Current Topics in

Phytochemistry
Vol. 15, 2019

Role of metacaspases and autophagy in developmental
programmed cell death in plants
Angel J. Matilla*
Department of Functional Biology, Life Campus, Faculty of Pharmacy, University of Santiago
de Compostela (USC), Santiago de Compostela, Spain.

ABSTRACT

INTRODUCTION

During the life cycle of plants, the demise of
certain cells occurs when they have fulfilled their
task. This selective and tightly regulated adaptive
mechanism, known as programmed cell death
(PCD), contributes to life and is fundamental for
the maintenance of cellular homeostasis. Proteases
are one of the key performers of PCD-mediated
processes and, although no caspases have been
identified in plants, caspase-like activities are
associated with PCD in different tissues, including
developing seeds. The role of caspase-like proteases
was first demonstrated with the identification of
their phylogenetically closest proteins in plants,
the metacaspases. Autophagy, which regulates
different forms of PCD and plays key roles in
cellular homeostasis, has been recently conceptualized
as a mediator of life and death. Thus, autophagy
genes are key determinants during this cellular
suicide response. Although great advances have
been made in the study of PCD, the molecular
signals that trigger it remain unknown. Taken
together, this review, referred to as the role of
metacaspases and autophagy in PCD, illustrates
the complexity and diversity of mechanisms that
control PCD in plants.

The life cycle of organisms requires specific cell
types to be eliminated in a predictable and
genetically regulated way. This process, referred
to as programmed cell death (PCD), is essential
for life [1, 2]. The mechanism through which
specific cells are targeted for PCD without
affecting neighboring cells has not yet been defined.
Notable cellular compartments, such as mitochondria,
chloroplast, Golgi complex, endoplasmic reticulum
(ER) and vacuole, have been shown to be
involved in the control of PCD [2]. This process
of cellular suicide occurs at every stage of life:
from embryo till death [3]. For example, PCD is
required during the onset of zygotic embryogenesis
for proper seed development [3, 4]. Plant PCD
exhibits several hallmarks, which include: 1) DNA
laddering and strong chromatin condensation [5];
2) release of cytochrome-c from the mitochondria
to the cytosol, and its subsequent degradation,
which is dependent on reactive oxygen species
(ROS) and caspase-like activity [6]; generation of
autophagic vacuoles due to the absence of an
active phagocytosis system [7]; degradation of
organelles such as the plastidome, mitochondria
and peroxisomes [8]; extensive vacuolation (i.e.
appearance of a large vacuole) [9]; and sometimes
the development of ricinosomes concomitantly
with the progression of nuclear DNA fragmentation
[10, 11]. At the end of PCD, the cell is completely
digested and the remaining cytosol is surrounded
by the cell wall (CW), which finally becomes
disorganized and disintegrates [2]. That is, since
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the plants have CWs, they have developed their
own PCD process. At the cellular level, plant
PCD can be autolytic (i.e. formation of large lytic
vacuoles and the rapid clearance of cytoplasm due
to tonoplast rupture and the release of hydrolases)
or non-autolytic [12]. Developmental PCD (dPCD)
is autolytic and critical for many vegetative
and reproductive processes [2, 13]. However,
environmental PCD (ePCD) is non-autolytic and
is involved in responses to biotic and abiotic
stresses and in the hypersensitive response (HR),
which prevents the growth and spread of pathogens
into healthy tissues [14-16]. While dPCD has
been the focus of various studies [17], to date, a
comprehensive understanding of the molecular
pathways governing PCD during development is
lacking. Recently, it has been suggested that
dPCD and ePCD are characterized by separate
regulatory pathways. In fact, a conserved core of
transcriptionally controlled dPCD-associated genes
has been defined [18]. The involvement of PCD
has been described in various plant life processes,
including the emptying of xylem tracheary elements
[19], aerenchyma formation [20, 21], and dynamic
turnover of the root cap [22]. Because plants and
animals have different molecular mechanisms for
PCD, an evolutionary parallelism of PCD pathways
in plants and animals has been postulated [20].
Here, an update on the recent and substantial
progress that has been made to our understanding
on PCD and its importance to plant development
is provided. The role of metacaspases and autophagy
is carefully reviewed.
The task of proteases in plant PCD
In plants, like in animals and several branches of
unicellular eukaryotes, proteases (http://merops.
sanger.ac.uk/) play a regulatory role in a variety of
processes that are essential for growth, development,
reproduction, immune response, embryogenesis,
photosynthesis and PCD [23, 24]. Plant genomes
encode about 500 to 800 proteases from all four
classes (i.e. metalloproteases, and serine (Ser-EPs)
(e.g. subtilases), cysteine (Cys-EPs) and aspartic
proteases (Asp-EPs) (e.g. nucellin-like ASP-EPs),
which are named according to their active site
residues) [25-29]. The degradome of Arabidopsis
thaliana contains more than 800 proteases from
60 families while that of Oryza sativa contains
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more than 600 proteases. Ser-EPs are the most
abundant proteases in plants: they comprise 14
families and nine clans. However, Cys-EPs are
divided into 15 families of five clans [30]. Thus,
plant genomes encode more than 100 Cys-EPs
that act in the cytoplasm, endomembrane system
and apoplast. In plants, special functions have
been described for the following types of Cys-EPs:
(i) Papain-like Cys-EPs (PLCPs) are the most
abundant family of Cys-EPs (e.g. plant cathepsins;
derived from the Greek kathepsein -to digest).
They are divided into family C1B (cytosolic) and
C1A (apoplastic). These globular enzymes can be
found in cellular vesicles, such as ricinosomes.
PLCPs are involved in protein storage and
mobilization (e.g. during seed life) and stress
responses [31, 32]. Specifically, plant cathepsins
are involved in processes such as senescence,
abscission, fruit ripening, PCD, and in the
mobilization of proteins accumulated in seeds and
tubers [33]. Thus, the cathepsin-B (Cath-B) is a
Cys-lysosomal-EP possessing caspase-3-like activity
in Arabidopsis that is inhibited by caspase-3specific inhibitors and with a central role in
regulating ER stress-induced PCD and developmentinduced PCD [33, 34]. Although in A. thaliana
Cath-B-like proteases are encoded by a gene
family comprising three members (AtCath-B1,
AtCath-B2 and AtCath-B3), only the AtCath-B3
gene is highly induced upon seed germination
and at the early post-germination stage [35].
In addition, recent findings in Arabidopsis revealed
that: (i) AtCath-B downregulation reduces reactive
oxygen species (ROS) accumulation; (ii) a mutant
in AtCath-B displayed unchanged tonoplast
breaking; (iii) AtCath-B and the proteasome
subunit PBA1 contribute to caspase-3-like activity
during endoplasmic reticulum (ER) stress; and
(iv) AtCath-B activation is independent of vacuolar
processing enzymes (VPEs; see below). The
authors conclude that AtCath-B may execute its
function after tonoplast dismantling and that this
Cys-protease, which does not control the rupture
of the tonoplast, acts in parallel with VPEs [36].
On the other hand, it is possible that Cath-B is
involved in plant disease resistance; a hypothesis
that is supported by previous findings that have
implicated Cath-B in pathogen-induced PCD [37].
The fact that Cath-B regulates PCD in both plants
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and animals suggests that this Cys-EP may be part
of an ancestral PCD pathway that evolved before
the plant/animal divergence [34]. Moreover, C1A
apoplastic proteases actively participate in
proteolysis induced by biotic and abiotic stresses
[38-40]. Cystatins and serpins are well known
endogenous inhibitors of PLCPs [41]. PLCPs
carry a signal peptide important for their transport
to the apoplast as well as an auto inhibitory
prodomain prior to the active C1-protease domain
[27]. Some PLCPs possess a signal for retention
in the ER at the C-terminal (i.e. KDEL) [42, 43],
whereas other PLCPs possess a signal at the
N-terminus of the pro-protein for vacuolar targeting
(i.e. NPIR) [44]. Recently, a root-specific PLCP
has been characterized and differences between
the salicylic acid-dependent activation of PLCPs
in roots and leaves have been identified [45].
(ii) Vacuolar processing enzymes (VPEs), also
called legumains, are the most likely candidates
for serving as caspase-like executioners during
hypersensitive response (HR) [46]. HR is a
mechanism, used by plants, to prevent the spread
of infection by microbial pathogens and it is
characterized by the rapid death of cells in the
local region surrounding a pathogenic infection.
Recent review contains the contributions of VPEs
to plant PCD and its role in vacuole-mediated
cell death [47]. VPEs are required for vacuole
disruption [42] and vacuolar disruption-triggered
cell-death, a process that while not present in
animal cells [48], has been observed in the slime
mold Distyostelium discoideum. Vacuolar disruption
is also indispensable for dPCD, which has been
shown to be independent of all caspase, paracaspase
and metacaspase activity [49]. Although it is
beyond question that VPEs are initiators of the
vacuolar-processing system, the mechanism by
which VPEs controls the vacuolar breakage and
the execution of a variety of plant PCD is still
unclear.
(iii) Metacaspases, a phylogenetically distant
family of caspases, are found within several plant
subcellular locations [50-52]. Some are Ca+2activated and unlike caspases do not require
dimerization or the presence of adaptor proteins
[53, 54]. VPEs and metacaspases display identical
fold topologies to their animal counterparts [55].
Since the metacaspases play a prominent role in

