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1. Introduction 

Ischemic stroke is caused by a loss of blood flow and deficiency in glucose and oxygen to 

the brain. The lack of sufficient glucose and oxygen results in varying degrees of tissue 

damage and cell death following stroke. Reperfusion of blood flow after ischemia often 

compounds tissue damage that is sustained during the initial drop in local blood 

availability. 

The size and position of the affected region depends on which vessel is occluded. A 

complete loss of blood flow is rare, as rich networks of nearby blood vessels often 

compensate for reduced flow. The centre of the ischemic region, the core, is characterized by 

acute and mostly necrotic cell death resulting from severe anoxia and hypoglycemia. The 

region enveloping the core is known as the penumbra, which experiences a milder ischemic 

insult. The penumbra should be targeted for treatment strategies; it is usually much larger 

than the core and has a longer window of opportunity during which neurons can be 

prevented from dying. Many studies elucidate the molecular pathways of delayed neuronal 

death. This chapter presents the pathways and strategies that have been investigated to 

date. 

2. Events in stroke  

There are major differences in the physiology and biochemistry of cell death between the 

core and penumbra, which suggests that different mechanisms of cell death are at work in 

these two regions. 

2.1 Core of ischemic infarct 

During a stroke, the ischemic core suffers a drop in energy. ATP levels in the core fall to a 
level only 15% of typical basal values within one or two minutes (Katsura et al., 1993; 
Lipton, 1999; Lipton & Whittingham, 1982; Martin et al., 1994) and do not recover by much 
after reperfusion (Sun et al., 1995). The core rapidly loses ion transporter functions and 
undergoes anoxic depolarization (Balestrino, 1995). Homeostasis of potassium, calcium, and 
sodium ions is lost (Harris & Symon, 1984). After reperfusion, extracellular K+ typically 
returns to control levels for six hours and then stays slightly elevated above normal (Gido et 
al., 1997). There is some restoration of K+ transporter functions, despite widespread cell 
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injury and cell death within the core. Other responses to ischemia-induced energy loss 
include reduction or a complete halting of protein synthesis due to translation initiation 
factor (IF) inactivation (White et al., 2000) and insufficient GTP for ribosomal function. 
Permanent absence of protein synthesis continuing beyond reperfusion results in necrotic 
cell death. Recovery of protein synthesis is necessary for cell survival. Necrosis in the core is 
accompanied by glutamate release and excitotoxic cell damage to neighbouring regions. 

2.2 Penumbra of ischemic infarct 

Blood flow within the penumbra can vary substantially, subjecting cells to a wide range of 
stresses. Ischemic injury within the penumbra is variable in whether it results in cell death 
and in which molecular mechanisms are involved. Many of these mechanisms induce cell 
death in a delayed manner in neurons, which allows them to be saved if some 
neuroprotection is provided. This delay allows for therapeutic treatment, since the majority 
of stroke patients present many hours after suffering a stroke. 
Penumbral ischemia is milder than in the core; levels of ATP in the penumbra drop to an 
average of 50-70% of normal levels. Protein synthesis can be stalled following massive Ca2+ 
influx, which can inactivate eIF-2a by preventing activation of eIF-2 and guanine nucleotide 
exchange factor during the initiation of translation (Kumar et al., 2001). Protein synthesis 
resumes after reperfusion and has a role in determining the extent of delayed neuronal 
death. 

2.3 Excitotoxicity 

Penumbral cells are subject to excessive excitatory amino acid release from depolarized 

nearby cells in the ischemic core. Glutamate is the major excitatory neurotransmitter in the 

brain and the key mediator of intracellular communication, plasticity, growth and 

differentiation. The glutamate receptors implicated in excitotoxicity include the NMDA, 

AMPA, kainate, and other metabotropic glutamate receptors (Prass & Dirnagl, 1998). While 

present in synapses at micromolar concentrations, ischemia-induced depolarization causes a 

much larger release that triggers a chain reaction of depolarization and effects glutamate 

release in surrounding neurons (Paschen, 1996). The overstimulated neurons release Ca2+ 

into their cytosol, halting protein synthesis and activating cyclooxygenase-2 (COX-2), 

increased nitric oxide (NO) production, phospholipases, calpains, cathepsins, and 

calcineurin (Ferrer, 2006; White et al., 2000). Degradation of calpain substrates such as 

spectrin and eIF4G then follows (White et al., 2000), while cathepsin activation may increase 

lysosomal activity and lead to autophagic cell death (Yamashima et al., 1998). Membranes 

are degraded by hyperactivated phospholipases, which produce free arachidonic acid that is 

metabolized during reperfusion to produce peroxidative derivatives that then act as free 

radicals.  
Excitotoxicity describes the damaging effects resulting from excessive excitatory 
neurotransmitter release. It is implicated in necrotic, apoptotic, and necroptotic cell death 
(Choi, 1996; Li et al., 2008). 

2.4 Oxidative stress  

Oxidative damage by free radical generation mediates cell damage in ischemia (Gilgun-
Sherki et al., 2002). It is involved in excitotoxicity, apoptosis, autophagic cell death, and 
inflammation. Penumbral free radical levels increase during early ischemia, remain 
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elevated, and then rise during reperfusion due to a variety of metabolic and inflammatory 
mechanisms (Beckman et al., 1990; Chambers et al., 1985; Clemens et al., 1997; Kuehl et al., 
1980; Zhu et al., 2004b). Arachidonic acid metabolites are a source of oxidative stress 
following reperfusion. Mitochondrial dysfunction, COX-2 activation, endothelial and neural 
production of NO, and conversion of xanthine dehydrogenase to xanthine oxidase play 
significant roles in producing free radicals.  
Oxidative stress can cause lipid peroxidation, sulfhydryl oxidation, proteolysis, and 
destruction of nuclear material. Excessive free radicals can activate p53, nuclear factor 
kappa-light-chain-enhancer of activated B cells (NF-κB), and activator protein-1, to drive 
their expression of pro-apoptotic genes. Free radicals and oxidative stress are involved in 
lysosomal dysfunction and autophagic cell death (Pivtoraiko et al., 2009). Free radicals can 
disrupt the electron transport chain in mitochondria, which results in autoxidation of 
flavoproteins and ubisemiquinone and an increase in superoxide generation (Zhu et al., 
2004b). 

2.5 Mitochondria-mediated death pathways 

Neuronal mitochondria release cell-death factors and free radicals into the cytosol. 
Mitochondria have roles in apoptotic and necrosis-like cell death. ATP depletion, Ca2+ 
overload, and free radical damage causes the opening of mitochondrial permeability 
transition pores (Friberg & Wieloch, 2002) and releases cytochrome c, high temperature 
requirement protein A2 (HtrA2/Omi), second mitochondria-derived activator of caspases 
(Smac/DIABLO), apoptosis-inducing factor (AIF), and endonuclease G (EndoG).  
The Bcl-2 family of proteins that regulate apoptosis includes both pro-apoptotic and anti-

apoptotic proteins that counteract one another and regulate mitochondrial outer membrane 

permeability (MOMP) and release of mitochondrial apoptotic factors. After ischemic 

damage, Bcl-2 and Bcl-xL are inhibited, allowing Bax and Bak to act, which form channels in 

the mitochondria and release cytochrome c, HtrA2/Omi, and Smac/DIABLO and other cell-

death-inducing factors. 

2.6 Neurotrophins 

Neurotrophins play a role in immediate protection of neurons and in long-term cellular 

remodeling and regeneration. Following ischemia, neurotrophic factors are upregulated 

(Ferrer et al., 1998; Takeda et al., 1993; Tsukahara et al., 1994), although local levels of brain-

derived neurotrophic factor (BDNF) levels drop below baseline in vulnerable cell types 

(Kokaia et al., 1996). Other growth factors with neuroprotective effects include transforming 

growth factor-beta (TGF-ǃ), acidic fibroblast growth factor (FGF1), and vascular endothelial 

growth factor (VEGF). Many mechanisms for the protective action of nerve growth factors 

that are induced or reduced post-ischemia have been proposed. FGF1 inhibits excitotoxicity 

by preventing or delaying the rise of Ca2+ during ischemia (Mitani et al., 1992). BDNF 

protects against excitotoxicity by preventing the decrease in protein kinase C that follows 

ischemia (Tremblay et al., 1999). The induction of BDNF is attributed to the reduction of free 

radicals (Mattson et al., 1995) and acts by upregulating antioxidant enzymes such as 

superoxide dismutases (SOD) and glutathione reductase. The function of BDNF depends on 

phosphorylating other cellular components (Dugan et al., 1997). 

Maintenance of protein synthesis after ischemia is mediated by tyrosine kinase systems 
activated by neurotrophins or other growth factors. Lack of neurotrophic action in neurons 
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results in a failure to restore protein synthesis (Hu & Wieloch, 1994). TGF-ǃ may provide 
neuroprotection in ischemia by moderating transcription factors and cell-death pathways. 
TGF-ǃ controls the activation of mitogen-activated protein kinases (MAPK) (Friguls et al., 
2002) and inhibits Bad and caspase-3 to reduce cell death (Buisson et al., 2003; Zhu et al., 
2002). These effects may be mediated by NF-κB (Zhu et al., 2004a). 
VEGF promotes angiogenesis, vascular permeability, and endothelial proliferation. VEGF is 
implicated in neurogenesis (Storkebaum et al., 2004). VEGF is up-regulated between six and 
24 hours after stroke in the penumbra (Marti et al., 2000; Plate et al., 1999). In the penumbra, 
VEGF modulates the PI3K/Akt/NF-κB signalling pathway and inhibits caspase-3 activity to 
reduce apoptosis (Sun & Guo, 2005). 

2.7 Heat shock proteins 

Heat shock proteins (Hsp) are involved in proper protein folding and are expressed 

following heat and oxidative stresses. During the first minutes of stroke, Hsp70 and Hsp90 

mRNA expression rises and persists in the penumbra (Ikeda et al., 1994; Kawagoe et al., 

1992; Kinouchi et al., 1993; Woodburn et al., 1993), with upregulated protein expression 

following a few hours later. Cell survival is positively correlated with Hsp70 production, 

since overexpression of Hsp70 protects against infarction in rats (Mestril et al., 1996). Lower 

or reduced expression of Hsp70 positively correlates with neuronal death.  

Expression of Hsps inhibits the activation of the transcription factor NF-κB (Schell et al., 

2005), which primarily serves a detrimental function in ischemia. Hsp70 inhibits apoptosis 

through interacting with key proteins in various cell-death pathways. Hsp70 prevents 

activation of caspase-8 and caspase-9 (Matsumori et al., 2006). Hsp70 protects cells after 

caspase-3 activation by blocking activation of phospholipase A-2 in the cell nucleus (Jaattela 

et al., 1998). Hsps may work by preserving proper protein conformation in neurons 

suffering ischemia (Lipton, 1999). 

Ubiquitin decreases after ischemia. Expression then recovers except in vulnerable neurons 
destined to die (Deshpande et al., 1992; Magnusson & Wieloch, 1989). This phenomenon 
may be involved in cell damage, possibly by allowing the accumulation of denatured 
proteins (Lipton, 1999). 

3. Modes of neuronal cell death 

Mechanisms of cell death vary along a continuum between regulated, programmed cell 
death and unregulated, necrotic cell death. One on end of the spectrum, apoptotic cell death 
is tightly regulated and normally involved in tissue maintenance. Necrosis, at the opposite 
end of the spectrum, is unregulated and results from injury. Between these extremes are 
pathways with varying semblance to either necrosis or apoptosis, including necrosis-like cell 
death, necroptosis, and autophagic cell death. 

3.1 Necrosis 

Classical necrosis lacks regulation, order, and energy dependence. It is caused by physical or 
chemical insult. It is characterized by an acute loss of osmotic homeostasis and an early 
decline in plasma membrane integrity and ATP levels, resulting in burst cells and 
inflammation from the scattered cell contents. DNA cleavage occurs late in cell death 
through a mechanism dependent on serine proteases (Bicknell & Cohen, 1995; Dong et al., 
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1997). DNA fragments are of random size. This form of necrotic cell death is present during 
a stroke; it is found within the ischemic core during severe acute ischemic damage.  

3.2 Autophagy 

Autophagy is a regulated catabolic process involving the degradation of a cell’s own 

cytoplasmic macromolecules and organelles through digestion by the lysosomal system. 

Autophagy can be triggered by defective cell machinery. Through the formation of 

autophagolysosomes, a cell is capable of degrading the constituents, effectively recycling 

macronutrients and reducing the cell’s metabolic requirements. The role of autophagy in cell 

homeostasis is undisputed. Autophagocytosis as a unique mechanism of programmed cell 

death is a controversial concept. There is evidence that autophagy is a separate mechanism 

of cell death and not merely an adaptive response to nutrient limitation (Cho & Toledo-

Pereyra, 2008). It is unclear if the observed autophagic processes and mechanisms associated 

with cell death are the effectors of cell death or merely an overshoot of their initially 

beneficial intentions.  

