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Abstract
HtrA2/Omi is a mitochondrial serine protease with ascribed pro-apoptotic as well as pro-necroptotic functions. Here, we 
establish that HtrA2/Omi also controls parthanatos, a third modality of regulated cell death. Deletion of HtrA2/Omi protects 
cells from parthanatos while reconstitution with the protease restores the parthanatic death response. The effects of HtrA2/
Omi on parthanatos are specific and cannot be recapitulated by manipulating other mitochondrial proteases such as PARL, 
LONP1 or PMPCA. HtrA2/Omi controls parthanatos in a manner mechanistically distinct from its action in apoptosis or 
necroptosis, i.e., not by cleaving cytosolic IAP proteins but rather exerting its effects without exiting mitochondria, and 
downstream of PARP-1, the first component of the parthanatic signaling cascade. Also, previously identified or candidate 
substrates of HtrA2/Omi such as PDXDC1, VPS4B or moesin are not cleaved and dispensable for parthanatos, whereas 
DBC-1 and stathmin are cleaved, and thus represent potential parthanatic downstream mediators of HtrA2/Omi. Moreover, 
mass-spectrometric screening for novel parthanatic substrates of HtrA2/Omi revealed that the induction of parthanatos does 
not cause a substantial proteolytic cleavage or major alterations in the abundance of mitochondrial proteins. Resolving these 
findings, reconstitution of HtrA2/Omi-deficient cells with a catalytically inactive HtrA2/Omi mutant restored their sensitivity 
against parthanatos to the same level as the protease-active HtrA2/Omi protein. Additionally, an inhibitor of HtrA2/Omi’s 
protease activity did not confer protection against parthanatic cell death. Our results demonstrate that HtrA2/Omi controls 
parthanatos in a protease-independent manner, likely via novel, unanticipated functions as a scaffolding protein and an 
interaction with so far unknown mitochondrial proteins.
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Introduction

The mitochondrial serine protease HtrA2/Omi is a homolog 
of the bacterial HtrA/DegP protein from Escherichia coli 
and a member of the evolutionarily conserved High Tem-
perature Requirement A (HtrA) protease chaperone fam-
ily [1]. HtrA2/Omi is expressed from a nuclear gene as 
a 49-kDa proenzyme with an N-terminal mitochondrial 
localization signal that mediates translocation of HtrA2/
Omi to the mitochondrial intermembrane space (IMS) [2, 
3]. Although predominantly localized to the IMS [4], a 
fraction of the endogenous HtrA2/Omi pool has also been 
described in the endoplasmic reticulum and in the nucleus 
[5, 6]. In addition to the N-terminal mitochondrial targeting 
sequence, the full-length HtrA2/Omi protein consists of a 
transmembrane domain which anchors the protease in the 
inner mitochondrial membrane, a binding motif for inhibi-
tor of apoptosis proteins (IAPs), a serine protease domain, 
and a PDZ domain at the C-terminus which acts as a pro-
tein–protein interaction module and regulates substrate bind-
ing and HtrA2/Omi activity [7, 8]. Within the mitochondria, 
the HtrA2/Omi proenzyme is proteolytically processed to 
its mature 36-kDa form, which is localized solubly in the 
IMS [9]. There, as a component of the mitochondrial quality 
control system, HtrA2/Omi degrades misfolded mitochon-
drial proteins, and thereby contributes to the maintenance 
of mitochondrial homeostasis [10]. In addition, HtrA2/Omi 
counteracts the degradation of mitochondria via mitophagy 
[11] and appears to be important for maintaining the cris-
tae architecture of mitochondria [12]. Furthermore, as a 
positive regulator of autophagy, HtrA2/Omi facilitates the 
degradation of mutant proteins involved in neurodegenera-
tive diseases [13]. Consistent with this protective function, 
deletion of HtrA2/Omi or mutations affecting its activity 
have been associated with neurodegeneration and Parkin-
son’s disease in mouse models [14] and in patients [15]. As 
a chaperone protein, HtrA2/Omi prevents the aggregation of 
amyloid β1-42, a major component of neurotoxic deposits 
in the brains of Alzheimer’s disease patients, in a protease-
independent manner [16]. Conversely, however, an increased 
proteolytic activity of HtrA2/Omi is associated with Alzhei-
mer’s dementia and with hypoxia-induced neuronal and car-
diac muscle cell death [17–19]. Moreover, a role of HtrA2/
Omi as a tumor suppressor in malignancies is discussed [11]. 
Recently, HtrA2/Omi has also been implicated as a diagnos-
tic biomarker for hepatocellular carcinoma [20].

Apoptotic stimuli induce the release of HtrA2/Omi from 
mitochondria into the cytosol [2–4, 21]. There, it binds 

and cleaves the IAPs XIAP, cIAP1, cIAP2, and Apollon/
BRUCE, neutralizing their inhibitory effect on caspases and 
enhancing apoptosis [1, 4, 22–24]. In addition, HtrA2/Omi 
promotes apoptosis by degradation of the anti-apoptotic pro-
teins ped/pea-15 [25] and HAX-1 [26], by cleavage of the 
protein WT1 [27], and in the nucleus by proteolysis of the 
p73 protein, which stimulates transcription of the proapop-
totic bax gene [28].

Early studies already suggested that HtrA2/Omi is also 
involved in non-apoptotic, caspase-independent forms of 
cell death [4, 29–32]. In our own work, using proteomic 
screens and functional approaches, we have previously iden-
tified HtrA2/Omi as a key component of both tumor necrosis 
factor (TNF)- and TNF-related apoptosis-inducing ligand 
(TRAIL)-induced necroptosis and demonstrated that phar-
macological inhibition or genetic ablation of HtrA2/Omi 
protects against necroptosis [33, 34]. Currently, the exact 
molecular mechanism by which HtrA2/Omi is integrated 
into the necroptotic signaling cascade remains unknown. As 
one possibility, Zhang et al. recently proposed that HtrA2/
Omi enhances necroptosis by degrading RIPK1 [35].

Parthanatos is a caspase-independent, non-apoptotic 
form of cell death that occurs in most neurological and 
neurodegenerative diseases such as amyotrophic lateral 
sclerosis [36], Parkinson’s disease [37, 38], stroke [39], 
Huntington’s disease [40], and Alzheimer’s disease [41] 
where it is responsible for neuronal loss [42]. It has long 
but erroneously been postulated that parthanatos is an 
integral component of necroptosis [43]. In own previous 
work, we have refuted this hypothesis and clearly demon-
strated that parthanatos and necroptosis represent two dis-
tinct and independent pathways of regulated necrosis [44]. 
Parthanatos is triggered by oxidative stress, nitric oxide 
production, or massive DNA damage. This leads to hyper-
activation of the DNA repair enzyme poly(ADPribose) 
(PAR) polymerase 1 (PARP-1), and subsequently to mas-
sive synthesis of PAR polymers from NAD+ and rapid 
depletion of intracellular NAD+ and ATP pools [42]. 
However, contrary to initial assumptions, it is not the loss 
of intracellular NAD+ and ATP that is critical for cell 
death, but the PAR polymer itself [45]. Similarly, the loss 
of NAD+ and ATP is not due to the massive synthesis of 
PAR [46], but rather to the binding of PAR to hexokinase 
and an inhibition of glycolysis [47, 48]. In the next step 
of the parthanatic signaling cascade, the mitochondrial 
protein apoptosis inducing factor mitochondria associ-
ated 1 (AIFM1) is released into the cytoplasm. In previ-
ous studies, AIFM1 release was reported to depend on 
its cleavage by calpain/cathepsin proteases [49–52], but 
this was later refuted [53, 54]. Nowadays, it is believed 
that the newly generated PAR polymers interact with a 
pool of AIFM1 that is located on the outer surface of the 
mitochondria [55], thereby causing its release into the 



Protease‑independent control of parthanatos by HtrA2/Omi﻿	

1 3

Page 3 of 23  258

cytosol [56]. In the cytosol, AIFM1 binds to macrophage 
migration inhibitory factor (MIF) and transports MIF into 
the nucleus, where AIFM1 and MIF form a complex with 
histone H2AX and cyclophilin A proteins. In this com-
plex, MIF cleaves genomic DNA into large fragments via 
its nuclease activity, leading to the parthanatic death of 
the cell [57].

As detailed above, both HtrA2/Omi and parthanatos 
have important functions in the pathophysiology of neu-
rodegenerative diseases. In addition, mitochondria are 
central components in parthanatic cell death, and HtrA2/
Omi, as a mitochondrial protease, is essential for mito-
chondrial homeostasis. Nevertheless, to the best of our 
knowledge, a possible role of HtrA2/Omi in parthanatos 
has remained uninvestigated to date. Here, we establish its 
relevance as a critical mediator of this form of regulated 
cell death.

Results

Deletion of HtrA2/Omi protects from parthanatos

In an initial assessment of the role of HtrA2/Omi in par-
thanatos, we employed L929Ts fibrosarcoma cells, a cell 
system that we had successfully used in previous analy-
ses of the molecular differences between parthanatos 
and necroptosis [44]. We deleted HtrA2/Omi in L929Ts 
cells using the CRISPR/Cas9 system (Fig. 1A, B) and, by 
measuring loss of membrane integrity as a marker for cell 
death, found that treatment with 1-methyl-3-nitro-1-nitro-
soguanidine (MNNG), an established inducer of parthana-
tos [42, 44, 58] resulted in the death of parental L929Ts 
cells, whereas HtrA2/Omi-deficient L929Ts cells were 
significantly protected (Fig. 1C). To corroborate these 
results in an independent system, we stimulated embryonic 
fibroblasts (MEF) from wild-type (WT) and HtrA2/Omi 
knock-out (KO) mice. Again, a marked cytotoxic response 
was seen in WT MEF, whereas HtrA2/Omi KO MEF were 
significantly protected from parthanatos (Fig. 1D).

To further evaluate whether these effects were specific 
for HtrA2/Omi, we reconstituted HtrA2/Omi KO L929Ts 
cells and MEF with an expression plasmid for the WT 
form of HtrA2/Omi (HtrA2/Omi KO * WT; Fig. 1A, B). 
Reconstitution of HtrA2/Omi fully restored the sensitiv-
ity to treatment with MNNG in both L929 cells and MEF 
(Fig. 1C, D). Correspondingly, when looking at cell mor-
phologies, cultures of HtrA2/Omi WT and HtrA2/Omi KO 
* WT L929Ts cells and MEF were clearly more affected by 
treatment with MNNG than HtrA2/Omi KO cells (Fig. 1E, 
F). Altogether, these results suggested a novel, previously 
undescribed role of HtrA2/Omi in parthanatos.

Function of LONP1, PMPCA and PARL in parthanatos

Next, we investigated whether mitochondrial proteases other 
than HtrA2/Omi were involved in parthanatic cell death. In 
a screen for proteases that regulate non-apoptotic cell death, 
we had previously identified Lon peptidase 1, mitochondrial 
(LONP1) and peptidase, mitochondrial processing subu-
nit alpha (PMPCA) as candidates. We, therefore, targeted 
LONP1 and PMPCA by RNA interference. As shown in 
Fig. 2A, downregulation of neither LONP1 nor PMPCA in 
WT L929Ts cells and MEF had any significant effect on 
the course of MNNG-induced parthanatos. Likewise, par-
thanatos proceeded without significant differences in MEF 
deficient for the protease presenilins-associated rhomboid-
like protein, mitochondrial (PARL), and in PARL-deficient 
MEF that had been reconstituted with PARL (Fig. 2B). 
These results, therefore, indicate that increased resistance 
to parthanatos is not a generalized cellular response that can 
be elicited by manipulating any mitochondrial protease, but 
rather a feature specifically caused by loss of HtrA2/Omi.

HtrA2/Omi acts downstream of PARP‑1

Subsequently, we addressed the question whether HtrA2/
Omi exerted its effects by affecting parthanatos induction 
or rather by acting as a downstream component of the par-
thanatic signaling cascade. Hyperactivation of PARP-1 
represents the very first step of this cascade and we have 
previously shown that this process is accompanied by heavy 
PARP-1 autoPARylation, rendering PARP-1 inaccessible for 
detection by PARP-1 antibodies and leading to the disap-
pearance of the PARP-1 signal in Western blots [44]. As 
shown in Fig. 3A, induction of parthanatos by MNNG uni-
formly led to the disappearance of the full-length PARP-1 
signal in WT, HtrA2/Omi KO and HtrA2/Omi KO * WT 
L929Ts cells and MEF, regardless of the presence or absence 
of HtrA2/Omi. This clearly shows that the knock-out of 
HtrA2/Omi does not impact on the levels and activation of 
PARP-1, and indicates that HtrA2/Omi does not act as a 
regulator of parthanatos upstream of PARP-1 but rather con-
stitutes a downstream component of the signaling chain, in 
line with its localization within mitochondria, which relay 
the parthanatic signal downstream of PARP-1. Accordingly, 
blockade of the parthanatic signaling cascade by olaparib, 
an inhibitor of PARP-1, completely prevented the disap-
pearance of the full-length PARP-1 signal in L929 Ts cells 
(Fig. 3B) and protected them from the cytotoxic effects of 
MNNG (Fig. 3C) independent from whether HtrA2/Omi was 
present or absent. In MEF, the effect of olaparib on the dis-
appearance of PARP-1 as well as the protection from MNNG 
cytotoxicity was not as prominent as in L929Ts cells, but 
again not affected by the presence or absence of HtrA2/Omi 
(Fig. 3B, D). As an additional result, the expression levels 
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of HtrA2/Omi were unaltered by treatment of cells with 
MNNG and/or olaparib (Fig. 3A, B).