3
plant PCD, a detailed update on them is found
below.
(iv) Subtilisin-like serine proteases (SLSPs),
also called subtilases (SBT), are the largest group
of proteases in plants [56, 57]. Eukaryotic SBT
constitute the S8 family within the SB clan of SerEPs and plant SBT correspond to S8A subtilisin
subfamily forming an extensive group of enzymes
(i.e. 63 genes known in the Oryza sativa, 56 genes
in Arabidopsis thaliana and at least 15 in
Lycopersicon esculentum genomes [58, 59].
Although SLSPs orthologue sequences from
A. thaliana were recently published [59], the
function of the majority of these subtilases remains
unknown. SLSPs are involved in a number of
plant-specific functions as seed development and
germination, cuticle formation, xylem development,
organ abscission and senescence [57]. Another
outstanding feature of SLSPs is their involvement
in plant PCD and triggering of HR response. That
is, several SLSPs are associated to plant defence
responses against the most diverse pathogens (e.g.
pathogenic recognition and resistance and plant
immune priming) [57, 60].
(v) Ubiquitin is a highly conserved protein found
in all eukaryotes and is involved in almost all
aspects of plant physiology, including immunity
[61]. Attachment of ubiquitin to cellular proteins
(i.e. ubiquitination) is important for regulating
distinct cellular processes (e.g. DNA repair,
cell-cycle progression, stress responses, signal
transduction, PCD) [62]. Deubiquitinating enzymes
(DUBs), which reverse the process of ubiquitination,
are proteases that make up part of the ubiquitin26S proteasome complex and that mediate
caspase-3-like activity in the cytoplasm. Given the
characteristics of deubiquitinating enzyme CysEPs, in plants it appears that caspase-3-like activity
is, at least in part, due to proteasome activity [63,
64]. Unexpectedly, although proteasome associated
proteases and Cath-B contribute to the increase
in total caspase-3-like activity [64], they play
antagonistic roles on PCD. Thus, Cath-B promotes
PCD whereas PBA1 negatively regulates it. This
highlights the fact that increased caspase-3-like
activity does not always translate into increased
plant PCD and suggests that more complex
mechanisms are at play [36]. It was recently
shown that inhibition of AtCath-B3 abolished
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caspase-3-like activity and prevented PCD from
occurring in Arabidopsis [34]. Regarding this fact,
deubiquitinating enzymes AtUBP12 and AtUBP13
and their tobacco homologue NtUBP12 are
negative regulators of plant immunity. The target
protein of UBP12/13 is yet unknown. Loss of
AtUBP12 and AtUBP13 are lethal. AtUBP12 and
NtUBP12 are functionally interchangeable and
their deubiquitinating activity is required to suppress
PCD [65].
Finally, an intriguing trait of PCD-associated
proteases is that, despite their highly destructive
potential, they are able to travel through the cell’s
secretory pathway without causing damage. This
trait highlights how tightly regulated their activity
is in the cell. In any case, whether Cys-EPs
universally control plant PCD remains an open
question [66]. This is because the link between
Cys-EP activity and PCD was not observed in
all species or in all organs studied. Taking into
account that this correlation is not conserved across
different species, we must be cautious when it
comes to judging the role of the Cys-proteases in
PCD mechanisms.
Involvement of metacaspases in plant PCD
a) Structural, biochemical and evolutionary
characteristics

The cytosolic Asp-specific proteases, also known
as caspases, are involved in the initiation and

execution of metazoan PCD and are only present
in animals. All members of caspases family
contain the p20 catalytic domain, which harbours
the catalytic dyad formed by two amino acid
residues (i.e. His and Cys) (Figure 1). As compared
to animals, not much was known about the
regulators of PCD until caspase-like proteins, also
known as metacaspases, were discovered in
bacteria, algae and plants where they regulate the
autophagic activity that controls aging, immune
responses, terminal differentiation of cells and
post-mortem cell clearance [67]. Cys-endopeptidases
are further divided into two groups, vacuolar
processing enzymes (VPEs) and metacaspases
[51]. Although no caspase orthologous genes have
been detected in plants [68], numerous studies
have identified structural similarities between
caspases and metacaspases. However, functionally
they differ on the basis of their different substrate
specificity (i.e. Arg- or Lys-specific). At the
structural level, metacaspases are divided into
several types [50, 51]. Thus, type-I metacaspases
contains a Pro/Gln-rich prodomain (80-120 residues)
in the N-terminal region. This prodomain, resembling
the nuclear Arabidopsis LSD1 (Lesion Simulating
Disease Resistance 1) [69, 70], comprises two Znfinger motifs at N-terminal site which are found in
plant proteins within the HR responses [70, 71];
type-II are conserved Cys-proteases lacking the
above prodomain at its N-terminal site, are found
in plants and green algae (e.g. Chlamydomonas