The autophagic cell death process is distinct from apoptosis and necrosis; it is characterized 

by autophagic degradation of cellular components prior to nuclear destruction (Bursch et al., 

2000a; Schwartz et al., 1993). The most representative morphological feature is the formation 

of numerous autophagosomes in the cytosol with a condensed nucleus (Bursch et al., 2000b). 

Evidence suggests that autophagy contributes to the neuronal degeneration following 

cerebral ischemia. Autophagy occurs in both neonatal and adult mouse cortices and 

hippocampi after ischemic injury. Increased autophagosomal marker LC3-II levels are 

detected as early as 8 h after ischemia; more pronunciation occurs at 24 h and 72 h after 

hypoxic ischemia (Koike et al., 2008; Zhu et al., 2005). Damaged neurons show features of 

autophagic cell death, such as increased lysosomal cysteine proteinases, formation of 

cytoplasmic autophagic vacuoles, and the induction of GFP-LC3 immunofluorescence, 

during cerebral hypoxia or ischemia in adult mice (Adhami et al., 2006; Nitatori et al., 1995). 

Inhibition of autophagy provides neuroprotection in situations where most other 

pharmacological treatments are ineffective (Puyal & Clarke, 2009).  

3.2.1 Autophagy pathways 

A pathway for autophagous cell death has been proposed that relies on the runaway 

activation of beclin 1. Beclin 1 is a primary inducer of autophagy and the first identified 

mammalian autophagy gene product (Aita et al., 1999). Beclin 1 was originally isolated as a 

Bcl-2-interacting protein (Liang et al., 1999). Bcl-2 inhibits beclin 1 and beclin-1-dependent 

autophagy in yeast and mammalian cells. Beclin 1 mutants that cannot bind to Bcl-2 induce 

more autophagy (Pattingre et al., 2005). The pharmacological BH3 mimetic ABT-737 can 

inhibit the interaction between beclin 1 and Bcl-2 or Bcl-xL and also stimulate autophagy 

(Maiuri et al., 2007a; Maiuri et al., 2007b). Beclin 1 is regulated through binding with Bcl-2 

proteins. Bcl-2 downregulation may result in excessive autophagy causing cell death. 

Autophagy regulation through Bcl-2 is attributed to its expression at the ER membrane, 

suggesting that signalling events originating from the ER are crucial for autophagy 

(Rodriguez et al., 2011). ER stress triggers autophagy; this is regulated by UPR stress sensors 

(Kouroku et al., 2007; Ogata et al., 2006). Stimuli that increase cytosolic calcium can activate 

ER stress and autophagy, which can be blocked by Bcl-2 (Hoyer-Hansen et al., 2007). ER and 
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oxidative stresses, which are common in cerebral ischemia, are critical triggers of autophagy 

in neurons. 

BH3-only proteins regulate autophagy under different settings, possibly by disrupting the 
interaction between beclin 1 and Bcl-2 or Bcl-xL via their BH3 domains (Bellot et al., 2009; 
Maiuri et al., 2007a). Prolonged expression or acute overexpression of BNIP3 beyond an 
autophagic survival threshold may result in autophagic cell death. Prolonged exposure to 
hypoxia of several apoptosis-competent cancer lines induces autophagy and cell death in a 
BNIP3-dependent manner. Beclin 1 liberation from Bcl-2 or Bcl-xL may be one of the 
mechanisms through which BH3-only members promote autophagy (Azad et al., 2008; 
Chinnadurai et al., 2008). BNIP3 may induce autophagy as a consequence of mitochondrial 
injury, as a loss of MPT induces autophagy (Elmore et al., 2001). Our lab has found a unique 
caspase-independent cell-death pathway that features the mitochondrial localization of 
BNIP3 followed by EndoG and AIF release from mitochondria and translocation into the 
nuclei, which results in cell death. Autophagy may play a part in this pathway by affecting 
mitochondrial stabilization or acting as a parallel cell-death-inducing pathway. Beclin 1 
levels positively correlate with BNIP3 expression following ischemia. The increase in both 
proteins is accompanied by increased autophagic cell death that is inhibited by the 
autophagy inhibitor 3-methyladenine and by knockdown of BNIP3 with miRNA.  
Autophagy and apoptosis can be triggered by upstream signals, often resulting in a mixed 

phenotype of both cell-death patterns. Neurons can switch between responses in a mutually 

exclusive manner. Both mechanisms are capable of inhibiting the other. Caspase inhibitors 

may arrest apoptosis but also promote autophagic cell death (Yu et al., 2004). Calpain-

mediated cleavage of Beclin 1 can switch autophagy to apoptosis (Yousefi et al., 2006). 

Pathways linking the apoptotic and autophagic machineries have been deciphered at the 

molecular level (Maiuri et al., 2007c; Rubinsztein et al., 2005).  

3.3 Apoptosis  

Apoptosis is involved in cell development, differentiation, proliferation, homoeostasis, 

regulation, immune function, and removal of defective and harmful cells. In stroke, it is a 

mechanism of delayed neuronal death in response to ischemic injury. Key apoptotic 

proteins are activated and upregulated after cerebral ischemia, while inhibition of these 

proteins protects neurons from death (Chen et al., 1998).  

Regulated apoptotic pathways activate cascades leading to cell suicide without the leakage 
of harmful cell contents. Main players in regulation include proteins from the Bcl-2 family, 
Smac/DIABLO (Du et al., 2000; Verhagen et al., 2000), HtrA2/Omi (Suzuki et al., 2001) and 
apoptotic protease-activating factor (Apaf-1) (Manfredi & Beal, 2000; Tatton & Olanow, 
1999; Yuan & Yankner, 2000). Typical hallmarks of apoptosis include cell shrinkage and 
rounding, pyknosis and karyorhexis with DNA laddering on gel electrophoresis, membrane 
blebbing, and gradual disintegration of the cell into membrane-enclosed apoptotic bodies 
(Choi, 1996; Love, 2003; Zhang et al., 2004). Organelle structures, particularly mitochondria, 
are mostly preserved because apoptosis is an energy-consuming process (Friberg & Wieloch, 
2002).  
Coded proteins that are inactivated by covalent modifications or interactions with other 
anti-apoptotic regulatory molecules are necessary for pro-apoptotic signalling. Cell death 
stimuli are able to bring about cellular changes that remove the covalent modifications and 
block binding of anti-apoptotic regulators, thereby effecting apoptosis. In neurons, 
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apoptosis can be carried out through a variety of discrete pathways, which can be 
categorized as either intrinsic or extrinsic. In neurons, intrinsic pathways can be triggered by 
intracellular damage that is caused by free radicals or excitotoxicity; extrinsic death 
pathways can be activated by tumour necrosis factors (TNF) or lack of neurotrophins and 
other growth factors. Once activated, both intrinsic and extrinsic pathways can trigger 
caspase-dependent or caspase-independent cell death.  

3.3.1 Apoptotic pathways 

The caspase family of proteases is the most common and best understood mediators of 
apoptosis. In humans, at least seven caspases are implicated in apoptosis, including the 
initiator caspases 2, 8, 9, and 10, and the executioner caspases 3, 6, and 7 (Kroemer & Martin, 
2005). Activated initiator caspases are able to cleave themselves and downstream targets, 
causing a cascade of caspase activation culminating at the executioner caspases, which have 
cell structures as their substrates and directly induce apoptosis. Caspase-activated 
deoxyribonuclease (CAD) causes the characteristic laddered DNA fragmentation observed 
when its inhibitor, ICAD, is cleaved by executioner caspases (Liu et al., 1997; Liu et al., 
1999). 
Following cerebral ischemia, the caspase cascade can be initiated early on through cell-death 

receptors or by mitochondrially mediated pathways (Ashkenazi & Dixit, 1998). The two 

mechanisms are not necessarily mutually exclusive and can be activated sequentially 

depending upon cell type and insult stimuli. 

The Fas receptor, a primary death receptor in ischemia-induced apoptosis (Ferrer & Planas, 

2003), belongs to the TNF receptor (TNFR) family and is specific for the Fas ligand (FasL) 

expressed on T cells. Activation of the Fas receptor causes formation of the cell-death-

inducing signalling complex (DISC), which activates caspase-8 through the Fas-associated 

death domain (FADD). Caspase-8 can then activate caspase-3 to bring about apoptosis or 

activate the mitochondrial death pathway by cleaving Bid, a promoter for mitochondrial 

apoptosis-induced channel (MAC) formation (Planas et al., 1997). TNFR1 is also a member 

of the TNFR family, which induces apoptosis through a similar mechanism (Stanger et al., 

1995). The upstream activators of the TNFRs in stroke models are increased during 

inflammation and include FasL and TNF-ǂ. 

The mitochondrial pathway is activated by inducing MOMP through the formation of the 
MAC, which is thought to be an oligomerized product of the Bcl-2 proteins Bax and Bak 
(Dejean et al., 2010; Martinez-Caballero et al., 2009). Regulation of pore formation is carried 
out by the Bcl-2 family, which includes anti-apoptotic proteins Bcl-2 and Bcl-xL and pro-
apoptotic proteins Bid (which is cleaved to become the active tBid), Bim, and Bad (Gross et 
al., 1999; Imazu et al., 1999; Susin et al., 1996; Yang et al., 1997). Upon formation, the MAC 
allows cytochrome c release to the cytoplasm, where it interacts with Apaf-1 and dATP to 
form apoptosomes that cleave and activate caspase-9 (Zou et al., 1997). Caspase-9 then 
activates executioner caspases 3, 6, and 7 to bring about apoptosis. Smac/DIABLO and 
HtrA2/Omi are also released from the mitochondria along with cytochrome c (Du et al., 
2000; Suzuki et al., 2001; Verhagen et al., 2000). Both promote apoptosis by respectively 
removing inhibitor of apoptosis protein (IAP)’s and X-linked inhibitor of apoptosis protein 
(XIAP)’s inhibition of caspase-3 and caspase-9 (Suzuki et al., 2001). The action of 
Smac/DIABLO is inhibited by Bcl-2 and Bcl-xL, which gives some degree of control over 
apoptosis even after the activation of the MAC.  
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The mitochondrial permeability transition pore (mPTP) is activated by excess Ca2+ levels, 
loss of voltage between inner and outer mitochondrial membranes, and high levels of free 
radicals. It is regulated by Bcl-2 proteins and is capable of releasing cytochrome c to bring 
about caspase-dependent apoptosis. The mPTP is often associated with excitotoxicity, which 
provides the requisite levels of Ca2+ needed to induce the mPTP to open (Ichas & Mazat, 
1998; Martin, 2011). The mPTP is associated with cytochrome c release and various reactive 
oxygen species (ROS). It is involved in oxidative-stress-mediated apoptosis (Baumgartner et 
al., 2009). 

3.4 Necrosis-like cell death 

Despite the prevalence of apoptosis in delayed neuronal death, there is another cell-death 
pathway capable of inducing cell death independently of caspase activation (Kim et al., 
2005a; Kroemer & Martin, 2005; Lang-Rollin et al., 2003; Le et al., 2002; Lockshin & Zakeri, 
2002). Because it is with features of necrosis, the caspase-independent cell death is also 
known as necrosis-like cell death (Vande Velde, et al. 2000). Preventing caspase activation 
by using broad caspase inhibitors such as zVAD-fmk or testing with caspase 3 or 9 
knockouts provides only minor protection against cell death after brain ischemia (Himi et 
al., 1998; Kim et al., 2005b; Le et al., 2002). Dying neurons in the penumbra exhibit 50 kbp 
DNA fragments, which is atypical of the caspase-dependent chromatin fragmentation that 
usually results in fragments of 200-1000 bp (MacManus et al., 1997). These findings indicate 
that caspase-independent, or necrosis-like, cell-death pathways are probably involved in 
delayed neuronal death. AIF and EndoG may be important players in necrosis-like cell-
death pathways (Cande et al., 2002; van Loo et al., 2001). 
AIF is a mitochondrial protein localized in the inner mitochondrial membrane, where it is an 

oxidoreductase. Upon mitochondrial permeabilization, AIF is released into the cytoplasm 

and subsequently translocates into the nucleus, where it contributes to chromatin 

condensation and fragmentation (Krantic et al., 2007). The fragments produced are 50kbp in 

size, which is consistent with observations of caspase-independent cell death (Cao et al., 

2003). Activation of the cell-death pathway ending in AIF is also independent of caspases, 

since the broad inhibitors zVAD-fmk and zDEVD-fmk do not provide neuroprotection. 

Inhibition of AIF or knockdown of AIF expression is able to protect against stroke-like 

conditions (Culmsee et al., 2005). Since AIF relies on passage through the MAC pore to 

cause cell death, the same regulators of the caspase-dependent mitochondrial pathway are 

applicable (Tsujimoto, 2003). Bcl-xL prevents AIF translocation to the nucleus (Cao et al., 

2003), while tBid and Bax cause AIF efflux from the mitochondria (Cregan et al., 2002; van 

Loo et al., 2002). Since AIF is attached to the inner mitochondrial membrane, AIF is cleaved 

from the membrane before it can leave through mitochondrial pores (Donovan & Cotter, 

2004). This step is not well-understood, though it is known to be caspase-independent and 

possibly carried out by tBid and Bax (Donovan & Cotter, 2004; Otera et al., 2005). 

