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ABSTRACT 

 

Novel Therapeutic Approaches for Ischemic Heart and Brain Injury: Modulation of Toll-Like 

Receptor-Mediated Signaling Pathways and PI3K/Akt Signaling  

 

by 

Chen Lu 

 

Innate immune and inflammatory responses contribute to myocardial and cerebral 

ischemia/reperfusion (I/R) injury. Toll-like receptors (TLRs) play a critical role in the induction 

of innate immune and inflammatory responses via activation of nuclear factor kappa B (NF-B). 

We have shown that activation of NF-B contributes to myocardial and cerebral I/R injury. 

Indeed, inhibition of TLR4-mediated NF-B activation significantly decreased myocardial and 

cerebral I/R injury via activation of PI3K/Akt signaling. PI3K/Akt signaling is an important 

pathway in regulating cellular survival and inflammatory responses. Therefore, an important 

question is how to differentially modulate PI3K/Akt signaling and TLR/NF-B-mediated 

signaling pathway during I/R injury? 

 

We demonstrated that pretreatment of mice with Pam3CSK4, a specific TLR2 ligand, 

significantly decreased cerebral I/R injury and improved neuronal functional recovery. 

Importantly, therapeutic administration of Pam3CSK4 also markedly decreased cerebral I/R 

injury. The mechanisms involved suppression of NF-B binding activity and activation of 

PI3K/Akt signaling. We also demonstrated that CpG-ODN, a specific TLR9 ligand, induced 

protection against cerebral I/R injury via activation of PI3K/Akt signaling. Our findings were 

consistent with our previous reports showing that administration of Pam3CSK4 or CpG-ODN 
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protected against myocardial I/R injury via a PI3K/Akt-dependent mechanism. In addition, we 

demonstrated for the first time that TLR3 located in endosomes played a deleterious role in 

myocardial I/R injury via activation of NF-κB.  

 

To investigate how to activate PI3K/Akt signaling during I/R injury, we examined the role of 

microRNA (miRs) in regulating PI3K/Akt signaling during myocardial ischemic injury. We 

discovered that Pam3CSK4 or CpG-ODN treatment significantly increased the expression of 

miR-130a in the myocardium, while myocardial infarction markedly decreased the levels of 

miR-130a in the myocardium. The data indicated that miR-130a served a protective role in 

myocardial ischemic injury. Indeed, we demonstrated for the first time that increased expression 

of miR-130a significantly attenuated cardiac dysfunction and promoted angiogenesis after 

myocardial infarction. The mechanisms involved activation of PI3K/Akt signaling via targeting 

PTEN expression by microRNA-130a. 

 

This dissertation discovers novel mechanisms of cerebral and myocardial ischemic injury and 

provides solid basis for developing new approaches for the treatment and management of stroke 

and heart attack patients. 
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CHAPTER 1 

 

INTRODUCTION 

 

Cardiovascular Disease 

Cardiovascular disease (CVD) is a group of diseases that involve the heart and blood 

vessels, such as coronary heart disease and cerebrovascular disease. According to the report from 

World Health Organization (WHO), cardiovascular disease is the leading cause of death 

worldwide. In 2008 it is estimated that 17.3 million people died from CVD, accounting for 30% 

of all global death. The primary cause of death from CVD is from coronary artery disease and 

stroke.   

Coronary artery disease is the leading cause of death worldwide and the number one 

killer in the United State. Heart attack is the main form of coronary artery disease. According to 

the American Heart Association (AHA), an estimated 915,000 heart attacks occur each year and 

approximately every 1 minute someone will die of heart attack in the United States (Go and 

others 2013). Currently available treatments for the heart attack patients include thrombolysis to 

dissolve the blood clot, angioplasty to open the blockage in the coronary artery, and bypass 

surgery to restore the blood supply. However, some patients are not amenable to these 

conventional treatments, thus a considerable amount of attention has been directed towards 

exploring alternative therapies.  

Stroke is the third leading cause of death in the United State. An estimated 795,000 

Americans suffer a stroke each year and approximately every 4 minutes someone will die of 

stroke in the United States (Go and others 2013). Stroke can be divided into 2 major types of 
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stroke, i.e. ischemic stroke and hemorrhagic stroke. Ischemic stroke accounts for 87% of all 

stroke cases (Go and others 2013). So far, tissue plasminogen activator (tPA) is the only 

treatment approved by the FDA for the ischemic stroke (Lansberg and others 2009). Therefore, it 

is urgent to explore new and novel therapeutic approaches for the treatment and management of 

ischemic stroke. 

