3 µM), FCCP (0.5 µM), a mix of
rotenone (100 nM) and antimycin A (1 µM) and 2-DG (50mM)) followed by
three measurements.

Assessment of mitochondrial morphology
To assess mitochondrial morphology, 17,000 cells have been plated into
Ibidi 8-well slides and treated with ferroptosis inducers for the indicated
time intervals. Prior to the measurement, the cells were stained with
200 nM MitoTracker Deep Red FM (Invitrogen, Thermo Fisher Scientific,
Schwerte, Germany) solved in DMSO and diluted in DMEM for half an hour
at 37 °C. The staining solution was discarded and PBS was added to the
cells. Measurements were conducted in a Leica DM6000 epi-fluorescence
microscope (Wetzlar, Germany) (60x immersion oil objective) (excitation:
630/60 nm, emission: 700/75 nm).
Mitochondrial Morphology was analyzed using an ImageJ Plugin as

described in ref. [51].

Mito-FerroGreen assay
Mito-FerroGreen (Dojindo EU GmbH, Munich, Germany) detects ferrous
iron in mitochondria. For this, 17 000 cells were seeded into Ibidi-8-wells.
Ferroptosis was induced for the indicated time intervals. Prior to the
measurement, cells were washed with 1x PBS and stained with 5 µM of
Mito-FerroGreen solved in DMSO and diluted in 1× PBS for 15min. The
staining solution was discarded and the cells were measured in PBS in a
Leica DM6000 epi-fluorescence microscope (Wetzlar, Germany) (20×
objective) (excitation: 488 nm, emission: 525/30 nm).
The fluorescence was measured using ImageJ by placing ROIs around

each cell and calculated by subtracting respective background fluores-
cence from the cell fluorescence.

Western blot
For the determination of protein levels, 200 000-250 000 cells were
seeded into 6-well-plates. After respective treatments, cells were
washed once with 1x PBS and lysed in Lysis Buffer, that contains of
0.05 M Tris, 1 M EDTA, 1 M EGTA, 0.25 M Mannitol, 1 mM DTT, 0.25%
Triton-X-100, PhosSTOP (Roche, Basel, Switzerland) and cOmplete
ULTRA Tablets Protease Inhibitor (Roche, Basel, Switzerland). The
soluble protein fraction is extracted from the supernatant after
centrifuging at 10,000 g for 10 min at 4 °C. The total amount of protein
is determined by using the Pierce BCA Protein Assay Kit (Thermo Fisher
Scientific, Schwerte, Germany). 35 µg of respective protein conditions
are loaded into 12.5% gels and blotted onto a PVDF-membrane at 325
mAh for 2–3 h. After blocking in 5% skim milk, respective primary
antibodies ms-Drp1 (1:1000, BD Biosciences, Franklin Lakes, NJ, USA), rb-
GPX4 (1:250, Thermo Fisher Scientific, Schwerte, Germany), ms-Vinculin
(1:100,000, Sigma-Aldrich, St. Louis, MO, USA) and goat-GFP (1:500,
Biomol GmbH, Hamburg, Germany) were incubated overnight following
1 h of incubation with the corresponding secondary antibody (goat anti-
rabbit 1:2500, Vector-Laboratories, Newark, CA, USA), goat anti-mouse
1:3000, Vector-Laboratories, Newark, CA, USA), which is coupled with an
HRP. The proteins were detected via chemiluminescence using the
ChemiDoc (Bio-Rad, Feldkirchen, Germany). The analysis was conducted
using the ImageLab Software (Bio-Rad, Feldkirchen, Germany).

DATA AVAILABILITY
The original datasets and analyses of the current study are available from the
corresponding author on reasonable request.

REFERENCES
1. Duarte FV, Ciampi D, Duarte CB. Mitochondria as central hubs in synaptic mod-

ulation. Cell Mol Life Sci. 2023;80:173.
2. Ng MYW, Wai T, Simonsen A. Quality control of the mitochondrion. Dev Cell.