Regulation of parthanatos by HtrA2/Omi occurs 
by IAP‑independent mechanisms

During apoptosis, HtrA2/Omi binds and cleaves IAP pro-
teins, abolishing their inhibitory effect on caspases and thus 
enhancing the cell death response. To clarify whether the 
degradation of IAPs by HtrA2/Omi is also a relevant mecha-
nism in parthanatos, we employed birinapant, a member of 

the family of Smac mimetics that induce the rapid degrada-
tion of IAPs [59]. We reasoned that, if the protection against 
parthanatos in HtrA2/Omi KO cells was due to a lack of IAP 
degradation, the addition of birinapant should override this 
protection by inducing IAP degradation in an HtrA2/Omi-
independent manner. As shown in Fig. 4A, B, and contrary 
to this assumption, the parthanatic resistance of HtrA2/Omi 
KO L929Ts cells and MEF was completely unaffected by 
treatment with birinapant. We validated that birinapant was 
indeed active, showing that treatment with birinapant led to 
the complete degradation of cIAP1 in WT, HtrA2/Omi KO 

Fig. 1   Role of HtrA2/Omi in parthanatos. A The presence or absence 
of HtrA2/Omi was verified by Western blot in parental L929Ts cells 
and MEF (WT), together with HtrA2/Omi-deficient cells (HtrA2/
Omi KO) and HtrA2/Omi-deficient cells that had been reconstituted 
with WT HtrA2/Omi. Cells reconstituted with empty vector and cells 
where the reconstitution had not led to expression of HtrA2/Omi were 
originally included in this analysis and are shown for completeness. 
Detection of actin served as control for equal loading. B Addition-
ally, the presence or absence of HtrA2/Omi was validated in L929Ts 
cells and in MEF [parental cells (WT), cells deficient for (HtrA2/
Omi KO) or reconstituted with WT HtrA2/Omi (HtrA2/Omi KO * 
WT)] by immunofluorescence microscopy. HtrA2/Omi is indicated 
by green fluorescence (top left), mitochondria (red) were stained with 
MitoTracker Orange (top right), cell nuclei (blue) were stained with 

Hoechst 33342 (bottom left), and an overlay of all stainings is shown 
at the bottom right. Scale bars, 10  µm. C L929Ts cells or D MEF, 
either WT or HtrA2/Omi KO or HtrA2/Omi KO * WT were left 
untreated or treated for 15 min with 0.5 mM of the parthanatos-induc-
ing agent MNNG. Cells were further incubated with fresh medium 
without MNNG for 16 h before loss of membrane integrity was deter-
mined as a marker for cell death by flow cytometric analysis of PI-
positive cells. Each measurement represents the mean of nine deter-
minations, error bars indicate the corresponding SD. ***p < 0.001 
(two-tailed unpaired Student’s t test). E, F In parallel, micrographs 
were generated that depict the effects of parthanatos induction on 
the morphology of L929 cells and MEF. Seams visible in some of 
the panels result from the automatic image stitching function of the 
NYONE cell imager employed in this experiment. Scale bars, 100 µM
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and HtrA2/Omi KO * WT L929Ts cells and MEF (Fig. 4C), 
in summary suggesting that HtrA2/Omi regulates parthana-
tos by IAP-independent mechanisms.

Function of known and candidate HtrA2/Omi 
substrates as downstream mediators of parthanatos

In a proteome-wide screen, Vande Walle and coworkers had 
previously identified pyridoxal dependent decarboxylase 
domain-containing protein 1 (PDXDC1), vacuolar protein 
sorting 4 homolog B (VPS4B) and deleted in breast cancer 
1 (DBC-1) as substrates of HtrA2/Omi [60]. To evaluate 
whether the three proteins could represent potential part-
hanatic downstream mediators of HtrA2/Omi, we assessed 
whether they were cleaved by HtrA2/Omi after induction 

of parthanatos. For PDXDC1 and VPS4B, the levels of the 
uncleaved full-length proteins remained unchanged after 
treatment of WT, HtrA2/Omi KO and HtrA2/Omi KO * 
WT L929Ts cells and MEF with MNNG (Fig. 5A), argu-
ing that the two proteins are not parthanatic substrates of 
HtrA2/Omi. In contrast, the levels of DBC-1 were reduced 
in MNNG-treated HtrA2/Omi-expressing L929Ts cells and 
MEF, whereas no such change was detectable in cells defi-
cient for HtrA2/Omi (Fig. 5A). To further elucidate whether 
DBC-1 might act as a mediator of parthanatos downstream 
of HtrA2/Omi, we downregulated DBC-1 and assessed 
its effect on parthanatic cell death. As shown in Fig. 5B, 
interference with the expression of DBC-1 did not reduce 
parthanatos in either WT L929Ts cells nor MEF. Also, it 
did not enhance MNNG-induced cell death, an effect to be 

Fig. 2   Impact of LONP1, PMPCA and PARL on parthanatos. A WT 
L929Ts cells or MEF were nucleofected with a non-targeting siRNA 
that does not elicit an RNA interference response (siNT) or with siR-
NAs specific for murine LONP1 (si LONP1) or PMPCA (siPMPCA). 
48  h after nucleofection, the cells were left untreated or stimulated 
with 0.5 mM MNNG for 15 min and further incubated for 16 h with 
fresh medium without MNNG before loss of membrane integrity as a 
marker for cell death was measured by PI staining and flow cytometry 
(upper panels). Each measurement represents the mean of nine deter-
minations, error bars indicate the corresponding SD. ns not signifi-
cant (two-tailed unpaired Student’s t test). Expression of the respec-
tive target proteins was analyzed in Western blots for LONP1 and 
PMPCA. Detection of actin served as control for equal loading (lower 
panels). B PARL-deficient MEF (PARL KO) or PARL-deficient MEF 

reconstituted with WT FLAG-tagged PARL (PARL KO * WT) were 
left untreated or stimulated with 0.5 mM MNNG for 15 min and fur-
ther incubated for 16  h with fresh medium without MNNG before 
loss of membrane integrity as a marker for cell death was measured 
by PI staining and flow cytometry (upper panel). Each measurement 
represents the mean of nine determinations, error bars indicate the 
corresponding SD. ns, not significant (two-tailed unpaired Student’s 
t test). Lower panel: immunofluorescence analysis to validate the 
presence of PARL in PARL KO * WT MEF. PARL is indicated by 
green fluorescence (top left), mitochondria (red) were stained with 
MitoTracker Orange (top right), cell nuclei (blue) were stained with 
Hoechst 33342 (bottom left), and an overlay of all stainings is shown 
at the bottom right. Scale bars, 10 µm
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expected if DBC-1 needs to be cleaved and inactivated to 
facilitate parthanatos downstream of HtrA2/Omi. However, 
the already high levels of parthanatos in MNNG-treated 

cells might have obscured the detection of such an enhanc-
ing effect, leaving the possibility that DBC-1 may represent 
a parthanatic downstream mediator of HtrA2/Omi.

Fig. 3   HtrA2/Omi regulates 
parthanatos downstream of 
PARP-1. A WT, HtrA2/Omi 
KO or HtrA2/Omi KO * WT 
L929Ts cells or MEF were left 
untreated (−) or stimulated with 
MNNG (+) as in Fig. 1C. B 
In a parallel experiment, cells 
were additionally treated with 
1 µM of the PARP-1 inhibitor 
olaparib (2 h preincubation 
before and 16 h incubation after 
MNNG stimulation). Subse-
quently, expression of PARP-1, 
or of HtrA2/Omi was detected 
by immunoblotting. Detection 
of actin served as control for 
equal loading. C, D Cells were 
left untreated or stimulated with 
0.5 mM MNNG for 15 min and 
further incubated for 16 h with 
fresh medium without MNNG 
in the presence or absence of 
1 µM olaparib before loss of 
membrane integrity as a marker 
for cell death was determined by 
flow cytometry and PI staining. 
Each measurement represents 
the mean of nine determina-
tions, error bars indicate the 
corresponding SD. ns not signif-
icant, **p < 0.01, ***p < 0.001 
(Mann–Whitney test)
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We also analyzed the proteins moesin and stathmin 
which we had previously identified in a screen for pro-
teins cleaved during non-apoptotic cell death. As shown in 
Fig. 5C, the induction of parthanatos did not change the 
levels of uncleaved full-length moesin in any cell line, argu-
ing against moesin being a parthanatic substrate of HtrA2/
Omi. For stathmin, a slight decrease of the full-length pro-
tein was detectable in MNNG-treated WT and HtrA2/Omi 
KO * WT L929Ts cells and MEF expressing HtrA2/Omi, 
but not in HtrA2/Omi KO cells (Fig. 5C), indicating that 
stathmin could be degraded during parthanatos in a HtrA2/

Omi-dependent manner. Yet, when we analyzed the effect 
of stathmin downregulation on parthanatic cell death, no 
effect at all was detectable in WT MEF, whereas a minimal 
protection from parthanatos instead of an enhancement was 
visible in WT L929Ts cells (Fig. 5D). Similar to DBC-1, 
the high degree of cell death already present upon MNNG-
treatment might have interfered with the detection of such 
an enhancement, and thus, stathmin may likewise represent 
a parthanatic downstream mediator of HtrA2/Omi.

Notwithstanding, pharmacological inhibition of the part-
hanatos-initiating enzyme PARP-1 with olaparib prevented 

Fig. 4   HtrA2/Omi regulates parthanatos by IAP-independent mecha-
nisms. A WT, HtrA2/Omi KO or HtrA2/Omi KO * WT L929Ts cells 
or MEF B were left untreated or stimulated with 0.5 mM MNNG for 
15  min and further incubated for 16  h with fresh medium without 
MNNG in the presence (30 min preincubation before and 16 h incu-
bation after MNNG stimulation) or absence of the Smac mimetic biri-
napant (1 µM). Subsequently, loss of membrane integrity as a marker 

for cell death was determined by flow cytometry and PI staining. 
Each measurement represents the mean of nine determinations, error 
bars indicate the corresponding SD. ns not significant, ***p < 0.001 
(two-tailed unpaired Student’s t test). C Cells were left untreated (−) 
or treated with 1 µM birinapant for 30 min (+) before expression of 
cIAP1 and HtrA2/Omi was detected by immunoblotting. Detection of 
actin served as control for equal loading
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the cleavage of both DBC-1 and stathmin (Fig. 5E), demon-
strating that their cleavage is a specific feature of parthanatic 
cell death.

HtrA2/Omi does not exit mitochondria 
during parthanatos

For apoptosis, it is well established that HtrA2/Omi is 
released from mitochondria into the cytosol where it 
enhances the death response [1–4, 21–28]. For necroptosis, 
conflicting studies either suggest that HtrA2/Omi is retained 
within the mitochondria [1, 29] or that it is released into 
the cytoplasm [30, 35]. For parthanatos, to the best of our 
knowledge, this issue has not been addressed at all. There-
fore, we induced parthanatos in WT L929Ts cells and MEF 
in a time course experiment and analyzed mitochondrial and 
cytosolic fractions by Western blot. In both cell lines, the 
HtrA2/Omi content of mitochondria did not decrease after 

parthanatos induction and no HtrA2/Omi became detect-
able in the cytosolic fractions over the entire timecourse 
(Fig. 6A, Supplementary Fig. 1B). To further corroborate 
these findings, we determined the intracellular localization 
of HtrA2/Omi after parthanatos induction in WT, and addi-
tionally in HtrA2/Omi KO * WT L929Ts cells and MEF by 
immunofluorescence in an extended time course experiment. 
At all investigated time points, and even in the few surviv-
ing cells 24 h after induction of parthanatos, the intrami-
tochondrial localization of HtrA2/Omi remained unaltered 
(Fig. 6B, Supplementary Fig. 1A, C, D). In contrast, when 
we induced apoptosis in these cells in a control experiment, 
immunofluorescence analyses revealed that HtrA2/Omi 
became clearly detectable outside mitochondria within 3 h 
after induction of apoptosis. Noteworthy, from a time point 
of 6 h, we found that HtrA2/Omi primarily colocalized with 
mitochondria again (Supplementary Fig. 2), indicating that 
the mitochondrial release of HtrA2/Omi during apoptosis 
might be transient. Altogether, these results support the 
notion that unlike in apoptosis, in parthanatos, HtrA2/Omi 
does not need to exit the mitochondria to exert its cell death-
promoting functions.