Figure 1. Scheme of metacaspases (MC) type I and II. The type I could present or not present a
prodomain rich in proline, include a zinc finger motif in the N-terminus region, and necessarily
have a metacaspase domain at the C-terminus region. Type II does not have the prodomain and the
zinc finger motif, but feature an insert (linker) between the p20 and p10 subunits. The catalytic
amino acid regions containing histidine (H) and cysteine (C) residues are shown as dotted lines.
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and Volvox) and have autoprocessing sites, whose
cleavage seems to be necessary for their full
activation [71], and a large loop region (90-150
residues) located between p10 (10 kDa) and
p20 (20 kDa) catalytic subunits [31, 67, 71];
biochemical and genetic studies have demonstrated
that: (i) only type-II metacaspases undergo
autocatalytic activation, similar to the phenomenon
observed for caspases; (ii) some members in this
family could be involved in oxidative stressinduced cell death in higher plants; and (iii) typeIII metacaspase recently found in the cryptophyte
Guillardia theta (GtMC2), which have undergone
secondary endosymbiosis. GtMC2, is an active
endopeptidase that contains two Ca+2-binding
sites and is functionally related to plant type-I
metacaspases [72, 73]. Regarding Zn-finger
motive, it was conjectured that its acquisition
seems to have happened later during the metacaspase
evolution. The absence of this motive seems to be
a characteristic of the ancient condition based on
the fact that no Zn-finger domains were found in
typical algae [51]. The studied organisms also
showed the presence of metacaspase-like proteases
which possess only the p10 domain. These
proteases are found in bacteria and may represent
an evolutionary connection.
Higher plants contain a large family of metacaspase
genes [70]. From the results so far, it has been
found that the number of these genes vary in
different plant species. For instance, in Arabidopsis
there are nine members [50], whereas in grapes,
rubber, and tomato and potato there are six, nine
and eight metacaspase genes found, respectively
[70 and ref. therein]. At the biochemical level,
metacaspases have these remarkable properties:
(i) lack the Asp specificity that characterizes
caspases [50, 68]; (ii) possess the same catalytic
pair (i.e. Cys/His) as caspases [73]; (iii) are
unable to cleave synthetic substrates of caspases
[51]; (iv) are insensitive to caspase inhibitors [51];
(v) some type-II metacaspases are Ca2+-dependent
under neutral pH (e.g. McII-Pa of Picea abies and
AtMC1, AtMC4 and AtMC5 of Arabidopsis)
[71]. This Ca2+ dependence is associated with
essential amino acids located in its p20 domain.
However, AtMC9 is active only under mildly
acidic pH, regardless of the availability of Ca2+;
and (vi) although are proteases phylogenetically
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closest to caspases, do not have caspase activity
[71]. At the evolutionary level, it has been
hypothesized that type-I represents the ancient
form of the metacaspase family and that the
evolution of type-II had occurred before the
emergence of multicellular plants from their
photosynthetic, unicellular ancestors [73, 74].
More specifically, metacaspases must have been
acquired by eukaryotes through primary
mitochondrial and plastidic endosymbiosis [50].
The discovery of two ancestors of caspases
(i.e. paracaspases and metacaspases) in different
organisms [67] suggests that the paracaspase and
metacaspase genes may represent an initial and
ancestral set of core genes that led to the
emergence of the PCD machinery. Likewise, the
similarities observed between the PCD systems of
bacteria, animals and plants suggests a common
origin, one that is presumably the consequence of
the endosymbiotic acquisition of bacteria by
eukaryotes [74]. That is, metacaspase-like proteins
are present not exclusively in α-proteobacteria but
also in all bacteria groups, such as cyanobacteria,
the known ancestors of plant chloroplasts [73].
In the context of Cys-protein evolution, canonical
caspases may have originated from ancient
metacaspase-like proteins, conceivably through
horizontal gene transfer from α-proteobacteria to
early multicellular organisms [63, 67, 69]. Recently,
results in potato (Solanum tuberosum) indicated
that most of metacaspase genes (SotubMCs) and
its orthologs might have evolved after the
speciation events of the Solanaceae plants [70].
Taken together, molecular evidences have indicated
that the PCD machinery has evolved since very
early steps of evolution, and that this evolution
has been processed through expansion and
innovation of protein recruitment domains, as well
as through the derivation of effector domains and
horizontal gene transference events.
Likewise, caspase activity has been measured in
plant extracts using caspase substrates from
animal cells [75], and caspase-specific inhibitors
(e.g. Ac-DEVD-CHO) have been shown to
prevent some forms of plant PCD [76]. On the
other hand, caspase-like activities have been
detected during plant development [76-78] and
also induced during the HR, a process that can be
blocked by caspase inhibitors [75, 76, 79].
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Although metacaspases have no specific caspase
activity, increasing evidence points to their role
in the regulation of PCD [51]. In others words,
although metacaspases may not be directly
involved in PCD, they might be indirectly
involved in the signaling cascades that lead to
PCD [14]. Other proteases with caspase-like
activities may also be involved in PCD [73].
A number of studies have indicated that the
expression of the metacaspase genes can be
regulated by developmental cues and induced by a
wide range of abiotic and biotic stresses [50, 51].
The identification and characterization of substrates
is a key feature to understanding function of any
protease. What is the current situation with
respect to metacaspases targets? Although
metacaspases seem to be essential for PCD in
plants, data on its natural substrates remain even
scarce. The first metacaspase biological target
was identified by the Bozhkov’s group. Thus,
metacaspase of Norway spruce (Picea abies)
McII-Pa was found to cleave, in vivo and in vitro,
the phylogenetically conserved protein TSN
(Tudor Staphylococcal Nuclease). This study was
carried out during both developmental and stressinduced PCD and also revealed functional
conservation between metacaspases and caspases
as TSN was shown to be processed also by the
human caspase-3 [80]. Other functional conservated
targets include the Poly (ADP-ribose) polymerase
and glyceraldehyde 3-P-dehydrogenase (GAPDH),
a specific substrate of yeast metacaspase [79, 80].
In addition, the nucleocytoplasmic Arabidopsis
type-II metacaspase-9 (AtMC9) was found to cleave
the gluconeogenesis enzyme phosphoenolpyruvate
carboxykinase-1 (PEPCK1). In this case, the
in vivo cleavage of PEPCK1 enhances its activity,
leading to stimulation of the glucose de novo
synthesis pathway during PCD [81]. Interestingly,
proteins involved in seed development, such as
several LEA proteins, are frequently found among
the MC9-cleaved proteins (i.e. constituting part of
the MC9 degradome) [81]. Recently, other natural
substrates for MC9 have also been identified [82,
83 and ref. therein]. On the other hand, regarding
the control of metacaspases at the posttranslational
level, the proteolytic activity of AtMC9 is
regulated by S-nitrosylation and autocatalytically
activated by proteolytic separation of its p20 and
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p10 subunits [82, 84]. Likewise, it has been
proposed that S-nitrosylation at the level of the
catalytic Cys (Cys-147) can be used as a
regulatory strategy under basal NO levels. The
S-nitrosylation on AtMC9 on its mature processed
form does not affect its activity. This happens
because other cysteine (Cys-29) residue can act as
alternative nucleophile. Despite this, the enzyme
can be kept inactive through S-nitrosylation, and
otherwise, become active only under conditions of
disturbance in cellular redox balance. Interestingly,
type-II metacaspase AtMC9 is involved in xylem
differentiation [85].
b) Mechanism of action

