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Abstract
The concept that activation of cellular pathways of programmed cell death (PCD) may lead to the
death of neurons has been an important hypothesis for adult neurodegenerative diseases. For
Parkinson's disease (PD), up until now, the evidence for this hypothesis has largely been of two
types: clear evidence of a role for PCD in neurotoxin models of the disease, and somewhat
controversial evidence from human postmortem studies. With the rapid pace of discoveries in
recent years of the genetic basis of PD, a new form of evidence has emerged. The prevailing
concept of the role for PCD in PD has been that its mediators are ‘downstream’ effectors of more
proximate and specific causes related to genetic or environmental factors. However, recent studies
of three genes which cause autosomal recessive forms of parkinsonism, parkin, PTEN-induced
kinase, and DJ-1, suggest that they may have more intimate relationships with the mediators of
PCD and that loss-of-function mutations may result in an increased propensity for neurons to die.
Intriguingly, independent studies of the function of these genes have suggested that they may
share roles in regulating survival signaling pathways, such as those mediated by the survival
signaling kinase Akt. Further elucidation of these relationships will have implications for the
pathogenesis and neuroprotective treatment of PD.
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The rise in the past 15 years or so of the concept that programmed cell death (PCD) may
play a role in the pathogenesis of neurodegenerative disease has led to a paradigm shift in
thinking about approaches to neuroprotection in these disorders. With the recognition of a
possible role for PCD came the realization that even in the absence of a specific
understanding of proximate causes and even in the presence of diverse proximate causes, it
may be possible to abrogate the neuron death that is the core pathology of these diseases by
targeting the shared pathways of PCD.

The evidence of a role for PCD among these diseases, most notably Alzheimer's disease,
Parkinson's disease (PD), motor neuron disease, and Huntington's disease, varies in its
strength and is in all cases incomplete. There has been a concern that targeting PCD for any
of these disorders may be aimed too far ‘downstream’ to retain sufficient cellular health and
function to offer clinical benefit. Furthermore, although the pathways of PCD are widely
shared among neuron death scenarios of various causes, they are also highly diverse and
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redundant, such that blocking any one of them alone may be futile. Given all of these
caveats, it is perhaps not surprising that there has yet to emerge for any of these diseases a
clinically effective neuroprotection based on targeting the pathways of PCD. Nevertheless,
for some of these disorders, very impressive neuroprotective capabilities have been
demonstrated in a variety of animal models. Therefore, the inability thus far to derive
effective neuroprotective approaches may be as much a failure of effective implementation
as a failure of the fundamental strategy. There remains good reason to hope that with
increased knowledge of PCD pathways, neuroprotection may be possible.

For PD in particular, the evidence that PCD plays a role in pathogenesis has, up until
recently, largely been of two types. First, in diverse animal models of PD, there is abundant
evidence for the occurrence of apoptotic morphology and expression of PCD mediators.
Among these models, very substantial neuroprotection has been achieved by either
pharmacologic or genetic blockade of the pathways of PCD. Secondly, there is evidence
from examination of human postmortem PD brain that apoptotic morphology may occur and
that PCD mediators are expressed. These types of evidence have been reviewed elsewhere
(Burke 2007) and will not be further considered here; it will suffice to say that these forms
of evidence, while suggestive, are not definitive.

Over the past 10 years, there has been a remarkable growth in our knowledge of the genetic
basis of parkinsonism (see reviews by (Moore et al. 2005; Cookson 2005). These
discoveries have provided a third form of evidence that suggests a role for PCD in PD,
because a number of the genes discovered appear to regulate these pathways. While a role
for PCD ‘downstream’ of proximate genetic causes would not be unexpected, there is
emerging evidence that this scheme may be an oversimplification; there may, in some cases,
be more intimate relationships between the genetic abnormalities and the mediators of PCD,
such that these mediators act in a proximate role.

The purpose of this review will therefore be twofold. We will consider the evidence that
PCD mediators are operative ‘downstream’ of known genetic causes, and in this respect play
a role like that postulated for non-genetic forms of PD, in which environmental factors have
been postulated to participate. More importantly, we will consider evidence that some of the
genetic causes of parkinsonism directly and primarily result in dysregulation of the
pathways of PCD. This latter type of evidence is best developed for the autosomal recessive
forms of parkinsonism, so they will be our focus. For the purposes of this review, we will
reserve use of the term ‘Parkinson's disease’ for those conditions in which substantia nigra
dopamine neuron loss is accompanied by Lewy body pathology (Gibb and Lees 1988),
although this requirement is controversial (Calne and Mizuno 2004). Nevertheless, as Lewy
body pathology is rare in cases associated with parkin mutations, and the brain pathology
remains unknown in cases associated with PTEN (phosphatase and tensin homolog deleted
on chromosome ten)-induced kinase (PINK1) and DJ-1 mutations, the clinical phenotype of
these conditions will herein be referred to as ‘parkinsonism.’

The molecular pathways of PCD: an overview
We will herein refer to many of the molecular mediators of PCD, so we will initially review
briefly the principal mechanisms. There are three principal pathways by which the molecular
events of PCD can be initiated: by the intrinsic and extrinsic pathways and by endoplasmic
reticulum (ER) stress (Fig. 1). The schematic depicted in Fig. 1 is an oversimplification, as
many possible interactions between these three pathways are not shown, but it serves as a
useful organizational framework. The main focus of attention in this review will be on the
intrinsic pathway, which has been more extensively investigated in PD and models thereof,
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but some observations relevant to the extrinsic pathway and ER stress will be touched upon
briefly.