Mass‑spectrometric screen for potential 
downstream mediators of HtrA2/Omi 
by N‑terminomics (HYdrophobic Tagging‑Assisted 
N‑termini Enrichment, HYTANE)

Since all of the potential downstream mediators of HtrA2/
Omi that we had tested so far had turned out to be non-
essential for parthanatos, and since HtrA2/Omi obviously 
exerted its death-promoting functions inside the mito-
chondria, we performed a mass-spectrometric screen for 
mitochondrial proteins that are cleaved by HtrA2/Omi in 
parthanatic cells and which, therefore, might relay the 
death signal downstream of HtrA2/Omi. For this purpose, 
WT and HtrA2/Omi KO MEF were treated with MNNG 
and further cultivated for 4 h, a timeframe short enough 
to avoid parthanatic disintegration of cells (Fig. 7), but 
long enough to allow HtrA2/Omi-dependent cleavage of 
intramitochondrial proteins. Thereafter, highly enriched 
mitochondrial fractions from untreated or MNNG-stim-
ulated WT and HtrA2/Omi KO MEF were analyzed by 
HYTANE, a technique that can identify and distinguish 
protease-generated neo-N termini from the natural N ter-
mini of mature proteins [61] (Fig. 8A), and also allows to 
detect differences in protein abundance among samples. 
Notably, when we compared the protein abundance ratios 
between MNNG-treated and untreated WT MEF, only one 
of the identified 252 mitochondrial proteins (Supplemen-
tary Table 1) showed statistically significant differences 
(coiled-coil-helix-coiled-coil-helix domain-containing 
protein 1; Table 1), and the analysis of MNNG-treated 

Fig. 5   Role of known and candidate HtrA2/Omi substrates in par-
thanatos. A WT, HtrA2/Omi KO or HtrA2/Omi KO * WT L929Ts 
cells or MEF were left untreated or stimulated with 0.5 mM MNNG 
for 15 min and further incubated for 16 h with fresh medium with-
out MNNG. Subsequently, cells were analyzed for the presence of 
PDXDC1, VPS4B and DBC-1 by immunoblotting. For VPS4B, its 
predicted molecular mass corresponds to the lower of the two bands. 
The upper, non-specific band is indicated by an asterisk. Detection 
of actin served as control for equal loading. B WT L929Ts cells or 
MEF were nucleofected with a non-targeting siRNA that does not 
elicit an RNA interference response (siNT) or with an siRNA spe-
cific for murine DBC-1 (siDBC-1). 48 h after nucleofection, the cells 
were left untreated or stimulated with 0.5 mM MNNG for 15 min and 
further incubated for 16 h with fresh medium without MNNG before 
loss of membrane integrity as a marker for cell death was measured 
by PI staining and flow cytometry (upper panels). Each measurement 
represents the mean of nine determinations, error bars indicate the 
corresponding SD. ns not significant (two-tailed unpaired Student’s t 
test). In parallel, Western blots for DBC-1 were performed to inter-
rogate its expression. Detection of actin served as control for equal 
loading (lower panels). C WT, HtrA2/Omi KO or HtrA2/Omi KO * 
WT L929Ts cells or MEF were treated as in A and analyzed for the 
presence of moesin and stathmin by immunoblotting. Detection of 
actin served as control for equal loading. D WT L929Ts cells or MEF 
were nucleofected with siNT or with an siRNA specific for murine 
stathmin (siStathmin) and further analyzed as in B (upper panels). 
Each measurement represents the mean of nine determinations, error 
bars indicate the corresponding SD. ns not significant, ***p < 0.001 
(two-tailed unpaired Student’s t test). Downregulation of stathmin 
was monitored in Western blots, detection of actin served as control 
for equal loading (lower panels). E WT, HtrA2/Omi KO or HtrA2/
Omi KO * WT L929Ts cells or MEF were left untreated or stimu-
lated with 0.5 mM MNNG for 15 min and further incubated for 16 h 
with fresh medium without MNNG in the presence of the PARP-1 
inhibitor olaparib (1 µM; 2 h preincubation before and 16 h incuba-
tion after MNNG stimulation). Subsequently, expression of DBC-1, 
or of Stathmin was detected by immunoblotting. Detection of actin 
served as control for equal loading. The actin blot for DBC-1 from 
MEF is identical to the one shown for PARP-1 in Fig. 3B, as all three 
proteins were analyzed using the same Western blot membrane. This 
also explains the reappearing signal for PARP-1 (indicated by an 
asterisk) below DBC-1

◂



	 J. Weiß et al.

1 3

258  Page 10 of 23

vs. untreated HtrA2/Omi KO MEF did not reveal any 
candidates with statistically significant changes in their 
abundance (Table 1). Consistently, a comparison between 
untreated WT and HtrA2/Omi KO MEF identified only 
four mitochondrial proteins with statistically significant 
changes in abundance (Table 1). In WT vs. HtrA2/Omi 
KO MEF that had been treated with MNNG, the same 
proteins were identified, although differences in the 
protein abundance did not reach statistical significance 
for one protein (N(G),N(G)-dimethylarginine dimethyl-
aminohydrolase 2; Table 1). Therefore, we re-analyzed 
the data using a statistically less stringent approach by 
pairwise comparing groups using Student’s t test (and 
additionally by a modified ANOVA) as outlined in "Mate-
rials and methods" (Supplementary Table 2). Notably, a 
comparison between MNNG-treated and untreated WT 
MEF by t test did not identify any protein with signifi-
cant abundance changes (Table 2), and the same analysis 
in HtrA2/Omi KO MEF revealed only one protein, how-
ever, not reaching significance in the modified ANOVA 
(Table 2). When comparing untreated WT with HtrA2/
Omi KO MEF via t test, again only four mitochondrial 
proteins showed statistically significant differences in 
their protein abundance (three of them being identical 
to those identified in the first analysis), and only two 
of them (alanine aminotransferase 2, ribosome-recycling 
factor, mitochondrial) also showed statistically significant 
differences in the modified ANOVA (Table 2). When we 
compared MNNG-treated WT with HtrA2/Omi KO MEF, 
eight proteins with statistically significant differences 
were identified by t test. Three of these eight proteins 
(alanine aminotransferase 2, ribosome-recycling factor, 
mitochondrial, and thiosulfate sulfurtransferase) had 
already been identified in the t test analysis of untreated 
WT and HtrA2/Omi KO MEF, and six of the eight pro-
teins failed to show significant differences in the modi-
fied ANOVA (Table 2). In summary, these results suggest 

that the absence of HtrA2/Omi by itself does not result in 
major alterations of the mitochondrial proteome and that 
the induction of parthanatos in HtrA2/Omi-proficient and 

Fig. 6   HtrA2/Omi is not released from mitochondria into the cyto-
sol during parthanatos. A WT L929Ts cells were left untreated (0) or 
treated with 0.5 mM MNNG for 15 min and further incubated with 
fresh medium without MNNG for the indicated times. Subsequently, 
mitochondrial and cytosolic fractions were prepared and the pres-
ence of HtrA2/Omi in these fractions was examined by Western blot. 
Detection of the mitochondrial marker COXIV was used to ensure 
that the cytoplasmic fractions were free from mitochondrial contami-
nations. Given its tight association with mitochondria [78], detec-
tion of actin served as a loading control for both mitochondrial as 
well as cytosolic fractions. B WT L929Ts cells were left untreated 
or stimulated with 0.5 mM MNNG for 15 min and further incubated 
for the indicated times with fresh medium without MNNG before 
they were analyzed by immunofluorescence microscopy. HtrA2/Omi 
is indicated by green fluorescence (top left), mitochondria (red) were 
stained with MitoTracker Orange (top right), cell nuclei (blue) were 
stained with Hoechst 33342 (bottom left), and an overlay of all stain-
ings is shown at the bottom right. Scale bars, 10 µm

▸
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-deficient MEF does not substantially alter the abundance 
of their mitochondrial proteins.

As the primary goal of the HYTANE experiment, we next 
analyzed the data with regard to protease-generated neo-N 
termini in the samples. A total of 470 mitochondrial peptides 
were identified, representing 282 master proteins (Supple-
mentary Table 3). 261 peptides had an N terminus identical 
to that of the mature protein or located within the transit-/
signal-/or pro-peptide of the unprocessed pro-protein (Sup-
plementary Table 3). For further 25 peptides, the exact size 
of the transit peptide of these proteins (and thus the exact 
location of the N terminus of the processed mature protein) 
is not known (https://​beta.​unipr​ot.​org/), i.e., it could not be 
determined whether their N termini correspond to the natural 
N termini of the respective mature proteins (Supplementary 
Table 3). However, the N termini of these 25 peptides were 
all located between amino acid positions 2 and 91 of the 
unprocessed pro-protein and thus may represent the N ter-
mini of partially or fully processed proteins rather than inter-
nal cleavage sites. The remaining 184 peptides contained 
internal N termini not identical to those of the mature master 
proteins (Supplementary Table 3). However, for 87 of these 
peptides, their N termini were located within the first 10, and 
for another 24 within the first 20 amino acids of the corre-
sponding mature proteins (Supplementary Table 3), raising 
doubts whether they indeed represent genuine protease-gen-
erated neo-N termini. 73 peptides had N termini that located 
between positions 21 and 431 of the respective mature pro-
teins. Yet, only 10 of them (all locating between positions 24 
and 47, and representing only six different master proteins) 
showed statistically significant differences in their peptide 
abundance ratios between sample conditions. Moreover, 
except for one single peptide (corresponding to the master 
protein induced myeloid leukemia cell differentiation protein 

Mcl-1 homolog), none of these few differences were due 
to treatment of the cells with MNNG, but rather became 
apparent when comparing WT with HtrA2/Omi KO MEF 
(Supplementary Table 3, Table 3, Fig. 8B). When we alter-
natively re-screened all 470 originally identified mitochon-
drial peptides exclusively for statistically significant differ-
ences in their abundance ratios between sample conditions, 
in addition to these 10 peptides, we identified 29 other pep-
tides (Supplementary Table 3, Table 3, Fig. 8B). Yet, 18 
of them represented the N termini of their mature proteins, 
for two, the N terminus of the mature protein is unknown 
(their N termini locate at amino acid positions 20 and 25 of 
the unprocessed pro-protein, again likely representing the N 
termini of partially or fully processed proteins rather than 
internal cleavage sites), and the N termini of the remaining 
nine peptides located within the first 13 amino acids of their 
mature proteins, thus possibly not resulting from protease-
mediated cleavage.

As above for the protein data, we performed a statistically 
less stringent re-analysis of the peptide data (i.e., by compar-
ing groups using Student’s t test and additionally a modified 
ANOVA), and furthermore filtered for peptides with an N 
terminus located within the corresponding mature master 
protein. In this approach, we identified a total of 14 peptides 
with statistically significant abundance differences between 
sample conditions (Supplementary Table 4, Table 4). Once 
more, all of these differences were observed when we com-
pared WT with HtrA2/Omi KO MEF, but none of them 
resulted from treatment of the cells with MNNG (Table 4). 
Altogether, these results suggested that cleavage of proteins 
by HtrA2/Omi (or by other proteases) may not be a key 
requirement for the execution of parthanatic cell death.

