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Apoptosis and necrosis are the twomajor modes of cell death, the molecular mechanisms of which have been
extensively studied. Although initially thought to constitute mutually exclusive cellular states, recent findings
reveal cellular contexts that require a balanced interplay between these two modes of cellular demise. Sev-
eral death initiator and effector molecules, signaling pathways and subcellular sites have been identified as
key mediators in both processes, either by constituting common modules or alternatively by functioning as
a switch allowing cells to decide which route to take, depending on the specific situation. Importantly, au-
tophagy, which is a predominantly cytoprotective process, has been linked to both types of cell death, serving
either a pro-survival or pro-death function. Here we review the recent literature that highlights the intricate
interplay between apoptosis, necrosis and autophagy, focusing on the relevance and impact of this crosstalk
in normal development and in pathology. This article is part of a Special Section entitled: Cell Death Pathways.
Guest Editors: Frank Madeo and Slaven Stekovic.

© 2013 Elsevier B.V. All rights reserved.

1. Introduction

Distinct modes of cell death were for a long time studied in isola-
tion, as the prevailing model suggested that they represented mutual-
ly exclusive cellular states. However, the past decade has witnessed a
steady accumulation of findings suggesting that apoptosis, necrosis
and autophagy are often regulated by similar pathways, engage

common sub-cellular sites and organelles, and even share initiator
and effector molecules. Depending on the cellular context and death
trigger, the two main modes of cell death often co-operate in a bal-
anced interplay that involves autophagy, or they are employed by
cells in a complementary fashion to facilitate cellular destruction.

Apoptosis has been intensively studied in the past two decades
and is widely appreciated as a major mechanism of regulated death,
employed not only upon cell damage or stress, but also during normal
development and morphogenesis. For example, the peripheral ner-
vous system of vertebrates is shaped by the apoptotic death of almost
half of the new born peripheral neurons during development in order
to regulate their number such that it matches to the need of their tar-
get tissues in the periphery [1]. Apoptosis may be triggered either by
extrinsic stimuli through cell surface death receptors, such as TNFα
(tumor necrosis factor-α), Fas (CD95/APO1) and TRAIL (TNF related
apoptosis inducing ligand) receptors or by intrinsic stimuli via the
mitochondrial signaling pathway [2,3]. In either case, activation of
cysteine aspartyl proteases, called caspases, results in mitochondrial
membrane permeabilization, chromatin condensation and DNA frag-
mentation, thereby leading to the destruction of the cell [4]. These
events bestow the apoptotic cell a distinct and characteristic mor-
phology (Fig. 1c) that includes the rounding up of the cell so that it
appears pyknotic, the condensation of chromatin, the fragmentation
of the nucleus and the shedding of apoptotic bodies, vacuoles
containing cytoplasm and intact organelles.

Apoptosis has been classically contrasted to pathological necrosis,
which for a long time was thought to represent a diametrically “oppo-
site” mode of unordered and passive cellular explosion in response to
acute and overwhelming trauma. Morphologically, necrotic cells are
characterized by the swelling of organelles, such as the endoplasmic
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reticulum and mitochondria, the rupture of the plasma membrane and
the lysis of the cell [5,6], while, unlike in apoptosis, the nucleus becomes
distended and remains largely intact (Fig. 1b). Necrotic death is typically
followed by inflammatory reactions [7]. Necrotic cells selectively release
factors like HMGB1 and HDGF to evoke an inflammatory response [8]
and are sensed by NLRP3, a core protein of the inflammasome, resulting
in inflammasome activation and the subsequent release of the pro-
inflammatory cytokine IL1β. NLRP3 inflammasome activation is trig-
gered mainly through ATP produced by mitochondria released from
damaged cells [9]. Mechanistically, necrosis is typically not associated
with activation of caspases, and it is thought that it mediates cell demise
in response to damage, or in pathology [10,11], but not during normal
development. Despite this, it turns out that a programmed form of ne-
crotic death (termed necroptosis) is very common in vivo, not only in
physical traumas, but mainly in diverse forms of neurodegeneration,
and death inflicted by ischemia or infection. In addition, progress in the
field has revealed that unlike unordered necrosis, this more physiologi-
cal and programmed type of necroptotic death shares several key pro-
cesses with apoptosis, as discussed later.

A cellular process that has been involved in both main types of cell
deathmentioned above ismacroautophagy (hereafter referred to as au-
tophagy), a self-cannibalization mechanism that involves the engulf-
ment of cytoplasmic material and intracellular organelles within
double-membrane vesicles, called autophagosomes. Completion of the
autophagosome is followed by fusion with a lysosome to form an
autolysosome, where the captured material is degraded by specific
acidic hydrolases [12]. Although it is primarily considered to have a
cytoprotective function, autophagy can also promote cell death during

normal development (reviewed in [13]), as well as, in disease
(reviewed in [14]). A low level of constitutive autophagy has an impor-
tant housekeeping role in the normal turnover of long-lived proteins
and whole organelles, thereby being crucial for maintaining healthy
cells. The homeostatic role of autophagy is particularly critical in
post-mitotic differentiated cells, such as neurons and cardiomyocytes.
Starvation and other environmental and hormonal cues such as nutri-
ent deprivation, growth factor depletion and hypoxia are known to ac-
tivate autophagy [15,16]. As a consequence, degradation of cytoplasmic
components is enhanced in response to stress conditions, thereby
promoting survival. However, excessive autophagy or activation of
autophagy in the context of specific diseases may be harmful. Indeed,
accumulating evidence, discussed below, reveals that autophagy is
linked to cell death under certain circumstances. Here, we overview
the recent literature on the interplay between cell death mechanisms
and autophagy. Our aim is to highlight the cellular states, sub-cellular
sites and signaling mechanisms that participate in, and are crucial for
this interplay, the significance of which during normal development
and disease is currently being explored.

2. Crosstalk between apoptosis and necrosis

2.1. Programmed necrosis: necroptosis

In the late 1980s it became clear that necrosis can also function as
an alternative programmed mode of cell death, triggered by the same
death signals that induce apoptosis. More specifically, it was shown
that while in F17 cells TNFα treatment induced a classical form of

Fig. 1. Types of cell death and their morphological hallmarks. Diagrammatic classification of different types of cell death. PCD: programmed cell death. Morphological features of a) a
healthy cell, b) a necrotic cell, c) an apoptotic cell and d) an autophagic cell. (Electron micrograph pictures adapted from ref. [150]. Scale bar: 1 mm.)
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apoptosis, in a different cell type, the L-M cells, it induced a necrotic
form of cell death [17]. The term “necroptosis” was later introduced
to describe the cases where necrosis represented a regulated and
programmed form of death, instead of an accidental death, and
which is yet distinct from apoptosis. In addition to TNFR1, a number
of death receptors, including FAS [18], TNFR2, TRAILR1 and TRAILR2
[19–21] that typically induce apoptosis, have also been clearly
shown to induce necroptosis in different cell types. This is particularly
the case when apoptosis has been blocked (for instance by the use of
caspase inhibitors), as shown for T cells [22], or under low levels of
ATP [7,23]. In addition to death receptors, necroptosis can also be
initiated by members of the pathogen recognition receptor (PRR)
family, that are expressed by cells of the innate immune system to
sense pathogen-associated molecular patterns (PAMPs; reviewed in
ref. [24]). However, the downstream death signaling events remain
poorly characterized.

By contrast, the signaling cascade downstream of TNFα leading to
necroptosis has been studied in detail [25–29] (Fig. 2). Briefly, in the ab-
sence of TNFα, TNFR1 subunits spontaneously trimerize at the plasma
membrane. Upon ligand binding, these receptor trimers undergo a con-
formational change that allows their cytosolic tails to recruit multiple

proteins, including TNFR-associated death domain (TRADD), RIP1, cel-
lular inhibitor of apoptosis 1 (cIAP1), cIAP2, TNFR-associated factor 2
(TRAF2) and TRAF5. As a result, a large structure is generated proximal-
ly to the plasmamembrane, termed complex I [30], which activates the
pro survival NF-κB signaling pathway.

Binding of TNFα to TNFR1 leads to its internalization and the forma-
tion of a cytosolic death-inducing signaling complex (DISC), also known
as complex II [24,31]. RIP1 polyubiquitylation not only affects NF-κB ac-
tivation but also influences the transition from complex I to complex II.
Deubiquitylated RIP1 (alongwith its cognate kinase RIP3) is recruited to
a complex that includes TRADD, FAS-associated protein with a death
domain (FADD) and caspase-8. In complex II, RIP1 and RIP3 are
inactivated by proteolytic cleavage by caspase-8, thereby initiating the
pro-apoptotic caspase activation cascade [28,32]. Inhibition of cIAPs
prevents RIP1 ubiquitylation and favors the formation of complex II,
thus sensitizing cells to RIP1-dependent activation of caspase-8 and
apoptosis [33]. By contrast, when caspase-8 is deleted, depleted or
inhibited, complex II cannot initiate the apoptotic program [34,35]
and ligation of TNFR1 results in necroptosis (Fig. 2) [20] (reviewed in
detail elsewhere [24]). Recent work performed in mouse embryonic fi-
broblasts indicates that in addition to RIP1 and RIP3, the adaptor protein

Fig. 2. TNFα induces both apoptosis and necroptosis via distinct signaling pathways. Schematic representation of TNFα signaling to apoptotic and necroptotic cell death, as it
emerges from recent findings. Inhibition of caspases by zVAD is required in many experimental models for the facilitation of the necroptotic program downstream TNFR activation.
PARP1 and AKT were recently shown to be directly activated by RIP1, contributing to the necroptotic phenotype by reducing ATP levels and activating JNK respectively. Moreover,
NEMO functions as an essential component of the necroptosis-inducing complex II. See text for details.
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FADD is also crucial for TNFα-induced necroptosis, while the formation
of TNFα-induced RIP1-RIP3 necroptotic complex is independent of
cytosolic Ca2+ [36]. Furthermore, the same study demonstrates that
FADD–RIP1–RIP3-mediated mitochondrial malfunction is dependent
on TNFα signaling molecule NEMO, a key mediator of cytokine-
induced necroptosis. It is thus proposed that a FADD–RIP1–RIP3–
NEMO complex induces BAX/BAK-dependent disintegration of mito-
chondrial bioenergetics to promote TNFα-driven necroptosis.

Recent work has also identified new components of the necrosome
(reviewed in [37]). The mixed lineage kinase domain-like protein
(MLKL) has also been identified as an interacting partner of RIP3 and
thus a component of the necrosome [38]. Subsequent findings further
supported the hypothesis that MLKL is indeed required for TNFa in-
duced necroptosis [39], as MLKL mutants that cannot be phosphorylat-
ed at key residues prevented the activation of the necrosome despite
still being able to incorporate into the necrosomal complex. Inte-
restingly, PGAM5, a mitochondrial phosphoglyceratemutase, was
also recently reported to associate with the necrosome, providing
a potential point of convergence for increased mitochondrial fission
and necroptosis ([40,41]; reviewed in [37]).

At the level of signaling, several recent studies have shed light on
the close interplay between apoptosis and necroptosis. Analysis of
FADD/RIP3 and FLIP/RIP3 double knockouts, revealed an intricate
cross regulation of apoptosis and necrosis. Briefly, FLIP prevents the
assembly of FADD-dependent, caspase-8 homodimers that mediate
apoptosis, while at the same time the resulting caspase-8-FLIP
heterodimers prevent the activation of RIP3 that mediates necrosis.
In the absence of this heterocomplex RIP3 promotes necrosis, while
in the presence of FADD but absence of FLIP, caspase-8 drives apopto-
sis. Deregulation of either pathway during development results in
embryonic lethality [42].