Programmed cell death is initiated in the extrinsic pathway by the binding of extracellular
ligands to any of a number of receptors (death receptors) which belong to the tumor necrosis
factor (TNF) superfamily (Locksley et al. 2001). Members of this family are characterized
by a homotrimeric structure and extracellular cysteine-rich domains which interact with
ligands that also form homotrimeric assemblies (Fig. 2). For the purposes of this review, we
will restrict our attention to just two members of the TNF superfamily: Fas (also known as
Apo-1 or CD95) and tumor necrosis factor receptor-1 (TNFR-1), as they have both been
implicated in the pathogenesis of PD (Burke 2007). These two members of the TNF
superfamily are characterized by the presence of intracellular death domains (DD), which
mediate homotypic interactions with other proteins containing DDs, which, in turn, mediate
PCD signaling (Fig. 2). Following the binding of the Fas ligand to the Fas receptor,
signaling is mediated by a variety of pathways (Choi and Benveniste 2004), but two in
particular have been implicated in cell death. In the first, a homotoypic interaction occurs
between the intracellular DD of Fas and the DD of Fas-associated protein with DD (FADD).
FADD contains at its N-terminus a death effector domain (DED) (Tibbetts et al. 2003),
which mediates an interaction with a similar DED in pro-caspase 8 (Fig. 2). This interaction
permits autocleavage, and activation, of caspase 8 by induced proximity. This complex,
comprised of ligand, receptor, FADD and pro-caspase 8 is referred to as the death-inducing
signaling complex (Wajant 2003). The cleavage and activation of caspase 8 mediates death
by two distinct mechanisms. In some cells (Type I), the induced caspase 8 activation is
sufficient to mediate cleavage of downstream caspases, such as caspase 3, leading to cell
death (Fig. 2). In other cells (Type II) caspase 8 cleaves a Bcl-2 homology (BH3) domain-
only member of the Bcl-2 family, Bid. This truncated form (tBid) can induce mitochondrial
release of cytochrome c and other mitochondrial mediators of cell death (Figs 1 and 2). An
alternate mechanism for mediation of cell death by Fas is initiated by an interaction between
the DD of Fas and that of the protein Daxx (Yang et al. 1997). Unlike FADD, Daxx does not
contain a DED. This interaction between Fas and Daxx results in the activation of apoptosis
signaling kinase (ASK1), a mitogen-activated protein kinase (MAPK) kinase kinase (Ichijo
et al. 1997), which, in turn, activates c-jun N-terminal kinase (JNK). Daxx has been
suggested to interact with DJ-1 (Junn et al. 2005), which is mutated in some autosomal
recessive forms of parkinsonism, although the interaction has yet to be identified in vivo.

Cell death signaling through TNFR-1 can also proceed by alternate pathways, initiated by
interaction with TNFR-1-associated death domain protein (TRADD). Unlike FADD,
TRADD does not contain a DED. Through its DD, it interacts with FADD, resulting in the
activation of caspase 8, as described for Fas. An alternate interaction may occur, however,
between TRADD, receptor-interacting protein kinase and TNFR-associated factor-2
(TRAF2). This interaction results in the activation of the nuclear factor κB (NF-κB) pathway
and suppression of apoptosis (Wajant 2003).

Another pathway for the activation of PCD is the ER stress pathway (Fig. 1) (Ron and
Walter 2007). The ER provides a cellular compartment for the post-translational
modification and folding of membrane and secretory proteins. If prompt protein folding
cannot be achieved within the ER, as a result of protein mutations, or cellular stresses (such
as ER Ca2+ depletion or inhibition of glycosylation), or protein overload, then there will be a
prolonged exposure of internal protein hydrophobic domains, with potential toxicity to the
cell. The cell has developed multiple mechanisms to deal with this problem, including
increased production of protein-folding chaperones, suppression of protein translation, and
ER-associated protein degeneration by the proteasome (Mori 2000). These diverse cellular
mechanisms are named the unfolded protein response (Ron and Walter 2007). If, however,
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these efforts to maintain cellular homeostasis fail, the ER transmits molecular signals to
initiate PCD. The molecular mechanisms by which ER stress mediates cell death are not
well understood (Ron and Walter 2007). Two transcription factors, ATF4 and ATF6 (Fig. 1)
induce expression of another transcription factor, CHOP/GADD153, which, in turn,
mediates PCD (Oyadomari and Mori 2004), in part by increasing oxidation within the ER
(Marciniak et al. 2004). There is also evidence that CHOP decreases expression of the anti-
apoptotic protein Bcl-2 (McCullough et al. 2001). ER stress also leads to PCD by the
activation of caspase 12 (Nakagawa et al. 2000; Rao et al. 2001) which is localized to the
ER. The downstream effects of caspase 12 activation are not fully known, but may result in
a cytochrome c-independent activation of caspase 9 (Momoi 2004). While caspase 12 has
been clearly demonstrated to be a mediator of ER stress-induced apoptosis in rodent cells, it
is questionable whether it plays such a role in human cells, because the human gene contains
a frame shift mutation with a premature stop codon (Fischer et al. 2002). However, recent
evidence suggests that human caspase 4 may function like rodent caspase 12 to mediate ER
stress-related apoptosis (Hitomi et al. 2004). A possible role for ER stress has been
suggested for inherited parkinsonism as a result of loss-of-function mutations in the parkin
gene (Ishikawa and Tsuji 1996; Kitada et al. 1998), as discussed below.

In the intrinsic pathway of PCD, the pivotal event that commits the cell to death is the
release of cytochrome c and other protein mediators of PCD from the mitochondrion (Figs 1
and 3). This event is controlled by members of the Bcl-2 family, of which there are now
over 20 members identified (Scorrano and Korsmeyer 2003). Among the members of the
Bcl-2 family, there are competing relationships among anti- and pro-apoptotic members, and
the fate of the cell is determined by which is predominant. All members of the Bcl-2 family
contain at least one of four conserved domains called BH domains (Adams and Cory 1998).
Most anti-apoptotic Bcl-2 proteins contain at least BH1 and BH2; the two prototypic
examples, Bcl-2 and Bcl-XL, contain all four. There are two classes of pro-apoptotic Bcl-2
family members. The ‘multidomain’ members, such as Bax and Bak, contain BH1, 2, and 3
domains. The ‘BH3 only’ members, such as Bid, Bim, and Bad, contain only BH3. The anti-
apoptotic proteins Bcl-2 and Bcl-XL both contain C-terminal membrane anchor domains,
which localize them to the outer mitochondrial membrane as well as the ER and the nuclear
membrane. At the mitochondrial outer membrane, these proteins protect against cytochrome
c release and the initiation of the downstream cell death cascade.

This protective effect of the anti-apoptotic Bcl-2 proteins is antagonized by interaction with
Bax or Bak (Fig. 3). This interaction allows the release of cytochrome c and other pro-
apoptotic proteins from the mitochondrion, and initiation of the cell death cascade. Bax is
normally located in the cytoplasm; with the onset of apoptotic stimulation it translocates to
the mitochondrion to initiate cytochrome c release. Bak is normally expressed on the outer
membrane of the mitochondrion. Activation of Bax or Bak is absolutely required for
apoptosis to occur, because cells which carry a double homozygous deletion of both are
resistant to a wide variety of inducers of apoptosis (Wei et al. 2001), Bax and Bak are
activated by BH3 only pro-apoptotic members of the Bcl-2 family. These proteins are, in
turn, activated by death-inducing signals by a variety of post-translational modifications.
Bid, for example, is activated by cleavage by caspase 8, as previously described. Bad is
activated by alteration of its phosphorylation status (Datta et al. 2000). Activation of Bax or
Bak by BH3 only proteins results in their homo-oligomerization, and by mechanisms which
are not completely understood, permeabilization of the outer mitochondrial membrane
(Scorrano and Korsmeyer 2003).