The protease function of HtrA2/Omi is dispensable 
for parthanatos

Given that the function of HtrA2/Omi in parthanatos did 
neither require its exit into the cytoplasm nor the cytoplas-
mic proteolysis of IAPs or of other known or candidate sub-
strates of HtrA2/Omi, and given that the mass-spectrometric 
HYTANE analyses had not provided evidence that intrami-
tochondrial cleavage of proteins by HtrA2/Omi is required 
for parthanatos, we next examined whether parthanatic cell 
death was dependent on the catalytic activity of HtrA2/
Omi at all. For this purpose, we reconstituted HtrA2/Omi 
KO MEF with an expression plasmid coding for the pro-
tease-inactive S306A mutant of HtrA2/Omi [62] (Fig. 9A). 
Remarkably, reconstitution with HtrA2/Omi S306A ren-
dered HtrA2/Omi KO * S306A MEF as sensitive to part-
hanatos as reconstitution with the proteolytically active form 
of HtrA2/Omi or as WT MEF that naturally express HtrA2/
Omi (Fig. 9B). In an independent approach, Ucf-101, an 
established inhibitor of the enzymatic activity of HtrA2/

Fig. 7   Timecourse of parthanatos in WT MEF. Cells were left 
untreated or stimulated with 0.5 mM MNNG for 15 min and further 
incubated for the indicated times. Subsequently, loss of membrane 
integrity as a marker for cell death was determined by flow cytometry 
and PI staining. Each measurement represents the mean of nine deter-
minations, error bars indicate the corresponding SD

https://beta.uniprot.org/
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Fig. 8   Mass-spectrometric HYTANE screen for potential downstream 
mediators of HtrA2/Omi. A Schematic workflow of the HYTANE 
experiment to enrich and identify peptides with protease-generated 
neo-N-termini in untreated and parthanatic WT and HtrA2/Omi KO 
MEF. See "Materials and methods" for a complete description of the 
experimental details. Figure created with BioRender.com. B Volcano 
plots of mitochondrial peptides identified by HYTANE in untreated 
and MNNG-treated WT and HtrA2/Omi KO MEF. Normalized, 
scaled abundance ratios (to 1) were log2-transformed and subjected 
to statistical analysis (ANOVA, using 5% FDR). A post-hoc Tukey 

(HSD) test 0.05 (5%) was implemented to determine the significant 
pairs in the ANOVA. Peptides with statistically significant differences 
in their abundance between conditions are shown in color (following 
the color code given in A), together with their master protein acces-
sion and the position of the peptide within the master protein. The 
color of the peptides in each panel indicates the condition in which 
the peptide was more abundant. Grey dots indicate peptides where 
differences in the protein abundance between the two sample condi-
tions did not reach statistical significance
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Omi [63], was completely ineffective in protecting parental 
L929Ts cells from parthanatos while it simultaneously pro-
vided significant protection from necroptosis, identical to 
previous findings [33] and validating its efficacy (Fig. 9C). 
Together, these results demonstrate that HtrA2/Omi controls 
parthanatos independent from its proteolytic activity.

Discussion

The impact of HtrA2/Omi as a mediator of regulated cell 
death is well established for apoptosis [1–4, 21–28] and 
necroptosis [4, 29–34]. Here, we present evidence that 
HtrA2/Omi represents an important component also in a 

third modality of regulated cell death, i.e., parthanatos. In 
our study, we found that the deletion of HtrA2/Omi consist-
ently conferred protection from parthanatos. Yet, it should 
be pointed out that this protection was not as pronounced as 
the protection conferred by deletion or downregulation of 
PARP-1 [44] or after pharmacological inhibition of PARP-1 
with olaparib (Fig. 3C). Therefore, HtrA2/Omi most likely 
represents a modulator of parthanatos rather than a core 
component such as PARP-1. Our findings also indicate that 
the role of HtrA2/Omi in parthanatos is mechanistically 
distinct from that in apoptotic or necroptotic cell death. In 
apoptosis, HtrA2/Omi translocates from the mitochondria 
into the cytosol where it proteolytically cleaves multiple 
substrates such as IAPs and thereby enhances the apoptotic 

Table 1   Mitochondrial proteins with statistically significant differences in their abundance in untreated and MNNG-treated WT vs. HtrA2/Omi 
KO MEF [ANOVA of log2-transformed scaled abundances using 5% FDR and post-hoc Tukey’s HSD test (5%)]

Protein 
Accession Protein Descrip�on q-Value ANOVA

-log10 p-Value

Abundance Ra�os
WT MNNG/

WT
KO MNNG/ 

KO WT/KO WT MNNG/
KO MNNG

Q8BGT5 Alanine aminotransferase 2 0.029 3.203 0.92 0.97 0.67 0.63

Q9CQA6 Coiled-coil-helix-coiled-coil-helix domain-
containing protein 1 0.030 3.563 0.83 1.00 0.83 0.69

Q9D6S7 Ribosome-recycling factor, mitochondrial 0.038 2.683 1.25 1.11 0.49 0.55

Q99LD8 N(G),N(G)-dimethylarginine 
dimethylaminohydrolase 2 0.048 2.687 0.74 0.99 1.86 1.40

Green indicates that the protein is more abundant in the denominator while red signifies that the protein is more abundant in the numerator. No 
color: differences in the protein abundance between the two sample conditions did not reach statistical significance

Table 2   Mitochondrial proteins with statistically significant differ-
ences in their abundance in untreated and MNNG-treated WT vs. 
HtrA2/Omi KO MEF [ANOVA of scaled abundances using 5% FDR 

and post-hoc Tukey’s HSD test (5%), and additional pairwise com-
parison of groups by Student’s t test]

Empty cells: differences in the protein abundance between the two sample conditions did not reach statistical significance

Protein accession Protein description q value ANOVA
− log10 p value

ANOVA 
signifi-
cant?

t test

WT 
MNNG/
WT

KO MNNG/KO WT/KO WT MNNG/
KO MNNG

Q8BGT5 Alanine aminotransferase 2 0.049 3.365 Yes 0.005 0.006
Q9D6S7 Ribosome-recycling factor, 

mitochondrial
0.053 3.001 Yes 0.006 0.013

P52196 Thiosulfate sulfurtransferase 0.074 2.533 No 0.012 0.017
Q99LD8 N(G),N(G)-dimethylarginine 

dimethylaminohydrolase 2
0.092 2.337 No 0.025

O35680 28S ribosomal protein S12, 
mitochondrial

0.122 2.404 No 0.014

P58059 28S ribosomal protein S21, 
mitochondrial

0.176 2.061 No 0.014

Q8R4N0 Citrate lyase subunit beta-like 
protein, mitochondrial

0.198 1.696 No 0.017

Q8K411-1 Presequence protease, mito-
chondrial

0.251 1.557 No 0.035

Q99LY9 NADH dehydrogenase [ubiqui-
none] iron-sulfur protein 5

0.306 1.247 No 0.037

P02340 Cellular tumor antigen p53 0.805 0.314 No 0.039
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Table 3   Mitochondrial peptides with statistically significant differences in their abundance in untreated and MNNG-treated WT vs. HtrA2/Omi 
KO MEF [ANOVA of log2-transformed scaled abundances using 5% FDR and post-hoc Tukey’s HSD test (5%)]

Master Protein 
Accession Master Protein Descrip�on

Posi�on of Pep�de
N Terminus Within

Mature Master Protein
q-Value

Abundance Ra�os
WT 

MNNG/WT
KO 

MNNG/KO WT/KO WT MNNG/ 
KO MNNG

Q9QXX4 Calcium-binding mitochondrial carrier protein 
Aralar2 1 0.004 0.87 0.95 0.19 0.17

Q8BGT5 Alanine aminotransferase 2 25 0.005 1.13 1.06 0.42 0.44
Q8BGT5 Alanine aminotransferase 2 25 0.006 1.31 1.18 0.40 0.45
Q8BGT5 Alanine aminotransferase 2 26 0.006 1.19 0.99 0.36 0.43
O08600 Endonuclease G, mitochondrial 1 0.007 0.82 1.10 0.65 0.48
P05063 Fructose-bisphosphate aldolase C 1 0.013 0.87 0.92 0.19 0.18
O08600 Endonuclease G, mitochondrial 2 0.015 0.85 1.18 0.61 0.44

Q9CWD8 Iron-sulfur protein NUBPL 1 0.015 1.03 1.02 0.68 0.69

Q9EP89 Serine beta-lactamase-like protein LACTB, 
mitochondrial 1 0.015 0.98 1.05 1.27 1.19

Q8BJ03-1 Cytochrome c oxidase assembly protein 
COX15 homolog 47 0.015 0.84 1.01 0.70 0.58

P97287 Induced myeloid leukemia cell differen�a�on 
protein Mcl-1 homolog 34 0.016 1.40 1.21 0.74 0.86

Q8BIP0 Aspartate--tRNA ligase, mitochondrial 1 0.016 0.90 0.95 0.75 0.71
Q8VCF0 Mitochondrial an�viral-signaling protein 2 0.016 0.87 1.09 0.73 0.58
Q8BGT5 Alanine aminotransferase 2 24 0.017 1.08 0.92 0.58 0.68

Q9WTP6-1 Adenylate kinase 2, mitochondrial 8 0.018 0.89 1.13 0.50 0.39
Q99KE1 NAD-dependent malic enzyme, mitochondrial 1 0.018 0.97 0.96 0.56 0.56
Q9D6S7 Ribosome-recycling factor, mitochondrial 1 0.020 1.19 1.09 0.47 0.51
P52196 Thiosulfate sulfurtransferase 2 0.022 1.11 1.00 0.76 0.85
Q9CQL5 39S ribosomal protein L18, mitochondrial ? 0.025 0.97 1.08 0.73 0.65
Q9CQ40 39S ribosomal protein L49, mitochondrial 27 0.025 0.99 1.03 0.79 0.77
Q64442 Sorbitol dehydrogenase 1 0.026 0.91 1.05 1.40 1.22
O35143 ATPase inhibitor, mitochondrial 3 0.026 1.45 1.07 0.37 0.50

P18155
Bifunc�onal methylenetetrahydrofolate 

dehydrogenase/cyclohydrolase, 
mitochondrial

1 0.027 1.33 1.05 0.58 0.73

Q9JIY5 Serine protease HTRA2, mitochondrial 1 0.027 1.34 0.96 1.99 2.75
O35143 ATPase inhibitor, mitochondrial 1 0.028 1.28 1.13 0.71 0.81

Q6PB66 Leucine-rich PPR mo�f-containing protein, 
mitochondrial 1 0.028 0.99 0.99 0.81 0.81

Q8R404 MICOS complex subunit MIC13 24 0.029 0.97 0.99 0.83 0.81

Q8R4N0 Citrate lyase subunit beta-like protein, 
mitochondrial 13 0.029 0.81 0.95 0.56 0.48

Q9D7J4 Cytochrome c oxidase protein 20 homolog 1 0.032 1.02 0.98 0.70 0.73
Q8BGT5 Alanine aminotransferase 2 24 0.032 0.96 0.83 0.54 0.63
Q9WU79 Proline dehydrogenase 1, mitochondrial ? 0.042 1.26 1.12 1.51 1.70
P46656 Adrenodoxin, mitochondrial 1 0.042 1.01 0.98 0.74 0.77
P08249 Malate dehydrogenase, mitochondrial 1 0.042 0.83 1.06 0.88 0.69
Q80ZK0 28S ribosomal protein S10, mitochondrial 9 0.047 1.06 1.02 0.74 0.77

Q9CXC3 Mitochondrial genome maintenance 
exonuclease 1 1 0.048 1.22 1.14 0.51 0.54

Q05920 Pyruvate carboxylase, mitochondrial 1 0.048 0.92 1.00 0.79 0.73
Q8JZY4 Mitochondrial ribonuclease P protein 3 2 0.049 1.02 0.94 0.77 0.84

Q69ZP3-3 Isoform 3 of Probable hydrolase PNKD 41 0.049 0.65 1.00 0.77 0.51

Q6PB66 Leucine-rich PPR mo�f-containing protein, 
mitochondrial 1 0.049 0.98 0.99 0.78 0.78

Green indicates that the protein is more abundant in the denominator while red signifies that the protein is more abundant in the numerator. No 
color: differences in the protein abundance between the two sample conditions did not reach statistical significance. "?" indicates that the N ter-
minus of the mature master protein is unknown
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demise of the cell [1–4, 21–28]. In necroptosis, although a 
cytoplasmic release of HtrA2/Omi is still contentious [1, 29, 
30, 35], we [33, 34] and others [35] have provided evidence 
that the protease activity of HtrA2/Omi is essential for its 
proper function also in this modality of cell death. In part-
hanatos, however, our data indicate that HtrA2/Omi neither 
needs to leave the mitochondria nor that its proteolytic activ-
ity is required to control this form of cell death. Given that 
mitochondria are key components of the parthanatic signal-
ing cascade downstream of PARP-1, the intramitochondrial 
localization of HtrA2/Omi is also consistent with our finding 
that HtrA2/Omi exerts its functions downstream of PARP-
1. Likewise, the dispensability of HtrA2/Omi’s protease 
activity fits well with our observation that cytosolic cleav-
age of IAPs by HtrA2/Omi, as it occurs in apoptosis, is not 
a mechanism by which HtrA2/Omi regulates parthanatos.

Our results also demonstrate that the effects of HtrA2/
Omi on parthanatos are specific for HtrA2/Omi. PARL, a 
distinct mitochondrial protease that has recently been shown 
to facilitate apoptosis by cleaving and maturating the proa-
poptotic protein Smac [64], is obviously not a regulator of 
parthanatos, as a deletion of PARL had no protective effect 

on the course of parthanatic cell death. Likewise, com-
promising the function of LONP1, another mitochondrial 
protease whose inhibition has been reported to cause the 
death of lymphoma cells [65], or of PMPCA, a subunit of 
the mitochondrial processing peptidase (MPP) complex [11] 
which we had identified in an earlier screen for proteases 
potentially relevant in non-apoptotic cell death, did not affect 
parthanatic cell death. Therefore, the function of HtrA2/Omi 
in parthanatos cannot be replaced by other mitochondrial 
proteases, a finding also to be expected for and consistent 
with a protease-independent regulation of parthanatos by 
HtrA2/Omi.