Recent studies have demonstrated that metacaspases
are involved in regulating the dPCD and eDCP
in plants. However, the mechanism by which
metacaspases affect plant PCD still has many
gaps. The involvement of metacaspases in PCD is
supported, among others approaches, by works
with plants under pathogen attack. That is,
pathogen attack can induce PCD through HR [15],
and metacaspases seem to be involved as a
consequence of cellular ROS increase and through
proteolytic activation of other metacaspases and
degradative enzymes, among other causes [86-89].
Several genes involved in HR have been
identified in different species [51 and ref. therein].
During avirulent pathogen infection, plant
resistance (R) proteins, which are characterized by
a conserved leucine-rich repeat (LRR) domain,
recognize pathogen avirulence (Avr) factors and
initiate the HR and a localized PCD at the site of
infection [15, 16, 90, 91]. In pepper (Capsicum
annuum), CaMC9 was suggested to act as a
positive regulator of cell death upon infection
by Xanthomonas campestris [89, 92, 93]. The
overexpression of CaHIR1 in Arabidopsis leads to
elevated defense responses during infection with
virulent bacterial pathogens (i.e. Pseudomonas
syringae pv. tomato and the oomycete
Hyalopenospora arabidopsidis); while the CaHIR1
silencing disrupts hypersensitive and susceptible
PCD in pepper plants [93, 94]. Likewise, studies
suggest that host-controlled PCD is also closely
associated with the onset of susceptible cellular
death and disease development in plants [92 and
ref. therein]. The enhanced expression of type II
metacaspase suggest a crucial role of these
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Cys-proteases in maize leaf response to O3 and
age-mediated senescence [15 and ref. therein].
Likewise, the increasing expression level of a type
II metacaspase on tomato leaves under Botrytis
cynerea infection, and the detection of cell death
phenotype, confirms the involvement of metacaspases
on PCD [86].
First evidence for the involvement of metacaspase
in plant development comes from Norway spruce
study. Thus, downregulation of Ca2+-dependent
McII-Pa suppressesed vacuolar PCD in suspensor
cells from an embryonic culture from Picea abies.
This type of PCD also requires autophagy, which
occurs downstream to McII-Pa [68, 95]. That is,
autophagy is essential for vacuolation of cells
undergoing dPCD and is activated by McII-Pa
[96]. More information on McIIPa indicates that
the McII-Pa protein is transported during the
above dPCD from the cytosol to the nucleus,
where its presence is correlated to DNA
fragmentation. These data reinforce the notion
that this metacaspase is directly involved in a
pathway leading to nuclear protein degradation, a
process that takes place during most types of
eukaryotic PCD. Accordingly, McII-Pa has been
shown to play a role in the cleavage of nuclear
proteins [96, 97]. Likewise, evidences about the
Arabidopsis metacaspases indicate that: (i) AtMC1
and AtMC2 regulate PCD antagonistically. That
is, AtMC1 acts as a positive regulator requiring
conserved caspase-like putative catalytic residues
for its function; whereas AtMC2, a negative
regulator of PCD, acts independent of the putative
catalytic residues [69]; Ser-protease inhibitor
AtSerpin1 constitutes a negative regulator of
AtMC1 self-processing [79, 84 and ref. therein];
(ii) AtMC4 acts as a positive mediator of PCD
under biotic and abiotic stress [98]; (iii) AtMC8
positively regulates PCD induced by oxidative
stress, UV and H2O2 [99]; and (iv) AtMC9
facilitates the post-mortem clearance of cell
contents after vacuole rupture in xylem vessel
elements [100]. On the other hand, it has been
demonstrated in Nicotiana tabacum that reactive
carbonyl species, which are downstream products
of ROS, can directly activate caspase-1-like and
caspase-3-like proteases to initiate PCD in plant
cells [101]. Finally, knowledge on the cellular
localization of plant metacaspases is critical for
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understanding their modes of action. For example,
AtMC9 is known to be localized to the apoplast,
nucleus and cytoplasm; and this localization
changes during late autolysis [102]. The Bozhkov’s
group points out that the execution of plant PCD
is controlled by two groups of Cys-proteases with
separated cellular localization. One of them is
accumulated on lytic compartments and vacuoles,
and the other has cytoplasmic-nuclear localization,
as in the case of MCII-Pa [97]. Future work is
required to unravel subcellular localization for
other metacaspases in order to define their specific
roles during PCD, their substrate specificities and
the modes through which they operate and interact
with one another.
Autophagy and its relationship with plant PCD
The autophagy (from Greek: ‘self-eating’), is an
evolutionarily conserved, highly selective and
multi-step process that is crucial to various
aspects of plant life, such as germination, seedling
establishment, reproduction, senescence, the stress
response and disease resistance [7, 8 and ref.
therein]. This process is considered to be the
major cell recycling system in eukaryotes and
contributes significantly to plant metabolic
homeostasis. The hallmark of autophagy is the
engulfment of cargo by a double-layered membrane
called phagophore to form the autophagosome
(Figure 2). The cargo comprises the cytoplasmically
targeted constituents, including protein aggregates
and damaged or superfluous organelles (e.g.
mitochondria, chloroplasts and peroxisomes) as
well as infectious organisms [7, 8]. Once formed,
the autophagosome is mobilized toward an
endolithic compartment (i.e. plant vacuole or
mammalian lysosome) and becomes enriched in
hydrolases before cargo degradation and recycling
[8, 103 and ref. therein]. Although this complex
set of membrane trafficking and fusion events is
an integral aspect of the autophagy process [104,
105], very limited data exist about degradation
process within lytic compartment and how the
cargo is recycled and mobilized. Likewise, how
autophagy recognizes its cargos in the plant cell is
also unknown. Much research remains to be done
in this area. Autophagy and the ubiquitinproteasome system (UPS) are two major protein
degradation pathways implicated in the response
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Figure 2. Autophagy is a membrane-trafficking pathway involved in the degradation and transport of cellular
material. There are several essential stages in the selective autophagy process. During the nucleation phase, the
phagophore assembly site (PAS) is involved and an isolation membrane known as the phagophore engulfs proteins
or damaged cellular organelles. The isolation membrane then extends, and the phagocytic membrane elongates to
form a bilayer vesicle, named the autophagosome. Next, the autophagosomes fuse with lytic vacuoles to form
autolysosomes, which degrade vesicular contents. After degradation, heterogeneously degraded components are
released into the cytoplasm and recycled.

to microbial infections in eukaryotes. Nevertheless,
it is now considered that while the UPS is
responsible for the turnover of short-lived damage
proteins, the autophagy process is more specifically
dedicated to degradation of long-lived or aggregated
proteins [7, 106 and ref. therein]. Regarding
the proteasome, it is worth pointing out that the
UPS protease complex may be degraded via an
autophagy process known as proteaphagy [107].
Thus, proteaphagy in Arabidopsis can develop
via non-selective and selective routes. Unlike
non-selective autophagy, which is induced by
starvation [108], selective proteaphagy is induced
by inhibition of the proteasome and requires the
ubiquitination of inactive proteasome [109].
The genes participating in the autophagy process,
the ATG genes, were originally discovered in
Saccharomyces cerevisiae (yeast) [110 and ref.
therein]. More than 30 ATG genes acting in
concert are required for autophagy [111 and ref.
therein]. However, how transcription of these
genes is regulated is not known in detail. Together,
autophagosome initiation and completion are
mediated by autophagy-related and conserved ATG
proteins and require two ubiquitin-like conjugation
systems to produce ATG12-ATG5 and ATG8phosphatidylethanolamine (ATG8-PE) conjugates
(Figure 3). ATG8-PE conjugation involves the
Cys-proteinase ATG4 and E1-like protein ATG7,