Endonuclease G (EndoG) is another well-established mediator of caspase-independent cell 
death (Li et al., 1997; van Loo et al., 2001). EndoG acts after transient cerebral ischemia (Lee 
et al., 2005) and oxygen-glucose deprivation (Tanaka et al., 2005), while working 
independently of caspase-activated DNase (Li et al., 2001; van Loo et al., 2001). Like AIF, 
EndoG is present in the mitochondrial inter-membrane space, localizes to the nucleus upon 
release, and causes cell death by cleaving chromatin into fragments. The Bcl-2 family 
moderates EndoG release from the mitochondria (Donovan & Cotter, 2004); tBid can cause 
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EndoG efflux. The pro-apoptotic protein BNIP3 causes caspase-independent cell death in 
hypoxia and stroke through the action of EndoG (Zhang et al., 2007b). 

3.4.1 The BNIP3-activated and EndoG and AIF-mediated neuronal death pathway 

BNIP3 is part of a unique subfamily of death-inducing mitochondrial proteins that includes 
BNIP3, NIX, BNIP3h and a Caenorhabditis elegans ortholog, ceBNIP3. Expression of BNIP3 
can induce death of various cells (Chen et al., 1997), including neurons (Zhang et al., 2007a; 
Zhang et al., 2007b; Zhang et al., 2007c). Cell death mediated by BNIP3 is characterized 
through cell transfection studies by early permeabilization of the plasma membrane and 
damage to the mitochondria without release of cytochrome c or activation of caspases 
(Cizeau et al., 2000; Ray et al., 2000). BNIP3 triggers mPTP opening, decreases mitochondrial 
membrane potential, and increases generation of ROS once it localizes to the mitochondrial 
outer membrane (Vande Velde et al., 2000). 
The BNIP3 protein has four domains: a PEST domain that targets BNIP3 for degradation, a 
putative Bcl-2 homology 3 (BH3) domain that is homologous to those on other members of 
the Bcl-2 family, a CD domain that is conserved from C. elegans to humans, and a C-terminal 
transmembrane domain that is necessary for its mitochondrial localization and for its cell-
death-inducing activity (Chen et al., 1999; Farooq et al., 2001; Yasuda et al., 1998). The BH3 
domain is often necessary for Bcl-2 proteins to mediate cell death. BNIP3 possesses a BH3 
domain that is not necessary for its cell-death-inducing ability in vivo and in vitro (Cizeau et 
al., 2000; Ray et al., 2000). The mechanism may operate independently of interaction with 
the Bcl-2 family. 
BNIP3 is not detectable in normal neurons but is inducible under hypoxia in a variety of 
cells and tissues (Bruick, 2000; Guo et al., 2001; Sowter et al., 2001). The BNIP3 promoter 
contains a functional HIF-1 response element (HRE) that is activated by either hypoxia or 
forced expression of HIF-1ǂ (Bruick, 2000). HIF-1ǂ accumulation and subsequent activation 
of BNIP3 is induced by oxidative stress (Zhang et al., 2007a).  
HIF-1 is a basic helix-loop-helix PAS domain (BHLH-PAS) transcription factor that normally 
regulates homeostatic responses to hypoxia in cells (Greijer & van der Wall, 2004). HIF-1 is 
composed of HIF-1ǂ and HIF-1ǃ; HIF-1 requires heterodimerization of both to function. 
HIF-1ǃ is constitutively expressed, while HIF-1ǂ expression and stability is dependent on 
intracellular oxygen levels. Under hypoxia, HIF-1ǂ stabilizes and binds to HIF-1ǃ in order to 
form HIF-1, which activates genes with HREs in their promoters. 
Our work shows that hypoxia increases both BNIP3 and HIF-1ǂ levels in neurons and that 
knockdown of HIF-1ǂ expression is able to protect cells from hypoxia-induced death (Z. 
Zhang et al., 2007). Delayed neuronal death is also reduced when cortical neuron cultures 
are given a dominant-negative form of HIF-1ǂ (HIFdn) via a herpes amplicon (Halterman et 
al., 1999). Our proposed pathway and other major caspase-independent pathways are 
shown in figure 1. 

4. Therapy 

The root of ischemic damage can be traced to a loss of adequate oxygen and glucose due to 
interrupted blood flow. While this is a singular event responsible for most, if not all, 
subsequent neuronal death, it is unrealistic to design treatments that are able to restore 
blood flow in the few seconds to minutes before any damage occurs. Rather, treatment must 
focus on either prophylactic manipulations of these mechanisms or downstream pathways  

www.intechopen.com



 
Advances in the Preclinical Study of Ischemic Stroke 

 

126 

 

Fig. 1. Caspase-independent cell-death pathways. HIF-1 is induced directly by hypoxia or by 
oxidative stress and activates the expression of BNIP3 to cause the mitochondrial release of 
EndoG and AIF. Translocation of EndoG and AIF to the nucleus results in neuronal cell 
death without cytochrome c release and caspase activation. Bcl-2/Bcl-xL normally binds 
with beclin 1 to inhibit its activity. Sufficient BNIP3 displacement of Bcl-2/Bcl-xL from 
beclin 1 can cause runaway autophagy resulting in cell death. Immediate energy failure 
following stroke or hypoxia results in calcium disregulation and influx, triggering ROS 
production, phospholipase activity, and the calpain-cathepsin pathway. These processes can 
effect caspase-independent cell death. 

that involve oxidative stress, energy depletion, ion deregulation, loss of protein synthesis, 

and activation of a host of protective and cell-death-inducing internal cell mechanisms. Due 

to the complex interactions that lead to delayed neuronal death in stroke, multi-approach 

strategies must be used. A comprehensive approach targeting as many pathways as possible 

would theoretically yield the best patient outcomes. 

4.1 Antioxidants 

Targeting a wide range of proteins and mechanisms involved in oxidative stress may 
provide beneficial therapeutic interventions for ischemia and reperfusion injury. 
Application of antioxidant compounds appears to be effective in combating oxidative stress 
in stroke (Huang et al., 2001). Antioxidant enzymes may protect against apoptosis after 
cerebral ischemia and reperfusion. Superoxide dismutase (SOD) has a protective role against 
focal cerebral ischemia. SOD-1 overexpression attenuates apoptotic cell death (Saito et al., 
2004).  
Melatonin is known for its neuroprotective free radical scavenging and antioxidant 
properties and may be a candidate for protecting against delayed neuronal death. Melatonin 
can readily cross the blood–brain barrier and effectively prevents neuronal loss in 
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experimental models of ischemia and in various in vivo focal and global 
ischemia/reperfusion models (Letechipia-Vallejo et al., 2001; Sinha et al., 2001). Melatonin’s 
protective mechanism may lie in its ability to bolster intracellular antioxidative mechanisms. 
Glutathione peroxidase activity is upregulated by melatonin, as are the gene expressions of 
Mn-SOD and Cu/Zn-SOD, while preventing the activation of the transcription factor NF-κB. 
Oxidative stress can activate several cell signalling cascades that may trigger further damage 
and cell-death programs. Targeting the messengers that mediate this crosstalk may prove as 
a viable strategy for preventing cell death. The mitogen-activated protein kinases (MAPKs) 
such as p38, ERK, and JNK/SAPK are important mediators of cell survival and death 
following ischemic injury; their activation can lead to cell death. Inhibition of their activity 
reduces cell damage and results in neuroprotection. Other immediate events downstream of 
oxidative stress, such as degradation of membranes and production of arachidonic acid by 
phospholipases, may be potential therapeutic targets in stroke.  

4.2 Autophagy-related therapy 

Blocking autophagy more than four hours after cerebral ischemia can be neuroprotective 
(Puyal & Clarke, 2009), despite controversy about autophagy’s role as a protective or 
damaging mechanism. 3-methyladenine, injected intracerebroventricularly following stroke, 
reduces the volume of the lesion by almost half, even when given hours after a stroke has 
occurred. Knockdown of Atg7, the gene coding for beclin 1, also provides protection against 
hypoxia and ischemia (Koike et al., 2008; Nitatori et al., 1995). Other methods of 
downregulating beclin 1, and even BNIP3, should yield protection against autophagic cell 
death. Since there is the possibility that autophagy serves a mainly protective function in 
some neurons, too broad or unspecific an inhibition may exacerbate injury from stroke. 
More research needs to be done to determine the exact effects of blocking these autophagy 
inducers. 

4.3 Hsp-related therapy 

Hsp70 expression is related to a neuron’s ability to survive an ischemic insult. During 

ischemia, Hsp expression depends on activation of NMDA receptors (Ahn et al., 2008; 

Lipton, 1999; Saleh et al., 2009). While this receptor is an attractive target for 

neuroprotection, it must be noted that NMDA receptor overstimulation may play a major 

role in excitotoxicity, since it mediates calcium influx. If treatment strategies are to be 

pursued, a balance must be established between the activation of Hsp70 expression and 

exacerbation of excitotoxic damage. A possible solution is to use melatonin, which is capable 

of inducing Hsp70 upregulation and has antioxidative effects. Gene therapy to induce the 

expression of Hsp72 is effective in mice and may also be an option once the technology 

becomes more mature. 

Hsp-related therapy primarily relies on preconditioning. Hsps have protective effects only 
when they exist at sufficient levels in the cytoplasm. That is an unlikely scenario for a 
patient during a stroke, where no precondition has occurred, ischemic onset is quick and 
severe, and protein synthesis is halted or slowed. Most of the evidence for Hsp 
neuroprotection involves pretreatment to induce Hsp expression prior to the ischemic 
insult. Hsp-based treatment might find utility during reperfusion, if its expression can be 
induced rapidly and sufficiently and is shown to offer protection against this second wave 
of injury. 
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A recent study has implicated Hsp70 in blocking the release of AIF from the mitochondria. 
This may be an additional mechanism for preventing delayed neuronal death by inhibiting 
the activation of caspase-dependent cell-death pathways (Ruchalski et al., 2006). 

4.4 Protective effects of exogenous growth factors 

Neurotrophins, like Hsps, are exploitable as neuroprotective elements. Exogenous BDNF 
protects against delayed neuronal death in the rat (Beck et al., 1994; Tsukahara et al., 1994) 
after ischemia. Administration of VEGF is neuroprotective through inhibition of apoptosis 
(Hayashi et al., 1998; Jin et al., 2001; Manoonkitiwongsa et al., 2004). Gene therapy strategies 
for GDNF are also promising (Harvey et al., 2005; Shirakura et al., 2003; Tsai et al., 2000). 
Other neurotrophins are similarly able to exert protective actions by inhibiting death or 
triggering protective mechanisms. Neurotrophins suffer the drawback of being difficult to 
deliver. Many require administration before or immediately after an ischemic incident to be 
effective. Various methods have been devised to target neurotrophins to neurons in order to 
reduce delayed neuronal death. 
Neurotrophins are difficult to localize to the neurons in a clinical setting. Most do not cross 
the blood-brain barrier, and large doses to overcome the minimal localization to brain 
neurons result in harmful side effects (Ferrer, 2006). The use of viral or ligand vectors to 
carry neurotrophins have had some success in ischemic models. Murine monoclonal 
antibody against rat transferrin receptors (OX26-SA) linked to a neurotrophin is capable of 
neuroprotection when injected into the carotid arteries, though treatment must be promptly 
administered after ischemia to observe any protective effects (Wu, 2005). Targeting also 
allows for lower doses to be used, which overcomes the obstacle of otherwise inducing side 
effects.  
At least one study has found an increase in neuronal necrosis following BDNF pre-treatment 
in cell culture while reducing apoptosis in the same cells (Koh et al., 1995). The mechanism 
may be via the potentiation of NMDA-mediated Ca2+ influx, which can amplify excitotoxic 
effects. Another explanation may be that BDNF exacerbates free-radical-induced cell death 
(Gwag et al., 1995). A patient who has suffered a stroke would virtually never have received 
pre-treatment with neurotrophins, but the fact that neurotrophins could inadvertently 
exacerbate damage under certain conditions (Gwag et al., 1995) should be considered when 
designing neuroprotective strategies.  

4.5 Caspase inhibitors  

Caspases and their associated players in apoptosis may also be viable targets for preventing 

delayed neuronal death. Caspase inhibitors, such as the specific caspase-1 inhibitor Ac-

WEHD-CHO, and broad capase inhibitors, such as z-VAD-fmk, protect against delayed 

neuronal death in CA-1 pyramidal cells (Hayashi et al., 2001). Injection of 

benzyloxycarbonyl-Asp-CH2-dichlorobenzene, a permanent inhibitor of caspases, also 

offers protection against delayed neuronal death by delaying chromatin condensation and 

DNA fragmentation (Himi et al., 1998). Administration of the broad inhibitors z-VAD-fmk 

and z-DEVD-fmk preserves neurological functions in addition to attenuating delayed death 

(Endres et al., 1998). Upregulation of the activity of intracellular caspase inhibitors is also an 

option. Induced overexpression of XIAP using viral vectors shows neuroprotective effects 

(Xu et al., 1999). UCF-101, an HtrA2/Omi inhibitor, prevents apoptosis by regulating Fas-

mediated proteins in extrinsic apoptosis as well. 
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These caspase inhibitors can be a valuable tool to combat delayed neuronal death, despite 

many of them being unable to cross the blood brain barrier. Most studies involve the 

direct injection of the inhibitors into brain tissue or intraventricular space. Seeing as 

intrinsic caspase-dependent cell death depends on mitochondrial permeability, there is a 

chance that blocking caspase activation may allow caspase-independent death pathways 

to occur. As a result, inhibiting only caspases may allow a number of cells to die by 

alternative means. Caspase inhibitors alone do not help in preserving long-term 

potentiation and plasticity of neurons after ischemia (Gillardon et al., 1999). Theoretically, 

blocking as many of the cell death signalling pathways as possible may maximize 

neuroprotection. 