The concept of a protease-independent function of HtrA2/
Omi in parthanatos also explains why we did not observe 
cleavage of moesin or the known HtrA2/Omi substrates 
PDXDC1 and VPS4B [60] in parthanatic cells. For DBC-1 
as another reported substrate of HtrA2/Omi [60] as well as 
for stathmin, induction of parthanatos caused a reduction 
of the full-length proteins in HtrA2/Omi-proficient, but 
not -deficient cells. Although the downregulation of both 
proteins did not noticeably enhance parthanatos further, 
this might have escaped detection due to the already high 

Table 4   Mitochondrial peptides with statistically significant differ-
ences in their abundance in untreated and MNNG-treated WT vs. 
HtrA2/Omi KO MEF [ANOVA of scaled abundances using 5% FDR 

and post-hoc Tukey’s HSD test (5%), and additional pairwise com-
parison of groups by Student’s t test]

Empty cells: differences in the protein abundance between the two sample conditions did not reach statistical significance

Master 
protein 
accession

Master protein description Position of peptide N ter-
minus within mature master 
protein

q value ANOVA 
signifi-
cant?

t test

WT 
MNNG/
WT

KO 
MNNG/
KO

WT/KO WT MNNG/
KO MNNG

Q8BGT5 Alanine aminotransferase 2 25 0.003 Yes 0.00 0.01
Q8BGT5 Alanine aminotransferase 2 25 0.002 Yes 0.00 0.00
Q8BGT5 Alanine aminotransferase 2 26 0.006 Yes 0.01 0.01
O55125 Protein NipSnap homolog 1 36 0.023 Yes 0.01 0.02
Q9WTP6-1 Adenylate kinase 2, mitochon-

drial
8 0.004 Yes 0.01 0.00

O35143 ATPase inhibitor, mitochon-
drial

3 0.013 Yes 0.01 0.02

Q8R4N0 Citrate lyase subunit beta-like 
protein, mitochondrial

13 0.018 Yes 0.01 0.01

Q8BGT5 Alanine aminotransferase 2 24 0.037 Yes 0.02
O08600 Endonuclease G, mitochondrial 2 0.002 Yes 0.00
Q69ZP3-3 Isoform 3 of Probable hydro-

lase PNKD
41 0.030 Yes 0.01

Q9Z110-1 Delta-1-pyrroline-5-carboxy-
late synthase

40 0.034 Yes 0.02

Q8BTW8 CDK5 regulatory subunit-
associated protein 1

2 0.013 Yes 0.02

Q8K411-1 Presequence protease, mito-
chondrial

14 0.073 No 0.05

Q8VCX5-2 Isoform 2 of calcium uptake 
protein 1, mitochondrial

25 0.082 No 0.03
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levels of cell death induced by MNNG in our experimental 
approach. This issue will have to be clarified in future exper-
iments, e.g., by employing milder conditions that induce 
parthanatos at reduced levels and which more easily permit 
detection of a potential enhancement by downregulation of 
DBC-1 or stathmin. Regardless, our results also suggest that 

their cleavage, although it is a specific feature of parthanatic 
cell death, is most likely a secondary event and mediated by 
proteases that are activated downstream of HtrA2/Omi in the 
course of the parthanatic demise of the cell.

In addition to our experimental evidence directly dem-
onstrating that the protease activity of HtrA2/Omi is 

Fig. 9   HtrA2/Omi governs parthanatos independent from its pro-
tease activity. A Western blot to validate the presence or absence 
of HtrA2/Omi in WT and HtrA2/Omi KO MEF, and in HtrA2/Omi 
KO MEF reconstituted with the protease-inactive S306A mutant 
of HtrA2/Omi. Cells reconstituted with empty vector or with WT 
HtrA2/Omi were originally included in this analysis and are shown 
for completeness. Detection of actin served as control for equal load-
ing. B WT and HtrA2/Omi KO MEF, together with HtrA2/Omi KO 
MEF reconstituted with empty vector (HtrA2/Omi KO * EV) and 
HtrA2/Omi KO * S306A and HtrA2/Omi KO * WT MEF were left 
untreated or stimulated with 0.5 mM MNNG for 15 min and further 
incubated for 16 h with fresh medium without MNNG before loss of 
membrane integrity was determined by flow cytometry and PI stain-
ing as a marker for cell death. Each measurement represents the mean 

of nine determinations, error bars indicate the corresponding SD. ns 
not significant, ***p < 0.001 (two-tailed unpaired Student’s t test). C 
Parental L929Ts cells were left untreated or stimulated with 1  mM 
MNNG as in B or pretreated with 50 µM Ucf-101 for 2 h and then 
stimulated with 1 mM MNNG as in B, with 50 µM Ucf-101 present 
during the 16 h incubation period (left panel). Separately, cells were 
left untreated or, in the absence or presence of 50 µM Ucf-101, pre-
treated with 20 µM zVAD-fmk and 1 µg/ml CHX for 2 h and further 
incubated for 5 h after addition of 100 ng/ml TNF to induce necrop-
tosis (right panel). Subsequently, loss of membrane integrity was 
determined by flow cytometry and PI staining as a marker for cell 
death. Each measurement represents the mean of nine determinations, 
error bars indicate the corresponding SD. ***p < 0.001 (two-tailed 
unpaired Student’s t test)
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dispensable for its function in parthanatos, this notion is 
further supported by the results of our mass-spectrometric 
screen. Although originally intended to identify new proteo-
lytic substrates of HtrA2/Omi cleaved during parthanatos, 
the data obtained in the screen show that treatment of WT 
or HtrA2/Omi KO MEF with MNNG to induce parthanatos 
caused virtually no (i.e., one) statistically significant changes 
in mitochondrial protein abundance in the respective cell 
lines. Similarly, when we compared protein abundances 
between WT and HtrA2/Omi KO MEF, the detected statisti-
cally significant differences remained essentially unchanged 
after treatment of the cells with MNNG. In accordance, in 
our analysis of protease-generated neo-N termini, i.e., pro-
tein cleavage in parthanatic cells, again only one single hit 
with statistical significance was identified between cells that 
had been treated with MNNG or not. Although we cannot 
fully rule out the possibility that some peptides were not 
detected in our analyses, collectively, the results from the 
mass-spectrometric screen strongly argue that the induction 
of parthanatos does not entail a substantial proteolytic cleav-
age of mitochondrial proteins, in accordance with a protease-
independent mode of action of HtrA2/Omi in this modality 
of regulated cell death.

As a side note, in our stable reconstitution experiments 
with the protease-inactive HtrA2/Omi S306A mutant, we 
consistently observed in multiple attempts that the gener-
ated HtrA2/Omi KO * S306A MEF rapidly lost expression 
of the construct. It appears as if there is counterselection 
against the presence of a protease-inactive HtrA2/Omi pro-
tein, and therefore, although the protease activity of HtrA2/
Omi seems dispensable for parthanatos, it is likely essen-
tial for the overall homeostasis and fitness of a cell. This 
assumption is corroborated by independent studies showing 
that disturbances of the proteolytic activity of HtrA2/Omi 
cause the generation of reactive oxygen species, accumu-
lation of unfolded mitochondrial proteins, dysfunction of 
the mitochondrial respiration and a loss of mitochondrial 
competence [14, 66–68].

An obvious question that arises from our results is 
how HtrA2/Omi modulates parthanatic cell death, if not 
via its protease activity. The most likely explanation is 
that HtrA2/Omi acts as an intramitochondrial scaffolding 
protein. Support for this assumption comes from studies 
showing that the homologous protease PfHtrA2 similarly 
fulfils a non-protease/chaperone role in the life cycle of 
the human malaria parasite Plasmodium falciparum [69], 
that HtrA2/Omi itself prevents the aggregation of amy-
loid β1-42 in a protease-independent manner by acting as 
a chaperone protein [16], or that the protease-activity of 
HtrA2/Omi is not required to induce apoptosis in Apol-
lon/BRUCE-deficient cells [24]. A scaffolding function of 
HtrA2/Omi appears also plausible given that its C-terminal 

PDZ domain represents a protein–protein interaction mod-
ule [7, 8]. Accordingly, multiple binding partners (often 
also substrates) of HtrA2/Omi have been described, such 
as DUSP9 [70], XIAP, cIAP1, cIAP2, Apollon/BRUCE 
[1, 4, 22–24], ARMC8 [71], OPA1 [72], ped/pea-15 [25], 
WARTS [73], GRIM-19 [74], Presenilin [75], HAX-1 [26], 
WT1 [27], p73 [28], actin, vimentin, α- and β-tubulin [60], 
integrin α7 [76], or RIPK1 [35]. Yet, parthanatic inter-
actors of HtrA2/Omi need to be mitochondrial proteins, 
which limits the above list to OPA1, GRIM-19 and HAX-
1, none of which have so far been linked to the parthanatic 
signaling cascade. In recent work, Botham and colleagues 
have identified 59 additional mitochondrial interaction 
partners of HtrA2/Omi in a proximity-dependent biotin 
identification (BioID) screen for protease proximity part-
ners, and 15 further candidates by immunoprecipitation 
coupled with mass spectrometry (IP-MS) [12]. Of those, 
eight (APOOL, CHCHD3, CHCHD6, DNAJC11, IMMT, 
MTX1, MTX2, SAMM50) are components of the mito-
chondrial intermembrane space bridging complex and 19 
(ACAD9, ATPAF1, COX4I1, COX5A, COX5B, COX6C, 
COX15, NDUFA2, NDUFA8, NDUFA12, NDUFA13, 
NDUFS1, NDUFS2, NDUFS8, NDUFV2, NDUV3, 
SDHA, SELRC1, TTC19) of the electron transport chain. 
46 other candidates (ACOT2, AFG3L2, AK2, ATAD3A, 
ATAD3B, BCL2L13, C1QBP, CCDC58, CKMT1B, 
CLPB, CPOX, CPS1, EARS2, EFHA1, ENDOG, 
FAM54A, FAM54B, GLS, IARS2, KIAA0564, LACTB, 
LETM1, MARC2, MAVS, MFF, MRPL23, MRPL24, 
MRPL28, MRPL41, MRPL47, MRPS11, MRPS24, 
MRPS26, MRPS35, MTFR1, POLDIP2, PPOX, PYCR1, 
PYCR2, SLC25A12, TAMM41, TIMM13, TOMM70A, 
USP30, VARS2, YME1L1) participate in various aspects 
of mitochondrial function, but without clear-cut relevance 
for parthanatos. However, Botham and colleagues also 
identified one final interaction partner of HtrA2/Omi that 
is indeed a core component of the parthanatic signaling 
chain: AIFM1. While initial studies reported that AIFM1 
needs to be proteolytically cleaved to fulfil its function in 
parthanatos [49–52], this was later refuted [53, 54]. Also, 
to the best of our knowledge, there are no reports of pro-
teolytic cleavage of AIFM1 by HtrA2/Omi. Therefore, it is 
tempting to speculate that HtrA2/Omi might exert its func-
tions in parthanatos via a protease-independent interaction 
with AIFM1. Of course, HtrA2/Omi might alternatively 
control parthanatos by interacting with other, yet-to-be-
identified proteins. In any case, it will be of high interest 
to further elucidate the interrelationships between HtrA2/
Omi and AIFM1 in the future. To gain further insight into 
the mechanisms by which HtrA2/Omi controls parthana-
tos, it will also be definitely worthwhile to conduct BioID 
or IP-MS screens in parthanatic cells to identify novel par-
thanatic mitochondrial interaction partners of HtrA2/Omi.
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Materials and methods

Reagents

MNNG was purchased from Biosynth Carbosynth (Comp-
ton, United Kingdom), olaparib was obtained from Axon 
Medchem (Groningen, The Netherlands), and birinapant 
from ChemieTek (Indianapolis, IN, USA). Ucf-101 was 
provided by Biozol (Eching, Germany), highly puri-
fied human recombinant TNF by BASF Bioresearch 
(Ludwigshafen, Germany), benzyloxycarbonyl-Val-Ala-
Asp(OMe)-fluoromethylketone (zVAD-fmk) by Bachem 
(Bubendorf, Switzerland), and cycloheximide (CHX) by 
Sigma–Aldrich (Munich, Germany).

siRNAs specific for murine LONP1 (J-054897-09-
0002), PMPCA (J-055541-05-0002), DBC-1 (J-047837-
05-0002), stathmin (J-041608-05-0002) and the non-
targeting siRNA (D-001206-13-20) were obtained from 
Horizon Discovery (Cambridge, UK).