2021;56:881–905.
3. Yang D, Ying J, Wang X, Zhao T, Yoon S, Fang Y, et al. Mitochondrial dynamics: a

key role in neurodegeneration and a potential target for neurodegenerative
disease. Front Neurosci. 2021;15:654785.

4. Rangaraju V, Lewis TL, Hirabayashi Y, Bergami M, Motori E, Cartoni R, et al.
Pleiotropic mitochondria: the influence of mitochondria on neuronal develop-
ment and disease. J Neurosci. 2019;39:8200–8.

5. Adebayo M, Singh S, Singh AP, Dasgupta S. Mitochondrial fusion and fission: the
fine‐tune balance for cellular homeostasis. FASEB J. 2021. https://doi.org/10.1096/
fj.202100067R.

6. Harrington JS, Ryter SW, Plataki M, Price DR, Choi AMK. Mitochondria in health,
disease, and aging. Physiol Rev. 2023;103:2349–422.

7. Ihenacho UK, Meacham KA, Harwig MC, Widlansky ME, Hill RB. Mitochondrial
fission protein 1: emerging roles in organellar form and function in health and
disease. Front Endocrinol. 2021;12:660095.

8. Koirala S, Guo Q, Kalia R, Bui HT, Eckert DM, Frost A, et al. Interchangeable
adaptors regulate mitochondrial dynamin assembly for membrane scission. Proc
Natl Acad Sci USA. 2013, https://doi.org/10.1073/pnas.1300855110.

9. Palmer CS, Elgass KD, Parton RG, Osellame LD, Stojanovski D, Ryan MT. Adaptor
proteins MiD49 and MiD51 can act independently of Mff and Fis1 in Drp1 recruit-
ment and are specific for mitochondrial fission. J Biol Chem. 2013;288:27584–93.

10. Chang C-R, Manlandro CM, Arnoult D, Stadler J, Posey AE, Hill RB, et al. A lethal de
novo mutation in the middle domain of the dynamin-related GTPase Drp1 impairs
higher order assembly and mitochondrial division. J Biol Chem. 2010;285:32494–503.

11. Waterham HR, Koster J, Van Roermund CWT, Mooyer PAW, Wanders RJA, Leonard
JV. A lethal defect of mitochondrial and peroxisomal fission. N Engl J Med.
2007;356:1736–41.

12. Gerber S, Charif M, Chevrollier A, Chaumette T, Angebault C, Kane MS, et al.
Mutations in DNM1L, as in OPA1, result in dominant optic atrophy despite
opposite effects on mitochondrial fusion and fission. Brain. 2017;140:2586–96.

13. Grohm J, Plesnila N, Culmsee C. Bid mediates fission, membrane permeabilization
and peri-nuclear accumulation of mitochondria as a prerequisite for oxidative
neuronal cell death. Brain Behav Immunity. 2010;24:831–8.

14. Jelinek A, Heyder L, Daude M, Plessner M, Krippner S, Grosse R, et al. Mito-
chondrial rescue prevents glutathione peroxidase-dependent ferroptosis. Free
Radic Biol Med. 2018;117:45–57.

15. Yan MH, Wang X, Zhu X. Mitochondrial defects and oxidative stress in Alzheimer
disease and Parkinson disease. Free Radic Biol Med. 2013;62:90–101.

16. Grohm J, Kim S-W, Mamrak U, Tobaben S, Cassidy-Stone A, Nunnari J, et al.
Inhibition of Drp1 provides neuroprotection in vitro and in vivo. Cell Death Differ.
2012;19:1446–58.

17. Oliver D, Reddy P. Dynamics of dynamin-related protein 1 in Alzheimer’s disease
and other neurodegenerative diseases. Cells. 2019;8:961.