In the intrinsic pathway, the release of cytochrome c results in the activation of a caspase
cascade (Fig. 3). In mammalian cells, there are now 14 identified caspases (Thornberry and
Lazebnik 1998). All of these proteases contain a cysteine at their active site, and they all
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cleave on the carboxyl side of an aspartate (thus, ‘caspases’). Among the caspases which
play a role in PCD, there are two groups: ‘initiator’ caspases (2, 8, 9, and 10) and ‘effector’
caspases (3, 6, and 7). These two groups are distinguished by their N-terminals. Initiator
caspases contain long N-terminal regions which are involved in the regulation of their
activation; for example, the DED in caspase 8 (Fig. 2). The effector caspases contain only
short (20–30 amino acids) N-terminal prodomains. All caspases are produced by cells as
inactive zymogens. All caspases are activated by proteolytic cleavage (by an initiator
caspase) to produce a large (~20 kDa) and a small (~10 kDa) subunit, which then associate
to form a heterodimer. These heterodimers, in turn, associate to form a heterotetramer
consisting of two p20/p10 heterodimers, which comprises the active form of the enzyme.

Following the release of cytochrome c from mitochondria, caspase 9 becomes activated
upon association with a cytoplasmic protein apoptosis-protease-activating factor-1, in the
presence of dATP, to form a ~1.4 MDa complex called ‘the apoptosome’ (Riedl and Shi
2004) (Fig. 3). Activated caspase 9 then cleaves and activates caspase 3 and other effector
caspases. Effector caspases then systematically cleave select cellular proteins to either
eliminate their function, or, alternatively, to activate proteins which then become pro-
apoptotic.

The activity of caspases is regulated by inhibitor-of-apoptosis proteins (IAPs), of which
there are eight known in mammalian cells (Riedl and Shi 2004) (Fig. 3). These proteins all
contain regions (baculoviral IAP repeats) which bind to and inhibit select caspases. In
mammalian cells, caspase 3, 7, and 9 are all subject to IAP inhibition. This inhibition of
IAPs can, in turn, be blocked by a family of proteins that contain a tetrapetide motif which
binds to, and blocks, the baculoviral repeats of IAPs. In mammals, the founding member of
this family was found to be released by mitochondria and termed the ‘second mitochondria-
derived activator of caspases’ (SMAC) or direct IAP-binding protein (Chai et al. 2000; Shi
2002) (Fig. 3). Another protein that is released from mitochondria upon activation of cell
death pathways is HtrA2 (or (Omi) (Suzuki et al. 2001). The mature form of HtrA2 contains
at its N-terminal a tetrapeptide IAP binding motif, homologous to that of SMAC, and, like
SMAC, HtrA2 binds to and inhibits the caspase-blocking properties of x-chromosome-
linked inhibitor of apoptosis. In addition to its ability to activate caspases by x-chromosome-
linked inhibitor of apoptosis inhibition, HtrA2 has serine protease activity (Suzuki et al.
2001). Interestingly, loss-of-function mutations in HtrA2/Omi have been identified in some
apparently sporadic cases of PD (Strauss et al. 2005). It would seem paradoxical that loss-
of-function mutations in a molecule which activates caspases would be implicated in
neurode-generation; the paradox is explained by the observation that loss-of-function affects
the serine protease activity, which, in turn, causes mitochondrial dysfunction, as discussed
below in relation to PINK1.

In addition to cytochrome c and SMAC/direct IAP-binding protein, mitochondria release a
protein apoptosis-inducing factor (AIF) in response to cell death stimuli (Susin et al. 1999).
When first identified, it was shown that this protein is capable of causing nuclear
condensation and DNA fragmentation, as occurs in apoptosis, and that none of these effects
are blocked by caspase inhibitors (Susin et al. 1999). More recently, it has been shown that,
by a mechanism not yet understood, AIF release from the mitochondrion is mediated by the
DNA repair enzyme poly (ADP-ribose) polymerase I; poly (ADP-ribose) polymerase
inhibition or genetic deletion prevent mitochondrial AIF release, translocation to the
nucleus, and cell death (Yu et al. 2002). The demonstration of this pathway indicates that
there are important non-caspase-dependent pathways to cell death.

While there are likely to be multiple upstream pathways acting upon the pro-apoptotic BH3
only proteins to initiate mitochondrial release of death mediators, one such pathway which
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has been the focus of extensive investigation involves the activation of the transcription
factor c-jun by phosphorylation (reviewed in Silva et al. 2005a). Phosphorylation and
activation of c-jun is mediated by JNK, which, in turn, is activated by phosphorylation by a
complex kinase cascade which includes the mixed lineage kinases (MLKs) (Silva et al.
2005a). There is abundant evidence that this kinase cascade plays an important role in
initiating PCD (Wang et al. 2004). In relation to PD specifically there are now numerous
experiments utilizing either pharmacologic or genetic approaches to blocking the JNK/c-jun
kinase cascade which have demonstrated efficacy in preventing dopamine neuron death in
animal models of parkinsonism (Silva et al. 2005a). This signaling pathway acts upon BH3
only mediators in multiple ways to initiate death. There is evidence that c-jun induces the
expression of Bim (Putcha et al. 2001; Whitfield et al. 2001) (Fig. 3). In addition, JNK not
only phosphorylates and activates c-jun, but it also phosphorylates and activates Bim
directly (Lei and Davis 2003) (Fig. 3). In addition, JNK phosphorylates and directly
activates Bad (Donovan et al. 2002).

Akt: a multi-faceted inhibitor of PCD
Akt (AKR/J mouse; T-8 strain) is a serine/threonine kinase with diverse roles related to the
regulation of cell growth, proliferation, migration, glucose metabolism, transcription, protein
synthesis, angiogenesis, and cell survival (Brazil and Hemmings 2001). For the purpose of
this review, we will focus only on its role as a mediator of cell survival by inhibition of
apoptosis; for more general treatments, the reader is referred to excellent reviews (Brazil and
Hemmings 2001; Vivanco and Sawyers 2002; Brazil et al. 2004). Activation of Akt occurs
following the binding of a protein growth factor to its receptor on the surface of the cell (See
Fig. 4). Ligand binding induces autophosphorylation of tyrosine residues in the cytoplasmic
portion of the receptor, resulting in the recruitment and activation of phosphatidylinositol 3-
kinase (PI3K). PI3K phosphorylates phosphatidylinositol 4,5 biphosphate to
phosphatidylinositol 3,4,5 triphosphate [PtdIns (3,4,5)P3], which mediates localization of
Akt to the inner surface of the cell membrane by interaction with its pleckstrin homology
domain. PtdIns(3,4,5)P3 can be de-phosphorylated by PTEN, which thus serves as a
negative regulator of Akt activation. Once localized to the inner surface of the cell
membrane, Akt is activated by phosphorylation at two critical residues: Thr308 in the kinase
domain and Ser473 in the hydrophobic motif. The Thr308 kinase is 3-phosphoinsitide-
dependent kinase 1; like Akt it is localized to the inner surface of the cell membrane by an
interaction between PtdIns(3,4,5)P3 and its pleckstrin homology domain (Hanada et al.
2004). The kinase for the Ser473 residue in the hydrophobic motif had been elusive and the
subject of debate for many years, but recently Sarbassov et al. (2005) have provided
compelling evidence that it is a complex consisting of mammalian target of rapamycin, G
protein β-subunit-like protein, and rictor (Bayascas and Alessi 2005).