Cell lines and cell culture

L929Ts is a TRAIL-sensitive subline derived by prolonged 
passaging in the laboratory from L929 cells that were orig-
inally obtained from ATCC [77]. Immortalized MEF defi-
cient for HtrA2/Omi and their WT counterparts have been 
described [14], as have PARL-deficient MEF and PARL-
deficient MEF reconstituted with PARL [64] (all kindly 
provided by Thomas Langer and Shotaro Saita, Cologne, 
Germany). Parental as well as Omi- or PARL-deficient and 
-reconstituted cells were cultured in Click’s/RPMI 1640 
[50/50% (v/v), L929Ts] or DMEM (MEF), supplemented 
with 10% (v/v) heat-inactivated FBS, 2 mM l-glutamine 
(only for L929Ts), 50 µg/ml penicillin/streptomycin, and 
50 µM β-mercaptoethanol in 0.9% (w/v) NaCl in a humidi-
fied incubator with 5% (v/v) CO2 at 37 °C.

Deletion of HtrA2/Omi by CRISPR/Cas9

The CRISPR/Cas9 vector pCMV-U6gRNA-Cas9-2A-GFP 
containing a gRNA targeting murine HtrA2/Omi (Target 
ID: MM0000364614, Sigma–Aldrich) was transfected into 
parental L929Ts cells by Amaxa nucleofection (Lonza, 
Cologne, Germany) using solution V and program T-20. 
After transfection, cells were sorted for GFP expression 
by FACS. Individual clones were isolated and analyzed for 
loss of HtrA2/Omi expression by Western blot.

Immunoblots

After harvesting the cells, they were lysed at 4  °C in 
TNE buffer [50  mM Tris pH 8.0, 150  mM NaCl, 1% 
(v/v) NP-40, 3  mM EDTA, 1  mM sodium orthovana-
date, 5 mM sodium fluoride] containing 10 µg/mL cOm-
plete protease inhibitor cocktail. Identical amounts of 
cell protein per lane were resolved by electrophoresis on 
SDS–polyacrylamide gels. After electrophoretic transfer 
onto nitrocellulose, reactive proteins were detected with 
antisera specific for HtrA2/Omi (15775-1-AP, Protein-
tech, Rosemont, IL, USA), ab75982 (Abcam, Cambridge, 
UK), or AF1458 (R&D Systems, Minneapolis, MN, 
USA), LONP1 (ab103809, Abcam), PMPCA (ab140171, 
Abcam), PARP-1 (9542, Cell Signaling, Danvers, MA, 
USA), cIAP1 (ALX-803-335-C100, Enzo Life Sciences, 
Lörrach, Germany), PDXDC1 (21021-1-AP, Proteintech), 
VPS4B (ab102687, Abcam), DBC-1 (5693, Cell Signal-
ing), moesin (ab151542, Abcam), stathmin (ab52630, 
Abcam), COXIV (4844, Cell Signaling) and the LumiGLO 
chemiluminescent substrate (Cell Signaling). Equal load-
ing as well as transfer efficiency was routinely verified for 
all Western blots by Ponceau S staining and by re-staining 
the membranes for actin (A1978, Sigma–Aldrich).

Confocal laser scanning microscopy

Cells were seeded on glass coverslips and grown over night at 
37 °C. To visualize mitochondria, cells were incubated with 
300 nM MitoTracker™ Orange CMTMRos (ThermoFisher 
Scientific, Waltham, MA, USA) for 15 min at 37 °C, then 
washed twice with cold TBS (50 mM Tris pH 7.6, 150 mM 
NaCl) and fixed in 2.5% (w/v) paraformaldehyde for 10 min 
on ice. The coverslips were washed two more times in cold 
TBS and incubated with cold methanol (− 20 °C) on ice for 
10 min, followed by two more washes with cold TBS and 
blocking of nonspecific sites with 1% (w/v) BSA in TBS for 
15 min at room temperature and three washes in TBS for 
5 min each. Cells were incubated overnight with primary 
antibody (anti-HtrA2/Omi rabbit polyclonal IgG (15775-1-
AP, Proteintech) for parental or HtrA2/Omi-deficient cells, 
anti-HtrA2/Omi rabbit polyclonal IgG (AF1458, R&D Sys-
tems) for HtrA2/Omi-reconstituted cells, or anti-FLAG M2 
mouse monoclonal IgG (F1804, Sigma–Aldrich) for PARL-
FLAG-reconstituted cells, all 1:200 in TBS with 1% (v/v) 
BSA), washed four times in TBS (8 min each), incubated 
for 2 h at room temperature with secondary antibody [goat 
anti-rabbit IgG (H + L) cross-adsorbed secondary antibody, 
Alexa Fluor 488 (A-11008, ThermoFisher Scientific) or goat 
anti-mouse IgG (H + L) cross-adsorbed secondary antibody, 
Alexa Fluor 488 (A-11001, ThermoFisher Scientific), both 
1:1000 in TBS with 1% (v/v) BSA] with addition of Hoe-
chst 33342 dye (1:1000, ThermoFisher Scientific) to stain 
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the nuclei, washed four times in TBS (8 min each), once in 
Milli-Q water (2 min) and then analyzed using a Zeiss LSM 
510 confocal laser scanning microscope (Zeiss, Oberkochen, 
Germany). If required, contrast and brightness of final digital 
images were adjusted with LSM Image Browser 4.2.0.121 
software (Zeiss), always applying identical settings to all 
subpanels of one image.

Reconstitution of HtrA2/Omi‑deficient cells

Stably reconstituted HtrA2/Omi-deficient MEF expressing 
WT HtrA2/Omi or protease-inactive HtrA2/Omi S306A 
were obtained by nucleofection of pcDNA3.1 encoding 
WT HtrA2/Omi or HtrA2/Omi S306A (constructs kindly 
provided by Edward Mocarski, Atlanta, GA, USA), cotrans-
fection with pcDNA3.1 Zeo and subsequent selection with 
250 µg/ml Zeocin (ThermoFisher Scientific). HtrA2/Omi-
deficient L929 cells were reconstituted by nucleofection 
with pcDNA3.1 encoding WT HtrA2/Omi and selected with 
1000 µg/ml G418 (Sigma–Aldrich). Single clones were iso-
lated and checked for expression of the respective construct 
by Western blot.

Flow cytometric analysis of membrane integrity

Following treatment, both detached and adherent cells were 
collected by centrifugation. The cells were resuspended in 
PBS/5 mM EDTA containing 2 μg/ml propidium iodide (PI), 
and the red fluorescence was measured on a FACSCalibur 
(BD Biosciences, Heidelberg, Germany) or a MACSQuant 
X (Miltenyi Biotec, Bergisch Gladbach, Germany) flow 
cytometer. Representative flow cytometry pseudocolor dot 
plots for all performed analyses of membrane integrity are 
provided in Supplementary Fig. 3.

Statistical analysis

Data were tested for normality using the Shapiro–Wilk 
test where appropriate. Normally distributed groups were 
compared by two-tailed unpaired Student’s t test, otherwise 
by Mann–Whitney test using GraphPad Prism 9 (Graph-
Pad Software, La Jolla, CA, USA). p values < 0.05 were 
considered statistically significant (*p < 0.05; **p < 0.01; 
***p < 0.001).

Imaging of cell morphology

For documentation of cell morphology, images from unfixed 
cells were obtained using a NYONE automated cell imager 
(Synentec, Elmshorn, Germany).

RNA interference

WT L929Ts cells and MEF were transfected with 150 pmol 
siRNA by Amaxa nucleofection (Lonza), using the Cell Line 
Nucleofector Kit V and program T-020 (L929Ts cells) or the 
Basic Nucleofector Kit for Primary Mammalian Fibroblasts 
and program A-023 (MEF), and incubated for 48 h at 37 °C 
before further analysis.

Preparation of mitochondrial and cytosolic fractions

Highly enriched mitochondrial and cytosolic fractions 
were generated with the Cell Fractionation Kit - Standard 
(ab109719, Abcam) according to the instructions of the 
manufacturer.

Mass‑spectrometric screen for potential 
downstream mediators of HtrA2/Omi 
by N‑terminomics (HYTANE)

Highly enriched mitochondrial fractions from untreated and 
MNNG-treated WT and HtrA2/Omi KO MEF were prepared 
in biological triplicates with the Mitochondria Isolation Kit 
for Cultured Cells with Dounce homogenizer (ab110171, 
Abcam) following the instructions of the manufacturer. To 
200 µg of each fraction, SDS was added [1% (w/v) final]. 
The samples were reduced with Tris(2-carboxyethyl)phos-
phine hydrochloride (5 mM final) for 30 min at 60 °C and 
alkylated with iodoacetamide (10 mM final) at room tem-
perature for 30 min. The reaction was quenched with dithi-
othreitol (20 mM final). Samples were precipitated with 
chloroform/methanol and brought up in 6 M guanidine HCl 
in HEPES (200 mM, pH 7) to resuspend the pellet and then 
diluted to 3 M guanidine HCl. An aliquot of each sample 
was taken, diluted 1:10 with water and a bicinchoninic acid 
assay protein measurement was performed. 35 µg of each 
sample was labelled with an individual tandem mass tag 
channel which was dissolved in DMSO and mixed 1:1 with 
sample. A total of 0.6 mg of protein across all channels was 
labelled. The samples were left to react for 1 h at 25 °C. 
The labelling reaction was quenched with 8 µl of 5% (w/v) 
hydroxylamine for 30 min. All channels were combined and 
the sample was precipitated with ethanol. The pellet was 
washed with ice-cold ethanol, re-dissolved in 4 M guanidine 
HCl and then diluted to a final concentration of 0.8 M. The 
sample was digested with 10 µg of trypsin (20:1 ratio of 
protein to enzyme) and left to digest overnight at 37 °C. The 
sample was then cleaned using a C-18 column and eluted 
with 80% (v/v) acetonitrile (ACN) in 0.1% (v/v) trifluoro-
acetic acid (TFA). The new N-termini generated as a result 
of the trypsin digestion were depleted using HYTANE. The 
sample was redissolved in HEPES buffer (pH 7) before hexa-
decanal (500 µl, 10 mg/ml) in isopropanol was added along 
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with 20 mM sodium cyanoborohydride and the reaction left 
for 2 h at 50 °C followed by incubation at 37 °C overnight. 
A fresh aliquot of sodium cyanoborohydride was added 
(20 mM), the sample was dried down, resuspended in load-
ing buffer (3% (v/v) ACN in 0.1% (v/v) TFA) and cleaned 
with a C-18 column. The sample was dried down and stored 
at − 20 °C prior to analysis.

For liquid chromatography/mass spectrometry (MS) 
measurements, samples were injected in duplicate on a 
Dionex Ultimate 3000 nano-UHPLC coupled to a Q Exactive 
mass spectrometer (Thermo Scientific, Bremen, Germany). 
The samples were washed on a trap column (Acclaim Pep-
Map 100 C-18, 5 mm × 300 μm, 5 μm, 100 Å, Dionex) for 
4 min with 3% (v/v) ACN/0.1% (v/v) TFA at a flow rate 
of 30 μl/min prior to peptide separation using an Acclaim 
PepMap 100 C-18 analytical column (50 cm × 75 μm, 2 μm, 
100 Å, Dionex). A flow rate of 300 nl/min using eluent A 
[0.05% (v/v) formic acid (FA)] and eluent B [80% (v/v) 
ACN/0.04% (v/v) FA] was used for gradient separation 
(180-min gradient, 540% B). Spray voltage applied on a 
metal-coated PicoTip emitter (10 μm tip size, New Objec-
tive, Woburn, MA, USA) was 1.6 kV, with a source tempera-
ture of 250 °C. Full scan MS spectra were acquired between 
300 and 2000 m/z at a resolution of 70,000 at m/z 400. The 
ten most intense precursors with charge states greater than 
2 + were selected with an isolation window of 1.4 m/z and 
fragmented by higher energy collisional dissociation with 
normalized collision energies of 35 at a resolution of 17,500. 
Lock mass (445.120025) and dynamic exclusion (30 s) were 
enabled.