In another study, using L929 cells, it was demonstrated that dur-
ing necroptosis, AKT is activated in a RIP1 dependent fashion through
its phosphorylation on Thr308. AKT activity, mediated in part through
mTORC1, links RIP1 to JNK activation and autocrine production of
TNFα. In other cell types, such as mouse lung fibroblasts and macro-
phages, AKT activation resulted in TNFα production without however
contributing to cell death [43]. Activation of AKT appears to act as a
switch, since in addition to facilitating the necroptotic response, it
also acts to inhibit apoptosis. AKT ability to prevent apoptosis in
some cells is established through phosphorylation and inhibition of
pro-apoptotic mediators such as Bad and caspase-9 [44]. In other sit-
uations, AKT activates the transcription factor CREB, and the IκB ki-
nase (IKK), a positive regulator of NF-κB, to regulate the expression
of genes with anti-apoptotic activity [45,46].

Although there have been many reports indicating that necroptosis
takes place upon death receptor activation in conditions where apopto-
sis is blocked, an important question is whether it also occurs in physi-
ological conditions. Some progress has been made towards this end,
especially in the immune system. Using cells infected with vaccinia
virus, a natural condition was illustrated for the first time in 2003, in
which apoptosis is inhibited and necrosis takes over (like many other
viruses, vaccinia encodes an anti-apoptotic protein). Upon addition of
the pro-inflammatory TNFα, also likely to be present during an
anti-viral immune response, necrotic rather than apoptotic death is in-
duced in infected cells. Although it has long been known that viruses
encode anti-apoptotic proteins to prevent their host cells from killing
themselves by apoptosis, this work also demonstrates that viruses har-
bor proteins that suppress programmed necrosis [19]. It remains to be
firmly demonstrated whether these anti-necrotic proteins are neces-
sary for viral pathogenicity. However, in support of this notion, it has
been observed that mice lacking the TNFR2 protein (and therefore defi-
cient in the necrotic response to vaccinia infection) exhibit both re-
duced inflammation in response to infection and decreased clearance
of the virus. Thus, programmed necrosis might not simply be a backup
when apoptosis fails, but might serve an important function in fighting

microbial infection [19]. Moreover, it was recently demonstrated that
RIP kinase-dependent necrosis drives TNF-induced systemic inflamma-
tory response syndrome [47].

In addition, it was recently shown that acidic extracellular pH (pHe)
switches TRAIL-induced apoptosis to regulatednecrosis (or necroptosis)
in human HT29 colon and HepG2 liver cancer cells. Knockdown of RIP1
or PARP1 or pretreatment with pharmacological inhibitors inhibited
both TRAIL-induced necroptosis and PARP1-dependent intracellular
ATP depletion demonstrating that RIP1 and RIP3 were involved up-
stream of PARP1 activation and ATP depletion. In line with this, in the
mousemodel of ConA-induced hepatitis, wheredeath ofmousehepato-
cytes is dependent on TRAIL, PARP1 activity was positively correlated
with liver injury and hepatitis [21]. These results underline the clinical
relevance of the necroptotic pathway and the need for identifying com-
ponents of this pathway that may be promising therapeutic targets for
treatment of immunological disorders.

2.2. The role of ATP

Intracellular ATP levels have a determining role in the interplay
between apoptosis and necrosis: high ATP levels typically enable a
cell to undergo apoptosis, whereas low ATP levels favor necrosis.
Thus, depletion of intracellular ATP levels switches the energy-
requiring apoptotic cell death to necrosis [7,48]. It is worth noting,
however, that necrosis still requires some levels of ATP, as complete
ATP depletion triggers yet a different cellular demise that is morpho-
logically and mechanistically distinct from both apoptosis and necro-
sis [23].

Given the central role of energy in the decision of a cell between
the two modes of cell death, mitochondria are key organelles in this
context. TNFα, the best characterized necrosis-inducing ligand, has
a direct involvement on mitochondrial ATP production, as well as
the generation of reactive oxygen species (ROS; [23]). TNFα also in-
duces the activation of PARP1 (presumably via mitochondrial ROS,
causing DNA-damage) leading to ATP depletion and subsequent ne-
crosis [7]. PARP1 is a nuclear enzyme involved in DNA repair, DNA
stability and transcriptional regulation, and becomes activated by
DNA damage [5,7]. Its inhibition in cells exposed to genotoxic factors
leads decreased rates of DNA repair and increased ROS [49,50]. PARP1
over-activation consumes large amounts of NAD+, resulting in a
massive ATP depletion [51,52]. Therefore, PARP1 functions as a mo-
lecular switch between apoptosis and necroptosis by regulating ATP
levels in the cell.

2.3. p53, apoptosis and necrosis

p53 has a pivotal role in sensing cellular stress as it responds to a
wide range of signals includingDNAdamage, oxidative stress and ische-
mia. In turn, it controls programs of apoptosis typically by inducing the
transcription of components of the death receptor and mitochondrial
pathways such as CD95, PUMA, NOXA, BAX, and others, which act coop-
eratively to promote cell death [53,54]. Moreover, p53 can directly pro-
mote mitochondrial outer membrane permeabilization (MOMP) to
trigger apoptosis by modulating the MOMP governing BCL-2 family
[55,56]. A p53-orchestrated mitochondrial apoptotic program has
been described by several groups. Upon stress, a cytoplasmic pool of
p53 rapidly translocates to themitochondrial surface, where it physical-
ly interacts with both anti- and pro-apoptotic BCL-2 family members to
inhibit or activate their respective functions, leading to MOMP and ap-
optosis [57].

A clear case where interplay of apoptosis and necrosis takes place
depending on the magnitude of the death insult is during ischemic
brain infarction, where an apoptotic penumbra surrounds a necrotic
center [8]. The long-standing paradigm had been that p53 controls ap-
optosis but plays no role in necrosis. Only recently the very first link be-
tween p53 and necrosis was reported. Upon etoposide-mediated DNA
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damage Bax/Bak double knockout MEFs die by a necrotic mechanism,
largely controlled by p53-mediated transcription of cathepsin Q in co-
operation with DNA damage-induced ROS [58]. Notably, this transcrip-
tional p53–cathepsin Q pathway is dispensable in the necrotic death of
the correspondingwildtypeMEFs. In contrast, H2O2-induced necrosis in
double knockout MEFs was found to be completely transcription inde-
pendent [58]. Necrosis in ischemic tissues depends on cyclophilin D
(CypD), the key regulator of the mitochondrial permeability transition
pore (PTP) at the inner membrane, whose opening leads to cell death
[59]. As shown in four independent strains, CypD null mice are resistant
to ischemia-induced necrosis in myocardial infarction and stroke, and
CypD-deficient mitochondria and cells are resistant to Ca2+ and H2O2-
induced cell death.

In line with these observations, a recent report provides compel-
ling evidence that p53 has a novel role as a modulator of necrosis.
Using H2O2 treatment of cultured cells to model necrosis in ischemic
tissues, p53 was found to be required for necrotic cell death activation
[56]. It does so by accumulating in the mitochondrial matrix, where it
triggers PTP opening, mPT and necrosis by physical interaction with
the critical PTP regulator CypD. This p53 action is transcription-
independent and inhibited by the specific CypD inhibitor CsA, and
by genetic CypD deletion or knockdown [56].

2.4. BCL-2 proteins in apoptosis and necroptosis

BCL-2 family members regulate the mitochondrial pathway of
apoptosis by complex interactions that determine the integrity of the
outer mitochondrial membrane [60,61]. As already mentioned, this
pathway is initiated byMOMP,which allows soluble proteins (e.g., cyto-
chrome c) in themitochondrial intermembrane space to diffuse into the
cytosol. Cytochrome c causes Apoptotic Protease Activating Factor 1
(APAF1) to oligomerize into a caspase activation complex, termed the
apoptosome. This binds and promotes the activation of initiator
caspase-9, which then activates executioner caspases-3 and -7 that
cleave several substrates to elicit the apoptotic phenotype [62].

The BCL-2 family of proteins is subdivided into three groups
depending on their function [60]. The first group consists of BCL-XL,
BCL-2, BCL-W and MCL-1. They contain three or four BCL-2 homology
(BH) domains that are known to be necessary for their anti-apoptotic
function. Through their interactions with other BCL-2 members, they
negatively regulate themitochondrial release of pro-apoptotic proteins.
The second group includes pro-apoptotic proteins, such as BAX and
BAK, which are able to form pores or associate with pore-forming pro-
teins in the outer mitochondrial membrane. This process induces mito-
chondrial permeabilization and the release of cell death-promoting
proteins. The third group consists of proteins that only have a short
BH3 domain. These BH3-only proteins interact with both anti- and
pro-apoptotic BCL-2 members to induce programmed cell death [60].

While BCL-2 family members have well established roles in apo-
ptosis, their involvement in necroptosis is only recently beginning
to unravel. An early indication for the involvement of BCL-2 in necrot-
ic death came from studies on models of insulin-dependent diabetes
mellitus, a chronic autoimmune disease resulting from progressive
destruction of the insulin-producing β-cells in the pancreas [63]. It
has been clearly demonstrated that β-cells die by apoptosis in re-
sponse to a variety of stimuli [64,65] and that their death can be
prevented by overexpression of BCL-2 [66–68]. However, necrosis is
also thought to occur at the early phases of the disease when activat-
ed macrophages are drawn into the tissue. Using the rat insulin-
producing β-cell line RINm5F, it was shown that both apoptosis and
necrosis of these cells, induced by treatment with various cytokines,
could be prevented by overexpression of BCL-2 [69]. Moreover,
overexpression of BCL-2 was also found sufficient to prevent the ne-
crotic death of neuronal [70] and non-neuronal cells [71].

Necroptosis is known to be induced by high doses of the alkylating
DNA-damage agent. N-methyl-N0-nitro-N0-nitrosoguanidine (MNNG)

[72]. This necroptotic process, which is also regulated by the kinase
RIP1[73] is executed by the activation of PARP1, Ca2+-dependent
calpain Cys-proteases, and the pro-apoptotic BAX [74]. In MNNG-
induced necroptosis, the key role of the two first subgroups of the
BCL-2 family has been recently established: BCL-2 and BAX manage
the mitochondrial release of tAIF [74]. Recent work revealed that BID
regulates BAX activation and necroptosis. Cleaved into tBID via a calpain
cleavage at Gly70, this BH3-only protein is indeed the link between
calpains and BAX in MNNG-mediated necroptosis [75]. Along similar
lines, the pro-cell-death BCL-2-family proteins BAX and BAK were
shown to be required for mitochondrial dysfunction in response to
necroptotic agonists, in mouse embryonic fibroblasts, while over-
expression of BCL-XL is protective [36].