The first evidence that PI3K/AKT signaling plays a role in supporting the survival of
neurons was obtained in studies of nerve growth factor-treated PC12 cells (Yao and Cooper
1995). Subsequently, other investigators confirmed that PI3K signaling could prevent cell
death in a variety of other tissue culture models utilizing cerebellar, sympathetic (Crowder
and Freeman 1998), sensory, cortical, and motor neurons (reviewed in Kaplan and Miller
2000). A role for Akt in mediating neuronal survival was first demonstrated by Dudek et al.
(1997) in a primary postnatal cerebellar granule cell culture model, in which apoptosis is
induced by either low potassium or growth factor withdrawal (D'Mello et al. 1993). Since
these initial observations, a large number of studies have demonstrated that Akt protects
from apoptosis as a result of wide variety of death-inducing stimuli, including the
withdrawal of growth factors, UV irradiation, matrix detachment, cell cycle disturbance,
DNA damage, and treatment of cells with anti-Fas antibody (reviewed in Datta et al. 1999).
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Conversely, Luo et al. (2003) have shown that in a variety of tissue culture models,
deactivation of Akt accompanies cell death induced by many different agents.

Akt has been demonstrated to inhibit apoptosis by many mechanisms affecting diverse
apoptotic pathways at multiple levels, from upstream signaling pathways which regulate
transcriptional activity, to downstream targets, such as caspase 9 (Fig. 5). It is beyond the
scope of the present review to consider all of these mechanisms in detail. For a more
thorough overview, the reader is referred to several comprehensive reviews (Datta et al.
1999; Brunet et al. 2001; Downward 2004). For the purposes of this review, we will
illustrate some of the mechanisms by which Akt acts to inhibit pro-apoptotic transcriptional
activation by c-jun. In addition, we will briefly outline the mechanism by which Akt
activates eIF-4E in a recently defined, novel role as an inhibitor of apoptosis by regulating
mitochondrial cytochrome c release.

Akt negatively regulates the phosphorylation and activation of c-jun by a number of
mechanisms (Fig. 5). In some cellular contexts, the c-jun phosphorylation cascade is
activated by the small GTP binding proteins Rac1 or Cdc42. Both of these signaling proteins
have been shown to participate in nerve growth factor withdrawal induced apoptosis in
sympathetic neurons (Bazenet et al. 1998) and in PC12 cells (Xu et al. 2001). Akt has been
shown to phosphorylate Rac1 at Ser71, and thereby reduce its ability to bind GTP, as
required for activation (Kwon et al. 2000). Downstream of Rac1 and Cdc42, Akt also
negatively regulates the MLK3. Barthwal and colleagues have demonstrated that Akt
phosphorylates MLK3, resulting in diminished JNK activation, and decreased cell death.
ASK1, like MLK3, is a MAPK kinase kinase; it activates both JNK and p38 (Ichijo et al.
1997). Kim et al. (2001) have demonstrated that Akt binds to ASK1, phosphorylates it, and
thereby reduces its kinase activity. This modification of ASK1 results in reduced activation
of JNK, and a reduction of apoptosis in cell lines. The scaffold proteins JNK interacting
protein 1 and POSH (plenty of Src homology 3) are also Akt targets. Akt1 binds to JNK
interacting protein 1 in primary neurons and inhibits its ability to potentiate JNK activation
(Kim et al. 2002). Similarly, Figueroa et al. (2003) have shown that Akt2 binds to POSH
and negatively regulates its ability to activate JNK. This inhibition appears to be mediated
by phosphorylation of MLK3, resulting in its dissociation from the POSH signaling
complex.

Akt also inhibits apoptosis at the post-transcriptional level by phosphorylation of pro-
apoptotic proteins, including premitochondrial mediators, such as Bad (Datta et al. 1997)
and post-mitochondrial mediators such as caspase 9 (Zhou et al. 2000). More recently, an
anti-apoptotic effect of Akt has been demonstrated to be mediated through activation of
mTor (McCormick 2004; Wendel et al. 2004). Wendel et al. (2004) have demonstrated in a
murine lymphoma model that the anti-apoptotic effects of Akt can be blocked by rapamycin,
an inhibitor of mTor. The anti-apoptotic effect of Akt could be restored by eIF-4E, and this
effect was not blocked by rapamycin, indicating that eIF-4E is downstream. While eIF-4E is
best known for its role as an elongation initiation factor for the translation of protein from
mRNA, it has more recently been shown to play a role in blocking apoptosis as well. Li et
al. (2003) have demonstrated that eIF-4E is capable of blocking apoptosis induced by c-
myc. They show that eIF-4E increases both the abundance and translation of the mRNA of
the anti-apoptotic Bcl-XL, and thereby decreases mitochondrial cytochrome c release (Li et
al. 2003). Activation of eIF-4E by mTor is mediated by phosphorylation and inhibition of
translation initiation factor eIF-4E binding protein (4E-BP1), a negative regulator of eIF-4E
(reviewed in Schmelzle and Hall 2000; Manning and Cantley 2003). Activation of mTor by
Akt is achieved indirectly by Akt phosphorylation and inhibition of tuberin [tuberous
sclerosis complex 2 (TSC2)]. Tuberin/TSC2 functions in a complex with hamartin/TSC1 as
a GTPase-activating protein to inhibit a Ras-related small GTPase Rheb (Manning and
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Cantley 2003). Rheb is positive regulator of Tor signaling. Thus, Akt ultimately activates
mTor by blocking negative regulation of Rheb (Manning and Cantley 2003).