A concern with the use of caspase inhibitors in therapy or inhibiting apoptosis in general is 

that it may increase the probability of developing cancer or autoimmune disorders. This risk 

must be balanced against the potential neuroprotective effects of directly inhibiting 

apoptosis. This risk may be minimized if the inhibitors are localized as much as possible to 

the infarct region. 

4.6 AIF and EndoG  

Recently, more therapeutic strategies have been targeted towards caspase-independent cell 

death that is mediated by AIF and EndoG. Reducing the levels of AIF in a cell by using 

neutralizing antibodies (Cregan et al., 2002), RNAi (Strosznajder & Gajkowska, 2006) or 

gene knockout (Klein et al., 2002) is strongly neuroprotective. Downregulation of EndoG 

activity has been explored. Our team has found that RNAi inhibition of BNIP3 reduces 

EndoG translocation and is neuroprotective against hypoxia-induced cell death (Zhang et 

al., 2007b). Other studies have found that mutant heterozygosity for EndoG in transgenic 

mice provides resistance to TNF-ǂ-induced cell death (Zhang et al., 2003). 

AIF and EndoG release can be inhibited by preventing mitochondrial outer membrane 

permeabilization (MOMP). Blocking MAC activation or preventing mitochondrial rupturing 

may be neuroprotective. Seeing as most stroke patients are treated for hours after a stroke 

occurs, when MOMP has already been induced, strategies centred on preventing 

mitochondrial release of death promoters are limited. Some benefit may still exist for those 

cases receiving prompt intervention, when treatment can prevent MOMP in affected but not 

yet compromised mitochondria. Preventing MOMP while simultaneously targeting 

downstream death effectors may prevent cell death (Galluzzi et al., 2009). 

Hsp70 is capable of inhibiting AIF release from the mitochondria. This mechanism may be 

dependent on the C-terminal region of Hsp70 rather than its enzymatic activity (Sun et al., 

2006). Hsp70 may be capable of inhibiting the nuclease functions of EndoG in an ATP-

dependent manner as well (Kalinowska et al., 2005). Hsp70 may offer neuroprotection 

through a multitude of pathways.  

MOMP inhibition by targeting upstream factors has achieved significant levels of 
neuroprotection in vivo and is another therapeutic possibility. For example, it has been 
found that inhibiting the family of MAPKs can protect against ischemic damage. Treating 
mice through inhibition of p53 by genetic (Morrison et al., 1996), pharmacological (Culmsee 
et al., 2001) means, or by using blockers of the JNK signalling pathway (Gao et al., 2005; 
Guan et al., 2006) has resulted in neuroprotection against ischemia and excitotoxicity, 
presumably in part by reducing mitochondrial permeability. 
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4.7 MOMP prevention by targeting Bcl-2 proteins  

Regulating Bcl-2 proteins provides protection against delayed neuronal death by preserving 
mitochondrial integrity. The MAC pore is key in regulating mitochondrial permeability and 
is under the control of the Bcl-2 family of proteins. Inhibition or upregulation of select 
members by genetic or pharmacological means can modulate the downstream activation of 
caspase-dependent apoptosis and AIF- or EndoG-mediated necrosis-like cell death; and they 
have been investigated for treatment strategies.  
Inhibiting the pro-apoptotic BH3-only Bcl-2 proteins prevents MOMP, providing 
protection against mitochondria-mediated cell death. Pharmacologically blocking Bid 
with 4-phenylsulfanyl-phenylamine derivatives prevents tBid-induced Smac release, AIF 
release, caspase-3 activation, and nuclear condensation (Culmsee & Plesnila, 2006; 
Culmsee et al., 2005). Knockouts of Bid (Plesnila et al., 2002; Plesnila et al., 2001) or Bax 
genes (Gibson et al., 2001; Tehranian et al., 2008) protect against ischemic cell death in 
stroke models as well. 
Genetic means of boosting the effects of Bcl-2 antiapoptotic proteins provide 

neuroprotection. Transgenically upregulating the protective Bcl-2 gene provides protection 

in mice of neurons injured by ischemia (Martinou et al., 1994). A similar effect can be 

observed when human Bcl-2 is overexpressed with herpes simplex virus vectors (Linnik et 

al., 1995). Gene therapy using adeno-associated viruses carrying the Bcl-2 gene is also 

effective (Shimazaki et al., 2000). Human gene therapy, while powerful, is not yet mature, so 

it will take time for these approaches to be proven effective and integrated into a clinical 

setting. In the meantime, other methods of upregulating protective Bcl-2 members should be 

explored.  

BDNF is capable of regulating cell-death pathways. BDNF is capable of counter-regulating 

Bax and Bcl-2 when administered intravenously after ischemia (Schabitz et al., 2000). 

Neuroprotection is achieved by conjugating the product of the bcl-x gene with the HIV-Tat 

PTD as a method of delivery (Asoh et al., 2002). The upregulation of Bcl-2 and 

downregulation of Bax is implicated as part of hypothermia’s protective mechanism against 

ischemic damage. These and other methods for regulating the Bcl-2 family may prove 

clinically relevant and could be examined for extra neuroprotection when used in 

combination or with therapies targeting different cell death mechanisms.  

4.8 Excitotoxicity and calcium-mediated damage prevention 

Excitotoxic damage due to massive Ca2+ influx should be reduced to some extent by either 
preventing ion disturbance or targeting the resulting structural damage by calpains, free 
radical production, and caspase activation. Free radical production and caspase activation 
may demonstrate protective action for mild excitotoxic stress causing delayed neuronal 
death. 
Neuroprotection by blocking glutamate release and reception has been attempted with some 
success. In experimental stroke models, glutamate blockade provides protection against cell 
death, but the results do not necessarily translate into human therapy. Blocking the release 
of glutamate and other excitatory amino acids through the use of various drugs has been 
unsuccessful in human trials. Too little is known about neuroprotection to rule out 
glutamate blockers entirely. It is possible that treatment in these trials occurred too late and 
was unable to block the excitotoxic chain reaction. If the drugs were administered within a 
couple hours of stroke, then the time conditions would be similar to those found in models 
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used in studies successfully demonstrating neuroprotection (Babu & Ramanathan, 2011; 
Prass & Dirnagl, 1998). 
Some potential therapeutic targets may alleviate calcium-induced neuronal damage. 
Calcium/calmodulin-dependent protein kinase kinase (CaM-KK) protects against delayed 
apoptosis following glutamate by activating Atk and CaM kinase IV (Yano et al., 2005), 
which both are anti-apoptotic players. Nimodipine (Mossakowski & Gadamski, 1990; 
Nuglisch et al., 1990), dantrolene (Wei & Perry, 1996), and the tetrapeptide Tyr-Val-Ala-Asp-
chloromethyl ketone (Ac-YVAD-cmk) (Gray et al., 2001) are all able to block damage due to 
high cytosolic Ca2+ levels in a variety of stroke models and may be useful in preventing 
excitotoxic damage. 
Energy depletion plays a large role in excitotoxicity. Methods that selectively inhibit poly 
(ADP-ribose) polymerase-1 (PARP-1) and PARP-2 offer neuroprotection (Chiarugi, 2005) by 
counteracting energy-consuming activities following ischemia and reducing the drop in 
high-energy molecules. Additional evidence implicates PARP in a pathway capable of 
inducing AIF release and activation (Niimura et al., 2006), which indicates that therapies 
targeting PARP may have a protective effect against AIF-mediated delayed neuronal death. 
Drugs that inhibit PHRP activation, such as PJ34 (Xu et al., 2010) or hepatocyte growth 
factor (Niimura et al., 2006), may be useful as part of multimodal early interventions.  

5. Conclusions 

Neuronal cell death following stroke occurs in necrosis, apoptosis and other alternative 
modes and is mediated through diverse molecular pathways. These pathways provide 
therapeutic targets for stroke management.  

6. Acknowledgment 

The authors would like to thank Ms. Jacqueline Hogue for her assistance in preparing the 
manuscript. This work was supported by grants from the Canadian Institutes of Health 
Research, Canadian Stroke Network and Manitoba Health Research Council (to J. Kong) and 
Shanghai Health Bureau Foundation (2008-2010,2008087 to X. Bi).  

7. References 

Adhami, F., Liao, G., Morozov, Y. M., Schloemer, A., Schmithorst, V. J., Lorenz, J. N., Dunn, 
R. S., Vorhees, C. V., Wills-Karp, M., Degen, J. L., Davis, R. J., Mizushima, N., Rakic, 
P., Dardzinski, B. J., Holland, S. K., Sharp, F. R. & Kuan, C. Y. (2006). Cerebral 
ischemia-hypoxia induces intravascular coagulation and autophagy. Am J Pathol 
169, 566-83. 

Ahn, J., Piri, N., Caprioli, J., Munemasa, Y., Kim, S. H. & Kwong, J. M. (2008). Expression of 
heat shock transcription factors and heat shock protein 72 in rat retina after 
intravitreal injection of low dose N-methyl-D-aspartate. Neurosci Lett 433, 11-6. 

Aita, V. M., Liang, X. H., Murty, V. V., Pincus, D. L., Yu, W., Cayanis, E., Kalachikov, S., 
Gilliam, T. C. & Levine, B. (1999). Cloning and genomic organization of beclin 1, a 
candidate tumor suppressor gene on chromosome 17q21. Genomics 59, 59-65. 

Ashkenazi, A. & Dixit, V. M. (1998). Death receptors: signaling and modulation. Science 281, 
1305-8. 

www.intechopen.com



 
Advances in the Preclinical Study of Ischemic Stroke 

 

132 

Asoh, S., Ohsawa, I., Mori, T., Katsura, K., Hiraide, T., Katayama, Y., Kimura, M., Ozaki, D., 
Yamagata, K. & Ohta, S. (2002). Protection against ischemic brain injury by protein 
therapeutics. Proc Natl Acad Sci U S A 99, 17107-12. 

Azad, M. B., Chen, Y., Henson, E. S., Cizeau, J., McMillan-Ward, E., Israels, S. J. & Gibson, S. 
B. (2008). Hypoxia induces autophagic cell death in apoptosis-competent cells 
through a mechanism involving BNIP3. Autophagy 4, 195-204. 

Babu, C. S. & Ramanathan, M. (2011). Post-ischemic administration of nimodipine following 
focal cerebral ischemic-reperfusion injury in rats alleviated excitotoxicity, 
neurobehavioural alterations and partially the bioenergetics. Int J Dev Neurosci 29, 
93-105. 

Balestrino M. (1995). Pathophysiology of anoxic depolarization: new findings and a working 
hypothesis. J Neurosci Methods 59, 99-103. 

Baumgartner, H. K., Gerasimenko, J. V., Thorne, C., Ferdek, P., Pozzan, T., Tepikin, A. V., 
Petersen, O. H., Sutton, R., Watson, A. J. & Gerasimenko, O. V. (2009). Calcium 
elevation in mitochondria is the main Ca2+ requirement for mitochondrial 
permeability transition pore (mPTP) opening. J Biol Chem 284, 20796-803. 

Beck, T., Lindholm, D., Castren, E. & Wree, A. (1994). Brain-derived neurotrophic factor 
protects against ischemic cell damage in rat hippocampus. J Cereb Blood Flow Metab 
14, 689-92. 

Beckman, J. S., Beckman, T. W., Chen, J., Marshall, P. A. & Freeman, B. A. (1990). Apparent 
hydroxyl radical production by peroxynitrite: implications for endothelial injury 
from nitric oxide and superoxide. Proc Natl Acad Sci U S A 87, 1620-4. 

Bellot, G., Garcia-Medina, R., Gounon, P., Chiche, J., Roux, D., Pouyssegur, J. & Mazure, N. 
M. (2009). Hypoxia-induced autophagy is mediated through hypoxia-inducible 
factor induction of BNIP3 and BNIP3L via their BH3 domains. Mol Cell Biol 29, 
2570-81. 

Bicknell, G. R. & Cohen, G. M. (1995). Cleavage of DNA to large kilobase pair fragments 
occurs in some forms of necrosis as well as apoptosis. Biochem Biophys Res Commun 
207, 40-7. 

Bruick, R. K. (2000). Expression of the gene encoding the proapoptotic Nip3 protein is 
induced by hypoxia. Proc Natl Acad Sci U S A 97, 9082-7. 

Buisson, A., Lesne, S., Docagne, F., Ali, C., Nicole, O., MacKenzie, E. T. & Vivien, D. (2003). 
Transforming growth factor-beta and ischemic brain injury. Cell Mol Neurobiol 23, 
539-50. 