18. Baek SH, Park SJ, Jeong JI, Kim SH, Han J, Kyung JW, et al. Inhibition of Drp1
ameliorates synaptic depression, Aβ deposition, and cognitive impairment in an
Alzheimer’s disease model. J Neurosci. 2017;37:5099–110.

19. Ishihara N, Nomura M, Jofuku A, Kato H, Suzuki SO, Masuda K, et al. Mitochondrial
fission factor Drp1 is essential for embryonic development and synapse forma-
tion in mice. Nat Cell Biol. 2009;11:958–66.

20. Manczak M, Sesaki H, Kageyama Y, Reddy PH. Dynamin-related protein 1 het-
erozygote knockout mice do not have synaptic and mitochondrial deficiencies.
Biochim Biophys Acta (BBA) - Mol Basis Dis. 2012;1822:862–74.

21. Ma H, Dong Y, Chu Y, Guo Y, Li L. The mechanisms of ferroptosis and its role in
alzheimer’s disease. Front Mol Biosci. 2022;9:965064.

22. Ren J-X, Sun X, Yan X-L, Guo Z-N, Yang Y. Ferroptosis in neurological diseases.
Front Cell Neurosci. 2020;14:218.

23. Dixon SJ, Lemberg KM, Lamprecht MR, Skouta R, Zaitsev EM, Gleason CE, et al.
Ferroptosis: an iron-dependent form of nonapoptotic cell death. Cell.
2012;149:1060–72.

24. Li J, Jia Y, Ding Y, Bai J, Cao F, Li F. The crosstalk between ferroptosis and
mitochondrial dynamic regulatory networks. Int J Biol Sci. 2023;19:2756–71.

25. Hinder L, Pfaff AL, Emmerich RE, Michels S, Schlitzer M, Culmsee C. Character-
ization of novel diphenylamine compounds as ferroptosis inhibitors. J Pharmacol
Exp Ther. 2021;378:184–96.

S. Tang et al.

11

Cell Death and Disease          (2024) 15:626 

https://doi.org/10.1096/fj.202100067R
https://doi.org/10.1096/fj.202100067R
https://doi.org/10.1073/pnas.1300855110


26. Huang H, Chen J, Lu H, Zhou M, Chai Z, Hu Y. Iron-induced generation of
mitochondrial ROS depends on AMPK activity. Biometals. 2017;30:623–8.

27. Ademowo OS, Dias HKI, Burton DGA, Griffiths HR. Lipid (per) oxidation in mito-
chondria: an emerging target in the ageing process? Biogerontology. 2017;18:
859–79.

28. Clemente LP, Rabenau M, Tang S, Stanka J, Cors E, Stroh J, et al. Dynasore blocks
ferroptosis through combined modulation of iron uptake and inhibition of
mitochondrial respiration. Cells. 2020;9:2259.

29. Stockwell BR. Ferroptosis turns 10: emerging mechanisms, physiological func-
tions, and therapeutic applications. Cell. 2022;185:2401–21.

30. Cribbs JT, Strack S. Reversible phosphorylation of Drp1 by cyclic AMP‐dependent
protein kinase and calcineurin regulates mitochondrial fission and cell death.
EMBO Rep. 2007;8:939–44.

31. Wang L, Li X, Hanada Y, Hasuzawa N, Moriyama Y, Nomura M, et al. Dynamin-
related protein 1 deficiency accelerates lipopolysaccharide-induced acute liver
injury and inflammation in mice. Commun Biol. 2021;4:894.

32. Dowding JM, Song W, Bossy K, Karakoti A, Kumar A, Kim A, et al. Cerium oxide
nanoparticles protect against Aβ-induced mitochondrial fragmentation and
neuronal cell death. Cell Death Differ. 2014;21:1622–32.

33. Park J, Lee DG, Kim B, Park S-J, Kim J-H, Lee S-R, et al. Iron overload triggers
mitochondrial fragmentation via calcineurin-sensitive signals in HT-22 hippo-
campal neuron cells. Toxicology. 2015;337:39–46.