through which ATG8 is lipidated and translocated
via autophagosomes to the vacuole [7, 104]. Thus,
membrane-anchored ATG8 acts as an important
docking site for selective autophagy receptors that
deliver a multitude of substrates to the growing
autophagosome, including single or aggregated
proteins, entire organelles and invading microbes.
However, the exact origin of the membranes of
the autophagosome is not known. Recent work
has begun to shed light on this knowledge gap:
ATG9 is known to play a critical role in the origin
of autophagosomes from the ER [112]. In contrast
to most other ATG proteins, ATG9 is the only
transmembrane protein and moves rapidly as
numerous distinct compartments throughout the
cytoplasm. Identifying and characterizing ATG9interacting proteins would certainly facilitate the
understanding of how ATG9 is involved in this
process. Recently, it was observed that: (i) ATG5
exerts its effect on ATG8 lipidation by directly
controlling the rate of ATG12–ATG5 conjugation;
and (ii) overexpression of ATG5 or ATG7
facilitates ATG8 lipidation, leading to autophagosome
formation and autophagy flux [113]. Many insights
have been obtained through functional analyses of
autophagy-deficient Arabidopsis mutants impaired
in the expression of different ATG genes. It is
noteworthy that ATG6 represents the only ATG
gene in plants whose loss of function results in
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Figure 3. Selective autophagy requires autophagy-related protein 8 (ATG8) and cargo (C) receptors: (1 and 2)
ATG8 conjugated to PE (ATG8 lipidation) during autophagy plays an important role not only in autophagosome
biogenesis but also in cargo (C) recruitment. ATG8 lipidation requires processing of the C-terminal conserved
glycine (Gly) residue in ATG8 by the ATG4 (Cys-protease-mediated processing of ubiquitin-like ATG8 proteins);
(3) ATG8-GlyPE complex (mature ATG8) is ready to bind to the phagophore membrane; (4) once bound, the mature
ATG8-R-C complex is formed, followed by phagophore expansion and (5) phagosome maturation.

embryogenic lethality. On the other hand, unlike
the above proteins, the lipids of autophagic
membranes remain far less well defined [114].
Recently, a number of questions have been raised
concerning lipids: where do autophagosomal
lipids originate? How are lipids transported to the
autophagy pathway and how this supply is
regulated [115 and ref. therein]? Future work
should clarify how cytoskeleton activities are
coordinated for autophagosome formation.
The relationship between autophagy and PCD
also remains unclear, although a number of links
have been made. Some evidence indicates the
involvement of selective autophagy in PCD [96,
116, 117 and ref. therein]. Thus, a crucial role for
autophagy has been identified in cell death of
suspensor cells during normal embryogenesis in
Norway spruce. Also, a strong link between
autophagy and metacaspase activity has been
identified during tracheary differentiation in
Arabidopsis [85, 118]. Likewise, it has been shown

that autophagy contributes to the modulation of
immunity and HR [119, 120]. Other examples
include a recent study in barley, which indicated
that autophagy plays a role in cell death at early
stages of stress-induced microspore embryogenesis
[33], during which glyceraldeyde-3-phosphate
dehydrogenase (GAPDH) seems to be involved as
a direct regulator of autophagy. Also, GAPDH in
Nicotiana benthamiana has been shown to directly
interact with the ATG3 protein to downregulate
autophagy. Interestingly, when NbGAPDH1 and
NbGAPDH2 are silenced, autophagy is induced,
whereas their overexpression inhibits autophagy
[7, 121]. Overall, these findings reveal that autophagy
promotes or limits different forms of PCD [122
and refs. therein]. However, the puzzle of how
PCD and autophagy are linked (i.e. the underlying
mechanisms) in plants is far from solved. The
generation of mutants that specifically suppress
PCD or autophagy will contribute significantly to
advancing our understanding of this cell degradation
and recycling system. Future research is needed to
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identify how autophagy is regulated by proteasome
ubiquitinization. Likewise, the role and underlying
mechanisms of ATG genes and proteins, and
the targeting of the various cell organelles in
autophagy degradation constitute some of the
most important goals in this field.
FUTURE PERSPECTIVES
Although our understanding of the biochemical
and molecular aspects of plant dPCD has
increased over the last decade, there is still no
experimentally validated mechanism of action that
adequately integrates the various players and
processes involved in PCD, such as proteases and
nucleases, autophagy, cellular redox—let alone
one that accounts for differences between specific
tissues and phases of the life cycle. Given their
importance, knowledge of the origin and
evolution of key genes involved in the dPCD still
needs to be defined. Related to this task is study
of the underlying genetic features that have been
evolutionarily conserved. Added to this are other
key questions such as: How do different proteases
and nucleases work together to orchestrate dPCD
and does functional redundancy exist? How are
the relevant Cys-EPs activated? Also, how do the
PCD mechanisms vary between model organisms?
Other questions remain regarding autophagy.
Thus, future work should clarify how cytoskeleton
activities are coordinated for autophagosome
formation. On the other hand, although a number
of essential genes that function in autophagy (i.e.
ATG genes) have been identified in plants, the
upstream cellular pathways that regulate the
process still remain little known. Interestingly,
Arabidopsis ATG1 and ATG13 form a complex
that regulates autophagy, suggesting a conserved
function for ATG1/13 in plants [121 and refs.
therein]. The recent isolation of the target of
rapamycin (i.e. TOR; an evolutionarily conserved
Ser/Thr kinase) as a negative regulator of
autophagy in Arabidopsis opens new avenues for
the study of autophagy [122, 123 and refs.
therein]. Identifying conserved components in
the TOR cascade will help to shed light on how
TOR regulates the plant cell growth. Improved
experimental design and tools have enabled
comprehensive analyses that have demonstrated
pivotal roles of TOR in plant development. Thus,
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detailed comparative analysis of Arabidopsis
ATG mutants that are sensitive to rapamycin or
with reduced levels of TOR represents powerful
new tools to aid in this endeavor [121 and refs.
therein]. Recently, it was demonstrated that
TOR regulates autophagy induced by nutrient
starvation, salt or osmotic stress, but not oxidative
or ER stress, indicating that TOR-dependent and
-independent pathways for regulation of autophagy
exist in plants [124]. Likewise, it is worth noting
that auxin regulates plant stress responses through
the TOR signaling pathway [124]. Future work is
required to identify the upstream stress sensors
that repress TOR activity to allow activation of
autophagy and the components of the TORindependent autophagy activation pathway. For an
overview of the future prospects of research on
autophagy it is interesting to see the recent
opinion of Dr. Bozhkov (2018) [125].
In summary, the extensive research that has been
carried out over the last decade in plant PCD/
dPCD lays a strong scientific foundation — one
that will, along with emerging techniques, enable
a better understanding of this essential process. A
challenge over the next decade will be to define
the molecular modes of function of putative dPCD
regulators and the posttranslational modifications
that lead to the rapid execution of cell death,
which have been observed in various plant model
systems. Thus, emerging morphological, molecular
genetics and cell biological analyses, will lead the
way to a more comprehensive understanding of
PCD as a fundamental cellular process in plants.
ACKNOWLEDGEMENTS
Figures 2 and 3 were kindly provided by
Drs. J. M. Salguero and N. S. Coll (Centre for
Research in Agricultural Genomics, Bellaterra,
Catalonia, Spain) and were then slightly modified
for this review. The author apologizes to those
scientists whose manuscripts have not been
directly mentioned.
AUTHOR CONTRIBUTIONS
Writing - Original draft: Angel Matilla
Writing - Review and editing: Angel Matilla
CONFLICT OF INTEREST STATEMENT
The author declares no conflict of interest.

Plants require cell death to live
REFERENCES
1.
2.

3.
4.
5.

6.

7.

8.
9.
10.

11.

12.

13.
14.
15.