PCD and new discoveries in the genetics of parkinsonism
Parkin

Mutations in the gene parkin (PARK2) were first identified in Japanese families with an
autosomal recessive juvenile onset form of PD (ARJP) and they are the most common cause
of ARJP worldwide (Jain et al. 2005). ARJP patients show all the motor features of
parkinsonism, and they respond to treatment with levodopa. At postmortem, there is loss of
dopamine neurons of the substantia nigra, and noradrenergic neurons of the locus ceruleus.
The first mutations identified were deletion mutations (Kitada et al. 1998) and subsequently
a large variety of mutations were discovered, including frame shift and point mutations.
These various mutations result in loss of parkin function, which has been shown to be that of
an E3 ubiquitin ligase (Shimura et al. 2000). Thus, parkin has been postulated to participate
in the ubiquitination, and subsequent degradation by the proteasome, of specific protein
substrates. A number of these substrates have been identified, including CDCrel-1 (Zhang et
al. 2000), parkin-associated endothelin receptor-like receptor (Pael-R) (Imai et al. 2001), a
glycosylated form of synuclein (Shimura et al. 2001), synphilin (Chung et al. 2001), cyclin
E (Staropoli et al. 2003), α/β tubulin (Ren et al. 2003), and p38 subunit of aminoacyl-tRNA
synthetase complex (Ko et al. 2005). It has been hypothesized that the accumulation, or loss
of regulation, of such substrates because of loss of parkin function is responsible for
dopamine neuron death. However, among these substrates, only p38 accumulates in the
ventral midbrain of parkin null mice (Ko et al. 2005). The possible role of p38 in dopamine
neuron death is therefore of considerable interest.

Although the precise role of the ubiquitin ligase activity of parkin in the maintenance of
dopamine neuron viability remains to be defined, there is abundant evidence that parkin can
provide neuroprotection by blocking PCD. A number of in vitro studies have demonstrated
protection against cellular toxins. Darios et al. (2003) have demonstrated that PC12 cells
stably transfected with parkin are resistant to apoptosis induced by ceramide. This protective
ability was dependent on the E3 ubiquitin ligase activity of parkin, as it was abrogated by
disease-causing mutations. Jiang et al. (2004) showed that human neuroblastoma cells (SH-
SY5Y) stably over-expressing parkin are resistant to apoptosis induced by either dopamine
or 6-hydroxydopamine. This protective effect was accompanied by an attenuated induction
of JNK and caspase 3, two apoptotic mediators. As in the study by Darios et al. (2003), the
anti-apoptotic effect was abrogated by mutations which disrupt the E3 ubiquitin ligase
activity of parkin. Machida et al. (2005) demonstrated that even in the absence of neurotoxin
exposure, anti-sense knockdown of parkin in SH-SY5Y cells results in apoptotic death, with
characteristic morphologic changes and activation of the caspases. The potential clinical
relevance of these studies is suggested by the investigations of Del Rio and colleagues who
showed that lymphocytes derived from patients homozygous for loss-of-function parkin
mutations have increased sensitivity to dopamine, 6-hydroxydopamine, and iron-mediated
apoptosis (Jimenez et al. 2004).

These in vitro observations, indicating an anti-apoptotic function of parkin, have been
supported by in vivo observations made in Drosophila. Drosophila null for the parkin
homolog demonstrate a diminished lifespan and locomotor deficits which are due to the
apoptotic death of select muscle groups (Greene et al. 2003; Pesah et al. 2004). In addition,
Pesah et al. (2004) have noted an increased sensitivity of the parkin homolog-null flies to
the herbicide paraquat. A possible mechanism for this increased susceptibility to apoptosis
has been suggested by studies of Cha et al. (2005) who determined that in the absence of the
parkin homolog, there is an up-regulation of JNK. In these flies dopamine neurons are
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shrunken, show decreased tyrosine hydroxylase expression, and increased expression of
phosphorylated JNK. The reduced size of the dopamine neurons could be reversed by
expression of a dominant negative form of JNK. Further experiments demonstrated that
parkin negatively regulates the JNK signaling pathway in an E3 ligase-dependent manner
(Cha et al. 2005).

Some of the putative substrates of parkin have been implicated in specific pathways of PCD.
As discussed above, one important pathway is that induced by ER stress. Imai et al. (2000)
observed that unfolded protein stress within the ER, such as that induced by tunicamycin,
results in up-regulation of parkin, and that parkin can protect cells from this death stimulus
in tissue culture. This protective ability was abrogated by ARJP-causing mutations. These
investigators further showed that one parkin substrate, Pael-R is a difficult to fold protein,
and its over-expression results in the formation of aggregates and cell death. Parkin
ubiquitinates Pael-R, suppresses the formation of Pael-R aggregates, and protects from cell
death (Imai et al. 2001). Thus, one hypothesis of parkin function is that it protects dopamine
neurons from ER stress-mediated apoptosis. The ability of Pael-R to induce selective death
of dopamine neurons has received support from studies of its expression in Drosophila
(Yang et al. 2003). Co-expression of parkin-induced degradation of Pael-R, and mitigated its
cellular toxicity. Conversely, reduction of expression of the endogenous Drosophila parkin
homolog by RNA interference accelerated the neurodegeneration induced by Pael-R.
Furthermore, in the fly model, over-expression of parkin suppressed toxicity as a result of α-
synuclein. In these Drosophila studies, however, direct evidence that ER stress was induced
by Pael-R or that cell death was mediated by ER stress was not presented. Evidence of the
ability of Pael-R to induce dopamine neuron degeneration by PCD in vivo in mice has been
presented by Kitao et al. (2007), utilizing simultaneous co-injection of multiple adenovirus
vectors. In this study, increased expression of Pael-R by vector transfer resulted in the death
of substantia nigra pars compacta dopamine neurons in parkin null, but not wildtype mice.
Neuron death was blocked by increased expression of the ER chaperone ORP150. In this
study, however, a direct role for CHOP/GADD153, a principal mediator of ER stress-
induced PCD (Matsumoto et al. 1996; Zinszner et al. 1998) was not shown, nor was
expression of the splice variant of x-box binding protein-1, a definitive marker for ER stress
(Yoshida et al. 2001; Calfon et al. 2002). In addition, the known propensity of adenoviral
vectors to induce neuroinflammation makes simultaneous injection of three vectors difficult
to interpret. Thus, the role of Pael-R in the pathogenesis of ARJP awaits further
confirmation. The possible role of ER stress-mediated cell death in dopamine neurons has
received independent support from both in vitro (Ryu et al. 2002; Holtz and O'Malley 2003)
and in vivo studies (Silva et al. 2005b) indicating that dopamine neuron death induced by 6-
hydroxydopamine is due, at least in part, to the activity of the transcription factor CHOP/
GADD153.