2.5. Necroptosis and apoptosis-like death: the role of AIF and PARP1

The term “apoptosis-like” programmed cell death (Fig. 1) has been
introduced to describe cases where death with apoptotic features,
such as nuclear chromatin condensation morphology takes place in
a caspase-independent manner [76]. This type of programmed cell
death is controlled by mitochondria and its major effector is the mito-
chondrial protein AIF [77,78]. AIF is a flavoprotein, located in the
inter-membrane space of mitochondria and embedded in the inner
mitochondrial membrane. AIF is required for the maintenance of the
mitochondrial respiratory complex I, and displays NADH oxidoreduc-
tase and peroxide scavenging activities [79]. In addition to this func-
tion, AIF has also been implicated as an inducer of apoptotic-like
cell death in several experimental models [76]. This activity is associ-
ated with the cleavage of AIF into a soluble form (tAIF) by calpains or
cathepsins, its release from mitochondria and translocation into the
nucleus. This release is typically either upon increased levels of intra-
cellular Ca2+ or extensive DNA damage. In the former case, increased
intracellular Ca2+ levels trigger depolarization of mitochondrial
membrane, loss of membrane potential, generation of reactive oxy-
gen species (ROS) and AIF release.

Although initially considered specific to apoptotic-like cell death,
AIF has also been implicated in necroptotic death induced by DNA
damage, triggered by MMNG. In this case, AIF release from the mito-
chondrial inter-membrane space follows the over-activation of
PARP1. Chemical inhibition or genetic ablation of PARP1, as well as
of AIF prevent DNA-damage-induced death, [73,74,80] further dem-
onstrating the absolute requirement of PARP1 and AIF in necroptosis.
Therefore, these effectors appear both in programmed necrosis and
apoptosis-like PCD.

3. Crosstalk between autophagy and apoptosis

Both autophagy and apoptosis are well-controlled biological pro-
cesses that play essential roles in development, tissue homeostasis
and disease. Interactions among components of the two pathways in-
dicate a complex cross-talk, which is often induced by similar stimuli.
For example, studies show that both apoptosis and autophagy are ac-
tivated in response to metabolic stress. Growth factor deprivation,
limitation of nutrients and energy metabolism, activate the LKB1–
AMPK pathway, thereby increasing stability of cyclin-dependent ki-
nase inhibitor p27kip1 and thus promoting cell survival through in-
duction of autophagy. Conversely, knockdown of p27kip1 under
these conditions activates apoptosis [81].

Moreover, autophagy is induced as an adaptive response against
endoplasmic reticulum (ER) stress. Interestingly, perturbation of ei-
ther ER calcium homeostasis or ER function increases autophagy
and apoptotic cell death. The impact of autophagy on cell survival in
the ER stress depends on the tissue type. In colon and prostate cancer
cells, ER-induced autophagy has an important role in disposing of
unwanted polyubiquitinated protein aggregates, thus protecting
against cell death. However, in normal human colon cells and in

3452 V. Nikoletopoulou et al. / Biochimica et Biophysica Acta 1833 (2013) 3448–3459



Author's personal copy

non-transformed murine embryonic fibroblasts, autophagy does not
alleviate ER stress but rather contributes to ER-induced apoptosis
[82]. Accumulating evidence reveals that autophagy and apoptosis
can cooperate, antagonize or assist each other, thus influencing differ-
entially the fate of the cell. Recent studies have delineated several
pathways that mediate the complex interplay between autophagy
and apoptosis providing mechanistic insight into the network that
regulates both processes.

3.1. The TOR kinase pathway in autophagy and apoptosis

The mammalian target of rapamycin (mTOR) kinase integrates
signals from nutrients, growth factors, energy and stress to regulate
growth during early development, and ageing during adulthood.
Low insulin–IGF1 signaling, nutrient or energy limitation and stress
converge to downregulate the activity of TOR [83]. TOR inhibition re-
sults in reduction of mRNA translation rates, as well as, in induction of
autophagy. Under starvation conditions, TOR is rapidly inhibited and
this activates autophagy [84]. Intriguingly, a recent study suggests
that mTOR signaling is inhibited during autophagy initiation, but
reactivated upon prolonged starvation. As a consequence, reactivated
mTOR attenuates autophagy and generates proto-lysosomal tubules
and vesicles that extrude from autolysosomes. These mature into
functional lysosomes, thereby restoring lysosome homeostasis [85].
This negative feedback mechanism ensures the reversion of autophagy
upon nutrient replenishment and as such prevents excess cytoplasmic
vacuolization, which could lead to autophagic cell death [86–88].

mTOR has been reported to have pleiotropic effects on apoptosis
that are most likely dependent on the cellular context as well as di-
verse downstream targets, such as p53, BAD and BCL-2 proteins,
among others [89]. Recently, two new mTOR interactors have been
identified, the proline-rich AKT substrate (PRAS40) and the protein
Q6MZQ0/FLJ14213/CAE45978, which appear to be implicated in the
regulation of apoptosis, thereby controlling the balance between cell
growth and cell death [90]. A more recent study has shown that the
anti-apoptotic BCL-2 homolog MCL1 acts as a stress sensor that coor-
dinately controls autophagy and apoptosis. The final outcome is de-
termined by the interplay between BAX and Beclin 1 activation
downstream of MCL1 degradation. Consistent with the potential
role for TOR in modulating both autophagy and apoptosis, mTOR inhi-
bition following nutrient deprivation has been suggested to cause
MCL1 degradation [91]. Despite the well-established role of TOR in
positively and negatively regulating several anabolic and catabolic
processes respectively, further investigation is required for a better
understanding of the molecular mechanisms that underlie the action
of TOR as apoptosis inducer or effective inhibitor.

3.2. Beclin 1: at the crossroads between autophagy and apoptosis

Beclin 1, the mammalian ortholog of yeast Atg6, has a critical role
in autophagosome formation as a component of a multiprotein class
III phosphatidyl inositol-3 kinase (PI3K) complex, which also includes
VPS34 and VPS15, among others (Fig. 3; [92,93]). Beclin 1 is
expressed in many human and murine tissues. Similarly, bec-1, the
Caenorhabditis elegans ortholog of mammalian beclin 1, is expressed
in all tissues that are remodeled during dauer larval formation
(a stage of developmental arrest). bec-1 is essential during embryo-
genesis and is required for normal dauer development and adult
lifespan [94]. Moreover, loss of beclin 1 contributes to embryonic le-
thality in mice and to increased tumor incidence in beclin 1+/−
mice. These phenotypes are tightly associated with defects in autoph-
agy with no apparent defect in apoptotic cell death [95]. It is well-
documented that the crosstalk between autophagy and apoptosis is
mediated at least in part by the functional and structural interaction
between Beclin 1 and the anti-apoptotic proteins BCL-2 and BCL-XL

[96,97]. The Beclin 1/BCL-2 interaction appears to be evolutionarily

conserved. In C. elegans, BEC-1 forms two functionally distinct com-
plexes with the BCL-2 homolog CED-9 and with LET-512/VPS34.
BEC-1-depleted larvae lack the lipid product PtdIns 3-phosphate of
LET-512/VPS34 supporting the view that BEC-1 is required for the
function of LET-512/VPS34, which has essential roles in autophagy,
membrane trafficking and endocytosis. Moreover, inactivation of
bec-1 triggers apoptosis as evidenced by the increased number of ap-
optotic cell corpses in somatic tissues and in the germline of animals
[97]. Together these findings suggest that BEC-1 acts as a crucial reg-
ulator of both autophagy and apoptosis. The structural basis of Beclin
1/BCL-2/BCL-XL interaction has recently been elucidated. Beclin 1
possesses a BCL-2 homology (BH) 3 region, which physically interacts
with BCL-2/BCL-XL proteins [98]. BH3 domains can bind to BH3 recep-
tors and inhibit the anti-apoptotic BCL-2 proteins, such as BCL-2 and
BCL-XL, or activate the pro-apoptotic BCL-2 family members, such as
BAX and BAK [99]. Interestingly, mutations in BH3 domain of Beclin
1 or the BH3 receptor domain of BCL-XL disrupt the physical interac-
tion between Beclin 1 and BCL-XL, thereby abolishing the BCL-XL-
mediated inhibition of autophagy. Notably, BCL-2 targeted specifically
to the ER and not to mitochondria can effectively inhibit starvation-
induced autophagy in yeast and mammalian cells and in the heart
muscle of transgenic mice co-expressing cardiac BCL-2 and the fluo-
rescent autophagy marker GFP-LC3 [96]. It has been shown that
siRNA-mediated depletion or deletion of the BH3-only protein Bad re-
duces starvation-induced autophagy, whereas transfection-enforced
overexpression of BAD or addition of the pharmacological BH3-
mimetics is sufficient to induce autophagy in human cells. Similarly,
EGL-1 deficiency, the sole BH3-only protein from C. elegans, compro-
mises starvation-induced autophagy, while gain-of-function muta-
tion of EGL-1 stimulates autophagy [98]. Together, these findings
indicate that BH3-only proteins or BH3 mimetics act not only as cell
death inducers, but also as autophagy regulators. Intriguingly, al-
though the binding of BCL-2 to Beclin 1 reduces the capacity of Beclin
1 to activate autophagy, and despite the fact that Beclin 1 contains a
BH3-only motif typical of pro-apoptotic proteins, Beclin 1 fails to
modulate the anti-apoptotic potential of BCL-2 and thus, to induce
apoptosis. The fact that binding of Beclin 1 to BCL-2 does not modify
apoptosis even in autophagy-deficient Atg5−/−mouse embryonic fi-
broblasts (MEF) argues against a protective role for Beclin 1-mediated
autophagy [100].

3.3. Caspases as modulators of autophagy

Recent findings provide new insights into the mechanisms under-
lying the molecular interplay between autophagy and apoptosis.
Withdrawal of the obligatory interleukin 3 (IL3) growth factor from
murine hematopoietic cell line induces autophagy as a pro-survival
mechanism followed by apoptotic cell death if deprivation is
sustained. Induction of apoptosis upon growth factor depletion is as-
sociated with caspase-mediated cleavage of Beclin 1 and PI3K. This
event impairs the autophagic function of Beclin 1. Furthermore, cleav-
age of Beclin 1 and PI3K occurs independently of the cell type and the
apoptotic trigger either intrinsic (through release of mitochondrial
pro death factors) or extrinsic (death receptor-dependent). Impor-
tantly, the C-terminal fragment of Beclin 1 generated by caspase-
mediated cleavage localizes to mitochondria and sensitizes cells to
apoptosis, probably through release of pro-apoptotic factors (Fig. 3)
[101]. The finding that the pro-apoptotic protein BAX reduces au-
tophagy by enhancing caspase-mediated cleavage of Beclin 1 at
D149 and the fact that non-caspase cleavable Beclin 1, as well as,
BCL-XL can rescue BAX-induced autophagy, indicates that apoptosis
can suppress autophagy [102]. Further supporting the link between
autophagy and apoptosis, accumulating evidence reveals that other
autophagy proteins are also substrates for caspase-induced apoptosis.
Caspase-3 cleaves human ATG4D, a cysteine protease that in turn
cleaves the C-terminus of newly synthesised ATG8 (called LC3 in
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mammals) (Fig. 3). Caspase-cleaved ATG4D acquires increased priming
and delipidation activities against the yeast Atg8 paralog GABARAP-L1
(γ-aminobutyric acid receptor-associated protein-like 1). Silencing
ATG4D expression suppresses autophagy and sensitizes cells to starva-
tion and staurosporine-induced cell death. This supports the hypothesis
that caspases stimulate ATG4D-mediated autophagy to promote the
survival of starved cells. Interestingly, overexpression of caspase-
cleaved ATG4D induces apoptosis in human cells that is preceded by
the rapid recruitment of ATG4D to mitochondria [103]. ATG5, which is
required for the formation of autophagosomes, also enhances suscepti-
bility to apoptotic stimuli upon cleavage by caspase. Truncated ATG5
translocates to mitochondria, where it modulates themitochondrial ap-
optotic pathway [104]. Noteworthy, caspase-mediated cleavage of ATG5
and Beclin 1 switches autophagy to apoptosis, while cleavage of ATG4D
results in a truncated product with increased autophagic activity
(Fig. 3). Together, these findings bear important implications for dis-
ease, in particular cancer pathogenesis and treatment.