16.

Jan, N., Hussain, M. and Andrabi, K. I.
2008, Biotechnol. Mol. Biol. Rev., 3, 111.
Daneva, A., Gao, Z., Durme, M. V. and
Nowack, M. K. 2016, Annu. Rev. Cell
Dev. Biol., 32, 441.
Young, T. E. and Gallie, D. R. 2000, Plant
Mol. Biol., 44, 283.
Domínguez, F. and Cejudo, F. J. 2014,
Front. Plant Sci., 5, 366.
Latrasse, D., Benhamed, M., Bergounioux,
C., Raynaud, C. and Delarue, M. 2016,
J. Exp. Bot., 67, 5887.
Vacca, R. A., Valenti, D., Bobba, A.,
Merafina, R. S., Passarella, S. and Marra,
E. 2006, Plant Physiol., 141, 208.
Michaeli, S., Galili, G., Genschik, P.,
Fernie, A. R. and Avin-Wittenberg, T.
2016, Trends Plant Sci., 21, 134.
Michaeli, S. and Galili, G. 2014, Int. J.
Mol. Sci., 15, 7624.
Zheng, Y., Zhang, H., Deng, X., Liu, J.
and Chen, H. 2017, Sci. Rep., 7, 41245.
Senatore, A., Trobacher, C. P. and
Greenwood, J. S. 2009, Plant Physiol., 149,
775.
Höwing, T., Dann, M., Hoefle, C.,
Hückelhoven, R. and Gietl, C. 2017, PLoS
One, 12, e0183870.
Bruggeman, Q., Raynaud, C., Benhamed,
M. and Delarue, M. 2015, Front. Plant Sci.,
6, 24.
Thomas, H. 2013, New Phytol., 197, 696.
Dickman, M. B. and Fluhr, R. 2013, Annu.
Rev. Phytopathol., 51, 543.
Matilla, M. A. 2018, Metabolic responses
of plants upon different plant-pathogen
interactions. In: P. Ahmad and V. P. Singh
(Eds.) Plant Metabolites and Regulation
under Environmental Stress. ElsevierAcademic Press. NY. ISBN 978-0-12812689-9.
Matilla, M. A. and Krell, T. 2018, Plant
growth promotion and biocontrol mediated
by plant-associated bacteria (Chap. 3).
In: D. Egamberdieva and P. Ahmad (Eds.)
Plant Microbiome: Stress Response, Springer,
NY ISBN 978-9-811-05513-3.

11
17.

18.

19.
20.

21.

22.
23.

24.
25.

26.
27.

28.

29.

30.

Fendrych, M., van Hautegem, T., van
Durme, M., Olvera-Carrillo, Y., Huysmans,
M., Karimi, M., Lippens, S., Guérin, C. J.,
Krebs, M., Schumacher, K. and Nowack,
M. K. 2014, Curr. Biol., 24, 931.
Olvera-Carrillo, Y., van Bel, M., van
Hautegem, T., Fendrych, M., Huysmans,
M., Simaskova, M., van Durme, M.,
Buscaill, P., Rivas, S., Coll, N. S., Coppens,
F., Maere, S. and Nowack, M. K. 2015,
Plant Physiol., 169, 2684.
Escámez, S. and Tuominen, H. 2014,
J. Exp. Bot., 65, 1313.
Gladish, D. K. 2015, Vascular aerenchyma
and PCD. In: Plant Programmed Cell
Death, A. N. Gunawardena and P. F.
McCabe (Eds.), pp. 97-121. Springer ISBN
978-3-319-21033-9.
Iglesias-Fernández, R. and Matilla, M. A.
2016, Flooding stress and O2-shortage in
plants. An overview. In: Water Stress and
Crop Plants: A Sustainable Approach, Vol. 2,
1st edition. P. Ahmad (Ed.), pp. 711-731.
John Wiley & Sons, Ltd. ISBN 978-1-11905436-8.
Kumpf, R. P. and Nowack, M. K. 2015,
J. Exp. Bot., 66, 5651.
Rawlings, N. D., Waller, M., Barrett, A. J.
and Bateman, A. 2014, Nucleic Acids Res.,
42, D503.
Balakireva, A. V. and Zamyatnin, A. A.
2018, Int. J. Mol. Sci., 19, 629.
Takahashi, K., Niwa, H., Yokota, N.,
Kubota, K. and Inoue, H. 2008, Plant
Physiol. Biochem., 46, 724.
Marino, G. and Funk, C. 2012, Physiol.
Plant, 145, 196.
Rawlings, N. D., Barrett, A. J., Thomas, P.
D., Huang, X., Bateman, A. and Finn, R.
D. 2018, Nucleic Acids Res., 46, D624.
Schaller, A., Stintzi, A., Rivas, S., Serrano,
I., Chichkova, N. V., Vartapetian, A. B.,
Martínez, D., Guiamét, J. J., Sueldo, D. J.,
van der Hoorn, R. A. L., Ramírez, V. and
Vera, P. 2018, New Phytol., 2018, 901.
Soares, A., Sofia, M., Ribeiro-Carlton, S.
M. and Isaura Simões, I. 2019, J. Exp.
Bot., 70, 2059.
van der Hoorn, R. A. 2008, Annu. Rev.
Plant Biol., 59, 191.

12
31.

32.
33.

34.

35.

36.

37.

38

39.

40.

41.
42.

Angel J. Matilla
Lemos, G., Hernández, J., Amancio, A. E.
and Sales, K. V. 2017, Programmed cell
death-related proteases in plants. In:
Biochemistry, Genetics and Molecular
Biology “Enzyme Inhibitors and Activators”,
M. Senturk (Ed.), ISBN 978-953-51-3058-1.
Zou, Z., Huang, Q., Xie, G. and Yang, L.
2018, Sci. Rep., 8, 331.
Bárány, I., Berenguer, E., Solís, M. T.,
Pérez-Pérez, Y., Santamaría, M. E.,
Crespo, J. L., Risueño, M. C., Díaz, I. and
Testillano, P. S. 2018, J. Exp. Bot., 69,
1387.
Ge, Y., Cai, Y. M., Bonneau, L., Rotari,
V., Danon, A., McKenzie, E. A., McLellan,
H., Mach, L. and Gallois, P. 2016, Cell
Death Differ., 23, 1493.
Iglesias-Fernández, R., Wozny, D.,
Iriondo-de Hond, M., Oñate-Sánchez, L.,
Carbonero, P. and Barrero-Sicilia, C. 2014,
J. Exp. Bot., 65, 2009.
Cai, Y. M., Yu, J., Ge, Y., Mironov, A. and
Gallois, P. 2018, New Phytol., doi:
10.1111/nph.14676.
Gilroy, E. M., Hein, I., van der Hoorn, R.,
Boevink, P. C., Venter, E., McLellan, H.,
Kaffarnik, F., Hrubikova, K., Shaw, J.,
Holeva, M., López, E. C., Borras-Hidalgo,
O., Pritchard, L., Loake, G. J., Lacomme,
C. and Birch, P. R. J. 2007, Plant J., 52, 1.
Velasco-Arroyo, B., Díaz-Mendoza, M.,
Gandullo, J., González-Melendi, P.,
Santamaría, M. E., Domínguez-Figueroa,
J. D., Hensel, G., Martínez, M., Kumlehn,
J. and Díaz, I. 2014, J. Exp. Bot., 65, 2511.
Díaz-Mendoza, M., Domínguez-Figueroa,
J. D., Velasco-Arroyo, B., Cambra, I.,
González-Melendi, P., López-Gonzálvez,
A., García, A., Hensel, G., Kumlehn, J.,
Díaz, I. and Martínez, M. 2016, Plant
Physiol., 170, 2511.
Misas-Villamil, J. C., Hoorn, R. A. L. and
Doehlemann, G. 2016, New Phytol., 212,
902.
Lampl, N., Alkan, N., Davydov, O. and
Fluhr, R. 2013, Plant J., 74, 498.
Schmid, M., Simpson, D. J., Sarioglu, H.,
Lottspeich, F. and Gietl, C. 2001, Proc.
Natl. Acad Sci. USA, 98, 5353.