Another pathway in which parkin may protect from apoptosis is that mediated by cell cycle
regulators. There is now abundant evidence that proteins which mediate passage through the
cell cycle can be re-expressed in post-mitotic neurons and induce apoptosis (reviewed in
Greene et al. 2004). Staropoli et al. (2003) have demonstrated that parkin functions in a
protein complex which includes proteins hSel-10 and Cullin-1 to ubiquitinate and degrade
the cell cycle regulator cyclin E. Cyclin E, like other cyclins, serves to regulate cyclin-
dependent kinase-2 kinase, which regulates the G1 to S cell cycle transition. Staropoli et al.
(2003) have found that down-regulation of parkin by use of short interfering RNAs
(siRNAs) resulted in an accumulation of cyclin E in both embryonic cortical and
dopaminergic mesencephalic neurons and an increased susceptibility to apoptosis induced
by excitotoxicity. Conversely, increased parkin expression in cerebellar granule cells
attenuated cyclin E accumulation and protected cells from kainic acid-induced apoptosis.
The potential clinical relevance of their observations was supported by their finding that
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abnormal accumulation of cyclin E is detectable in human ARJP brains (Staropoli et al.
2003). These observations await confirmation by other investigators.

The effect of polyubiquitination on cellular target proteins depends on the nature of the
ubiquitin chain formed (reviewed in Pickart and Fushman 2004). There are seven lysine
residues in ubiquitin. K48-linked polyubiquitin chains target substrate protein for
proteasomal degradation. K63-linked chains, however, do not act as proteolytic signals, but
have diverse effects, related to DNA repair, kinase activity and cellular trafficking.

Particularly intriguing observations demonstrating a role for parkin in a proteasome-
independent ubiquitination pathway have been made by Fallon et al. (2006) in relation to
Eps15, a protein involved in endocytosis and trafficking of the epidermal growth factor
receptor (EGFR). These investigators show that the ubiquitin-like domain (Ubl) of parkin
does not interact with the S5a subunit of the proteasome. Instead, they find that the Ubl of
parkin interacts with the ubiquitin-interacting motif of Eps15, and that wildtype parkin
ubiquitinates Eps15. Both the interaction and the ubiquitination are abrogated by ARJP-
associated mutations. Eps15 had previously been identified as an EGFR phosphorylation
target; in conjunction with phosphorylation, it is also ubiquitinated. Fallon et al. (2006) find
that epidermal growth factor treatment of cells increases the interaction of parkin and Eps15.
This interaction, and the ubiquitination of Eps15, are associated with a delayed
internalization of the EGFR, and a slower rate of its degradation. These investigators further
demonstrate that downstream signaling of EGFR, the phosphorylation of Akt, is diminished
in parkin-deficient cells. These authors therefore propose that loss of parkin may predispose
SN dopamine neurons to degeneration as a result of down-regulation of PI3K/Akt signaling.
This suggestion is especially intriguing, given the recent evidence that PD-causing
mutations in another gene, DJ-1, as further discussed below, have also been proposed to
negatively affect Akt signaling (Kim et al. 2005a; Yang et al. 2005). We have previously
shown that mRNA expression of Akt1 in the ventral mesencephalon, unlike that in striatum
and cortex, is sustained into adulthood, suggesting a physiologic role not only in
development, as expected, but also in the maintenance of mature neurons (Ries et al. 2006).
In addition, AAV vector-mediated expression of a constitutively active form of Akt has
marked trophic effects on SN dopamine neurons of adult and aged mice, inducing neuronal
enlargement, sprouting, and increased expression of tyrosine hydroxylase (Ries et al. 2006).
The observations of Fallon et al. (2006) are of interest for the additional reason that
epidermal growth factor has previously been shown to be neuroprotective in Parkinson
models (Pezzoli et al. 1991; Iwakura et al. 2005). Thus, the interaction of parkin with Eps15
appears to be an important avenue for further study.

Another recently identified non-degradative ubiquitination by parkin regulates NF-κB
signaling. Given the broad spectrum of cellular insults for which parkin provides
neuroprotection, Henn et al. (2007) sought to identify general cell stress pathways regulated
by parkin, and they found that parkin significantly increases the transcriptional activity of
NF-κB. This NF-κB activating ability of parkin was abrogated by disease-causing mutations.
They further demonstrated that the ability of parkin to provide neuroprotection was
dependent on NF-κB activation. Activation was associated with ubiquitination of inhibitor
of κB kinase γ and TRAF2, but did not lead to enhancement of their degradation. Instead,
parkin ubiquitination was dependent on the ubiquitin K63 residue. These investigators
therefore postulate that parkin mediates regulatory ubiquitination of inhibitor of κB kinase γ
and TRAF2, resulting in the release of inhibitor of κB inhibition of NF-κB, and the up-
regulation of NF-κB-regulated pro-survival genes (Henn et al. 2007).
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In summary, while the anti-apoptotic effects of parkin well established, the precise
mechanisms(s) remain unknown, and both degradative and non-degradative ubiquitination
pathways remain under investigation.

PTEN-induced kinase 1
The second most common cause of ARJP are mutations in PINK1 (PARK6) (Valente et al.
2004). Given the evidence cited above that parkin may regulate Akt signaling, it is of
interest that PINK1 was first identified as a gene up-regulated by exogenous expression of
PTEN, a negative regulator of Akt signaling (Unoki and Nakamura 2001). Valente et al.
(2001) first mapped PARK6 in a Sicilian family to chromosome 1p35-p36. Sequence
analysis of candidate genes led to the identification in a Spanish family of a G309D
substitution mutation at a highly conserved position in a putative kinase domain, and in two
Italian families another substitution resulting in truncation of 145 C-terminal amino acids
(Valente et al. 2004). These investigators showed that the putative kinase is localized to
mitochondria and protects SH-SY5Y cells from proteasome inhibitor-induced apoptosis
(Valente et al. 2004). This protective effect was abrogated by the G309D mutation. Beilina
et al. (2005) demonstrated the kinase activity of PINK1 by use of an autophosphorylation
assay, and they showed that the activity is diminished by disease-causing mutations.

The ability of wildtype PINK1 to protect from apoptotic stimuli has been confirmed by Petit
et al. (2005) who showed that both basal and staurosporine-induced apoptosis in SH-SY5Y
cells are reduced by wildtype PINK1. Over-expression of PINK1 also diminished both basal
and staurosporine-induced activation of caspase 3. These anti-apoptotic effects of PINK1
were abrogated by disease-causing mutations (Petit et al. 2005). Deng et al. (2005) used the
converse approach, to down-regulate PINK1 expression by siRNA, and they demonstrated
that diminished expression of PINK1 in SH-SY5Y cells decreased their viability as a result
of an increased amount of apoptosis. Insight into the anti-apoptotic mechanisms of PINK1
was provided by the studies of Pridgeon et al. (2007) who showed that the TNFR-associated
protein 1 (TRAP1) is an endogenous substrate for PINK1. PINK1 and TRAP1 are co-
localized in mitochondria, and the ability of PINK1 to phosphorylate TRAP1 is abrogated
by disease-causing mutations. These investigators further show that PINK1 protects against
oxidative stress-induced apoptosis, and this protective effect is dependent on
phosphorylation of TRAP1.