34. Zheng Q, Zhao Y, Guo J, Zhao S, Fei C, Xiao C, et al. Iron overload promotes
mitochondrial fragmentation in mesenchymal stromal cells from myelodysplastic
syndrome patients through activation of the AMPK/MFF/Drp1 pathway. Cell
Death Dis. 2018;9:515.

35. Lill R, Hoffmann B, Molik S, Pierik AJ, Rietzschel N, Stehling O, et al. The role of
mitochondria in cellular iron–sulfur protein biogenesis and iron metabolism.
Biochim Biophys Acta (BBA) - Mol Cell Res. 2012;1823:1491–508.

36. Mühlenhoff U, Hoffmann B, Richter N, Rietzschel N, Spantgar F, Stehling O, et al.
Compartmentalization of iron between mitochondria and the cytosol and its
regulation. Eur J Cell Biol. 2015;94:292–308.

37. Stehling O, Wilbrecht C, Lill R. Mitochondrial iron–sulfur protein biogenesis and
human disease. Biochimie. 2014;100:61–77.

38. Chen X, Yu C, Kang R, Tang D. Iron metabolism in ferroptosis. Front Cell Dev Biol.
2020;8:590226.

39. Paul BT, Manz DH, Torti FM, Torti SV. Mitochondria and Iron: current questions.
Expert Rev Hematol. 2017;10:65–79.

40. Read AD, Bentley REt, Archer SL, Dunham-Snary KJ. Mitochondrial iron–sulfur
clusters: structure, function, and an emerging role in vascular biology. Redox Biol.
2021;47:102164.

41. Mena NP, Urrutia PJ, Lourido F, Carrasco CM, Núñez MT. Mitochondrial iron
homeostasis and its dysfunctions in neurodegenerative disorders. Mitochon-
drion. 2015;21:92–105.

42. Lyamzaev KG, Panteleeva AA, Simonyan RA, Avetisyan AV, Chernyak BV. Mito-
chondrial lipid peroxidation is responsible for ferroptosis. Cells. 2023;12:611.

43. Tirichen H, Yaigoub H, Xu W, Wu C, Li R, Li Y. Mitochondrial reactive oxygen
species and their contribution in chronic kidney disease progression through
oxidative stress. Front Physiol. 2021;12:627837.

44. Landshamer S, Hoehn M, Barth N, Duvezin-Caubet S, Schwake G, Tobaben S, et al.
Bid-induced release of AIF from mitochondria causes immediate neuronal cell
death. Cell Death Differ. 2008;15:1553–63.

45. Tobaben S, Grohm J, Seiler A, Conrad M, Plesnila N, Culmsee C. Bid-mediated
mitochondrial damage is a key mechanism in glutamate-induced oxidative stress
and AIF-dependent cell death in immortalized HT-22 hippocampal neurons. Cell
Death Differ. 2011;18:282–92.

46. Hoffmann L, Waclawczyk MS, Tang S, Hanschmann E-M, Gellert M, Rust MB, et al.
Cofilin1 oxidation links oxidative distress to mitochondrial demise and neuronal
cell death. Cell Death Dis. 2021;12:953.

47. Robertson GL, Riffle S, Patel M, Bodnya C, Marshall A, Beasley HK, et al. DRP1
mutations associated with EMPF1 encephalopathy alter mitochondrial mem-
brane potential and metabolic programs. J Cell Sci. 2023;136:jcs260370.

48. Bauer BL, Rochon K, Liu JC, Ramachandran R, Mears JA. Disease-associated
mutations in Drp1 have fundamentally different effects on the mitochondrial
fission machinery. Hum Mol Genet. 2023;32:1975–87.

49. Drechsel DA, Patel M. Respiration-dependent H2O2 removal in brain mito-
chondria via the thioredoxin/peroxiredoxin system. J Biol Chem. 2010;285:
27850–8.