Bursch, W., Ellinger, A., Gerner, C., Frohwein, U. & Schulte-Hermann, R. (2000a). 
Programmed cell death (PCD). Apoptosis, autophagic PCD, or others? Ann N Y 
Acad Sci 926, 1-12. 

Bursch, W., Hochegger, K., Torok, L., Marian, B., Ellinger, A. & Hermann, R. S. (2000b). 
Autophagic and apoptotic types of programmed cell death exhibit different fates of 
cytoskeletal filaments. J Cell Sci 113 ( Pt 7), 1189-98. 

Cande, C., Cecconi, F., Dessen, P. & Kroemer, G. (2002). Apoptosis-inducing factor (AIF): 
key to the conserved caspase-independent pathways of cell death? J Cell Sci 115, 
4727-34. 

Cao, G., Clark, R. S., Pei, W., Yin, W., Zhang, F., Sun, F. Y., Graham, S. H. & Chen, J. (2003). 
Translocation of apoptosis-inducing factor in vulnerable neurons after transient 

www.intechopen.com



 
Delayed Neuronal Death in Ischemic Stroke: Molecular Pathways 

 

133 

cerebral ischemia and in neuronal cultures after oxygen-glucose deprivation. J 
Cereb Blood Flow Metab 23, 1137-50. 

Chambers, D. E., Parks, D. A., Patterson, G., Roy, R., McCord, J. M., Yoshida, S., Parmley, L. 
F. & Downey, J. M. (1985). Xanthine oxidase as a source of free radical damage in 
myocardial ischemia. J Mol Cell Cardiol 17, 145-52. 

Chen, G., Cizeau, J., Vande Velde, C., Park, J. H., Bozek, G., Bolton, J., Shi, L., Dubik, D. & 
Greenberg, A. (1999). Nix and Nip3 form a subfamily of pro-apoptotic 
mitochondrial proteins. J Biol Chem 274, 7-10. 

Chen, G., Ray, R., Dubik, D., Shi, L., Cizeau, J., Bleackley, R. C., Saxena, S., Gietz, R. D. & 
Greenberg, A. H. (1997). The E1B 19K/Bcl-2-binding protein Nip3 is a dimeric 
mitochondrial protein that activates apoptosis. J Exp Med 186, 1975-83. 

Chen, J., Nagayama, T., Jin, K., Stetler, R. A., Zhu, R. L., Graham, S. H. & Simon, R. P. (1998). 
Induction of caspase-3-like protease may mediate delayed neuronal death in the 
hippocampus after transient cerebral ischemia. J Neurosci 18, 4914-28. 

Chiarugi, A. (2005). Poly(ADP-ribosyl)ation and stroke. Pharmacol Res 52, 15-24. 
Chinnadurai, G., Vijayalingam, S. & Gibson, S. B. (2008). BNIP3 subfamily BH3-only 

proteins: mitochondrial stress sensors in normal and pathological functions. 
Oncogene 27 Suppl 1, S114-27. 

Cho, B. B. & Toledo-Pereyra, L. H. (2008). Caspase-independent programmed cell death 
following ischemic stroke. J Invest Surg 21, 141-7. 

Choi, D. W. (1996). Ischemia-induced neuronal apoptosis. Curr Opin Neurobiol 6, 667-72. 
Cizeau, J., Ray, R., Chen, G., Gietz, R. D. & Greenberg, A. H. (2000). The C. elegans 

orthologue ceBNIP3 interacts with CED-9 and CED-3 but kills through a BH3- and 
caspase-independent mechanism. Oncogene 19, 5453-63. 

Clemens, J. A., Stephenson, D. T., Dixon, E. P., Smalstig, E. B., Mincy, R. E., Rash, K. S. & 
Little, S. P. (1997). Global cerebral ischemia activates nuclear factor-kappa B prior to 
evidence of DNA fragmentation. Brain Res Mol Brain Res 48, 187-96. 

Cregan, S. P., Fortin, A., MacLaurin, J. G., Callaghan, S. M., Cecconi, F., Yu, S. W., Dawson, 
T. M., Dawson, V. L., Park, D. S., Kroemer, G. & Slack, R. S. (2002). Apoptosis-
inducing factor is involved in the regulation of caspase-independent neuronal cell 
death. J Cell Biol 158, 507-17. 

Culmsee, C. & Plesnila, N. (2006). Targeting Bid to prevent programmed cell death in 
neurons. Biochem Soc Trans 34, 1334-40. 

Culmsee, C., Zhu, C., Landshamer, S., Becattini, B., Wagner, E., Pellecchia, M., Blomgren, K. 
& Plesnila, N. (2005). Apoptosis-inducing factor triggered by poly(ADP-ribose) 
polymerase and Bid mediates neuronal cell death after oxygen-glucose deprivation 
and focal cerebral ischemia. J Neurosci 25, 10262-72. 

Culmsee, C., Zhu, X., Yu, Q. S., Chan, S. L., Camandola, S., Guo, Z., Greig, N. H. & Mattson, 
M. P. (2001). A synthetic inhibitor of p53 protects neurons against death induced by 
ischemic and excitotoxic insults, and amyloid beta-peptide. J Neurochem 77, 220-8. 

Dejean, L. M., Ryu, S. Y., Martinez-Caballero, S., Teijido, O., Peixoto, P. M. & Kinnally, K. W. 
(2010). MAC and Bcl-2 family proteins conspire in a deadly plot. Biochim Biophys 
Acta 1797, 1231-8. 

Deshpande, J., Bergstedt, K., Linden, T., Kalimo, H. & Wieloch, T. (1992). Ultrastructural 
changes in the hippocampal CA1 region following transient cerebral ischemia: 
evidence against programmed cell death. Exp Brain Res 88, 91-105. 

www.intechopen.com



 
Advances in the Preclinical Study of Ischemic Stroke 

 

134 

Dong, Z., Saikumar, P., Weinberg, J. M. & Venkatachalam, M. A. (1997). Internucleosomal 
DNA cleavage triggered by plasma membrane damage during necrotic cell death. 
Involvement of serine but not cysteine proteases. Am J Pathol 151, 1205-13. 

Donovan, M. & Cotter, T. G. (2004). Control of mitochondrial integrity by Bcl-2 family 
members and caspase-independent cell death. Biochim Biophys Acta 1644, 133-47. 

Du, C., Fang, M., Li, Y., Li, L. & Wang, X. (2000). Smac, a mitochondrial protein that 
promotes cytochrome c-dependent caspase activation by eliminating IAP 
inhibition. Cell 102, 33-42. 

Dugan, L. L., Creedon, D. J., Johnson, E. M., Jr. & Holtzman, D. M. (1997). Rapid suppression 
of free radical formation by nerve growth factor involves the mitogen-activated 
protein kinase pathway. Proc Natl Acad Sci U S A 94, 4086-91. 

Elmore, S. P., Qian, T., Grissom, S. F. & Lemasters, J. J. (2001). The mitochondrial 
permeability transition initiates autophagy in rat hepatocytes. FASEB J 15, 2286-7. 

Endres, M., Namura, S., Shimizu-Sasamata, M., Waeber, C., Zhang, L., Gomez-Isla, T., 
Hyman, B. T. & Moskowitz, M. A. (1998). Attenuation of delayed neuronal death 
after mild focal ischemia in mice by inhibition of the caspase family. J Cereb Blood 
Flow Metab 18, 238-47. 

Farooq, M., Kim, Y., Im, S., Chung, E., Hwang, S., Sohn, M., Kim, M. & Kim, J. (2001). 
Cloning of BNIP3h, a member of proapoptotic BNIP3 family genes. Exp Mol Med 33, 
169-73. 

Ferrer, I. (2006). Apoptosis: future targets for neuroprotective strategies. Cerebrovascular 
diseases 21 Suppl 2, 9-20. 

Ferrer, I., Lopez, E., Pozas, E., Ballabriga, J. & Marti, E. (1998). Multiple neurotrophic signals 
converge in surviving CA1 neurons of the gerbil hippocampus following transient 
forebrain ischemia. J Comp Neurol 394, 416-30. 

Ferrer, I. & Planas, A. M. (2003). Signaling of cell death and cell survival following focal 
cerebral ischemia: life and death struggle in the penumbra. J Neuropathol Exp Neurol 
62, 329-39. 

Friberg, H. & Wieloch, T. (2002). Mitochondrial permeability transition in acute 
neurodegeneration. Biochimie 84, 241-50. 

Friguls, B., Petegnief, V., Justicia, C., Pallas, M. & Planas, A. M. (2002). Activation of ERK 
and Akt signaling in focal cerebral ischemia: modulation by TGF-alpha and 
involvement of NMDA receptor. Neurobiol Dis 11, 443-56. 

Galluzzi, L., Morselli, E., Kepp, O. & Kroemer, G. (2009). Targeting post-mitochondrial 
effectors of apoptosis for neuroprotection. Biochimica et biophysica acta 1787, 402-13. 

Gao, Y., Signore, A. P., Yin, W., Cao, G., Yin, X. M., Sun, F., Luo, Y., Graham, S. H. & Chen, J. 
(2005). Neuroprotection against focal ischemic brain injury by inhibition of c-Jun N-
terminal kinase and attenuation of the mitochondrial apoptosis-signaling pathway. 
J Cereb Blood Flow Metab 25, 694-712. 

Gibson, M. E., Han, B. H., Choi, J., Knudson, C. M., Korsmeyer, S. J., Parsadanian, M. & 
Holtzman, D. M. (2001). BAX contributes to apoptotic-like death following neonatal 
hypoxia-ischemia: evidence for distinct apoptosis pathways. Mol Med 7, 644-55. 

Gido, G., Kristian, T. & Siesjo, B. K. (1997). Extracellular potassium in a neocortical core area 
after transient focal ischemia. Stroke 28, 206-10. 

Gilgun-Sherki, Y., Rosenbaum, Z., Melamed, E. & Offen, D. (2002). Antioxidant therapy in 
acute central nervous system injury: current state. Pharmacol Rev 54, 271-84. 

www.intechopen.com



 
Delayed Neuronal Death in Ischemic Stroke: Molecular Pathways 

 

135 

Gillardon, F., Kiprianova, I., Sandkuhler, J., Hossmann, K. A. & Spranger, M. (1999). 
Inhibition of caspases prevents cell death of hippocampal CA1 neurons, but not 
impairment of hippocampal long-term potentiation following global ischemia. 
Neuroscience 93, 1219-22. 

Gray, J., Haran, M. M., Schneider, K., Vesce, S., Ray, A. M., Owen, D., White, I. R., Cutler, P. 
& Davis, J. B. (2001). Evidence that inhibition of cathepsin-B contributes to the 
neuroprotective properties of caspase inhibitor Tyr-Val-Ala-Asp-chloromethyl 
ketone. J Biol Chem 276, 32750-5. 

Greijer, A. E. & van der Wall, E. (2004). The role of hypoxia inducible factor 1 (HIF-1) in 
hypoxia induced apoptosis. J Clin Pathol 57, 1009-14. 

Gross, A., McDonnell, J. M. & Korsmeyer, S. J. (1999). BCL-2 family members and the 
mitochondria in apoptosis. Genes Dev 13, 1899-911. 

Guan, Q. H., Pei, D. S., Zong, Y. Y., Xu, T. L. & Zhang, G. Y. (2006). Neuroprotection against 
ischemic brain injury by a small peptide inhibitor of c-Jun N-terminal kinase (JNK) 
via nuclear and non-nuclear pathways. Neuroscience 139, 609-27. 

Guo, K., Searfoss, G., Krolikowski, D., Pagnoni, M., Franks, C., Clark, K., Yu, K. T., Jaye, M. 
& Ivashchenko, Y. (2001). Hypoxia induces the expression of the pro-apoptotic gene 
BNIP3. Cell Death Differ 8, 367-76. 

Gwag, B. J., Koh, J. Y., Chen, M. M., Dugan, L. L., Behrens, M. M., Lobner, D. & Choi, D. W. 
(1995). BDNF or IGF-I potentiates free radical-mediated injury in cortical cell 
cultures. Neuroreport 7, 93-6. 

Halterman, M. W., Miller, C. C. & Federoff, H. J. (1999). Hypoxia-inducible factor-1alpha 
mediates hypoxia-induced delayed neuronal death that involves p53. J Neurosci 19, 
6818-24. 

Harris, R. J. & Symon, L. (1984). Extracellular pH, potassium, and calcium activities in 
progressive ischaemia of rat cortex. J Cereb Blood Flow Metab 4, 178-86. 

Harvey, B. K., Hoffer, B. J. & Wang, Y. (2005). Stroke and TGF-beta proteins: glial cell line-
derived neurotrophic factor and bone morphogenetic protein. Pharmacol Ther 105, 
113-25. 

Hayashi, T., Abe, K. & Itoyama, Y. (1998). Reduction of ischemic damage by application of 
vascular endothelial growth factor in rat brain after transient ischemia. J Cereb Blood 
Flow Metab 18, 887-95. 