For database search and statistics, The MS raw files were 
processed by Proteome Discoverer 2.2.0.388 (ThermoFisher 
Scientific) and MS/MS spectra were searched using the 
Sequest HT algorithm against a database containing com-
mon contaminants and a mouse database. The enzyme 
specificity was set to semi-ArgC with two missed cleavages 
allowed. An MS1 tolerance of 10 ppm and a MS2 toler-
ance of 0.02 Da was implemented. Oxidation (15.995 Da) of 
methionine residues, acetylation (42.011 Da) and TMT6plex 
(229.163 Da) on the peptide N-terminus was set as a variable 
modification while carbamidomethylation (57.02146 Da) 
on cysteine residues and TMT6plex on lysine residues was 
set as a static modification. Technical injection replicates 
were set as fractions. Minimal peptide length was set to 
6 amino acids and the peptide false discovery rate (FDR) 
was set to 1%. Normalized, scaled abundance ratios (to 1) 
from Proteome Discoverer were exported, log2-transformed 
and statistical analysis (ANOVA) performed in Perseus 
(Perseus_1.6.10.43). To compensate for the multiple test-
ing hypothesis, a permutation-based false discovery rate 
(FDR) of 0.05 (5%) and an s0 value of 0.1 (for analysis 
of protein abundances) or an s0 value of 0 (for analysis of 
protease-generated neo-N termini) were utilized. A post-hoc 

Tukey honestly significant difference (HSD) test 0.05 (5%) 
was implemented to determine the significant pairs in the 
ANOVA. Additionally, for analysis of protein abundances, 
in a less stringent, alternative approach, ANOVA was per-
formed on scaled abundances without log2 transformation, 
and groups were additionally compared pairwise by Stu-
dent’s t test, using a p-value of less than 0.05 and a fold 
change of ± two standard deviations from the median as a 
cut-off.

Supplementary Information  The online version contains supplemen-
tary material available at https://​doi.​org/​10.​1007/​s00018-​023-​04904-7.

Acknowledgements  We thank Thomas Langer and Shotaro Saita for 
WT and HtrA2/Omi KO MEF as well as for PARL KO and PARL 
KO * WT MEF, Edward Mocarski for HtrA2/Omi WT and S306A 
constructs, Parvin Davarnia and Gökhan Alp for excellent technical 
assistance and Sandra Ussat for FACS sorting.

Author contributions  DA conceived the project. DA, JW, MH, ThK, 
JH, JFC, SV, TK and AT designed the experiments; JW, MH, ThK, 
JH, JFC, SV and TK performed the experiments and analyzed the 
data. SS and TL provided critical reagents. DA analyzed the data. The 
manuscript was written by DA with contributions from all authors. All 
authors read and approved the final manuscript.

Funding  Open Access funding enabled and organized by Projekt 
DEAL. This work was supported by the Deutsche Forschungsge-
meinschaft (DFG, German Research Foundation)—Projektnummer 
125440785—SFB 877, Project B2, to D. A.

Data availability  All data generated or analyzed during this study are 
included in this published article and its supplementary information 
files.

Declarations 

Conflict of interest  The authors have no relevant financial or non-fi-
nancial interests to disclose. All authors have approved the manuscript.

Ethics statement  Not required. No animal experiments and no stud-
ies involving human participants, human data or human tissue were 
performed.

Consent for publication  Not applicable.

Open Access   This article is licensed under a Creative Commons Attri-
bution 4.0 International License, which permits use, sharing, adapta-
tion, distribution and reproduction in any medium 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://​creat​iveco​mmons.​org/​licen​ses/​by/4.​0/.

https://doi.org/10.1007/s00018-023-04904-7
http://creativecommons.org/licenses/by/4.0/


Protease‑independent control of parthanatos by HtrA2/Omi﻿	

1 3

Page 21 of 23  258

References

	 1.	 van Loo G, van Gurp M, Depuydt B, Srinivasula SM, Rodriguez 
I, Alnemri ES et al (2002) The serine protease Omi/HtrA2 is 
released from mitochondria during apoptosis. Omi interacts with 
caspase-inhibitor XIAP and induces enhanced caspase activity. 
Cell Death Differ 9(1):20–26

	 2.	 Hegde R, Srinivasula SM, Zhang Z, Wassell R, Mukattash R, 
Cilenti L et al (2002) Identification of Omi/HtrA2 as a mitochon-
drial apoptotic serine protease that disrupts inhibitor of apoptosis 
protein-caspase interaction. J Biol Chem 277(1):432–438

	 3.	 Martins LM, Iaccarino I, Tenev T, Gschmeissner S, Totty NF, 
Lemoine NR et al (2002) The serine protease Omi/HtrA2 regu-
lates apoptosis by binding XIAP through a reaper-like motif. J 
Biol Chem 277(1):439–444

	 4.	 Suzuki Y, Imai Y, Nakayama H, Takahashi K, Takio K, Takahashi 
R (2001) A serine protease, HtrA2, is released from the mito-
chondria and interacts with XIAP, inducing cell death. Mol Cell 
8(3):613–621

	 5.	 Faccio L, Fusco C, Chen A, Martinotti S, Bonventre JV, Zervos 
AS (2000) Characterization of a novel human serine protease 
that has extensive homology to bacterial heat shock endopro-
tease HtrA and is regulated by kidney ischemia. J Biol Chem 
275(4):2581–2588

	 6.	 Gray CW, Ward RV, Karran E, Turconi S, Rowles A, Viglienghi 
D et al (2000) Characterization of human HtrA2, a novel serine 
protease involved in the mammalian cellular stress response. Eur 
J Biochem 267(18):5699–5710

	 7.	 Clausen T, Kaiser M, Huber R, Ehrmann M (2011) HTRA pro-
teases: regulated proteolysis in protein quality control. Nat Rev 
Mol Cell Biol 12(3):152–162

	 8.	 Li W, Srinivasula SM, Chai J, Li P, Wu JW, Zhang Z et al (2002) 
Structural insights into the pro-apoptotic function of mitochon-
drial serine protease HtrA2/Omi. Nat Struct Biol 9(6):436–441

	 9.	 Kadomatsu T, Mori M, Terada K (2007) Mitochondrial import of 
Omi: the definitive role of the putative transmembrane region and 
multiple processing sites in the amino-terminal segment. Biochem 
Biophys Res Commun 361(2):516–521

	10.	 Goo HG, Rhim H, Kang S (2017) Pathogenic role of serine pro-
tease HtrA2/Omi in neurodegenerative diseases. Curr Protein Pept 
Sci 18(7):746–757

	11.	 Quirós PM, Langer T, López-Otín C (2015) New roles for mito-
chondrial proteases in health, ageing and disease. Nat Rev Mol 
Cell Biol 16(6):345–359

	12.	 Botham A, Coyaud E, Nirmalanandhan VS, Gronda M, Hurren R, 
Maclean N et al (2019) Global interactome mapping of mitochon-
drial intermembrane space proteases identifies a novel function 
for HTRA2. Proteomics 19(24):e1900139

	13.	 Li B, Hu Q, Wang H, Man N, Ren H, Wen L et al (2010) Omi/
HtrA2 is a positive regulator of autophagy that facilitates the 
degradation of mutant proteins involved in neurodegenerative 
diseases. Cell Death Differ 17(11):1773–1784

	14.	 Martins LM, Morrison A, Klupsch K, Fedele V, Moisoi N, Teis-
mann P et al (2004) Neuroprotective role of the Reaper-related 
serine protease HtrA2/Omi revealed by targeted deletion in mice. 
Mol Cell Biol 24(22):9848–9862

	15.	 Vande Walle L, Lamkanfi M, Vandenabeele P (2008) The mito-
chondrial serine protease HtrA2/Omi: an overview. Cell Death 
Differ 15(3):453–460

	16.	 Kooistra J, Milojevic J, Melacini G, Ortega J (2009) A new func-
tion of human HtrA2 as an amyloid-beta oligomerization inhibitor. 
J Alzheimers Dis 17(2):281–294

	17.	 Darreh-Shori T, Rezaeianyazdi S, Lana E, Mitra S, Gellerbring 
A, Karami A et al (2019) Increased active OMI/HTRA2 serine 

protease displays a positive correlation with cholinergic alterations 
in the Alzheimer’s disease brain. Mol Neurobiol 56(7):4601–4619

	18.	 Wang K, Yuan Y, Liu X, Lau WB, Zuo L, Wang X et al (2016) 
Cardiac specific overexpression of mitochondrial Omi/HtrA2 
induces myocardial apoptosis and cardiac dysfunction. Sci Rep 
6:37927

	19.	 Yoshioka H, Katsu M, Sakata H, Okami N, Wakai T, Kinouchi 
H et al (2013) The role of PARL and HtrA2 in striatal neuronal 
injury after transient global cerebral ischemia. J Cereb Blood Flow 
Metab 33(11):1658–1665

	20.	 Wang H, Jiang F, Hao F, Ju R (2018) The expression of HtrA2 
and its diagnostic value in patients with hepatocellular carcinoma. 
Medicine (Baltimore) 97(14):e0128

	21.	 Verhagen AM, Silke J, Ekert PG, Pakusch M, Kaufmann H, Con-
nolly LM et al (2002) HtrA2 promotes cell death through its serine 
protease activity and its ability to antagonize inhibitor of apoptosis 
proteins. J Biol Chem 277(1):445–454

	22.	 Srinivasula SM, Gupta S, Datta P, Zhang Z, Hegde R, Cheong 
N et al (2003) Inhibitor of apoptosis proteins are substrates for 
the mitochondrial serine protease Omi/HtrA2. J Biol Chem 
278(34):31469–31472

	23.	 Yang QH, Church-Hajduk R, Ren J, Newton ML, Du C (2003) 
Omi/HtrA2 catalytic cleavage of inhibitor of apoptosis (IAP) 
irreversibly inactivates IAPs and facilitates caspase activity in 
apoptosis. Genes Dev 17(12):1487–1496

	24.	 Sekine K, Hao Y, Suzuki Y, Takahashi R, Tsuruo T, Naito M 
(2005) HtrA2 cleaves Apollon and induces cell death by IAP-
binding motif in Apollon-deficient cells. Biochem Biophys Res 
Commun 330(1):279–285

	25.	 Trencia A, Fiory F, Maitan MA, Vito P, Barbagallo AP, Perfetti 
A et al (2004) Omi/HtrA2 promotes cell death by binding and 
degrading the anti-apoptotic protein ped/pea-15. J Biol Chem 
279(45):46566–46572

	26.	 Cilenti L, Soundarapandian MM, Kyriazis GA, Stratico V, Singh 
S, Gupta S et al (2004) Regulation of HAX-1 anti-apoptotic 
protein by Omi/HtrA2 protease during cell death. J Biol Chem 
279(48):50295–50301

	27.	 Hartkamp J, Carpenter B, Roberts SG (2010) The Wilms’ tumor 
suppressor protein WT1 is processed by the serine protease 
HtrA2/Omi. Mol Cell 37(2):159–171

	28.	 Marabese M, Mazzoletti M, Vikhanskaya F, Broggini M (2008) 
HtrA2 enhances the apoptotic functions of p73 on bax. Cell Death 
Differ 15(5):849–858

	29.	 Blink E, Maianski NA, Alnemri ES, Zervos AS, Roos D, Kuijpers 
TW (2004) Intramitochondrial serine protease activity of Omi/
HtrA2 is required for caspase-independent cell death of human 
neutrophils. Cell Death Differ 11(8):937–939

	30.	 Okada M, Adachi S, Imai T, Watanabe K, Toyokuni SY, Ueno M 
et al (2004) A novel mechanism for imatinib mesylate-induced 
cell death of BCR-ABL-positive human leukemic cells: caspase-
independent, necrosis-like programmed cell death mediated by 
serine protease activity. Blood 103(6):2299–2307

	31.	 McCormick AL, Roback L, Mocarski ES (2008) HtrA2/Omi 
terminates cytomegalovirus infection and is controlled by the 
viral mitochondrial inhibitor of apoptosis (vMIA). PLoS Pathog 
4(5):e1000063

	32.	 Vande Walle L, Wirawan E, Lamkanfi M, Festjens N, Verspurten 
J, Saelens X et al (2010) The mitochondrial serine protease HtrA2/
Omi cleaves RIP1 during apoptosis of Ba/F3 cells induced by 
growth factor withdrawal. Cell Res 20(4):421–433

	33.	 Sosna J, Voigt S, Mathieu S, Kabelitz D, Trad A, Janssen O et al 
(2013) The proteases HtrA2/Omi and UCH-L1 regulate TNF-
induced necroptosis. Cell Commun Signal 11:76

	34.	 Sosna J, Philipp S, Fuchslocher Chico J, Saggau C, Fritsch J, 
Föll A et al (2016) Differences and similarities in TRAIL- and 



	 J. Weiß et al.

1 3

258  Page 22 of 23

TNF-mediated necroptotic signaling in cancer cells. Mol Cell Biol 
36(20):2626–2644

	35.	 Zhang C, He A, Liu S, He Q, Luo Y, He Z et al (2019) Inhibition 
of HtrA2 alleviated dextran sulfate sodium (DSS)-induced colitis 
by preventing necroptosis of intestinal epithelial cells. Cell Death 
Dis 10(5):344

	36.	 Hivert B, Cerruti C, Camu W (1998) Hydrogen peroxide-induced 
motoneuron apoptosis is prevented by poly ADP ribosyl syn-
thetase inhibitors. NeuroReport 9(8):1835–1838

	37.	 Kam TI, Mao X, Park H, Chou SC, Karuppagounder SS, Umanah 
GE et  al (2018) Poly(ADP-ribose) drives pathologic alpha-
synuclein neurodegeneration in Parkinson’s disease. Science 
362(6414):eaat8407