 

Overview of Ischemia/Reperfusion Injury 

Ischemia/reperfusion (I/R) injury is a major contributor to adverse clinical outcomes of 

heart attack or ischemic stroke. Ischemia/reperfusion injury evokes a cascade of 

pathophysiological processes and results in severe tissue damage. When the blood supplying the 

tissues is blocked, ischemic injury occurs and leads to a reduction of oxygen and glucose levels 

(Taoufik and Probert 2008). Reperfusion injury is caused by the restoration of blood flow to the 

ischemic tissue. Although reperfusion restores blood flow to the ischemic tissue and results in 

infarct size reduction, it can lead to the secondary tissue injury and influence the outcomes of the 

patients (Yellon and Hausenloy 2007; Frank and others 2012; Hausenloy and Yellon 2013). 

Ischemia/reperfusion injury is a complex process that involves not only the significant alterations 

of intracellular compartments but also activation of inflammatory responses (Figure 1.1). As a 

consequence, ischemia and reperfusion leads to the activation of cell death programs, including 

apoptosis, autophagy, and necrosis. Due to the absence of oxygen and glucose to the tissue, 

energy-dependent processes are compromised and initiate a cascade of events that culminate in 

cell death. The function of membrane ion channels depends on energy in the form of ATP. ATP 

levels in the cells are not adequate after ischemia. Thus, the membrane ion channels are not 

capable of maintaining ionic gradients across the membrane, leading to an increase in 



22 
 

cytoplasmic calcium and sodium concentration (Levitsky 2006). As a result, calcium overload 

causes the opening of mitochondrial permeability transition pore (mPTP) and the collapse of 

mitochondrial membrane potential, causing membrane depolarization (Bano and Nicotera 2007; 

Garcia-Dorado and others 2012). Meanwhile, the accumulation of intracellular sodium induces 

an increase in the permeability of the plasma membrane. During reperfusion, with the return of 

oxygen, there is an increase in reactive oxygen species (ROS) produced (Sanderson and others 

2013). Additionally, the large amount of intracellular calcium further triggers the production of 

ROS (Kaminski and others 2002). The excessive production of ROS induces DNA cleavage 

(Cooke and others 2003), complement activation ( Yasojima and others 1998; Gorsuch and 

others 2012), and the opening of mPTP (Halestrap and others 2004). The opening of mPTP in 

turn results in the release of cytochrome C and other apoptotic molecules that initiate cell 

apoptosis (Halestrap and others 2004). Moreover, the excessive amounts of ROS conversely 

induce the release of calcium from endoplasmic reticulum (ER) to the cytoplasm (Camello-

Almaraz and others 2006). The resultant accumulation of intracellular calcium and excessive 

amount of ROS propagate to neighboring cells through cell junction. Consequently, the signals 

for cellular injury and death are passed from cell to cell. The increased intracellular calcium and 

the excessive production of ROS together participate in the activation of inflammatory cascades, 

such as tumor necrosis factor- α (TNF-α), interleukin-1β (IL-1β), and NF-κB. NF-κB is an 

important transcription factor that mediates the expression of proinflammatory cytokine and 

chemokines (Deng and others 2009). The proinflammatory cytokines/cheomkines are thought to 

modulate the expression of cell adhesion molecules, such as ICAM-1 and VCAM-1 (Szmitko 

and others 2003) that are upregulated and mediate the infiltration of inflammatory cells in 

response to I/R injury (Smith and others 1991; Entman and others 1992). As a result, the 
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recruited inflammatory cells, such as neutrophils, migrate into the site of injury and further 

release proinflammatory cytokines and chemokines (Jordan and others 1999; Kaminski and 

others 2002; Stevens and others 2002; Jin and others 2010). Eventually, it promotes both local 

and remote tissue damage via the release of numerous inflammatory mediators.  

As Figure 1.1 shows, NF-B-mediated inflammatory responses play a central role in 

mediating cell death in the pathogenesis of I/R injury. Toll-like receptors are well known to play 

a critical role in mediating innate immune and inflammatory responses via activation of NF-B. 