3.4. Anti-apoptotic FLIPs as anti-autophagic mediators

In support of the complex crosstalk between the autophagic and
apoptotic machinery, a recent study has revealed a novel function of
the anti-apoptotic protein FLIP (Flice inhibitory protein), as a negative
regulator of autophagy. The cellular and viral orthologs of the
FADD-like interleukin-1 beta-converting enzyme (FLICE)-like inhibi-
tor proteins (c-FLIP and v-FLIP, respectively) are known inhibitors
of apoptosis triggered by death receptors of the TNF/NGF (tumor ne-
crosis/nerve growth factor) family. Compelling evidence suggests
that FLIPs compete with LC3 for binding with ATG3, an E2-like en-
zyme, under normal conditions. As a consequence, FLIPs prevent the
ATG3-mediated elongation of autophagosomes, thereby decreasing
the levels of autophagy. However, under conditions of stress, FLIPs
allow ATG3–LC3 interaction, thus inducing autophagy. Collectively,
FLIPs act not only as anti-apoptotic factors but also as suppressors of
autophagy through their inhibitory interaction with ATG3[105].
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(FAS-associated death domain protein), couples death receptors and subsequently activates caspase-8. Activated caspase-8 can directly cleave and activate caspase-7 and
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upregulates BAX, PUMA and BID or reduces the expression of BCL-2, which antagonizes BAX. In addition to apoptosis, p53 can also induce autophagy through TOR inhibition and
also through transcriptional activation of DRAM. Intriguingly, cytoplasmic p53 inhibits autophagy indicating a complex relationship between p53 and autophagy/survival pathways.
DAPK, a calcium/calmodulin regulated Ser/Thr kinase, has also been linked to both apoptosis and autophagic cell death. Arrows indicate stimulatory inputs. Bars indicate inhibitory
interactions. For clarity, some of the signaling connections between autophagy and apoptosis are not shown. See text for details.
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3.5. The death-associated protein kinase (DAPK) family in apoptosis and
autophagy

DAPK is a calcium/calmodulin regulated Ser/Thr kinase that medi-
ates cell death induced by diverse death signals. DAPK acts as a tumor
suppressor, whose expression is lost in many tumor types, mainly
owing to DNA methylation (reviewed in ref. [106]). DAPK has been
linked to both apoptosis and autophagic cell death. DAPK becomes acti-
vated during ER stress, which in turn triggers amixed apoptotic and au-
tophagic cell death response. Moreover, DAPK knockout confers
protection against ER stress both in vitro in isolated fibroblasts and in
vivo in a mouse kidney toxicity model. The finding that both apoptosis
and autophagy are attenuated in these experimental settings, supports
the view that DAPK integrates signals from apoptotic and autophagy
pathways to induce cell death during ER stress [107]. The role of DAPK
in the regulation of autophagy has been established in mammalian
cell culture [108] and in C. elegans, where downregulation of dapk-1,
the worm ortholog of DAPK, by mutation or RNAi knockdown reduces
starvation-induced autophagy in the pharyngeal muscles [109]. How-
ever, the mechanisms through which DAPK promotes autophagy are
not entirely clear. A recent study, which addresses this issue, has
identified Beclin 1 as a target of DAPK (Fig. 3). DAPK-mediated phos-
phorylation of Beclin 1 on Thr119 at the BH3 domain promotes the dis-
sociation of Beclin 1 from its inhibitor BCL-2-family members, thereby
activating Beclin 1 to induce autophagy [110].

3.6. The role of p53 in autophagy and apoptosis

As already mentioned earlier, p53 is activated by a broad range of
stressful conditions in the cell, such as DNA damage, hypoxia, or aber-
rant oncogene expression to promote cell-cycle checkpoints, DNA re-
pair, cellular senescence, and apoptosis [111]. The role of p53 as
regulator of apoptosis in both the extrinsic and the intrinsic pathways
has been extensively studied. p53 functions to integrate distress sig-
nals and induce apoptosis through either the transcriptional activa-
tion of the ‘multidomain’ BCL-2 family member BAX, the ‘BH3-only’
members PUMA and BID or the attenuation of BCL-2 expression,
which antagonizes BAX (Fig. 3). Notably, p53-induced apoptosis is
often context dependent. For example, Bax deficiency compromises
p53-mediated apoptosis in oncogenically transformed fibroblasts,
but has no obvious effect on p53-mediated apoptosis in normal thy-
mocytes (reviewed in ref. [112]). In addition to controlling transcrip-
tion of proapoptotic members of the BCL-2 family, p53 can also
transactivate components of the core apoptotic machinery, such as
the gene encoding APAF1, which acts as a co-activator of caspase-9.
Moreover, p53 can transcriptionally regulate the expression of the ef-
fector caspase-6. Although p53 can also activate the transcription of
genes acting in the extrinsic apoptotic pathway, its action in apopto-
sis proceeds primarily through the intrinsic program. Surprisingly,
beyond its transactivation functions, p53 has transrepression abilities
as well, that may contribute to apoptosis [112]. While most studies
have focused on the apoptotic activity of p53, several recent reports
have highlighted the functional link between p53 and autophagy.
p53 can stimulate autophagy by inhibiting mTOR via activation of
the AMP kinase [113] or through the transactivation of DRAM
(damage-regulated autophagy modulator), a gene encoding a lyso-
somal protein that induces autophagy (Fig. 3). Induction of autophagy
by p53 via DRAM contributes to apoptotic cell death in response to
genotoxic stress. Therefore, DRAM appears to be a critical component
of the network that controls p53-mediated apoptosis and autophagy
[114]. Interestingly, emerging findings unravel additional activities
of p53 in the cytoplasm, where it triggers apoptosis and blocks
autophagy. Deletion, depletion or pharmacological inhibition of p53
induces autophagy in human, mouse and nematode cells. Enhanced
autophagy improves the survival of p53-deficient cancer cells under
conditions of hypoxia and nutrient depletion, suggesting that

autophagy induced by p53 inhibition serves a cytoprotective function.
Notably, cytoplasmic, but not nuclear, p53 can repress the enhanced
autophagy of p53-deficient cells, implying a complex role for p53 in
regulation of autophagy. Compelling evidence suggests that the
AMP kinase (AMPK) is activated, while the mammalian target of
rapamycin (mTOR) nutrient sensing kinase is inhibited in p53−/−

cells. Given the crucial role that AMPK and mTOR play in the regula-
tion of autophagy, it is possible that p53 inhibition controls autopha-
gy through the AMPK/mTOR-dependent pathway [115]. Overall,
these findings indicate that p53 modulates autophagy depending on
its subcellular localization [55]. Collectively, p53 links autophagy
and apoptosis in a complex, context-dependent manner, aiming to re-
store cellular and organismal homeostasis.

3.7. Mitoptosis

Mitoptosis is a mitochondrial suicide process, which occurs pri-
marily as a consequence of mitochondrial outer membrane perme-
abilization (MOMP) and subsequent potential loss. A recent study
has shown that after Bax/Bak-mediated MOMP, a mitochondrial
intermembrane space (IMS) protein, namely DDP/TIMM8a, is re-
leased into the cytoplasm where it binds to Drp1. This interaction ac-
tivates Drp1-mediated mitochondrial fission and subsequently
mitoptosis [116]. Mitochondrial dysfunction and the production of
ROS are major factors triggering mitoptosis. Interestingly, accumulat-
ing evidence suggests that programmed destruction of mitochondria
can lead to induction of autophagy. Indeed, recent studies have indi-
cated that elimination of malfunctioning mitochondria may occur ei-
ther through autophagosome formation via selective mitochondrial
autophagy (mitophagy) [117] or through the formation of mitoptotic
bodies, which are then released into the extracellular space via atyp-
ical exocytosis [118]. Lastly, it was reported that proteosomal inhibi-
tion by a prototypic proteasome inhibitor, MG132, in epithelial cancer
cells activates a BAX/BAK-independent mitoptosis [119]. However,
further characterization of the molecular mechanisms underlying
mitoptosis is needed to unravel its pathophysiological significance.

4. Crosstalk between autophagy and necrosis

The interplay between autophagy and necrosis is rather complex.
These processes can be activated in parallel or sequentially, and have ei-
ther common or opposite objectives. The ability of autophagy to sup-
press various forms of necrotic cell death is considered to be one of
themost important pro-survival functions of autophagy that is achieved
either by blocking apoptosis or suppressing necrotic cell death.

4.1. Autophagy and necroptosis

Autophagy and necroptosis are intricately interlinked processes.
The molecular underpinnings of this relationship remain largely elu-
sive and somewhat controversial; autophagy has been shown to ei-
ther promote [120], suppress [121,122] or not link with necroptosis
[123].

Several studies converge to demonstrate that in response to TNFa,
antigen stimulation and starvation, autophagy is activated to block
necroptosis in several cell lines, such as L929 cells, lymphocytes and
cancer cells [121,122]. zVAD, a short peptide that acts as a general
caspase inhibitor preventing apoptosis, triggers necroptosis in re-
sponse to TNFa treatment [124]. The fact that zVAD can robustly in-
duce necroptosis and prevent autophagy through its inhibitory
effect on lysosomal cathepsins, underscores the pro-survival function
of autophagy against necroptosis. The pro-survival function of au-
tophagy in zVAD-induced necroptosis is also highlighted by the ob-
servation that inhibition of autophagy via the mTOR signaling
pathway enhances necroptosis, while starvation protects against
zVAD-induced necroptotic cell death [86,124–126].
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Sirtuins are NAD+-dependent protein deacetylases, involved in the
regulation of a number of processes including transcription, apoptosis,
stress resistance and ageing [127]. Accumulating evidence implicates
sirtuins both in autophagy and necroptosis. Indeed, Sirt1 forms a com-
plex with, and deacetylates several autophagy components, such as
ATG5, ATG7 and ATG8, to induce autophagy [128]. In addition, the
FOXO1 transcription factor has been shown to dissociate from SIRT2
in response to oxidative stress or starvation, in human cancer cells. In
turn, FOXO1 becomes acetylated and binds to ATG7, inducing autopha-
gy [129]. Recent findings indicate that SIRT2 is also involved in the reg-
ulation of necroptosis [130]. SIRT2 associates with RIP3 and mediates
RIP1 deacetylation in response to TNFα stimulation. As a consequence,
RIP1 and RIP3 directly interact and form complex II, triggering
necroptosis [130]. These early observations suggest a functional link be-
tween autophagy and necroptosis. However, much still remains to be
uncovered about the molecular mechanisms underlying the complex
interplay between these two processes.