50. Merkel M, Goebel B, Boll M, Adhikari A, Maurer V, Steinhilber D, et al. Mito-
chondrial reactive oxygen species formation determines ACSL4/LPCAT2-medi-
ated ferroptosis. Antioxidants. 2023;12:1590.

51. Dagda RK, Cherra SJ, Kulich SM, Tandon A, Park D, Chu CT. Loss of PINK1 function
promotes mitophagy through effects on oxidative stress and mitochondrial fis-
sion. J Biol Chem. 2009;284:13843–55.

ACKNOWLEDGEMENTS
The authors thank Katharina Elsaesser for technical support with the cell culture work.

AUTHOR CONTRIBUTIONS
ST, AF and CC designed the study concept and experiments; ST, AF, and
ZF performed the experiments and analyzed the primary data; ST, AF, ZF and
CC evaluated the results and carried out data interpretation; ST, AF, ZF wrote the
first version of the manuscript; CC supervised the study and ZF and CC revised
the manuscript. All authors read and approved the final version of the
manuscript.

FUNDING
This work was supported through funding by the Forschungscampus Mittelhessen -
FCMH Flexifunds for the Mitochondria-Network to CC. Open Access funding enabled
and organized by Projekt DEAL.

COMPETING INTERESTS
The authors declare no competing interests.

ADDITIONAL INFORMATION
Supplementary information The online version contains supplementary material
available at https://doi.org/10.1038/s41419-024-07015-8.

Correspondence and requests for materials should be addressed to Carsten Culmsee.

Reprints and permission information is available at http://www.nature.com/
reprints

Publisher’s note Springer Nature remains neutral with regard to jurisdictional claims
in published maps and institutional affiliations.

Open Access This article is licensed under a Creative Commons
Attribution 4.0 International License, which permits use, sharing,

adaptation, distribution and reproduction in anymedium or format, as long as you give
appropriate credit to the original author(s) and the source, provide a link to the Creative
Commons licence, and indicate if changes were made. The images or other third party
material in this article are included in the article’s Creative Commons licence, unless
indicated otherwise in a credit line to the material. If material is not included in the
article’s Creative Commons licence and your intended use is not permitted by statutory
regulation or exceeds the permitted use, you will need to obtain permission directly
from the copyright holder. To view a copy of this licence, visit http://
creativecommons.org/licenses/by/4.0/.

© The Author(s) 2024

S. Tang et al.

12

Cell Death and Disease          (2024) 15:626 

https://doi.org/10.1038/s41419-024-07015-8
http://www.nature.com/reprints
http://www.nature.com/reprints
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/

	Drp1 depletion protects against ferroptotic cell death by preserving mitochondrial integrity and redox homeostasis
	Introduction
	Results
	Knockout of Drp1 prevents ferroptosis-mediated mitochondrial fragmentation
	Knockout of Drp1 reduces ferroptosis-mediated mitochondrial redox signaling
	Knockout of Drp1 impedes ferroptotic impairment of mitochondria and stabilizes ferroptosis-mediated decline of cellular and mitochondrial bioenergetics
	Knockout of Drp1 preserves cellular integrity independent of lipid peroxidation and GPX4 downregulation
	Drp1 deficiency is responsible for increased cellular resilience against ferroptosis

	Discussion
	Materials and methods
	Cell culture
	DNA transfection
	Generation of CRISPR/Cas9 knockout colonies
	gDNA analysis
	ATP-assay
	MTT-assay
	Annexin V/PI assay
	BODIPY-C11/MitoperOx/TMRE/PhenGreen SK diacetate
	MitoSox assay
	Seahorse XF analysis
	Assessment of mitochondrial morphology
	Mito-FerroGreen assay
	Western blot

	References
	Acknowledgements
	Author contributions
	Funding
	Competing interests
	ADDITIONAL INFORMATION