Hayashi, Y., Jikihara, I., Yagi, T., Fukumura, M., Ohashi, Y., Ohta, Y., Takagi, H. & Maeda, 
M. (2001). Immunohistochemical investigation of caspase-1 and effect of caspase-1 
inhibitor in delayed neuronal death after transient cerebral ischemia. Brain Res 893, 
113-20. 

Himi, T., Ishizaki, Y. & Murota, S. (1998). A caspase inhibitor blocks ischaemia-induced 
delayed neuronal death in the gerbil. Eur J Neurosci 10, 777-81. 

Hoyer-Hansen, M., Bastholm, L., Szyniarowski, P., Campanella, M., Szabadkai, G., Farkas, 
T., Bianchi, K., Fehrenbacher, N., Elling, F., Rizzuto, R., Mathiasen, I. S. & Jaattela, 
M. (2007). Control of macroautophagy by calcium, calmodulin-dependent kinase 
kinase-beta, and Bcl-2. Mol Cell 25, 193-205. 

Hu, B. R. & Wieloch, T. (1994). Tyrosine phosphorylation and activation of mitogen-
activated protein kinase in the rat brain following transient cerebral ischemia. J 
Neurochem 62, 1357-67. 

www.intechopen.com



 
Advances in the Preclinical Study of Ischemic Stroke 

 

136 

Huang, J., Agus, D. B., Winfree, C. J., Kiss, S., Mack, W. J., McTaggart, R. A., Choudhri, T. F., 
Kim, L. J., Mocco, J., Pinsky, D. J., Fox, W. D., Israel, R. J., Boyd, T. A., Golde, D. W. 
& Connolly, E. S., Jr. (2001). Dehydroascorbic acid, a blood-brain barrier 
transportable form of vitamin C, mediates potent cerebroprotection in experimental 
stroke. Proc Natl Acad Sci U S A 98, 11720-4. 

Ichas, F. & Mazat, J. P. (1998). From calcium signaling to cell death: two conformations for 
the mitochondrial permeability transition pore. Switching from low- to high-
conductance state. Biochim Biophys Acta 1366, 33-50. 

Ikeda, J., Nakajima, T., Osborne, O. C., Mies, G. & Nowak, T. S., Jr. (1994). Coexpression of c-
fos and hsp70 mRNAs in gerbil brain after ischemia: induction threshold, 
distribution and time course evaluated by in situ hybridization. Brain Res Mol Brain 
Res 26, 249-58. 

Imazu, T., Shimizu, S., Tagami, S., Matsushima, M., Nakamura, Y., Miki, T., Okuyama, A. & 
Tsujimoto, Y. (1999). Bcl-2/E1B 19 kDa-interacting protein 3-like protein (Bnip3L) 
interacts with bcl-2/Bcl-xL and induces apoptosis by altering mitochondrial 
membrane permeability. Oncogene 18, 4523-9. 

Jaattela, M., Wissing, D., Kokholm, K., Kallunki, T. & Egeblad, M. (1998). Hsp70 exerts its 
anti-apoptotic function downstream of caspase-3-like proteases. EMBO J 17, 6124-
34. 

Jin, K., Mao, X. O., Batteur, S. P., McEachron, E., Leahy, A. & Greenberg, D. A. (2001). 
Caspase-3 and the regulation of hypoxic neuronal death by vascular endothelial 
growth factor. Neuroscience 108, 351-8. 

Kalinowska, M., Garncarz, W., Pietrowska, M., Garrard, W. T. & Widlak, P. (2005). 
Regulation of the human apoptotic DNase/RNase endonuclease G: involvement of 
Hsp70 and ATP. Apoptosis 10, 821-30. 

Katsura, K., Rodriguez de Turco, E. B., Folbergrova, J., Bazan, N. G. & Siesjo, B. K. (1993). 
Coupling among energy failure, loss of ion homeostasis, and phospholipase A2 and 
C activation during ischemia. J Neurochem 61, 1677-84. 

Kawagoe, J., Abe, K., Sato, S., Nagano, I., Nakamura, S. & Kogure, K. (1992). Distributions of 
heat shock protein-70 mRNAs and heat shock cognate protein-70 mRNAs after 
transient global ischemia in gerbil brain. J Cereb Blood Flow Metab 12, 794-801. 

Kim, D. W., Eum, W. S., Jang, S. H., Kim, S. Y., Choi, H. S., Choi, S. H., An, J. J., Lee, S. H., 
Lee, K. S., Han, K., Kang, T. C., Won, M. H., Kang, J. H., Kwon, O. S., Cho, S. W., 
Kim, T. Y., Park, J. & Choi, S. Y. (2005a). Transduced Tat-SOD fusion protein 
protects against ischemic brain injury. Mol Cells 19, 88-96. 

Kim, R., Emi, M. & Tanabe, K. (2005b). Caspase-dependent and -independent cell death 
pathways after DNA damage (Review). Oncol Rep 14, 595-9. 

Kinouchi, H., Sharp, F. R., Koistinaho, J., Hicks, K., Kamii, H. & Chan, P. H. (1993). 
Induction of heat shock hsp70 mRNA and HSP70 kDa protein in neurons in the 
'penumbra' following focal cerebral ischemia in the rat. Brain Res 619, 334-8. 

Klein, J. A., Longo-Guess, C. M., Rossmann, M. P., Seburn, K. L., Hurd, R. E., Frankel, W. N., 
Bronson, R. T. & Ackerman, S. L. (2002). The harlequin mouse mutation 
downregulates apoptosis-inducing factor. Nature 419, 367-74. 

Koh, J. Y., Gwag, B. J., Lobner, D. & Choi, D. W. (1995). Potentiated necrosis of cultured 
cortical neurons by neurotrophins. Science 268, 573-5. 

www.intechopen.com



 
Delayed Neuronal Death in Ischemic Stroke: Molecular Pathways 

 

137 

Koike, M., Shibata, M., Tadakoshi, M., Gotoh, K., Komatsu, M., Waguri, S., Kawahara, N., 
Kuida, K., Nagata, S., Kominami, E., Tanaka, K. & Uchiyama, Y. (2008). Inhibition 
of autophagy prevents hippocampal pyramidal neuron death after hypoxic-
ischemic injury. Am J Pathol 172, 454-69. 

Kokaia, Z., Nawa, H., Uchino, H., Elmer, E., Kokaia, M., Carnahan, J., Smith, M. L., Siesjo, B. 
K. & Lindvall, O. (1996). Regional brain-derived neurotrophic factor mRNA and 
protein levels following transient forebrain ischemia in the rat. Brain Res Mol Brain 
Res 38, 139-44. 

Kouroku, Y., Fujita, E., Tanida, I., Ueno, T., Isoai, A., Kumagai, H., Ogawa, S., Kaufman, R. 
J., Kominami, E. & Momoi, T. (2007). ER stress (PERK/eIF2alpha phosphorylation) 
mediates the polyglutamine-induced LC3 conversion, an essential step for 
autophagy formation. Cell Death Differ 14, 230-9. 

Krantic, S., Mechawar, N., Reix, S. & Quirion, R. (2007). Apoptosis-inducing factor: a matter 
of neuron life and death. Prog Neurobiol 81, 179-96. 

Kroemer, G. & Martin, S. J. (2005). Caspase-independent cell death. Nat Med 11, 725-30. 
Kuehl, F. A., Jr., Humes, J. L., Ham, E. A., Egan, R. W. & Dougherty, H. W. (1980). 

Inflammation: the role of peroxidase-derived products. Adv Prostaglandin 
Thromboxane Res 6, 77-86. 

Kumar, R., Azam, S., Sullivan, J. M., Owen, C., Cavener, D. R., Zhang, P., Ron, D., Harding, 
H. P., Chen, J. J., Han, A., White, B. C., Krause, G. S. & DeGracia, D. J. (2001). Brain 
ischemia and reperfusion activates the eukaryotic initiation factor 2alpha kinase, 
PERK. J Neurochem 77, 1418-21. 

Lang-Rollin, I. C., Rideout, H. J., Noticewala, M. & Stefanis, L. (2003). Mechanisms of 
caspase-independent neuronal death: energy depletion and free radical generation. 
J Neurosci 23, 11015-25. 

Le, D. A., Wu, Y., Huang, Z., Matsushita, K., Plesnila, N., Augustinack, J. C., Hyman, B. T., 
Yuan, J., Kuida, K., Flavell, R. A. & Moskowitz, M. A. (2002). Caspase activation 
and neuroprotection in caspase-3- deficient mice after in vivo cerebral ischemia and 
in vitro oxygen glucose deprivation. Proc Natl Acad Sci U S A 99, 15188-93. 

Lee, B. I., Lee, D. J., Cho, K. J. & Kim, G. W. (2005). Early nuclear translocation of 
endonuclease G and subsequent DNA fragmentation after transient focal cerebral 
ischemia in mice. Neurosci Lett 386, 23-7. 

Letechipia-Vallejo, G., Gonzalez-Burgos, I. & Cervantes, M. (2001). Neuroprotective effect of 
melatonin on brain damage induced by acute global cerebral ischemia in cats. Arch 
Med Res 32, 186-92. 

Li, L. Y., Luo, X. & Wang, X. (2001). Endonuclease G is an apoptotic DNase when released 
from mitochondria. Nature 412, 95-9. 

Li, P., Nijhawan, D., Budihardjo, I., Srinivasula, S. M., Ahmad, M., Alnemri, E. S. & Wang, X. 
(1997). Cytochrome c and dATP-dependent formation of Apaf-1/caspase-9 
complex initiates an apoptotic protease cascade. Cell 91, 479-89. 

Li, Y., Yang, X., Ma, C., Qiao, J. & Zhang, C. (2008). Necroptosis contributes to the NMDA-
induced excitotoxicity in rat's cultured cortical neurons. Neurosci Lett 447, 120-3. 

Liang, X. H., Jackson, S., Seaman, M., Brown, K., Kempkes, B., Hibshoosh, H. & Levine, B. 
(1999). Induction of autophagy and inhibition of tumorigenesis by beclin 1. Nature 
402, 672-6. 

www.intechopen.com



 
Advances in the Preclinical Study of Ischemic Stroke 

 

138 

Linnik, M. D., Zahos, P., Geschwind, M. D. & Federoff, H. J. (1995). Expression of bcl-2 from 
a defective herpes simplex virus-1 vector limits neuronal death in focal cerebral 
ischemia. Stroke 26, 1670-4; discussion 1675. 

Lipton, P. (1999). Ischemic cell death in brain neurons. Physiol Rev 79, 1431-568. 
Lipton, P. & Whittingham, T. S. (1982). Reduced ATP concentration as a basis for synaptic 

transmission failure during hypoxia in the in vitro guinea-pig hippocampus. J 
Physiol 325, 51-65. 

Liu, X., Zou, H., Slaughter, C. & Wang, X. (1997). DFF, a heterodimeric protein that 
functions downstream of caspase-3 to trigger DNA fragmentation during 
apoptosis. Cell 89, 175-84. 

Liu, X., Zou, H., Widlak, P., Garrard, W. & Wang, X. (1999). Activation of the apoptotic 
endonuclease DFF40 (caspase-activated DNase or nuclease). Oligomerization and 
direct interaction with histone H1. J Biol Chem 274, 13836-40. 

Lockshin, R. A. & Zakeri, Z. (2002). Caspase-independent cell deaths. Curr Opin Cell Biol 14, 
727-33. 

Love, S. (2003). Apoptosis and brain ischaemia. Prog Neuropsychopharmacol Biol Psychiatry 27, 
267-82. 

MacManus, J. P., Rasquinha, I., Tuor, U. & Preston, E. (1997). Detection of higher-order 50- 
and 10-kbp DNA fragments before apoptotic internucleosomal cleavage after 
transient cerebral ischemia. J Cereb Blood Flow Metab 17, 376-87. 

Magnusson, K. & Wieloch, T. (1989). Impairment of protein ubiquitination may cause 
delayed neuronal death. Neurosci Lett 96, 264-70. 

Maiuri, M. C., Criollo, A., Tasdemir, E., Vicencio, J. M., Tajeddine, N., Hickman, J. A., 
Geneste, O. & Kroemer, G. (2007a). BH3-only proteins and BH3 mimetics induce 
autophagy by competitively disrupting the interaction between Beclin 1 and Bcl-
2/Bcl-X(L). Autophagy 3, 374-6. 

Maiuri, M. C., Le Toumelin, G., Criollo, A., Rain, J. C., Gautier, F., Juin, P., Tasdemir, E., 
Pierron, G., Troulinaki, K., Tavernarakis, N., Hickman, J. A., Geneste, O. & 
Kroemer, G. (2007b). Functional and physical interaction between Bcl-X(L) and a 
BH3-like domain in Beclin-1. EMBO J 26, 2527-39. 

Maiuri, M. C., Zalckvar, E., Kimchi, A. & Kroemer, G. (2007c). Self-eating and self-killing: 
crosstalk between autophagy and apoptosis. Nature reviews. Molecular cell biology 8, 
741-52. 

Manfredi, G. & Beal, M. F. (2000). The role of mitochondria in the pathogenesis of 
neurodegenerative diseases. Brain Pathol 10, 462-72. 