4.2. Autophagy and PARP-mediated necrosis

As already mentioned earlier, PARP1 belongs to a family of nuclear
enzymes, modulating DNA repair, transcriptional regulation, chromatin
modification and genomic stability through polyADP-ribosylation
[131,132]. PARP1 over-activation leads to ATP depletion, thereby induc-
ing necrotic cell death and preventing energy-dependent apoptosis
[7,28,133]. Interestingly, PARP1 activation interfaces with signaling
pathways known to promote autophagy. AMPK (AMP-activated kinase)
functions as a cellular energy biosensor, activated upon ATP depletion
[134]. AMPK promotes autophagy either through inhibition of the
mTOR signaling pathway (Fig. 3; [135,136]), or through activation of
theULK1 complex [137,138]. PARP1 activation in response toDNAdam-
age can lead sequentially to ATP depletion, AMPK activation, inhibition
of mTOR and autophagy induction [139–141]. DNA damage-induced
autophagy acts as a pro-survival mechanism to protect against necrotic
cell death resulting fromPARP1 activation. Together thesefindings indi-
cate that PAPR1 elicits opposing functions upon activation; induction of
necrosis due to ATP depletion and at the same time protection against
cell death through induction of autophagy. The final life-or-death out-
come depends on the fine balance between autophagy and necrosis.
In this setting, pro-survival induction of autophagy serves as the last re-
sort before cell death under extreme stress conditions.

4.3. Autophagy and necrosis: the involvement of the DAPK–PKD pathway

PKD (Protein Kinase D1) is a serine/threonine kinase involved in
many cellular processes such as cell proliferation, cell motility and cell
death [142], and is activated upon oxidative stress [143,144]. Accumu-
lation of large amounts of ROS (reactive oxygen species) eventually
causes cellular damage and activates several cellular responses includ-
ing autophagy, apoptosis and necrosis. Stimulation of autophagy pro-
motes cell survival through elimination of damaged proteins and
organelles preserving cellular homeostasis [145,146]. Recent findings
reveal that PKD acts as a novel regulator of autophagy under oxidative
stress [147], whereby it phosphorylates VSP34 to promote auto-
phagosomal formation (Fig. 4). The DAPK (death-associated protein ki-
nase), which also responds to oxidative stress and is known to induce
autophagy through phosphorylation of Beclin1, releasing it from
BCL-XL (Fig. 3; [110]), activates PKD through phosphorylation [148]. In-
terestingly, PKD acts downstream of DAPK, with both of them required
to induce autophagy under oxidative stress [147]. Thus, DAPK coordi-
nates the induction of autophagy through two distinct mechanisms
under stress conditions: First, through phosphorylation of Beclin1 and
second, through phosphorylation of PKD, which in turn phosphorylates
VSP34 to activate autophagy (Fig. 4).

5. Outlook

Recent findings have linked the three major routes to cell death, ap-
optosis, necrosis and autophagy in various ways, placing the field on a
new and exciting base. With the development of ever better imaging
technologies and more specific pharmacological inhibitors, our under-
standing of cell death processes is set to expand. New sub-modes of cel-
lular demise are likely to appear as we are progressively more able to
characterize the death pathways in different cell types and upondiverse
death triggers. One such example is a recent study investigating the
death of mouse embryonic stem cells upon treatment with etoposide,
a topoisomerase-II DNA damaging agent. While cell death was both
caspase- and necroptosis-independent, it was partially dependent on
the activity of lysosomal proteases. A role for autophagy in the cell
death process was eliminated, suggesting that etoposide induces a
novel form of programmed cell death in this cellular context. Inhibition
of p53 either as a transcription factor by pifithrin α or in its mitochon-
drial role by pifithrin μ significantly ameliorated cell death. Finally,
EndoG was identified as a novel protease participating in the DNA frag-
mentation observed in this process. The authors of the report coined the
term “charontosis” after Charon, the ferryman of the dead in Greekmy-
thology, to describe this distinct form of program cell death in mouse
embryonic stem cells [149].

The upcoming challenge will be to understand how these novel
emerging relationships are related to developmental processes and
pathological conditions, as opposed tomodels created in vitro. Although
someprogress towards this end has beenmade, especially in the field of
immunology, there is a long way ahead and numerous diseases to in-
vestigate. The results of such efforts are eagerly anticipated as they are
likely to form the basis for novel and context-specific pharmacological
interventions.

Acknowledgements

Work in the authors' laboratory is funded by grants from the
European Research Council (ERC), the European Commission Frame-
work Programmes, and the Greek Ministry of Education. Vassiliki
Nikoletopoulou is supported by an EMBO long-term postdoctoral
fellowship.

Oxidative stress
ER stress

DAPK

Apoptosis

PKD

ygahpotuAhtaedlleC

Beclin-1

VSP-34

P

P

P

Fig. 4. The DAPK–PKD pathway coordinates the induction of apoptosis, necrotic cell
death and autophagy. Under harsh stimuli DAPK functions as a signal mediator that co-
ordinates the induction of apoptosis, necrosis and autophagy. DAPK becomes activated
under stress conditions such as oxidative and ER stress. In turn, DAPK activates PKD
through phosphorylation. PKD activation induces either caspase-independent cell
death or autophagy. PKD binds and directly phosphorylates VSP34. VSP34 is involved
in the formation of the autophagosomal membrane. DAPK also phosphorylates Beclin
1. Upon phosphorylation, Beclin 1 is released from inhibitory BCL-2 association and au-
tophagy commences.

3456 V. Nikoletopoulou et al. / Biochimica et Biophysica Acta 1833 (2013) 3448–3459



Author's personal copy

References

[1] M. Bibel, Y.A. Barde, Neurotrophins: key regulators of cell fate and cell shape in
the vertebrate nervous system, Genes Dev. 14 (2000) 2919–2937.

[2] J.M. Adams, Ways of dying: multiple pathways to apoptosis, Genes Dev. 17
(2003) 2481–2495.

[3] G. Kroemer, L. Galluzzi, C. Brenner, Mitochondrial membrane permeabilization
in cell death, Physiol. Rev. 87 (2007) 99–163.

[4] D.R. Green, Apoptotic pathways: ten minutes to dead, Cell 121 (2005) 671–674.
[5] M. Leist, M. Jaattela, Four deaths and a funeral: from caspases to alternative

mechanisms, Nat. Rev. Mol. Cell Biol. 2 (2001) 589–598.
[6] J.U. Schweichel, H.J. Merker, The morphology of various types of cell death in

prenatal tissues, Teratology 7 (1973) 253–266.
[7] M. Los, M. Mozoluk, D. Ferrari, A. Stepczynska, C. Stroh, A. Renz, Z. Herceg, Z.Q.

Wang, K. Schulze-Osthoff, Activation and caspase-mediated inhibition of
PARP: a molecular switch between fibroblast necrosis and apoptosis in death re-
ceptor signaling, Mol. Biol. Cell 13 (2002) 978–988.

[8] W.X. Zong, C.B. Thompson, Necrotic death as a cell fate, Genes Dev. 20 (2006)
1–15.

[9] S.S. Iyer, W.P. Pulskens, J.J. Sadler, L.M. Butter, G.J. Teske, T.K. Ulland, S.C.
Eisenbarth, S. Florquin, R.A. Flavell, J.C. Leemans, F.S. Sutterwala, Necrotic cells
trigger a sterile inflammatory response through the Nlrp3 inflammasome,
Proc. Natl. Acad. Sci. U. S. A. 106 (2009) 20388–20393.

[10] J.F. Kerr, A.H. Wyllie, A.R. Currie, Apoptosis: a basic biological phenomenon with
wide-ranging implications in tissue kinetics, Br. J. Cancer 26 (1972) 239–257.

[11] A.H. Wyllie, J.F. Kerr, A.R. Currie, Cell death: the significance of apoptosis, Int.
Rev. Cytol. 68 (1980) 251–306.

[12] B. Levine, G. Kroemer, Autophagy in the pathogenesis of disease, Cell 132 (2008)
27–42.

[13] N. Mizushima, B. Levine, Autophagy in mammalian development and differenti-
ation, Nat. Cell Biol. 12 (2010) 823–830.

[14] N. Mizushima, B. Levine, A.M. Cuervo, D.J. Klionsky, Autophagy fights disease
through cellular self-digestion, Nature 451 (2008) 1069–1075.

[15] C. He, D.J. Klionsky, Regulation mechanisms and signaling pathways of autoph-
agy, Annu. Rev. Genet. 43 (2009) 67–93.

[16] G. Kroemer, G. Marino, B. Levine, Autophagy and the integrated stress response,
Mol. Cell 40 (2010) 280–293.

[17] S.M. Laster, J.G. Wood, L.R. Gooding, Tumor necrosis factor can induce both
apoptic and necrotic forms of cell lysis, J. Immunol. 141 (1988) 2629–2634.

[18] D. Vercammen, G. Brouckaert, G. Denecker, M. Van de Craen, W. Declercq, W.
Fiers, P. Vandenabeele, Dual signaling of the Fas receptor: initiation of both ap-
optotic and necrotic cell death pathways, J. Exp. Med. 188 (1998) 919–930.

[19] F.K. Chan, J. Shisler, J.G. Bixby, M. Felices, L. Zheng, M. Appel, J. Orenstein, B.
Moss, M.J. Lenardo, A role for tumor necrosis factor receptor-2 and receptor-
interacting protein in programmed necrosis and antiviral responses, J. Biol.
Chem. 278 (2003) 51613–51621.

[20] N. Holler, R. Zaru, O. Micheau, M. Thome, A. Attinger, S. Valitutti, J.L. Bodmer, P.
Schneider, B. Seed, J. Tschopp, Fas triggers an alternative, caspase-8-independent
cell death pathway using the kinase RIP as effector molecule, Nat. Immunol. 1
(2000) 489–495.

[21] S. Jouan-Lanhouet, M.I. Arshad, C. Piquet-Pellorce, C. Martin-Chouly, G. Le
Moigne-Muller, F. Van Herreweghe, N. Takahashi, O. Sergent, D. Lagadic-
Gossmann, P. Vandenabeele, M. Samson, M.T. Dimanche-Boitrel, TRAIL induces
necroptosis involving RIPK1/RIPK3-dependent PARP-1 activation, Cell Death
Differ. 19 (2012) 2003–2014.

[22] C. Scheller, J. Knoferle, A. Ullrich, J. Prottengeier, T. Racek, S. Sopper, C. Jassoy, A.
Rethwilm, E. Koutsilieri, Caspase inhibition in apoptotic T cells triggers necrotic
cell death depending on the cell type and the proapoptotic stimulus, J. Cell.
Biochem. 97 (2006) 1350–1361.

[23] V.P. Skulachev, Bioenergetic aspects of apoptosis, necrosis and mitoptosis,
Apoptosis 11 (2006) 473–485.

[24] P. Vandenabeele, L. Galluzzi, T. Vanden Berghe, G. Kroemer, Molecular mecha-
nisms of necroptosis: an ordered cellular explosion, Nat. Rev. Mol. Cell Biol. 11
(2010) 700–714.

[25] Y.S. Cho, S. Challa, D. Moquin, R. Genga, T.D. Ray, M. Guildford, F.K. Chan,
Phosphorylation-driven assembly of the RIP1–RIP3 complex regulates programmed
necrosis and virus-induced inflammation, Cell 137 (2009) 1112–1123.

[26] A. Degterev, J. Hitomi, M. Germscheid, I.L. Ch'en, O. Korkina, X. Teng, D. Abbott,
G.D. Cuny, C. Yuan, G. Wagner, S.M. Hedrick, S.A. Gerber, A. Lugovskoy, J. Yuan,
Identification of RIP1 kinase as a specific cellular target of necrostatins, Nat.
Chem. Biol. 4 (2008) 313–321.

[27] N. Festjens, T. Vanden Berghe, S. Cornelis, P. Vandenabeele, RIP1, a kinase on the
crossroads of a cell's decision to live or die, Cell Death Differ. 14 (2007) 400–410.