43.

44.

45.

46.

47.

48.
49.

50.

51.

52.
53.
54.
55.

56.

57.

Than, M. E., Helm, M., Simpson, D. J.,
Lottspeich, F., Huber, R. and Gietl, C.
2004, J. Mol. Biol., 366, 1103.
Luo, F., Fong, Y. H., Zeng, Y., Shen, J.,
Jiang, L. and Wong, K. B. 2014, Plant
Cell, 26, 3693.
Hüynck, J. S., Kaschani, F., van der Linde,
K., Ziemann, S., Müller, A. N., Colby, T.,
Kaiser, M., Misas Villamil, J. C. and
Doehlemann, G. 2019, Front. Plant Sci.,
10, 473.
Hara-Nishimura, I. 2013, Plant Legumain,
Asparaginyl Endopeptidase, Vacuolar
Processing
Enzyme.
Handbook
of
Proteolytic Enzymes (Third Edition).
Hatsugai, N., Yamada, K., Goto-Yamada,
S. and Hara-Nishimura, I. 2015, Front.
Plant Sci., 6, 234.
Lam, E. 2004, Nat. Rev. Mol. Cell Biol.,
5, 305.
Roisin-Bouffay, C., Luciani, M. F., Klein,
G., Levraud, J. P., Adam, M. and Golstein,
P. 2004, J. Biol. Chem., 279, 11489.
Tsiatsiani, L., van Breusegem, F., Gallois,
P., Zavialov, A., Lam, E. and Bozhkov, P.
V. 2011, Cell Death Differ., 18, 1279.
Fagundes, D., Bohn, B., Cabreira, C.,
Leipelt, F., Dias, N., Bodanese-Zanettini,
M. H. and Cagliari, A. 2015, Funct. Integr.
Genomics, doi:10.1007/s10142-015-0459-7.
Suelo, D. J. and van der Hoorn, R. A. L.
2017, FEBS J., 284, 1577.
van der Doorn, W. G. 2011, J. Exp. Bot.,
62, 4749.
McLuskey, K. and Mottram, J. C. 2015,
Biochem. J., 466, 219.
Schmid, M., Simpson, D. J., Sarioglu, H.,
Lottspeich, F. and Gietl, C. 2001, Proc.
Natl. Acad Sci. USA, 98, 5353.
Vartapetian, A. B., Tuzhikov, A. I.,
Chichkova, N. V., Taliansky, M. and
Wolpert, T. J. 2011, Cell Death Differ., 18,
1289.
Schaller, A., Stintzi, A., Rivas, S., Serrano,
I., Chichkova, N. V., Vartapetian, A. B.,
Martínez, D., Guiamét, J. J., Sueldo, D.
J., van der Hoorn, R. A. L., Ramírez, V.
and Vera, P. 2018, New Phytol., 218,
901.

Plants require cell death to live
58.
59.
60.
61.
62.
63.

64.

65.

66.
67.

68.
69.

70.

71.

72.
73.
74.
75.

Tripathi, L. and Sowdhamini, R. 2006,
BMC Genom., 7, 200.
Figueiredo, A., Monteiro, F. and Sebestiana,
M. 2014, Front. Plant Sci., 5, 739.
Figueiredo, J., Sousa, M. S. and Figueiredo,
A. 2018, Mol. Plant Pathol., 19, 1017.
Furlan, G., Klinkenberg, J. and Trujillo, M.
2012, Front. Plant Sci., 3, 238.
Dikic, I., Wakatsuki, S. and Walters, K. J.
2009, Nat. Rev. Mol. Cell Biol., 10, 659.
Gu, C., Kolodziejek, C. I., Misas-Villamil,
J., Shindo, T., Colby, T., Verdoes, M.,
Richau, K. H., Schmidt, J., Overkleeft, H.
S. and van der Hoorn, R. A. L. 2010, Plant
J., 62, 160.
Rawlings, N. D., Barett, A. J. and
Batemann, A. 2012, Nucleic Acids Res.,
40, D343.
Ewan, R., Pangestuti, R., Thornber, S.,
Craig, A., Crarr, C., O´Donnell, L., Zhang,
C. and Sanadandom. 2014, New Phytol.,
191, 92.
Sueldo, D. J. and Ral, H. 2017, FEBS J.,
284, 1577.
Uren, A. G., O’Rourke, K., Aravind, L.,
Pisabarro, M. T., Seshagiri, S., Koonin, E.
V. and Dixit, V. M. 2000, Mol. Cell, 6,
961.
Bonneau, N., Ge, Y., Drury, G. E. and
Gallois, P. 2008, J. Exp. Bot., 59, 491.
Coll, N. S., Vercammen, D., Smidler, A.,
Clover, C., van Breusegem, F., Dangl, J. L.
and Epple, P. 2010, Science, 330, 1393.
Dubey, N., Trivedi, M., Varsani, S., Vyas,
V., Farsodia, M. and Singh, S. K. 2019,
Heliyon, 5, e01162.
Minina, E. A., Coll, N. S., Tuominen, H.
and Bozhkov, P. V. 2017, Cell Death
Differ., 24, 1314.
Bayles, K. W. 2014, Nat. Rev. Microbiol.,
12, 63.
Rocha, G. L., Hernández, J., Oliveira, A. E.
and Sales, K. V. 2017, doi: 10.5772/65938.
Klemencic, M. and Funk, C. 2019, J. Exp.
Bot., 70, 2039.
Chichkova, N. V., Kim, S. H., Titova, E.
S., Kalkum, M., Morozov, V. S, Rubtsov,
Y. P., Kalinina, N. O., Taliansky, M. E.
and Vartapetian, A. B, 2004, Plant Cell,
16, 157.

13
76.
77.

78.

79.

80.

81.

82.

83.

84.

85.

86.
87.
88.

89.
90.