Another candidate molecular partner for PINK1 in mediating its ability to protect cells from
death is HtrA2/Omi (Plun-Favreau et al. 2007). Plun-Favreau and colleagues used a tandem
affinity approach to demonstrate that PINK1 is a binding partner for HtrA2/Omi, and
regulates its phosphorylation. The functional consequence of phosphorylation is to increase
the serine protease activity of HtrA2/Omi. While the original identification of HtrA2/Omi
demonstrated an ability to bind IAPs and induce cell death, its functional role may be
context-dependent, because HtrA2/Omi null mice do not have a neuroprotection phenotype;
on the contrary, they demonstrate neurodegeneration (Martins et al. 2004). Thus, the ability
of PINK1 to enhance neuron survival may be mediated by its ability to regulate
phosphorylation of HtrA2/Omi and up-regulate its serine protease activity, which appears to
be important for the maintenance of mitochondrial morphology (Strauss et al. 2005).

A role for PINK1 in the regulation of apoptosis in vivo has been demonstrated in Drosophila
independently by three groups of investigators. Strikingly, each group has demonstrated a
genetic interaction between PINK1 and parkin. Park et al. (2006) demonstrated in PINK1
loss-of-function mutants that they have a diminished lifespan and an abnormal posture of the
wings. The abnormal wing posture was associated with degeneration of flight muscles
because of apoptosis. In addition, they observed a minor loss of dopamine neurons. In both
flight muscles and dopamine neurons, degeneration was associated with morphologic
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abnormalities of mitochondria. These investigators, as well as Clark et al. (2006) and Yang
et al. (2006)) noted the marked similarity between this phenotype and that of parkin loss-of-
function mutants in Drosophila. Each group demonstrated, remarkably, that the PINK1 loss-
of-function phenotype was reversed by parkin expression. The converse, however, was not
true; PINK1 expression did not reverse the parkin loss-of-function phenotype, indicating
that these two genes are likely to function in a shared pathway, with parkin downstream. As
noted above, Cha et al. (2005) had previously observed that loss of parkin function in
Drosophila results in increased expression of JNK, an important mediator of PCD.
Interestingly, Park et al. (2006) demonstrated in PINK1 loss-of-function flies that there is
increased activation of a JNK gene target, and the phenotype is reversed by loss-of-function
of hep, a MAPK kinase 7 homolog.

Thus, there is substantial evidence both from in vitro and in vivo studies in Drosophila, that
PINK1 (and parkin) play an important, primary role in regulating pathways of PCD.
However, for reasons that remain unknown, null mutants of neither PINK1 (Kitada et al.
2007) nor parkin (Goldberg et al. 2003) result in the loss of dopamine neurons or their
axonal projections. While there are many possible explanations for the lack of a phenotype
in mice, one obvious possibility is that these pathways are highly redundant in mammals,
and subject to compensatory changes.

DJ-1
Mutations in the gene for DJ-1 (PARK7) also cause autosomal recessive early onset familial
PD. Bonifati et al. (2003) first localized the gene for PARK7 in families from Italy and the
Netherlands to chromosome 1p36. They subsequently determined that in the Dutch family a
deletion mutation affects the coding region of DJ-1, and in the Italian family, a L166P
mutation is present and likely to result in loss-of-function (Bonifati et al. 2003). Human
DJ-1 was first identified as an oncogene (Nagakubo et al. 1997), and later determined to be
H2O2-responsive, suggesting that it may function as an antioxidant protein (Mitsumoto and
Nakagawa 2001).

Consistent with the possibility that DJ-1 may play a protective role in neurons, a number of
investigators have demonstrated anti-apoptotic effects in tissue culture. Yokota et al. (2003)
demonstrated in mouse Neuro2a cells and human embryonic kidney cells that down-
regulation of DJ-1 by siRNA increased their susceptibility to H2O2-induced apoptosis.
Down-regulation of DJ-1 also increased susceptibility to death by ER stress. Canet-Aviles et
al. (2004) confirmed the ability of DJ-1 to provide protection against oxidative stress,
induced in their study by H2O2, paraquat, and MPP+. This antioxidant capacity was
dependent on Cys106, and proposed to be mediated by the formation of cysteine-sulfinic
acid. The critical role of this residue is supported by studies in Drosophila, in which
mutation of the homologous Cys104 residue to alanine abolishes the ability of DJ-1 to
protect against oxidative injury as a result of paraquat exposure (Meulener et al. 2006).
Using an affinity purification approach to identify proteins which interact with DJ-1, Xu et
al. (2005) demonstrated that DJ-1 interacts with nuclear RNA binding protein p54nrb and
pyrimidine tract-binding protein-associated splicing factor (PSF). These proteins are both
regulators of transcription and RNA metabolism. These investigators demonstrated that
over-expression of PSF induces apoptosis, which can be blocked by co-expression of
wildtype DJ-1, but to a lesser extent by mutant forms. Conversely, down-regulation of DJ-1
made cells more susceptible to PSF-induced apoptosis. Like Yokota et al., Xu et al. (2005)
demonstrated that DJ-1 protected cells from H2O2-induced apoptosis, and furthermore
showed that its protein interactor p54nrb did so as well.

An anti-apoptotic role for DJ-1 has also been demonstrated by Junn et al. (2005), but by a
different mechanism. Like other investigators, they demonstrated that DJ-1 protects cells
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(SH-SY5Y cells in this case) from H2O2, and, in addition, that it is protective against cell
death induced by dopamine and MPP+. Using a yeast two-hybrid screen approach, they
identified an interaction between DJ-1 and the protein Daxx. Daxx had previously been
identified as a protein interactor for the Fas death receptor (Yang et al. 1997), which
mediates Fas-induced apoptosis by activating the kinase ASK1, which, in turn, activates
JNK (Chang et al. 1998) (reviewed by Choi and Benveniste 2004). Junn et al. (2005)
demonstrated that DJ-1 sequesters Daxx in the nucleus, preventing it from activating ASK1,
and thereby inhibiting apoptosis. This ability to block apoptosis is lost in the L166P mutant.

Studies in vivo in Drosophila have provided support for these observations made in vitro of
an anti-apoptotic function for DJ-1. Yang et al. (2005) have shown that knockdown of the
Drosophila DJ-1 homolog in dopaminergic neurons by a transgenic RNAi approach resulted
in progressive decline in their number, and diminished dopamine content. As would be
predicted from the in vitro studies, DJ-1 knockdown in neurons resulted in increased
sensitivity to oxidative stress because of H2O2 exposure. These investigators determined that
the neurodegeneration phenotype induced by RNAi knockdown of DJ-1 could by suppressed
by co-expression of PI3K. Conversely, the degenerative phenotype was exacerbated by co-
expression of PTEN. These results are complimented by those of Kim et al. (2005a) who
demonstrated in Drosophila that DJ-1 serves as a suppresser of PTEN. In addition, they
demonstrated in mammalian cells that increased expression of DJ-1 results in increased
phosphorylation and activation of Akt, with enhanced cell survival (Kim et al. 2005a). Thus,
converging lines of evidence suggest that DJ-1 positively regulates the anti-apoptotic Akt
kinase pathway.