[28] S. He, L. Wang, L. Miao, T. Wang, F. Du, L. Zhao, X. Wang, Receptor interacting
protein kinase-3 determines cellular necrotic response to TNF-alpha, Cell 137
(2009) 1100–1111.

[29] D.W. Zhang, J. Shao, J. Lin, N. Zhang, B.J. Lu, S.C. Lin, M.Q. Dong, J. Han, RIP3, an
energy metabolism regulator that switches TNF-induced cell death from apo-
ptosis to necrosis, Science 325 (2009) 332–336.

[30] O. Micheau, J. Tschopp, Induction of TNF receptor I-mediated apoptosis via two
sequential signaling complexes, Cell 114 (2003) 181–190.

[31] D.E. Christofferson, J. Yuan, Necroptosis as an alternative form of programmed
cell death, Curr. Opin. Cell Biol. 22 (2010) 263–268.

[32] W. Feng, S. Huang, H. Wu, M. Zhang, Molecular basis of Bcl-xL's target recogni-
tion versatility revealed by the structure of Bcl-xL in complex with the BH3 do-
main of Beclin-1, J. Mol. Biol. 372 (2007) 223–235.

[33] M. Feoktistova, P. Geserick, B. Kellert, D.P. Dimitrova, C. Langlais, M. Hupe, K.
Cain, M. MacFarlane, G. Hacker, M. Leverkus, cIAPs block Ripoptosome forma-
tion, a RIP1/caspase-8 containing intracellular cell death complex differentially
regulated by cFLIP isoforms, Mol. Cell 43 (2011) 449–463.

[34] M.C. Bonnet, D. Preukschat, P.S. Welz, G. van Loo, M.A. Ermolaeva, W. Bloch, I.
Haase, M. Pasparakis, The adaptor protein FADD protects epidermal keratinocytes
from necroptosis in vivo and prevents skin inflammation, Immunity 35 (2011)
572–582.

[35] Y. Lin, A. Devin, Y. Rodriguez, Z.G. Liu, Cleavage of the death domain kinase RIP
by caspase-8 prompts TNF-induced apoptosis, Genes Dev. 13 (1999)
2514–2526.

[36] K.M. Irrinki, K. Mallilankaraman, R.J. Thapa, H.C. Chandramoorthy, F.J. Smith,
N.R. Jog, R.K. Gandhirajan, S.G. Kelsen, S.R. Houser, M.J. May, S. Balachandran,
M. Madesh, Requirement of FADD, NEMO, and BAX/BAK for aberrant mitochon-
drial function in tumor necrosis factor alpha-induced necrosis, Mol. Cell Biol. 31
(2011) 3745–3758.

[37] Z. Zhou, V. Han, J. Han, New components of the necroptotic pathway, Protein
Cell 3 (2012) 811–817.

[38] L. Sun, H. Wang, Z. Wang, S. He, S. Chen, D. Liao, L. Wang, J. Yan, W. Liu, X. Lei, X.
Wang, Mixed lineage kinase domain-like protein mediates necrosis signaling
downstream of RIP3 kinase, Cell 148 (2012) 213–227.

[39] J. Zhao, S. Jitkaew, Z. Cai, S. Choksi, Q. Li, J. Luo, Z.G. Liu, Mixed lineage kinase
domain-like is a key receptor interacting protein 3 downstream component of
TNF-induced necrosis, Proc. Natl. Acad. Sci. U. S. A. 109 (2012) 5322–5327.

[40] K. Takeda, Y. Komuro, T. Hayakawa, H. Oguchi, Y. Ishida, S. Murakami, T.
Noguchi, H. Kinoshita, Y. Sekine, S. Iemura, T. Natsume, H. Ichijo, Mitochondrial
phosphoglycerate mutase 5 uses alternate catalytic activity as a protein
serine/threonine phosphatase to activate ASK1, Proc. Natl. Acad. Sci. U. S. A.
106 (2009) 12301–12305.

[41] Z. Wang, H. Jiang, S. Chen, F. Du, X. Wang, The mitochondrial phosphatase
PGAM5 functions at the convergence point of multiple necrotic death pathways,
Cell 148 (2012) 228–243.

[42] C.P. Dillon, A. Oberst, R. Weinlich, L.J. Janke, T.B. Kang, T. Ben-Moshe, T.W. Mak,
D. Wallach, D.R. Green, Survival function of the FADD–CASPASE-8–cFLIP(L)
complex, Cell Rep. 1 (2012) 401–407.

[43] C.R. McNamara, R. Ahuja, A.D. Osafo-Addo, D. Barrows, A. Kettenbach, I. Skidan,
X. Teng, G.D. Cuny, S. Gerber, A. Degterev, Akt regulates TNFalpha synthesis
downstream of RIP1 kinase activation during necroptosis, PLoS One 8 (2013)
e56576.

[44] S.R. Datta, A. Brunet, M.E. Greenberg, Cellular survival: a play in three Akts,
Genes Dev. 13 (1999) 2905–2927.

[45] J.A. Fresno Vara, E. Casado, J. de Castro, P. Cejas, C. Belda-Iniesta, M. Gonzalez-
Baron, PI3K/Akt signalling pathway and cancer, Cancer Treat. Rev. 30 (2004)
193–204.

[46] S.J. Jeong, A. Dasgupta, K.J. Jung, J.H. Um, A. Burke, H.U. Park, J.N. Brady, PI3K/AKT
inhibition induces caspase-dependent apoptosis in HTLV-1-transformed cells,
Virology 370 (2008) 264–272.

[47] L. Duprez, N. Takahashi, F. Van Hauwermeiren, B. Vandendriessche, V. Goossens,
T. Vanden Berghe, W. Declercq, C. Libert, A. Cauwels, P. Vandenabeele, RIP
kinase-dependent necrosis drives lethal systemic inflammatory response syn-
drome, Immunity 35 (2011) 908–918.

[48] Y. Eguchi, S. Shimizu, Y. Tsujimoto, Intracellular ATP levels determine cell death
fate by apoptosis or necrosis, Cancer Res. 57 (1997) 1835–1840.

[49] A. Cieslar-Pobuda, Y. Saenko, J. Rzeszowska-Wolny, PARP-1 inhibition induces a
late increase in the level of reactive oxygen species in cells after ionizing radia-
tion, Mutat. Res. 732 (2012) 9–15.

[50] N.I. Ryabokon, R.I. Goncharova, G. Duburs, R. Hancock, J. Rzeszowska-Wolny,
Changes in poly(ADP-ribose) level modulate the kinetics of DNA strand break
rejoining, Mutat. Res. 637 (2008) 173–181.

[51] J.L. Sims, S.J. Berger, N.A. Berger, Poly(ADP-ribose) Polymerase inhibitors pre-
serve nicotinamide adenine dinucleotide and adenosine 5′-triphosphate pools
in DNA-damaged cells: mechanism of stimulation of unscheduled DNA synthe-
sis, Biochemistry 22 (1983) 5188–5194.

[52] C. Szabo, V.L. Dawson, Role of poly(ADP-ribose) synthetase in inflammation and
ischaemia-reperfusion, Trends Pharmacol. Sci. 19 (1998) 287–298.

[53] C.A. Brady, D. Jiang, S.S. Mello, T.M. Johnson, L.A. Jarvis, M.M. Kozak, D.
Kenzelmann Broz, S. Basak, E.J. Park, M.E. McLaughlin, A.N. Karnezis, L.D.
Attardi, Distinct p53 transcriptional programs dictate acute DNA-damage re-
sponses and tumor suppression, Cell 145 (2011) 571–583.

[54] T. Riley, E. Sontag, P. Chen, A. Levine, Transcriptional control of human
p53-regulated genes, Nat. Rev. Mol. Cell Biol. 9 (2008) 402–412.

[55] D.R. Green, G. Kroemer, Cytoplasmic functions of the tumour suppressor p53,
Nature 458 (2009) 1127–1130.

[56] A.V. Vaseva, N.D. Marchenko, K. Ji, S.E. Tsirka, S. Holzmann, U.M. Moll, p53 opens
the mitochondrial permeability transition pore to trigger necrosis, Cell 149
(2012) 1536–1548.

[57] A.V. Vaseva, U.M. Moll, The mitochondrial p53 pathway, Biochim. Biophys. Acta
1787 (2009) 414–420.

[58] H.C. Tu, D. Ren, G.X. Wang, D.Y. Chen, T.D. Westergard, H. Kim, S. Sasagawa, J.J.
Hsieh, E.H. Cheng, The p53–cathepsin axis cooperates with ROS to activate
programmed necrotic death upon DNA damage, Proc. Natl. Acad. Sci. U. S. A.
106 (2009) 1093–1098.

[59] A.P. Halestrap, Calcium, mitochondria and reperfusion injury: a pore way to die,
Biochem. Soc. Trans. 34 (2006) 232–237.

[60] J.E. Chipuk, T. Moldoveanu, F. Llambi, M.J. Parsons, D.R. Green, The BCL-2 family
reunion, Mol. Cell 37 (2010) 299–310.

3457V. Nikoletopoulou et al. / Biochimica et Biophysica Acta 1833 (2013) 3448–3459



Author's personal copy

[61] D.R. Green, G.I. Evan, A matter of life and death, Cancer Cell 1 (2002) 19–30.
[62] S.J. Riedl, G.S. Salvesen, The apoptosome: signalling platform of cell death, Nat.

Rev. Mol. Cell Biol. 8 (2007) 405–413.
[63] J.F. Bach, Insulin-dependent diabetes mellitus as an autoimmune disease,

Endocr. Rev. 15 (1994) 516–542.
[64] C.A. Delaney, J.M. Cunningham, M.H. Green, I.C. Green, Nitric oxide rather than

superoxide or peroxynitrite inhibits insulin secretion and causes DNA damage
in HIT-T15 cells, Adv. Exp. Med. Biol. 426 (1997) 335–339.

[65] H. Kaneto, J. Fujii, H.G. Seo, K. Suzuki, T. Matsuoka, M. Nakamura, H. Tatsumi, Y.
Yamasaki, T. Kamada, N. Taniguchi, Apoptotic cell death triggered by nitric oxide
in pancreatic beta-cells, Diabetes 44 (1995) 733–738.

[66] H. Iwahashi, T. Hanafusa, Y. Eguchi, H. Nakajima, J. Miyagawa, N. Itoh, K. Tomita,
M. Namba, M. Kuwajima, T. Noguchi, Y. Tsujimoto, Y. Matsuzawa, Cytokine-
induced apoptotic cell death in a mouse pancreatic beta-cell line: inhibition by
Bcl-2, Diabetologia 39 (1996) 530–536.

[67] Y. Liu, A. Rabinovitch, W. Suarez-Pinzon, B. Muhkerjee, M. Brownlee, D.
Edelstein, H.J. Federoff, Expression of the bcl-2 gene from a defective HSV-1
amplicon vector protects pancreatic beta-cells from apoptosis, Hum. Gene
Ther. 7 (1996) 1719–1726.

[68] G.A. Rabinovich, C.M. Riera, P. Iribarren, Granulocyte-macrophage colony-stimulating
factor protects dendritic cells from liposome-encapsulated dichloromethylene
diphosphonate-induced apoptosis through a Bcl-2-mediated pathway, Eur. J.
Immunol. 29 (1999) 563–570.