Fortin, J. and Lam, E. 2018, Plant J., 96,
921.
Boren, M., Höglund, A. S., Bozhkov, P.
and Jansson, C. 2006, J. Exp. Bot., 57,
3747.
Tran, V., Weier, D., Radchuk, R., Thiel, J.
and Radchuk, V. 2014, PLoS One, 9,
e109426.
Asqui, S. L., Vercammen, D., Serrano, I.,
Valls, M., Rivas, S., van Breusegem, F.,
Conlon, F. L., Dangl, J. L. and Coll, N. S.
2017, New Phytol., 218, 1156.
Sundström, J. F., Vaculova, A., Smertenko,
A. P., Savenkov, E. I., Golovko, A.,
Minina, E. and Bozhkov, P. 2009, Nature
Cell Biol., 11, 1347.
Tsiatsiani, L., Timmerman, E., De Bock, P.
J., Vercammen, D., Stael, S., van de Cotte,
B. and Gevaert, K. 2013, Plant Cell., 25,
2831.
Vercammen, D., Cotte, B., Jaeger, G.,
Eeckhout, D., Casteels, P., Vandepoele, K.,
Vandenberghem I., Beeumen, J., Inzé, D.
and Breusegem, F. 2004, J. Biol.
Biochem., 279, 45329.
Bollhöner, B., Jokipii-Lukkari, S., Bygdell,
J., Stael, S., Adriasola, M., Muñiz, L., van
Breusegem, F., Ezcurra, I., Wingsle, G.
and Tuominen, H. 2017, New Phytol., 217,
1551.
Belenghi, B., Romero-Puertas, M. C.,
Vercammen, D., Brackenier, A., Inzé, D.,
Delledonne, M. and van Breusegem, F.
2007, J. Biol. Chem., 282, 1352.
Escámez, S., André, D., Zhang, B.,
Bollhöner, B., Pesquet, E. and Tuominen,
H. 2016, Biol. Open, 2016, 122.
Hoeberichts, F. A., Ten Have, A. and
Woltering, E. J. 2003, Planta, 217, 517.
Hao, L., Goodwin, P. H. and Hsiang, T.
2007, Plant Cell Rep., 26, 1879.
Wang, X. D., Wang, X. J., Feng, H., Tang,
C. L., Bai, P. F., Wei, G. R., Huang, L. L.
and Kang, Z. S. 2012, Mol. Plant Microbe
Interact., 25, 755.
Kim, S. M., Bae, C., Oh, S. K. and Choi,
D. 2013, Mol. Plant Pathol., 14, 557.
Coll, N. S., Epple, P. and Dangl, J. L.
2011, Cell Death Differ., 18, 1247.

14
91.
92.
93.
94.
95.

96.
97.

98.
99.

100.

101.
102.

103.

104.
105.
106.
107.
108.
109.

110.

Angel J. Matilla
Ng, A. and Xavier, R. J. 2011, Autophagy,
7, 1082.
Choi, H. W., Kim, Y. J. and Hwang, B. K.
2011, Mol. Plant Microbe Interact., 24, 68.
Choi, H. W. and Hwang, B. K. 2015,
Planta, 241, 1.
Hong, J. K., Hwang, I. S. and Hwang, B.
K. 2017, Planta, 246, 351.
Suárez, M. F., Filonova, L. H., Smertenko,
A., Savenkov, E. I., Clapham, D. H., von
Arnold, S. and Bozhkov, P. V. 2004, Curr.
Biol., 14, 339.
Minina, E. A., Smertenko, A. P. and
Bozhkov, P. V. 2014, Autophagy, 10, 928.
Bozhkov, P. V., Suárez, M. F., Filonova,
L. H., Daniel, G., Zamyatnin, A. A.,
Rodríguez-Nieto, S. and Smertenko, A.
2005, PNAS, 102, 14463.
Watanabe, N. and Lam, E. 2011, Plant J.,
66, 969.
He, R., Drury, G., Rotari, V., Gordon, A.,
Willer, M., Farzaneh, T., Woltering, E. and
Gallois, P. 2008, J. Biol. Chem., 283, 774.
Bollhöner, B., Zhang, B., Stael, S.,
Denancé, N., Overmyer, K., Goffner, D.,
van Breusegem, F. and Tuominen, H.
2013, New Phytol., 200, 498.
Biswas, M. S. and Mano, J. 2016, Plant
Cell Physiol., 57, 1432.
Huang, L., Zhang, H., Hong, Y., Liu, S.,
Li, D. and Song, F. 2015, Int. J. Mol. Sci.,
16, 16216.
Soto-Burgos, J., Zhuang, X., Jiang, L. and
Bassham, D. C. 2018, Plant Physiol., 176,
219.
Riabovol, V. V. and Minibayeva, F. V.
2016, Biochem., 81, 348.
Kalinowska, K. and Isono, E. 2018, J. Exp.
Bot., 69, 1313.
Lilienbaum, A. 2013, Int. J. Biochem. Mol.
Biol., 4, 1.
Hoeller, D. and Dikic, I. 2016, PNAS, 113,
13266.
Wang, P., Mugume, Y. and Bassham, D.
C. 2018, Semin. Cell Dev. Biol., 80, 113.
Marshall, R. S., Li, F., Gemperline, D. C.,
Book, A. J. and Vierstra, R. D. 2015, Mol.
Cell, 58, 1053.
Liu, Y. and Bassham, D. C. 2012, Annu.
Rev. Plant Biol., 63, 215.

111.

112.

113.

114.
115.

116.

117.
118.

119

120.

121.
122.

123.
124.
125.

Mizushima, N., Yoshimori, T. and
Ohsumi, Y. 2011, Annu. Rev. Cell Dev.
Biol., 27, 107.
Zhuang, X., Chung, K. P., Cui, Y., Lin,
W., Gao, C., Kang, B. H. and Jiang, L.
2017, Proc. Natl. Acad. Sci. USA, 114,
E426.
Minina, E. A., Moschou, P. N., Vetukuri,
R. R., Sanchez-Vera, V., Cardoso, C., Liu,
Q., Elander, P. H., Dalman, K., Beganovic,
M., Lindberg Yilmaz, J., Marmon, S.,
Shabala, L., Suarez, M. F., Ljung, K.,
Novák, O., Shabala, S., Stymne, S.,
Hofius, D. and Bozhkov, P. V. 2018,
J. Exp. Bot., 69, 1415.
Elander, P. H., Minina, E. A. and Bozhkov,
P. V. 2018, J. Exp. Bot., 69, 1301.
Gómez, R. E., Joubes, J., Valentin, N.,
Batoko, H., Satiat-Jeunemaitre, B. and
Bernard, A. 2018, J. Exp. Bot., 69, 1287.
Floyd, B. E., Morriss, S. C., MacIntosh, G.
C. and Bassham, D. C. 2012, J. Integr.
Plant Biol., 54, 907.
Yang, X. and Bassham, D. C. 2015, Int.
Rev. Cell Mol. Biol., 320, 1.
Minina, E. A., Filonova, L. H., Fukada, K.,
Savenkov, E. I., Gogvadze, V., Clapham,
D., Sanchez-Vera, V., Suarez, M. F.,
Zhivotovsky, B., Daniel, G., Smertenko, A.
and Bozhkov, V. 2013, J. Cell Biol., 203,
917.
Coll, N. S., Smidler, A., Puigvert, M.,
Popa, C., Valls, M. and Dangl, J. L. 2014,
Cell Death Diff., 21, 1399.
Leary, A. Y., Sanguankiattichai, N.,
Duggan, C., Tumtas, Y., Pandey, P.,
Segretin, M. E., Linares, J. S., Savage, Z.
D., Yow, R. J. and Bozkurt, T. O. 2018,
J. Exp. Bot., 69, 1325.
Shi, L., Wu, Y. and Sheen, J. 2018,
Develop., 145, dev160887.
Han, S., Wang, Y., Zheng, X., Jia, Q.,
Zhao, J., Bai, F., Hong, Y. and Liu, Y.
2015, Plant Cell, 27, 1316.
Üstün, S., Hafrén, A. and Hofius, D. 2017,
Curr. Opin. Plant Biol., 40, 122.
Pu, Y., Luo, X. and Bassham, D. C. 2017,
Front. Plant Sci., 8, 1204.
Bozhkov, P. V. 2018, J. Exp. Bot., 69,
1281.