Manoonkitiwongsa, P. S., Schultz, R. L., McCreery, D. B., Whitter, E. F. & Lyden, P. D. 
(2004). Neuroprotection of ischemic brain by vascular endothelial growth factor is 
critically dependent on proper dosage and may be compromised by angiogenesis. J 
Cereb Blood Flow Metab 24, 693-702. 

Marti, H. J., Bernaudin, M., Bellail, A., Schoch, H., Euler, M., Petit, E. & Risau, W. (2000). 
Hypoxia-induced vascular endothelial growth factor expression precedes 
neovascularization after cerebral ischemia. Am J Pathol 156, 965-76. 

Martin, L. J. (2011). An approach to experimental synaptic pathology using green 
fluorescent protein-transgenic mice and gene knockout mice to show mitochondrial 
permeability transition pore-driven excitotoxicity in interneurons and 
motoneurons. Toxicologic pathology 39, 220-33. 

www.intechopen.com



 
Delayed Neuronal Death in Ischemic Stroke: Molecular Pathways 

 

139 

Martin, R. L., Lloyd, H. G. & Cowan, A. I. (1994). The early events of oxygen and glucose 
deprivation: setting the scene for neuronal death? Trends Neurosci 17, 251-7. 

Martinez-Caballero, S., Dejean, L. M., Kinnally, M. S., Oh, K. J., Mannella, C. A. & Kinnally, 
K. W. (2009). Assembly of the mitochondrial apoptosis-induced channel, MAC. J 
Biol Chem 284, 12235-45. 

Martinou, J. C., Dubois-Dauphin, M., Staple, J. K., Rodriguez, I., Frankowski, H., Missotten, 
M., Albertini, P., Talabot, D., Catsicas, S., Pietra, C. & et al. (1994). Overexpression 
of BCL-2 in transgenic mice protects neurons from naturally occurring cell death 
and experimental ischemia. Neuron 13, 1017-30. 

Matsumori, Y., Northington, F. J., Hong, S. M., Kayama, T., Sheldon, R. A., Vexler, Z. S., 
Ferriero, D. M., Weinstein, P. R. & Liu, J. (2006). Reduction of caspase-8 and -9 
cleavage is associated with increased c-FLIP and increased binding of Apaf-1 and 
Hsp70 after neonatal hypoxic/ischemic injury in mice overexpressing Hsp70. Stroke 
37, 507-12. 

Mattson, M. P., Lovell, M. A., Furukawa, K. & Markesbery, W. R. (1995). Neurotrophic 
factors attenuate glutamate-induced accumulation of peroxides, elevation of 
intracellular Ca2+ concentration, and neurotoxicity and increase antioxidant 
enzyme activities in hippocampal neurons. J Neurochem 65, 1740-51. 

Mestril, R., Giordano, F. J., Conde, A. G. & Dillmann, W. H. (1996). Adenovirus-mediated 
gene transfer of a heat shock protein 70 (hsp 70i) protects against simulated 
ischemia. J Mol Cell Cardiol 28, 2351-8. 

Mitani, A., Oomura, Y., Yanase, H. & Kataoka, K. (1992). Acidic fibroblast growth factor 
delays in vitro ischemia-induced intracellular calcium elevation in gerbil 
hippocampal slices: a sign of neuroprotection. Neurochem Int 21, 337-41. 

Morrison, R. S., Wenzel, H. J., Kinoshita, Y., Robbins, C. A., Donehower, L. A. & 
Schwartzkroin, P. A. (1996). Loss of the p53 tumor suppressor gene protects 
neurons from kainate-induced cell death. J Neurosci 16, 1337-45. 

Mossakowski, M. J. & Gadamski, R. (1990). Nimodipine prevents delayed neuronal death of 
sector CA1 pyramidal cells in short-term forebrain ischemia in Mongolian gerbils. 
Stroke 21, IV120-2. 

Niimura, M., Takagi, N., Takagi, K., Mizutani, R., Ishihara, N., Matsumoto, K., Funakoshi, 
H., Nakamura, T. & Takeo, S. (2006). Prevention of apoptosis-inducing factor 
translocation is a possible mechanism for protective effects of hepatocyte growth 
factor against neuronal cell death in the hippocampus after transient forebrain 
ischemia. J Cereb Blood Flow Metab 26, 1354-65. 

Nitatori, T., Sato, N., Waguri, S., Karasawa, Y., Araki, H., Shibanai, K., Kominami, E. & 
Uchiyama, Y. (1995). Delayed neuronal death in the CA1 pyramidal cell layer of the 
gerbil hippocampus following transient ischemia is apoptosis. J Neurosci 15, 1001-
11. 

Nuglisch, J., Karkoutly, C., Mennel, H. D., Rossberg, C. & Krieglstein, J. (1990). Protective 
effect of nimodipine against ischemic neuronal damage in rat hippocampus 
without changing postischemic cerebral blood flow. J Cereb Blood Flow Metab 10, 
654-9. 

Ogata, M., Hino, S., Saito, A., Morikawa, K., Kondo, S., Kanemoto, S., Murakami, T., 
Taniguchi, M., Tanii, I., Yoshinaga, K., Shiosaka, S., Hammarback, J. A., Urano, F. & 

www.intechopen.com



 
Advances in the Preclinical Study of Ischemic Stroke 

 

140 

Imaizumi, K. (2006). Autophagy is activated for cell survival after endoplasmic 
reticulum stress. Mol Cell Biol 26, 9220-31. 

Otera, H., Ohsakaya, S., Nagaura, Z., Ishihara, N. & Mihara, K. (2005). Export of 
mitochondrial AIF in response to proapoptotic stimuli depends on processing at 
the intermembrane space. EMBO J 24, 1375-86. 

Paschen, W. (1996). Glutamate excitotoxicity in transient global cerebral ischemia. Acta 
Neurobiol Exp (Wars) 56, 313-22. 

Pattingre, S., Tassa, A., Qu, X., Garuti, R., Liang, X. H., Mizushima, N., Packer, M., 
Schneider, M. D. & Levine, B. (2005). Bcl-2 antiapoptotic proteins inhibit Beclin 1-
dependent autophagy. Cell 122, 927-39. 

Pivtoraiko, V. N., Stone, S. L., Roth, K. A. & Shacka, J. J. (2009). Oxidative stress and 
autophagy in the regulation of lysosome-dependent neuron death. Antioxid Redox 
Signal 11, 481-96. 

Planas, A. M., Soriano, M. A., Estrada, A., Sanz, O., Martin, F. & Ferrer, I. (1997). The heat 
shock stress response after brain lesions: induction of 72 kDa heat shock protein 
(cell types involved, axonal transport, transcriptional regulation) and protein 
synthesis inhibition. Prog Neurobiol 51, 607-36. 

Plate, K. H., Beck, H., Danner, S., Allegrini, P. R. & Wiessner, C. (1999). Cell type specific 
upregulation of vascular endothelial growth factor in an MCA-occlusion model of 
cerebral infarct. J Neuropathol Exp Neurol 58, 654-66. 

Plesnila, N., Zinkel, S., Amin-Hanjani, S., Qiu, J., Korsmeyer, S. J. & Moskowitz, M. A. 
(2002). Function of BID -- a molecule of the bcl-2 family -- in ischemic cell death in 
the brain. Eur Surg Res 34, 37-41. 

Plesnila, N., Zinkel, S., Le, D. A., Amin-Hanjani, S., Wu, Y., Qiu, J., Chiarugi, A., Thomas, S. 
S., Kohane, D. S., Korsmeyer, S. J. & Moskowitz, M. A. (2001). BID mediates 
neuronal cell death after oxygen/ glucose deprivation and focal cerebral ischemia. 
Proc Natl Acad Sci U S A 98, 15318-23. 

Prass, K. & Dirnagl, U. (1998). Glutamate antagonists in therapy of stroke. Restor Neurol 
Neurosci 13, 3-10. 

Puyal, J. & Clarke, P. G. (2009). Targeting autophagy to prevent neonatal stroke damage. 
Autophagy 5, 1060-1. 

Ray, R., Chen, G., Vande Velde, C., Cizeau, J., Park, J. H., Reed, J. C., Gietz, R. D. & 
Greenberg, A. H. (2000). BNIP3 heterodimerizes with Bcl-2/Bcl-X(L) and induces 
cell death independent of a Bcl-2 homology 3 (BH3) domain at both mitochondrial 
and nonmitochondrial sites. J Biol Chem 275, 1439-48. 

Rodriguez, D., Rojas-Rivera, D. & Hetz, C. (2011). Integrating stress signals at the 
endoplasmic reticulum: The BCL-2 protein family rheostat. Biochim Biophys Acta 
1813, 564-74. 

Rubinsztein, D. C., DiFiglia, M., Heintz, N., Nixon, R. A., Qin, Z. H., Ravikumar, B., Stefanis, 
L. & Tolkovsky, A. (2005). Autophagy and its possible roles in nervous system 
diseases, damage and repair. Autophagy 1, 11-22. 

Ruchalski, K., Mao, H., Li, Z., Wang, Z., Gillers, S., Wang, Y., Mosser, D. D., Gabai, V., 
Schwartz, J. H. & Borkan, S. C. (2006). Distinct hsp70 domains mediate apoptosis-
inducing factor release and nuclear accumulation. J Biol Chem 281, 7873-80. 

www.intechopen.com



 
Delayed Neuronal Death in Ischemic Stroke: Molecular Pathways 

 

141 

Saito, A., Hayashi, T., Okuno, S., Nishi, T. & Chan, P. H. (2004). Modulation of the 
Omi/HtrA2 signaling pathway after transient focal cerebral ischemia in mouse 
brains that overexpress SOD1. Brain Res Mol Brain Res 127, 89-95. 

Saleh, M. C., Connell, B. J. & Saleh, T. M. (2009). Ischemic tolerance following low dose 
NMDA involves modulation of cellular stress proteins. Brain research 1247, 212-20. 

Schabitz, W. R., Sommer, C., Zoder, W., Kiessling, M., Schwaninger, M. & Schwab, S. (2000). 
Intravenous brain-derived neurotrophic factor reduces infarct size and 
counterregulates Bax and Bcl-2 expression after temporary focal cerebral ischemia. 
Stroke 31, 2212-7. 

Schell, M. T., Spitzer, A. L., Johnson, J. A., Lee, D. & Harris, H. W. (2005). Heat shock inhibits 
NF-kB activation in a dose- and time-dependent manner. J Surg Res 129, 90-3. 

Schwartz, L. M., Smith, S. W., Jones, M. E. & Osborne, B. A. (1993). Do all programmed cell 
deaths occur via apoptosis? Proc Natl Acad Sci U S A 90, 980-4. 

Shimazaki, K., Urabe, M., Monahan, J., Ozawa, K. & Kawai, N. (2000). Adeno-associated 
virus vector-mediated bcl-2 gene transfer into post-ischemic gerbil brain in vivo: 
prospects for gene therapy of ischemia-induced neuronal death. Gene Ther 7, 1244-9. 

Shirakura, M., Fukumura, M., Inoue, M., Fujikawa, S., Maeda, M., Watabe, K., Kyuwa, S., 
Yoshikawa, Y. & Hasegawa, M. (2003). Sendai virus vector-mediated gene transfer 
of glial cell line-derived neurotrophic factor prevents delayed neuronal death after 
transient global ischemia in gerbils. Exp Anim 52, 119-27. 

Sinha, K., Degaonkar, M. N., Jagannathan, N. R. & Gupta, Y. K. (2001). Effect of melatonin 
on ischemia reperfusion injury induced by middle cerebral artery occlusion in rats. 
Eur J Pharmacol 428, 185-92. 

Sowter, H. M., Ratcliffe, P. J., Watson, P., Greenberg, A. H. & Harris, A. L. (2001). HIF-1-
dependent regulation of hypoxic induction of the cell death factors BNIP3 and NIX 
in human tumors. Cancer Res 61, 6669-73. 

Stanger, B. Z., Leder, P., Lee, T. H., Kim, E. & Seed, B. (1995). RIP: a novel protein containing 
a death domain that interacts with Fas/APO-1 (CD95) in yeast and causes cell 
death. Cell 81, 513-23. 

Storkebaum, E., Lambrechts, D. & Carmeliet, P. (2004). VEGF: once regarded as a specific 
angiogenic factor, now implicated in neuroprotection. Bioessays 26, 943-54. 

Strosznajder, R. & Gajkowska, B. (2006). Effect of 3-aminobenzamide on Bcl-2, Bax and AIF 
localization in hippocampal neurons altered by ischemia-reperfusion injury. the 
immunocytochemical study. Acta Neurobiol Exp (Wars) 66, 15-22. 

Sun, F. Y. & Guo, X. (2005). Molecular and cellular mechanisms of neuroprotection by 
vascular endothelial growth factor. J Neurosci Res 79, 180-4. 

Sun, G. Y., Zhang, J. P., Lin, T. A., Lin, T. N., He, Y. Y. & Hsu, C. Y. (1995). Inositol 
trisphosphate, polyphosphoinositide turnover, and high-energy metabolites in 
focal cerebral ischemia and reperfusion. Stroke 26, 1893-900. 