A large body of evidence shows that NF-κB is activated following I/R injury. Inhibition of NF-

κB activity ameliorates the infarct size and neurodeficits after cerebral ischemia (Desai and 

others 2010; Jiang and others 2010). NF-κB is also activated following myocardial ischemia (Li 

and others 1999). Evidence has provided that prolonged activation of NF-κB produces 

detrimental consequences after heart ischemia and promotes heart failure by triggering the 

expression of proinflammatory cytokines (Gordon and others 2011). Prabhu and colleagues 

reported that chronic activation of the p65 subunit of NF-κB compromises cardiac remodeling, 

promotes apoptosis, and enhances endoplasmic reticulum stress after myocardial infarction 

(Hamid and others 2011). Blockade of NF-κB attenuates cardiac dysfunction and improves 

survival after myocardial infarction (Morishita and others 1997; Kawano and others 2006). 

Inhibition of NF-κB translocation by IκB phosphorylation blockade induces a significant 

reduction in infarct size after myocardial I/R (Onai and others 2004). Importantly, our laboratory 

found that inhibition of TLR4-mediated NF-B activation significantly decreases myocardial and 

cerebral I/R injury via activation of PI3K/Akt signaling (Hua, Ma, and others 2007; Hua, Ha, and 

others 2007), thus PI3K/Akt signaling serves a protective role in myocardial and cerebral I/R 
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injury. Therefore, the hallmarks of TLRs may provide insights on ischemia/reperfusion injury 

and lead to a new target for ischemic disease intervention.  

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

Figure 1.1 Schematic diagram of the processes in ischemia/reperfusion injury. In the setting of 

I/R injury, the cells are first exposed to hypoxia, leading to membrane ion channel dysfunction. 

The accumulation of calcium and sodium in the cytoplasm results in an increase of plasma 

membrane permeability and mitochondrial dysfunction. Then the cells suffer damage from 

reoxygenati that cause the excessive production of reactive oxygen species. Oxidative stress 

induces the DNA damage, complement activation, and the opening of mitochondrial 
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permeability transition pores. Subsequently, proinflammatory cytokines and chemokines are 

produced and the inflammatory cells infiltrate into the tissues. Furthermore, the opening of 

mPTP triggers caspases cascade in the cells. Taken together, these events eventually lead to cell 

necrosis and apoptosis.  

 

In the cellular pathophysiological processes of I/R injury, several apoptotic molecules 

and apoptotic signaling pathways have been shown to play important roles in mediating cell 

death (Krijnen and others 2002; Broughton and others 2009). Ischemia/reperfusion injury 

generally induces activation of 2 apoptotic signaling cascades, including mitochondrial-

dependent apoptosis and cell surface death receptor-mediated apoptosis. Among the apoptotic 

molecules, Bcl-2 is an important antiapoptotic protein, whereas Bax, Bak, and Bid are 

proapoptotic proteins in mitochondrial-dependent apoptotic signaling cascades. Emerging 

evidence indicate that the entry of proapoptotic proteins into the outer mitochondrial membrane 

induces the formation of a large conductance channel that mediates the release of cytochrome c 

from the mitochondria, resulting in activating caspases cascades (Vander Heiden and Thompson 

1999; Newmeyer and Ferguson-Miller 2003). Kluck et al. have reported that Bcl-2 inhibited 

cytochrome c release from mitochondrial, thereby blocking the activation of caspases (Kluck and 

others 1997). Bcl-2 overexpression induces protection against neuron loss after cerebral I/R 

injury and inhibited cytochrome c translocation and casapse-3 activity (Zhao and others 2003). 

Overexpression of Bcl-2 also induces cardioprotection against myocardial I/R injury and 

attenuates apoptosis (Misao and others 1996; Chen and others 2001). Bax deficient hearts show 

protection against myocardia I/R injury and decrease caspases-3 activity (Hochhauser and others 

2003). Following I/R injury, caspases activities are found to increase. Caspase-9 is found to be 

released from mitochondria during neuron apoptosis (Krajewski and others 1999). Namura and 
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colleagues found that cerebral ischemia induced the cleavage of caspase-3 (Namura and others 

1998). Inhibition of caspases is reported to reduce infarct size after I/R injury. Yaoita et al. found 

that inhibition of caspases reduced myocardial I/R injury and attenuated cardiomyocyte 

apoptosis (Yaoita and others 1998). Caspase-3 deficiency is also resistant to cerebral ischemic 

injury in vivo and neuronal hypoxic injury in vitro (Le and others 2002). In addition, ischemia-

induced apoptotic signaling is thought to play an important role in I/R injury. In cell surface 

death receptor-mediated signaling cascades, Fas/Fas-L pathway has shown to directly mediate 

cell death after myocardial ischemia (Jeremias and others 2000). The Fas/Fas-L pathway is also 

involved in cerebral ischemia-induced apoptosis in neurons (Martin-Villalba and others 1999). 