[69] J. Saldeen, Cytokines induce both necrosis and apoptosis via a common
Bcl-2-inhibitable pathway in rat insulin-producing cells, Endocrinology 141
(2000) 2003–2010.

[70] D.J. Kane, T. Ord, R. Anton, D.E. Bredesen, Expression of bcl-2 inhibits necrotic
neural cell death, J. Neurosci. Res. 40 (1995) 269–275.

[71] S. Shimizu, Y. Eguchi, H. Kosaka, W. Kamiike, H. Matsuda, Y. Tsujimoto, Prevention
of hypoxia-induced cell death by Bcl-2 and Bcl-xL, Nature 374 (1995) 811–813.

[72] L. Delavallee, L. Cabon, P. Galan-Malo, H.K. Lorenzo, S.A. Susin, AIF-mediated
caspase-independent necroptosis: a new chance for targeted therapeutics,
IUBMB Life 63 (2011) 221–232.

[73] Y. Xu, S. Huang, Z.G. Liu, J. Han, Poly(ADP-ribose) polymerase-1 signaling to mi-
tochondria in necrotic cell death requires RIP1/TRAF2-mediated JNK1 activation,
J. Biol. Chem. 281 (2006) 8788–8795.

[74] R.S. Moubarak, V.J. Yuste, C. Artus, A. Bouharrour, P.A. Greer, J. Menissier-de
Murcia, S.A. Susin, Sequential activation of poly(ADP-ribose) polymerase 1,
calpains, and Bax is essential in apoptosis-inducing factor-mediated programmed
necrosis, Mol. Cell. Biol. 27 (2007) 4844–4862.

[75] L. Cabon, P. Galan-Malo, A. Bouharrour, L. Delavallee, M.N. Brunelle-Navas, H.K.
Lorenzo, A. Gross, S.A. Susin, BID regulates AIF-mediated caspase-independent
necroptosis by promoting BAX activation, Cell Death Differ. 19 (2012) 245–256.

[76] H. Boujrad, O. Gubkina, N. Robert, S. Krantic, S.A. Susin, AIF-mediated programmed
necrosis: a highly regulated way to die, Cell Cycle 6 (2007) 2612–2619.

[77] M. Jaattela, J. Tschopp, Caspase-independent cell death in T lymphocytes, Nat.
Immunol. 4 (2003) 416–423.

[78] H.K. Lorenzo, S.A. Susin, Mitochondrial effectors in caspase-independent cell
death, FEBS Lett. 557 (2004) 14–20.

[79] C. Delettre, V.J. Yuste, R.S. Moubarak, M. Bras, J.C. Lesbordes-Brion, S. Petres, J.
Bellalou, S.A. Susin, AIFsh, a novel apoptosis-inducing factor (AIF) pro-
apoptotic isoform with potential pathological relevance in human cancer,
J. Biol. Chem. 281 (2006) 6413–6427.

[80] S.P. Cregan, A. Fortin, J.G. MacLaurin, S.M. Callaghan, F. Cecconi, S.W. Yu, T.M.
Dawson, V.L. Dawson, D.S. Park, G. Kroemer, R.S. Slack, Apoptosis-inducing
factor is involved in the regulation of caspase-independent neuronal cell
death, J. Cell Biol. 158 (2002) 507–517.

[81] J. Liang, S.H. Shao, Z.X. Xu, B. Hennessy, Z. Ding, M. Larrea, S. Kondo, D.J. Dumont,
J.U. Gutterman, C.L. Walker, J.M. Slingerland, G.B. Mills, The energy sensing
LKB1–AMPK pathway regulates p27(kip1) phosphorylation mediating the deci-
sion to enter autophagy or apoptosis, Nat. Cell Biol. 9 (2007) 218–224.

[82] W.X. Ding, H.M. Ni, W. Gao, Y.F. Hou, M.A. Melan, X. Chen, D.B. Stolz, Z.M. Shao,
X.M. Yin, Differential effects of endoplasmic reticulum stress-induced autophagy
on cell survival, J. Biol. Chem. 282 (2007) 4702–4710.

[83] S. Wullschleger, R. Loewith, M.N. Hall, TOR signaling in growth and metabolism,
Cell 124 (2006) 471–484.

[84] C.J. Kenyon, The genetics of ageing, Nature 464 (2010) 504–512.
[85] L. Yu, C.K. McPhee, L. Zheng, G.A. Mardones, Y. Rong, J. Peng, N. Mi, Y. Zhao, Z.

Liu, F. Wan, D.W. Hailey, V. Oorschot, J. Klumperman, E.H. Baehrecke, M.J.
Lenardo, Termination of autophagy and reformation of lysosomes regulated by
mTOR, Nature 465 (2010) 942–946.

[86] L. Yu, A. Alva, H. Su, P. Dutt, E. Freundt, S. Welsh, E.H. Baehrecke, M.J. Lenardo,
Regulation of an ATG7-beclin 1 program of autophagic cell death by caspase-8,
Science 304 (2004) 1500–1502.

[87] L. Yu, M.J. Lenardo, E.H. Baehrecke, Autophagy and caspases: a new cell death
program, Cell Cycle 3 (2004) 1124–1126.

[88] L. Yu, L. Strandberg, M.J. Lenardo, The selectivity of autophagy and its role in cell
death and survival, Autophagy 4 (2008) 567–573.

[89] M. Castedo, K.F. Ferri, G. Kroemer, Mammalian target of rapamycin (mTOR):
pro- and anti-apoptotic, Cell Death Differ. 9 (2002) 99–100.

[90] K. Thedieck, P. Polak, M.L. Kim, K.D. Molle, A. Cohen, P. Jeno, C. Arrieumerlou,
M.N. Hall, PRAS40 and PRR5-like protein are new mTOR interactors that regu-
late apoptosis, PLoS One 2 (2007) e1217.

[91] M. Germain, A.P. Nguyen, J.N. Le Grand, N. Arbour, J.L. Vanderluit, D.S. Park, J.T.
Opferman, R.S. Slack, MCL-1 is a stress sensor that regulates autophagy in a de-
velopmentally regulated manner, EMBO J. 30 (2011) 395–407.

[92] Z. Xie, D.J. Klionsky, Autophagosome formation: core machinery and adapta-
tions, Nat. Cell Biol. 9 (2007) 1102–1109.

[93] X. Zeng, J.H. Overmeyer, W.A. Maltese, Functional specificity of the mammalian
Beclin-Vps34 PI 3-kinase complex in macroautophagy versus endocytosis and
lysosomal enzyme trafficking, J. Cell Sci. 119 (2006) 259–270.

[94] A. Melendez, Z. Talloczy, M. Seaman, E.L. Eskelinen, D.H. Hall, B. Levine, Autoph-
agy genes are essential for dauer development and life-span extension in C.
elegans, Science 301 (2003) 1387–1391.

[95] Z. Yue, S. Jin, C. Yang, A.J. Levine, N. Heintz, Beclin 1, an autophagy gene essential
for early embryonic development, is a haploinsufficient tumor suppressor, Proc.
Natl. Acad. Sci. U. S. A. 100 (2003) 15077–15082.

[96] S. Pattingre, A. Tassa, X. Qu, R. Garuti, X.H. Liang, N. Mizushima, M. Packer, M.D.
Schneider, B. Levine, Bcl-2 antiapoptotic proteins inhibit Beclin 1-dependent
autophagy, Cell 122 (2005) 927–939.

[97] K. Takacs-Vellai, T. Vellai, A. Puoti, M. Passannante, C. Wicky, A. Streit, A.L.
Kovacs, F. Muller, Inactivation of the autophagy gene bec-1 triggers apoptotic
cell death in C. elegans, Curr. Biol. 15 (2005) 1513–1517.

[98] M.C. Maiuri, G. Le Toumelin, A. Criollo, J.C. Rain, F. Gautier, P. Juin, E. Tasdemir, G.
Pierron, K. Troulinaki, N. Tavernarakis, J.A. Hickman, O. Geneste, G. Kroemer,
Functional and physical interaction between Bcl-X(L) and a BH3-like domain
in Beclin-1, EMBO J. 26 (2007) 2527–2539.

[99] H.L. Galonek, J.M. Hardwick, Upgrading the BCL-2 network, Nat. Cell Biol. 8
(2006) 1317–1319.

[100] I.A. Ciechomska, G.C. Goemans, J.N. Skepper, A.M. Tolkovsky, Bcl-2 complexed
with Beclin-1 maintains full anti-apoptotic function, Oncogene 28 (2009)
2128–2141.

[101] E. Wirawan, L. VandeWalle, K. Kersse, S. Cornelis, S. Claerhout, I. Vanoverberghe,
R. Roelandt, R. De Rycke, J. Verspurten, W. Declercq, P. Agostinis, T. Vanden
Berghe, S. Lippens, P. Vandenabeele, Caspase-mediated cleavage of Beclin-1 in-
activates Beclin-1-induced autophagy and enhances apoptosis by promoting
the release of proapoptotic factors from mitochondria, Cell Death Dis. 1 (2010)
e18.

[102] S. Luo, D.C. Rubinsztein, Apoptosis blocks Beclin 1-dependent autophagosome
synthesis: an effect rescued by Bcl-xL, Cell Death Differ. 17 (2010) 268–277.

[103] V.M. Betin, J.D. Lane, Caspase cleavage of Atg4D stimulates GABARAP-L1 pro-
cessing and triggers mitochondrial targeting and apoptosis, J. Cell Sci. 122
(2009) 2554–2566.

[104] S. Yousefi, R. Perozzo, I. Schmid, A. Ziemiecki, T. Schaffner, L. Scapozza, T.
Brunner, H.U. Simon, Calpain-mediated cleavage of Atg5 switches autophagy
to apoptosis, Nat. Cell Biol. 8 (2006) 1124–1132.

[105] J.S. Lee, Q. Li, J.Y. Lee, S.H. Lee, J.H. Jeong, H.R. Lee, H. Chang, F.C. Zhou, S.J. Gao, C.
Liang, J.U. Jung, FLIP-mediated autophagy regulation in cell death control, Nat.
Cell Biol. 11 (2009) 1355–1362.

[106] S. Bialik, A. Kimchi, The death-associated protein kinases: structure, function,
and beyond, Annu. Rev. Biochem. 75 (2006) 189–210.

[107] D. Gozuacik, S. Bialik, T. Raveh, G. Mitou, G. Shohat, H. Sabanay, N. Mizushima, T.
Yoshimori, A. Kimchi, DAP-kinase is a mediator of endoplasmic reticulum
stress-induced caspase activation and autophagic cell death, Cell Death Differ.
15 (2008) 1875–1886.

[108] B. Inbal, S. Bialik, I. Sabanay, G. Shani, A. Kimchi, DAP kinase and DRP-1 mediate
membrane blebbing and the formation of autophagic vesicles during
programmed cell death, J. Cell Biol. 157 (2002) 455–468.

[109] C. Kang, Y.J. You, L. Avery, Dual roles of autophagy in the survival of
Caenorhabditis elegans during starvation, Genes Dev. 21 (2007) 2161–2171.

[110] E. Zalckvar, H. Berissi, L. Mizrachy, Y. Idelchuk, I. Koren, M. Eisenstein, H.
Sabanay, R. Pinkas-Kramarski, A. Kimchi, DAP-kinase-mediated phosphorylation
on the BH3 domain of beclin 1 promotes dissociation of beclin 1 from Bcl-XL and
induction of autophagy, EMBO Rep. 10 (2009) 285–292.