Sun, Y., Ouyang, Y. B., Xu, L., Chow, A. M., Anderson, R., Hecker, J. G. & Giffard, R. G. 
(2006). The carboxyl-terminal domain of inducible Hsp70 protects from ischemic 
injury in vivo and in vitro. J Cereb Blood Flow Metab 26, 937-50. 

Susin, S. A., Zamzami, N., Castedo, M., Hirsch, T., Marchetti, P., Macho, A., Daugas, E., 
Geuskens, M. & Kroemer, G. (1996). Bcl-2 inhibits the mitochondrial release of an 
apoptogenic protease. J Exp Med 184, 1331-41. 

www.intechopen.com



 
Advances in the Preclinical Study of Ischemic Stroke 

 

142 

Suzuki, Y., Imai, Y., Nakayama, H., Takahashi, K., Takio, K. & Takahashi, R. (2001). A serine 
protease, HtrA2, is released from the mitochondria and interacts with XIAP, 
inducing cell death. Mol Cell 8, 613-21. 

Takeda, A., Onodera, H., Sugimoto, A., Kogure, K., Obinata, M. & Shibahara, S. (1993). 
Coordinated expression of messenger RNAs for nerve growth factor, brain-derived 
neurotrophic factor and neurotrophin-3 in the rat hippocampus following transient 
forebrain ischemia. Neuroscience 55, 23-31. 

Tanaka, S., Takehashi, M., Iida, S., Kitajima, T., Kamanaka, Y., Stedeford, T., Banasik, M. & 
Ueda, K. (2005). Mitochondrial impairment induced by poly(ADP-ribose) 
polymerase-1 activation in cortical neurons after oxygen and glucose deprivation. J 
Neurochem 95, 179-90. 

Tatton, W. G. & Olanow, C. W. (1999). Apoptosis in neurodegenerative diseases: the role of 
mitochondria. Biochim Biophys Acta 1410, 195-213. 

Tehranian, R., Rose, M. E., Vagni, V., Pickrell, A. M., Griffith, R. P., Liu, H., Clark, R. S., 
Dixon, C. E., Kochanek, P. M. & Graham, S. H. (2008). Disruption of Bax protein 
prevents neuronal cell death but produces cognitive impairment in mice following 
traumatic brain injury. J Neurotrauma 25, 755-67. 

Tremblay, R., Hewitt, K., Lesiuk, H., Mealing, G., Morley, P. & Durkin, J. P. (1999). Evidence 
that brain-derived neurotrophic factor neuroprotection is linked to its ability to 
reverse the NMDA-induced inactivation of protein kinase C in cortical neurons. J 
Neurochem 72, 102-11. 

Tsai, T. H., Chen, S. L., Chiang, Y. H., Lin, S. Z., Ma, H. I., Kuo, S. W. & Tsao, Y. P. (2000). 
Recombinant adeno-associated virus vector expressing glial cell line-derived 
neurotrophic factor reduces ischemia-induced damage. Exp Neurol 166, 266-75. 

Tsujimoto, Y. (2003). Cell death regulation by the Bcl-2 protein family in the mitochondria. J 
Cell Physiol 195, 158-67. 

Tsukahara, T., Yonekawa, Y., Tanaka, K., Ohara, O., Wantanabe, S., Kimura, T., Nishijima, T. 
& Taniguchi, T. (1994). The role of brain-derived neurotrophic factor in transient 
forebrain ischemia in the rat brain. Neurosurgery 34, 323-31; discussion 331. 

van Loo, G., Saelens, X., Matthijssens, F., Schotte, P., Beyaert, R., Declercq, W. & 
Vandenabeele, P. (2002). Caspases are not localized in mitochondria during life or 
death. Cell Death Differ 9, 1207-11. 

van Loo, G., Schotte, P., van Gurp, M., Demol, H., Hoorelbeke, B., Gevaert, K., Rodriguez, I., 
Ruiz-Carrillo, A., Vandekerckhove, J., Declercq, W., Beyaert, R. & Vandenabeele, P. 
(2001). Endonuclease G: a mitochondrial protein released in apoptosis and involved 
in caspase-independent DNA degradation. Cell Death Differ 8, 1136-42. 

Vande Velde, C., Cizeau, J., Dubik, D., Alimonti, J., Brown, T., Israels, S., Hakem, R. & 
Greenberg, A. H. (2000). BNIP3 and genetic control of necrosis-like cell death 
through the mitochondrial permeability transition pore. Mol Cell Biol 20, 5454-68. 

Verhagen, A. M., Ekert, P. G., Pakusch, M., Silke, J., Connolly, L. M., Reid, G. E., Moritz, R. 
L., Simpson, R. J. & Vaux, D. L. (2000). Identification of DIABLO, a mammalian 
protein that promotes apoptosis by binding to and antagonizing IAP proteins. Cell 
102, 43-53. 

Wei, H. & Perry, D. C. (1996). Dantrolene is cytoprotective in two models of neuronal cell 
death. J Neurochem 67, 2390-8. 

www.intechopen.com



 
Delayed Neuronal Death in Ischemic Stroke: Molecular Pathways 

 

143 

White, B. C., Sullivan, J. M., DeGracia, D. J., O'Neil, B. J., Neumar, R. W., Grossman, L. I., 
Rafols, J. A. & Krause, G. S. (2000). Brain ischemia and reperfusion: molecular 
mechanisms of neuronal injury. J Neurol Sci 179, 1-33. 

Woodburn, V. L., Hayward, N. J., Poat, J. A., Woodruff, G. N. & Hughes, J. (1993). The effect 
of dizocilpine and enadoline on immediate early gene expression in the gerbil 
global ischaemia model. Neuropharmacology 32, 1047-59. 

Wu, D. (2005). Neuroprotection in experimental stroke with targeted neurotrophins. 
NeuroRx 2, 120-8. 

Xu, D., Bureau, Y., McIntyre, D. C., Nicholson, D. W., Liston, P., Zhu, Y., Fong, W. G., 
Crocker, S. J., Korneluk, R. G. & Robertson, G. S. (1999). Attenuation of ischemia-
induced cellular and behavioral deficits by X chromosome-linked inhibitor of 
apoptosis protein overexpression in the rat hippocampus. J Neurosci 19, 5026-33. 

Xu, X., Chua, K. W., Chua, C. C., Liu, C. F., Hamdy, R. C. & Chua, B. H. (2010). Synergistic 
protective effects of humanin and necrostatin-1 on hypoxia and 
ischemia/reperfusion injury. Brain Res 1355, 189-94. 

Yamashima, T., Kohda, Y., Tsuchiya, K., Ueno, T., Yamashita, J., Yoshioka, T. & Kominami, 
E. (1998). Inhibition of ischaemic hippocampal neuronal death in primates with 
cathepsin B inhibitor CA-074: a novel strategy for neuroprotection based on 
'calpain-cathepsin hypothesis'. Eur J Neurosci 10, 1723-33. 

Yang, J., Liu, X., Bhalla, K., Kim, C. N., Ibrado, A. M., Cai, J., Peng, T. I., Jones, D. P. & Wang, 
X. (1997). Prevention of apoptosis by Bcl-2: release of cytochrome c from 
mitochondria blocked. Science 275, 1129-32. 

Yano, S., Morioka, M., Kuratsu, J. & Fukunaga, K. (2005). Functional proteins involved in 
regulation of intracellular Ca(2+) for drug development: role of 
calcium/calmodulin-dependent protein kinases in ischemic neuronal death. J 
Pharmacol Sci 97, 351-4. 

Yasuda, M., D'Sa-Eipper, C., Gong, X. L. & Chinnadurai, G. (1998). Regulation of apoptosis 
by a Caenorhabditis elegans BNIP3 homolog. Oncogene 17, 2525-30. 

Yousefi, S., Perozzo, R., Schmid, I., Ziemiecki, A., Schaffner, T., Scapozza, L., Brunner, T. & 
Simon, H. U. (2006). Calpain-mediated cleavage of Atg5 switches autophagy to 
apoptosis. Nat Cell Biol 8, 1124-32. 

Yu, L., Alva, A., Su, H., Dutt, P., Freundt, E., Welsh, S., Baehrecke, E. H. & Lenardo, M. J. 
(2004). Regulation of an ATG7-beclin 1 program of autophagic cell death by 
caspase-8. Science 304, 1500-2. 

Yuan, J. & Yankner, B. A. (2000). Apoptosis in the nervous system. Nature 407, 802-9. 
Zhang, F., Yin, W. & Chen, J. (2004). Apoptosis in cerebral ischemia: executional and 

regulatory signaling mechanisms. Neurol Res 26, 835-45. 
Zhang, J., Dong, M., Li, L., Fan, Y., Pathre, P., Dong, J., Lou, D., Wells, J. M., Olivares-

Villagomez, D., Van Kaer, L., Wang, X. & Xu, M. (2003). Endonuclease G is required 
for early embryogenesis and normal apoptosis in mice. Proc Natl Acad Sci U S A 
100, 15782-7. 

Zhang, S., Zhang, Z., Sandhu, G., Ma, X., Yang, X., Geiger, J. D. & Kong, J. (2007a). Evidence 
of oxidative stress-induced BNIP3 expression in amyloid beta neurotoxicity. Brain 
Res 1138, 221-30. 

Zhang, Z., Yang, X., Zhang, S., Ma, X. & Kong, J. (2007b). BNIP3 upregulation and EndoG 
translocation in delayed neuronal death in stroke and in hypoxia. Stroke 38, 1606-13. 

www.intechopen.com



 
Advances in the Preclinical Study of Ischemic Stroke 

 

144 

Zhang, Z. F., Yang, X. F., Zhang, S., Ma, X. & Kong, J. (2007c). The proapoptotic protein 
BNIP3 plays a role in the delayed neuron death in stroke. Stroke 38, 548-548. 

Zhu, C., Wang, X., Xu, F., Bahr, B. A., Shibata, M., Uchiyama, Y., Hagberg, H. & Blomgren, 
K. (2005). The influence of age on apoptotic and other mechanisms of cell death 
after cerebral hypoxia-ischemia. Cell Death Differ 12, 162-76. 

Zhu, Y., Culmsee, C., Klumpp, S. & Krieglstein, J. (2004a). Neuroprotection by transforming 
growth factor-beta1 involves activation of nuclear factor-kappaB through 
phosphatidylinositol-3-OH kinase/Akt and mitogen-activated protein kinase-
extracellular-signal regulated kinase1,2 signaling pathways. Neuroscience 123, 897-
906. 

Zhu, Y., Yang, G. Y., Ahlemeyer, B., Pang, L., Che, X. M., Culmsee, C., Klumpp, S. & 
Krieglstein, J. (2002). Transforming growth factor-beta 1 increases bad 
phosphorylation and protects neurons against damage. J Neurosci 22, 3898-909. 

Zhu, Y. Z., Huang, S. H., Tan, B. K., Sun, J., Whiteman, M. & Zhu, Y. C. (2004b). 
Antioxidants in Chinese herbal medicines: a biochemical perspective. Nat Prod Rep 
21, 478-89. 

Zou, H., Henzel, W. J., Liu, X., Lutschg, A. & Wang, X. (1997). Apaf-1, a human protein 
homologous to C. elegans CED-4, participates in cytochrome c-dependent 
activation of caspase-3. Cell 90, 405-13. 

www.intechopen.com



Advances in the Preclinical Study of Ischemic Stroke
Edited by Dr. Maurizio Balestrino

ISBN 978-953-51-0290-8
Hard cover, 530 pages
Publisher InTech
Published online 16, March, 2012
Published in print edition March, 2012

InTech Europe
University Campus STeP Ri 
Slavka Krautzeka 83/A 
51000 Rijeka, Croatia 
Phone: +385 (51) 770 447 
Fax: +385 (51) 686 166
www.intechopen.com

InTech China
Unit 405, Office Block, Hotel Equatorial Shanghai 
No.65, Yan An Road (West), Shanghai, 200040, China 

Phone: +86-21-62489820 
Fax: +86-21-62489821

This book reports innovations in the preclinical study of stroke, including - novel tools and findings in animal
models of stroke, - novel biochemical mechanisms through which ischemic damage may be both generated
and limited, - novel pathways to neuroprotection. Although hypothermia has been so far the sole
"neuroprotection" treatment that has survived the translation from preclinical to clinical studies, progress in
both preclinical studies and in the design of clinical trials will hopefully provide more and better treatments for
ischemic stroke. This book aims at providing the preclinical scientist with innovative knowledge and tools to
investigate novel mechanisms of, and treatments for, ischemic brain damage.

How to reference
In order to correctly reference this scholarly work, feel free to copy and paste the following:

Victor Li, Xiaoying Bi, Paul Szelemej and Jiming Kong (2012). Delayed Neuronal Death in Ischemic Stroke:
Molecular Pathways, Advances in the Preclinical Study of Ischemic Stroke, Dr. Maurizio Balestrino (Ed.), ISBN:
978-953-51-0290-8, InTech, Available from: http://www.intechopen.com/books/advances-in-the-preclinical-
study-of-ischemic-stroke/delayed-neuronal-death-in-ischemic-stroke-molecular-pathways