The mechanism by which DJ-1 may achieve regulation of the Akt signaling pathway is
unknown. Clements et al. 2006 have shown that DJ-1 stabilizes Nrf2 protein, a key regulator
of antioxidant responses. Protein stabilization is achieved by the ability of DJ-1 to prevent
the association of a cytosolic inhibitor, Keap1, with Nrf2, thereby preventing Nrf2
ubiquitination and degradation via the proteasome pathway. The precise mechanism by
which DJ-1 prevents Keap1 association with Nrf2, and how, in turn, this effect may be
related to activation of the Akt pathway, if at all, is unknown.

Unfortunately, as has been the case for parkin null mutations, homozygous null mutations of
DJ-1 in mice have not led to a degenerative loss of SN dopamine neurons, as the loss-of-
function mutations do in human patients (Chen et al. 2005; Goldberg et al. 2005). However,
as would be predicted based on the tissue culture and Drosophila studies, null mice do show
a greater sensitivity to oxidative insults (Kim et al. 2005b). In addition, they show a greater
sensitivity to MPTP administered in a chronic regimen that induces apoptosis (Tatton and
Kish 1997). Thus, in the mammalian in vivo context, DJ-1 is likely to have an anti-apoptotic
function which protects dopamine neurons.

Conclusions
A principal weakness of the hypothesis that PCD plays a role in the pathogenesis of PD has
been that most of the evidence supporting it has been obtained in animal models induced by
neurotoxins, where the actual relevance to human disease processes is unknown. Thus, the
emerging evidence that defined genetic causes of parkinsonism may regulate PCD pathways
provides stronger additional support for disease relevance. Of additional interest, as our
knowledge of the possible functions of parkin, PINK1, and DJ-1 has grown, certain themes
on the pathogenesis of PD have gained further support, and others have emerged. One
prevailing theme has been that mitochondrial dysfunction plays a role, and this concept has
been supported by investigations of these genes, as reviewed herein and elsewhere (Lin and
Beal 2006), particularly in relation to parkin and PINK1. Another long prevailing
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hypotheses for the pathogenesis of PD is that oxidative injury plays a role (Fahn and Sulzer
2004) and that concept has also been supported by findings reviewed here, particularly those
related to the antioxidative function of DJ-1. A new and intriguing theme to emerge from
studies of these genetic causes of autosomal recessive parkinsonism is the intimate
relationships each of these genes appears to have with Akt survival signaling. These
relationships raise a host of questions related to the role of Akt and related signaling
pathways in the maintenance of the function and viability of mature dopamine neurons.
Although we must use caution in generalizing from these genetic forms of parkinsonism to
the more common, sporadic cases of PD, nevertheless, elucidation of the answers to these
questions may offer a better understanding of the pathogenesis of sporadic PD and effective
neuroprotective therapies. A first step towards the development of neuroprotective
approaches based on Akt signaling is the demonstration that a constitutively active form has
robust trophic and protective effects on dopamine neurons following their transduction by a
viral vector approach (Ries et al. 2006).
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Abbreviations used

AIF apoptosis-inducing factor

ARJP autosomal recessive juvenile onset

ASK1 apoptosis signaling kinase

BH Bcl-2 homology

DD death domain

DED death effector domain

EGFR epidermal growth factor receptor

ER endoplasmic reticulum

FADD Fas-associated protein with DD

IAP inhibitor-of-apoptosis protein

JNK c-jun N-terminal kinase

MAPK mitogen-activated protein kinase

MLK mixed lineage kinase

NF-κB nuclear factor κB

Pael-R parkin-associated endothelin receptor-like receptor

PCD programmed cell death

PD Parkinson's disease

PI3K phosphatidylinositol 3-kinase

PINK PTEN-induced kinase

POSH plenty of Src homology 3

PSF protein-associated splicing factor
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PtdIns (3,4,5)P3 phosphatidylinositol 3,4,5 triphosphate

PTEN phosphatase and tensin homolog deleted on chromosome ten

siRNA short interfering RNA

SMAC second mitochondria-derived activator of caspases

SN substantia nigra

TNF tumor necrosis factor

TNFR tumor necrosis factor receptor

TRADD TNFR-1-associated death domain protein

TRAF TNFR-associated factor

TRAP TNFR-associated protein

TSC tuberous sclerosis complex
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Fig. 1.
The three principal pathways for the activation of programmed cell death. DD, death
domain; DED, death effector domain.
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Fig. 2.
Mediators of the extrinsic pathway of PCD by Fas and TNFR-1 signaling. (a) The protein
domain structures of Fas and TNFR-1. Each receptor has cysteine-rich domains (CRD) in
the ligand binding region, characteristic of members of the TNF superfamily of receptors.
There is a death domain in the intracellular portion of each receptor. (b) Fas death signaling
patheways. (c) TNFR-1 signaling pathways. See text for details.
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Fig. 3.
The intrinsic pathway of programmed cell death.
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Fig. 4.
Akt signaling pathways. Ligand binding induces autophosphorylation of the cytoplasmic
portion of the receptor, resulting in the recruitment and activation of PI3K. PI3K
phosphorylates phosphatidylinositol 4,5 biphosphate [PtdIns(4,5)P2] to phosphatidylinositol
3,4,5 triphosphate [PtdIns (3,4,5)P3], which mediates localization of Akt to the inner surface
of the cell membrane by interaction with its pleckstrin homology (PH) domain. PTEN acts
as a negative regulator of Akt activation. Once localized to the inner surface of the cell
membrane, Akt is activated by phosphorylation at two critical residues: Thr308 in the kinase
domain and Ser473 in the hydrophobic motif. The Thr308 kinase is 3-phosphoinsitide-
dependent kinase 1 (PDK1) (Hanada et al. 2004). The kinase for the Ser473 residue is a
complex consisting of mammalian target of rapamycin (mTOR), G protein β-subunit-like
protein (GβL), and rictor (Bayascas and Alessi 2005; Sarbassov et al. 2005).
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Fig. 5.
Anti-apoptotic mechanisms of Akt. Akt has been described to inhibit apoptosis at multiple
levels: signaling pathways, transcription factors, and, in the intrinsic pathway of PCD, at
pre-mitochondrial, mitochondrial, and post-mitochondrial levels. Detailed mechanisms for
some of these pathways are presented in the text. For more complete reviews, see (Datta et
al. 1999; Brunet et al. 2001; Downward 2004).
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