Thus, evidence suggests that inhibition of apoptosis ameliorates I/R-induced injury.  

   

Cerebral Ischemia 

Cerebral ischemia occurs when blood flow to the brain is limited. Blockage occurs 

locally resulting from thrombus or embolus caused by atherosclerosis, or globally by blood clots 

from the heart. During the progression of cerebral I/R injury, the absence of normal blood flow 

mainly results in death of neurons and glial cells (Hou and MacManus 2002) as well as glial cell 

over-activation. Due to decreased ATP levels, the activities of membrane ion channels are 

impaired, leading to cell membrane depolarization. The accumulation of intracellular calcium 

results in the release of ROS. Oxidative stress induces the opening of mPTP that causes the 

cytochrome C release from mitochondria, leading to activation of caspases that mediate cell 

apoptosis. Moreover, calcium overload causes the release of the neurotransmitter glutamate. 

Excessive amounts of extracellular glutamate depolarize adjacent cells and increase the 

concentration of intracellular calcium within these cells to toxic levels. As a result, the release of 
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glutamate and the influx of calcium further enhance the production of ROS. These events result 

in the production of proinflammatory cytokines and the activation of inflammatory responses.  

In the central nervous system, microglial cells serve as the resident brain macrophages. 

Microglial cells are over activated in response to ischemic insults and secrete proinflammatory 

cytokines to trigger inflammation (Kreutzberg 1996; Stoll and others 1998; van and Hanisch 

2004; del Zoppo and others 2007; Hanisch and Kettenmann 2007). As a consequence, 

inflammatory responses contribute to the disruption of blood brain barrier (BBB), leading to 

brain edema after cerebral I/R injury (Danton and Dietrich 2003). In cerebral ischemic stroke, 

neurons are extremely vulnerable to any reduction in blood supply and die within minutes of 

ischemia in the core (Oechmichen and Meissner 2006), whereas many neurons in the penumbra 

may undergo delayed neuronal death ranging from several hours to days (Zheng and others 

2003). Of note, overproduction of proinflammatory cytokines from activated microglial cells is 

thought to result in the propagation of neuronal damage in the penumbra (Kaushal and Schlichter 

2008). Moreover, endogenous processes such as oxidative stress and apoptosis contribute to 

neuronal cell death in the penumbra (Phan and others 2002; Allen and Bayraktutan 2009; 

Kaushal and Schlichter 2008). Thus, inhibition of inflammatory responses, apoptosis, and 

oxidative damage has the potential to salvage viable tissue and protect neurological function. It is 

still unclear how inflammatory responses contribute to brain damage after cerebral ischemia, 

whereas TLRs has been implicated in this process. TLRs detect “danger signals” and initiate 

inflammatory responses. Therefore, TLRs may play a pivotal role in the induction of 

inflammatory responses in ischemic stroke. 

In general, neuron-to-microglia signals cause activation of microglial cells. Alternately, 

microglia-to-neuron signals affect neuronal response to injury in the brain disease (Bruce-Keller 
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1999; Bessis and others 2007; Biber and others 2007; Block and others 2007; Biber and others 

2008). Microglia overactivation contributes to neuronal damage and may play a key role in 

orchestrating a cascade of pathological processes after cerebral damage (Bruce-Keller 1999; 

Bessis and others 2007). Thus, inhibition of microglia overactivation may protect neurons 

against further damage.                                                                                                                                                                                                                                                                                                                                                                                                                                                          

 

Myocardial Ischemia 

Often myocardial ischemia is associated with atherosclerotic plaque rupture in the 

coronary artery. When a weakened plaque ruptures, it causes a clot to form. If the clot is big 

enough, it will block the blood flow to the coronary artery, resulting in heart attack. Myocardial 

ischemia leads to a reduction of oxygen and glucose to the myocardium and subsequently causes 

the necrosis and apoptosis of cardiomyocytes and nonmyocytes, including fibroblasts and 

endothelial cells (Saraste and others 1997; Anversa and others 1998). Reperfusion occurs after 

administration of recanalization therapy and restores coronary artery flow to the ischemic heart. 