[111] A.J. Levine, p53, the cellular gatekeeper for growth and division, Cell 88 (1997)
323–331.

[112] J.S. Fridman, S.W. Lowe, Control of apoptosis by p53, Oncogene 22 (2003)
9030–9040.

[113] Z. Feng, H. Zhang, A.J. Levine, S. Jin, The coordinate regulation of the p53 and
mTOR pathways in cells, Proc. Natl. Acad. Sci. U. S. A. 102 (2005) 8204–8209.

[114] D. Crighton, S. Wilkinson, J. O'Prey, N. Syed, P. Smith, P.R. Harrison, M. Gasco, O.
Garrone, T. Crook, K.M. Ryan, DRAM, a p53-induced modulator of autophagy, is
critical for apoptosis, Cell 126 (2006) 121–134.

[115] E. Tasdemir, M.C. Maiuri, L. Galluzzi, I. Vitale, M. Djavaheri-Mergny, M. D'Amelio,
A. Criollo, E. Morselli, C. Zhu, F. Harper, U. Nannmark, C. Samara, P. Pinton, J.M.
Vicencio, R. Carnuccio, U.M. Moll, F. Madeo, P. Paterlini-Brechot, R. Rizzuto, G.
Szabadkai, G. Pierron, K. Blomgren, N. Tavernarakis, P. Codogno, F. Cecconi, G.
Kroemer, Regulation of autophagy by cytoplasmic p53, Nat. Cell Biol. 10
(2008) 676–687.

[116] D. Arnoult, N. Rismanchi, A. Grodet, R.G. Roberts, D.P. Seeburg, J. Estaquier, M.
Sheng, C. Blackstone, Bax/Bak-dependent release of DDP/TIMM8a promotes
Drp1-mediated mitochondrial fission and mitoptosis during programmed cell
death, Curr. Biol. 15 (2005) 2112–2118.

[117] J.R. Jangamreddy, M.J. Los, Mitoptosis, a novel mitochondrial death mechanism
leading predominantly to activation of autophagy, Hepat. Mon. 12 (2012) e6159.

[118] K.G. Lyamzaev, O.K. Nepryakhina, V.B. Saprunova, L.E. Bakeeva, O.Y. Pletjushkina,
B.V. Chernyak, V.P. Skulachev, Novel mechanism of elimination of malfunctioning
mitochondria (mitoptosis): formation of mitoptotic bodies and extrusion of mito-
chondrial material from the cell, Biochim. Biophys. Acta 1777 (2008) 817–825.

[119] E. Lomonosova, J. Ryerse, G. Chinnadurai, BAX/BAK-independent mitoptosis
during cell death induced by proteasome inhibition? Mol. Cancer Res. 7
(2009) 1268–1284.

3458 V. Nikoletopoulou et al. / Biochimica et Biophysica Acta 1833 (2013) 3448–3459



Author's personal copy

[120] L. Bonapace, B.C. Bornhauser, M. Schmitz, G. Cario, U. Ziegler, F.K. Niggli, B.W.
Schafer, M. Schrappe, M. Stanulla, J.P. Bourquin, Induction of autophagy-
dependent necroptosis is required for childhood acute lymphoblastic leuke-
mia cells to overcome glucocorticoid resistance, J. Clin. Invest. 120 (2010)
1310–1323.

[121] B.D. Bell, S. Leverrier, B.M. Weist, R.H. Newton, A.F. Arechiga, K.A. Luhrs, N.S.
Morrissette, C.M. Walsh, FADD and caspase-8 control the outcome of autophagic
signaling in proliferating T cells, Proc. Natl. Acad. Sci. U. S. A. 105 (2008)
16677–16682.

[122] T. Farkas, M. Daugaard, M. Jaattela, Identification of small molecule inhibitors of
phosphatidylinositol 3-kinase and autophagy, J. Biol. Chem. 286 (2011)
38904–38912.

[123] S.L. Osborn, G. Diehl, S.J. Han, L. Xue, N. Kurd, K. Hsieh, D. Cado, E.A. Robey, A.
Winoto, Fas-associated death domain (FADD) is a negative regulator of T-cell
receptor-mediated necroptosis, Proc. Natl. Acad. Sci. U. S. A. 107 (2010)
13034–13039.

[124] Y.T. Wu, H.L. Tan, Q. Huang, X.J. Sun, X. Zhu, H.M. Shen, zVAD-induced
necroptosis in L929 cells depends on autocrine production of TNFalpha mediat-
ed by the PKC–MAPKs–AP-1 pathway, Cell Death Differ. 18 (2011) 26–37.

[125] Y.T. Wu, H.L. Tan, Q. Huang, Y.S. Kim, N. Pan, W.Y. Ong, Z.G. Liu, C.N. Ong, H.M.
Shen, Autophagy plays a protective role during zVAD-induced necrotic cell
death, Autophagy 4 (2008) 457–466.

[126] Y.T. Wu, H.L. Tan, Q. Huang, C.N. Ong, H.M. Shen, Activation of the PI3K–Akt–
mTOR signaling pathway promotes necrotic cell death via suppression of au-
tophagy, Autophagy 5 (2009) 824–834.

[127] J.C. Milne, J.M. Denu, The Sirtuin family: therapeutic targets to treat diseases of
aging, Curr. Opin. Chem. Biol. 12 (2008) 11–17.

[128] I.H. Lee, L. Cao, R. Mostoslavsky, D.B. Lombard, J. Liu, N.E. Bruns, M. Tsokos, F.W.
Alt, T. Finkel, A role for the NAD-dependent deacetylase Sirt1 in the regulation of
autophagy, Proc. Natl. Acad. Sci. U. S. A. 105 (2008) 3374–3379.

[129] Y. Zhao, L. Wang, J. Yang, P. Zhang, K. Ma, J. Zhou, W. Liao, W.G. Zhu, Anti-
neoplastic activity of the cytosolic FoxO1 results from autophagic cell death, Au-
tophagy 6 (2010) 988–990.

[130] N. Narayan, I.H. Lee, R. Borenstein, J. Sun, R. Wong, G. Tong, M.M. Fergusson, J.
Liu, II Rovira, H.L. Cheng, G. Wang, M. Gucek, D. Lombard, F.W. Alt, M.N. Sack,
E. Murphy, L. Cao, T. Finkel, The NAD-dependent deacetylase SIRT2 is required
for programmed necrosis, Nature 492 (2012) 199–204.

[131] P. Jagtap, C. Szabo, Poly(ADP-ribose) polymerase and the therapeutic effects of
its inhibitors, Nat. Rev. Drug Discov. 4 (2005) 421–440.

[132] R. Krishnakumar, W.L. Kraus, The PARP side of the nucleus: molecular actions,
physiological outcomes, and clinical targets, Mol. Cell 39 (2010) 8–24.

[133] W.X. Zong, D. Ditsworth, D.E. Bauer, Z.Q. Wang, C.B. Thompson, Alkylating DNA
damage stimulates a regulated form of necrotic cell death, Genes Dev. 18 (2004)
1272–1282.

[134] D.G. Hardie, AMP-activated/SNF1 protein kinases: conserved guardians of cellu-
lar energy, Nat. Rev. Mol. Cell Biol. 8 (2007) 774–785.

[135] D.M. Gwinn, D.B. Shackelford, D.F. Egan, M.M. Mihaylova, A. Mery, D.S. Vasquez,
B.E. Turk, R.J. Shaw, AMPK phosphorylation of raptor mediates a metabolic
checkpoint, Mol. Cell 30 (2008) 214–226.

[136] K. Inoki, T. Zhu, K.L. Guan, TSC2 mediates cellular energy response to control cell
growth and survival, Cell 115 (2003) 577–590.

[137] D.F. Egan, D.B. Shackelford, M.M. Mihaylova, S. Gelino, R.A. Kohnz, W. Mair, D.S.
Vasquez, A. Joshi, D.M. Gwinn, R. Taylor, J.M. Asara, J. Fitzpatrick, A. Dillin, B.
Viollet, M. Kundu, M. Hansen, R.J. Shaw, Phosphorylation of ULK1 (hATG1) by
AMP-activated protein kinase connects energy sensing to mitophagy, Science
331 (2011) 456–461.

[138] J. Kim, M. Kundu, B. Viollet, K.L. Guan, AMPK and mTOR regulate autophagy
through direct phosphorylation of Ulk1, Nat. Cell Biol. 13 (2011) 132–141.

[139] A. Alexander, S.L. Cai, J. Kim, A. Nanez, M. Sahin, K.H. MacLean, K. Inoki, K.L.
Guan, J. Shen, M.D. Person, D. Kusewitt, G.B. Mills, M.B. Kastan, C.L. Walker,
ATM signals to TSC2 in the cytoplasm to regulate mTORC1 in response to ROS,
Proc. Natl. Acad. Sci. U. S. A. 107 (2010) 4153–4158.

[140] Q. Huang, H.M. Shen, To die or to live: the dual role of poly(ADP-ribose)
polymerase-1 in autophagy and necrosis under oxidative stress and DNA dam-
age, Autophagy 5 (2009) 273–276.

[141] J.A. Munoz-Gamez, J.M. Rodriguez-Vargas, R. Quiles-Perez, R. Aguilar-Quesada,
D. Martin-Oliva, G. de Murcia, J. Menissier de Murcia, A. Almendros, M. Ruiz de
Almodovar, F.J. Oliver, PARP-1 is involved in autophagy induced by DNA dam-
age, Autophagy 5 (2009) 61–74.

[142] M. Jaggi, C. Du, W. Zhang, K.C. Balaji, Protein kinase D1: a protein of emerging
translational interest, Front. Biosci. 12 (2007) 3757–3767.

[143] P. Storz, H. Doppler, A. Toker, Protein kinase Cdelta selectively regulates protein
kinase D-dependent activation of NF-kappaB in oxidative stress signaling, Mol.
Cell. Biol. 24 (2004) 2614–2626.

[144] R.T. Waldron, E. Rozengurt, Oxidative stress induces protein kinase D activation
in intact cells. Involvement of Src and dependence on protein kinase C, J. Biol.
Chem. 275 (2000) 17114–17121.

[145] J. Lee, S. Giordano, J. Zhang, Autophagy, mitochondria and oxidative stress:
cross-talk and redox signalling, Biochem. J. 441 (2012) 523–540.

[146] R. Scherz-Shouval, Z. Elazar, Monitoring starvation-induced reactive oxygen
species formation, Methods Enzymol. 452 (2009) 119–130.

[147] A. Eisenberg-Lerner, A. Kimchi, PKD is a kinase of Vps34 that mediates ROS-induced
autophagy downstream of DAPk, Cell Death Differ. 19 (2012) 788–797.

[148] A. Eisenberg-Lerner, A. Kimchi, DAP kinase regulates JNK signaling by binding
and activating protein kinase D under oxidative stress, Cell Death Differ. 14
(2007) 1908–1915.

[149] E.D. Tichy, Z.A. Stephan, A. Osterburg, G. Noel, P.J. Stambrook, Mouse embryonic
stem cells undergo charontosis, a novel programmed cell death pathway depen-
dent upon cathepsins, p53, and EndoG, in response to etoposide treatment,
Stem Cell Res. 10 (2013) 428–441.

[150] A.L. Edinger, C.B. Thompson, Death by design: apoptosis, necrosis and autophagy,
Curr. Opin. Cell Biol. 16 (2004) 663–669.

3459V. Nikoletopoulou et al. / Biochimica et Biophysica Acta 1833 (2013) 3448–3459