	38.	 Mandir AS, Przedborski S, Jackson-Lewis V, Wang ZQ, Simbu-
lan-Rosenthal CM, Smulson ME et al (1999) Poly(ADP-ribose) 
polymerase activation mediates 1-methyl-4-phenyl-1, 2,3,6-tet-
rahydropyridine (MPTP)-induced parkinsonism. Proc Natl Acad 
Sci USA 96(10):5774–5779

	39.	 Eliasson MJL, Sampei K, Mandir AS, Hurn PD, Traystman 
RJ, Bao J et al (1997) Poly(ADP-ribose) polymerase gene dis-
ruption renders mice resistant to cerebral ischemia. Nat Med 
3(10):1089–1095

	40.	 Vis JC, Schipper E, de Boer-van Huizen RT, Verbeek MM, de 
Waal RM, Wesseling P et al (2005) Expression pattern of apop-
tosis-related markers in Huntington’s disease. Acta Neuropathol 
109(3):321–328

	41.	 Love S, Barber R, Wilcock GK (1999) Increased poly(ADP-ribo-
syl)ation of nuclear proteins in Alzheimer’s disease. Brain 122(Pt 
2):247–253

	42.	 Park H, Kam TI, Dawson TM, Dawson VL (2020) Poly (ADP-
ribose) (PAR)-dependent cell death in neurodegenerative diseases. 
Int Rev Cell Mol Biol 353:1–29

	43.	 Los M, Mozoluk M, Ferrari D, Stepczynska A, Stroh C, Renz A 
et al (2002) Activation and caspase-mediated inhibition of PARP: 
A molecular switch between fibroblast necrosis and apoptosis in 
death receptor signaling. Mol Biol Cell 13:978–988

	44.	 Sosna J, Voigt S, Mathieu S, Lange A, Thon L, Davarnia P et al 
(2014) TNF-induced necroptosis and PARP-1-mediated necrosis 
represent distinct routes to programmed necrotic cell death. Cell 
Mol Life Sci 71(2):331–348

	45.	 Andrabi SA, Kim NS, Yu SW, Wang H, Koh DW, Sasaki M et al 
(2006) Poly(ADP-ribose) (PAR) polymer is a death signal. Proc 
Natl Acad Sci USA 103(48):18308–18313

	46.	 Ha HC, Snyder SH (1999) Poly(ADP-ribose) polymerase is a 
mediator of necrotic cell death by ATP depletion. Proc Natl Acad 
Sci USA 96(24):13978–13982

	47.	 Andrabi SA, Umanah GK, Chang C, Stevens DA, Karuppagounder 
SS, Gagné JP et al (2014) Poly(ADP-ribose) polymerase-depend-
ent energy depletion occurs through inhibition of glycolysis. Proc 
Natl Acad Sci USA 111(28):10209–10214

	48.	 Fouquerel E, Goellner EM, Yu Z, Gagné JP, de Moura MB, Fein-
stein T et al (2014) ARTD1/PARP1 negatively regulates glycoly-
sis by inhibiting hexokinase 1 independent of NAD+ depletion. 
Cell Rep 8(6):1819–1831

	49.	 Polster BM, Basañez G, Etxebarria A, Hardwick JM, Nicholls 
DG (2005) Calpain I induces cleavage and release of apopto-
sis-inducing factor from isolated mitochondria. J Biol Chem 
280(8):6447–6454

	50.	 Yuste VJ, Moubarak RS, Delettre C, Bras M, Sancho P, Robert 
N et al (2005) Cysteine protease inhibition prevents mitochon-
drial apoptosis-inducing factor (AIF) release. Cell Death Differ 
12(11):1445–1448

	51.	 Cao G, Xing J, Xiao X, Liou AK, Gao Y, Yin XM et al (2007) 
Critical role of calpain I in mitochondrial release of apopto-
sis-inducing factor in ischemic neuronal injury. J Neurosci 
27(35):9278–9293

	52.	 Moubarak RS, Yuste VJ, Artus C, Bouharrour A, Greer PA, 
Menissier-de Murcia J et  al (2007) Sequential activation of 
poly(ADP-ribose) polymerase 1, calpains, and Bax is essential in 
apoptosis-inducing factor-mediated programmed necrosis. Mol 
Cell Biol 27(13):4844–4862

	53.	 Wang Y, Kim NS, Li X, Greer PA, Koehler RC, Dawson VL et al 
(2009) Calpain activation is not required for AIF translocation 
in PARP-1-dependent cell death (parthanatos). J Neurochem 
110(2):687–696

	54.	 Joshi A, Bondada V, Geddes JW (2009) Mitochondrial micro-
calpain is not involved in the processing of apoptosis-inducing 
factor. Exp Neurol 218(2):221–227

	55.	 Yu SW, Wang Y, Frydenlund DS, Ottersen OP, Dawson VL, Daw-
son TM (2009) Outer mitochondrial membrane localization of 
apoptosis-inducing factor: mechanistic implications for release. 
ASN Neuro 1(5):e00021

	56.	 Wang Y, Kim NS, Haince JF, Kang HC, David KK, Andrabi 
SA et al (2011) Poly(ADP-ribose) (PAR) binding to apoptosis-
inducing factor is critical for PAR polymerase-1-dependent cell 
death (parthanatos). Sci Signal 4(167):ra20

	57.	 Wang Y, An R, Umanah GK, Park H, Nambiar K, Eacker SM 
et al (2016) A nuclease that mediates cell death induced by 
DNA damage and poly(ADP-ribose) polymerase-1. Science 
354(6308):aad6872

	58.	 Yu SW, Wang HM, Poitras MF, Coombs C, Bowers WJ, Federoff 
HJ et al (2002) Mediation of poly(ADP-ribose) polymerase-
1-dependent cell death by apoptosis-inducing factor. Science 
297:259–263

	59.	 Morrish E, Brumatti G, Silke J (2020) Future therapeutic direc-
tions for Smac-mimetics. Cells 9(2):406

	60.	 Vande Walle L, Van Damme P, Lamkanfi M, Saelens X, Vande-
kerckhove J, Gevaert K et al (2007) Proteome-wide identifica-
tion of HtrA2/Omi substrates. J Proteome Res 6(3):1006–1015

	61.	 Chen L, Shan Y, Weng Y, Sui Z, Zhang X, Liang Z et al (2016) 
Hydrophobic tagging-assisted N-termini enrichment for in-
depth N-terminome analysis. Anal Chem 88(17):8390–8395

	62.	 Seong YM, Choi JY, Park HJ, Kim KJ, Ahn SG, Seong GH et al 
(2004) Autocatalytic processing of HtrA2/Omi is essential for 
induction of caspase-dependent cell death through antagonizing 
XIAP. J Biol Chem 279(36):37588–37596

	63.	 Cilenti L, Lee Y, Hess S, Srinivasula S, Park KM, Junqueira 
D et al (2003) Characterization of a novel and specific inhibi-
tor for the pro-apoptotic protease Omi/HtrA2. J Biol Chem 
278(13):11489–11494

	64.	 Saita S, Nolte H, Fiedler KU, Kashkar H, Venne AS, Zahedi 
RP et  al (2017) PARL mediates Smac proteolytic matura-
tion in mitochondria to promote apoptosis. Nat Cell Biol 
19(4):318–328

	65.	 Bernstein SH, Venkatesh S, Li M, Lee J, Lu B, Hilchey SP et al 
(2012) The mitochondrial ATP-dependent Lon protease: a novel 
target in lymphoma death mediated by the synthetic triterpenoid 
CDDO and its derivatives. Blood 119(14):3321–3329

	66.	 Jones JM, Datta P, Srinivasula SM, Ji W, Gupta S, Zhang Z 
et al (2003) Loss of Omi mitochondrial protease activity causes 
the neuromuscular disorder of mnd2 mutant mice. Nature 
425(6959):721–727

	67.	 Krick S, Shi S, Ju W, Faul C, Tsai SY, Mundel P et al (2008) 
Mpv17l protects against mitochondrial oxidative stress and apop-
tosis by activation of Omi/HtrA2 protease. Proc Natl Acad Sci 
USA 105(37):14106–14111

	68.	 Moisoi N, Klupsch K, Fedele V, East P, Sharma S, Renton A 
et al (2009) Mitochondrial dysfunction triggered by loss of HtrA2 
results in the activation of a brain-specific transcriptional stress 
response. Cell Death Differ 16(3):449–464

	69.	 Singh S, Datta G, Jain S, Thakur V, Arora P, Muneer A et al 
(2022) Dual role of an essential HtrA2/Omi protease in the human 



Protease‑independent control of parthanatos by HtrA2/Omi﻿	

1 3

Page 23 of 23  258

malaria parasite: Maintenance of mitochondrial homeostasis and 
induction of apoptosis-like cell death under cellular stress. PLoS 
Pathog 18(10):e1010932

	70.	 Acharya S, Dutta S, Mudrale SP, Bose K (2020) Dual specificity 
phosphatase 9: a novel binding partner cum substrate of proap-
optotic serine protease HtrA2. Biochem Biophys Res Commun 
533(3):607–612

	71.	 Lampert F, Stafa D, Goga A, Soste MV, Gilberto S, Olieric N 
et al (2018) The multi-subunit GID/CTLH E3 ubiquitin ligase 
promotes cell proliferation and targets the transcription factor 
Hbp1 for degradation. Elife 7:e35528. https://​doi.​org/​10.​7554/​
eLife.​35528

	72.	 Kieper N, Holmström KM, Ciceri D, Fiesel FC, Wolburg H, 
Ziviani E et al (2010) Modulation of mitochondrial function and 
morphology by interaction of Omi/HtrA2 with the mitochondrial 
fusion factor OPA1. Exp Cell Res 316(7):1213–1224

	73.	 Kuninaka S, Iida SI, Hara T, Nomura M, Naoe H, Morisaki T 
et al (2007) Serine protease Omi/HtrA2 targets WARTS kinase 
to control cell proliferation. Oncogene 26(17):2395–2406

	74.	 Ma X, Kalakonda S, Srinivasula SM, Reddy SP, Platanias 
LC, Kalvakolanu DV (2007) GRIM-19 associates with the 
serine protease HtrA2 for promoting cell death. Oncogene 
26(33):4842–4849

	75.	 Gupta S, Singh R, Datta P, Zhang Z, Orr C, Lu Z et al (2004) The 
C-terminal tail of presenilin regulates Omi/HtrA2 protease activ-
ity. J Biol Chem 279(44):45844–45854

	76.	 Zhu ZH, Yu YP, Zheng ZL, Song Y, Xiang GS, Nelson J et al 
(2010) Integrin alpha 7 interacts with high temperature require-
ment A2 (HtrA2) to induce prostate cancer cell death. Am J Pathol 
177(3):1176–1186

	77.	 Thon L, Mathieu S, Kabelitz D, Adam D (2006) The murine 
TRAIL receptor signals caspase-independent cell death through 
ceramide. Exp Cell Res 312(19):3808–3821

	78.	 Basu H, Pekkurnaz G, Falk J, Wei W, Chin M, Steen J et al (2021) 
FHL2 anchors mitochondria to actin and adapts mitochondrial 
dynamics to glucose supply. J Cell Biol 220(10):e201912077. 
https://​doi.​org/​10.​1083/​jcb.​20191​2077

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

https://doi.org/10.7554/eLife.35528
https://doi.org/10.7554/eLife.35528
https://doi.org/10.1083/jcb.201912077

	Protease-independent control of parthanatos by HtrA2Omi
	Abstract
	Introduction
	Results
	Deletion of HtrA2Omi protects from parthanatos
	Function of LONP1, PMPCA and PARL in parthanatos
	HtrA2Omi acts downstream of PARP-1
	Regulation of parthanatos by HtrA2Omi occurs by IAP-independent mechanisms
	Function of known and candidate HtrA2Omi substrates as downstream mediators of parthanatos
	HtrA2Omi does not exit mitochondria during parthanatos
	Mass-spectrometric screen for potential downstream mediators of HtrA2Omi by N-terminomics (HYdrophobic Tagging-Assisted N-termini Enrichment, HYTANE)
	The protease function of HtrA2Omi is dispensable for parthanatos

	Discussion
	Materials and methods
	Reagents
	Cell lines and cell culture
	Deletion of HtrA2Omi by CRISPRCas9
	Immunoblots
	Confocal laser scanning microscopy
	Reconstitution of HtrA2Omi-deficient cells
	Flow cytometric analysis of membrane integrity
	Statistical analysis
	Imaging of cell morphology
	RNA interference
	Preparation of mitochondrial and cytosolic fractions
	Mass-spectrometric screen for potential downstream mediators of HtrA2Omi by N-terminomics (HYTANE)

	Anchor 27
	Acknowledgements 
	References