Reperfusion after myocardial infarction has the potential to rescue the viable cells in the 

ischemic risk area, thereby limiting infarct development. However, reperfusion is associated with 

dramatic and further damage, such as myocardial stunning (Kloner and Jennings 2001a; Kloner 

and Jennings 2001b), arrhythmias (Hearse and Tosaki 1987), and severe intramyocardial 

hemorrhage (Asanuma and others 1997). After myocardial ischemia, an increase of intracellular 

calcium (Garcia-Dorado and others 2012), the excessive generation of ROS (Zweier and others 

1987; Miyamae and others 1996), and the opening of mPTP occur. Consequently, these cellular 

events result in cell apoptosis. Mitochondrial-dependent apoptotic signaling and cell surface 

death receptors-mediated apoptotic signaling are activated in the ischemic zone. After 
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myocardial ischemia, inflammatory cells are activated and migrate to the site of injury (Hansen 

1995; Jordan and others 1999). Subsequently, the expression of cell adhesion molecules on 

endothelial cells, such as ICAM-1 and VCAM-1, are upregulated by activated inflammatory cells. 

Consequently, these adhesion molecules facilitate the recruitment of inflammatory cells into the 

ischemic myocardium. The infiltration of inflammatory cells, including neutrophils and 

macrophages, further promote myocardium damage, leading to an excessive production of 

proinflammatory mediators and a massive activation of complements (Hansen 1995; Jordan and 

others 1999; Chakraborti and others 2000; Ren and others 2003). Thus, inhibition of cell 

apoptosis, reduction of inflammatory cell infiltration, and attenuation of the production of 

proinflammatory cytokines have the potential to reduce myocardial injury after myocardial 

ischemia.  

If myocardial ischemia persists without reperfusion, it leads to death of cardiomyocytes 

and nonmyocytes in the ischemic zone. These changes induce an irreversible injury and lead to a 

deleterious cascade of intracellular processes that eventually cause cardiac remodeling, including 

dilation, hypertrophy, and the formation of collagen scar (Levitsky 2006). After myocardial 

ischemia, angiogenesis is a natural recovery process and plays a pivotal role in cardiac repair. Of 

note, the formation of new blood vessels may decrease the progression of cardiac remodeling. 

Stimulating angiogenesis may increase the levels of oxygen and glucose to sustain cellular 

metabolism. Promoting angiogenesis contributes to decreased cardiac fibrosis and lower the risk 

of cardiac rupture after myocardial infarction (Kutryk and Stewart 2003; van der Laan and others 

2009). Accumulating evidence has demonstrated that PI3K/Akt signaling plays an important role 

in the progression of angiogenesis (Shiojima and Walsh 2002; Hamada and others 2005; Jiang 

and Liu 2009; Karar and Maity 2011). Moreover, PI3K/Akt signaling has been implicated in the 



30 
 

regulation of cardiac growth and coronary angiogenesis (Shiojima and Walsh 2006). Thus, the 

exploration of new intervention to promote angiogenesis and the regulation of PI3K/Akt 

signaling may be important for heart attack patients.  

In addition, cardiomyocytes and nonmyocytes in the ischemic region die of apoptosis and 

necrosis during myocardial infarction. Increased apoptosis is a critical process in the 

pathogenesis of cardiac remodeling that occurs after myocardial ischemia (Takemura and 

Fujiwara 2004; Chandrashekhar 2005; Abbate and others 2006). Bax deficiency has shown to 

reduce infarct size and improve myocardial function following permanent coronary artery 

occlusion (Hochhauser and others 2007). Inhibition of caspase-3 activity is also found to limit 

cardiac dysfunction and remodeling after permanent coronary artery ligation (Balsam and others 

2005). Hence, attenuation of apoptosis might attenuate cardiac remodeling after myocardial 

infarction. 

 

Toll-Like Receptors  

The innate immune system is the first line of defense against the foreign substances. The 

innate immune system is able to recognize the invading pathogens through a large group of 

pattern recognition receptors (PRRs) and eliminate the foreign pathogens (Modlin and others 

1999). Amongst the PRRs, Toll-like receptors have a critical role in the induction of innate 

immune and inflammatory responses (Kopp and Medzhitov 1999). TLRs are transmembrane 

receptors characterized by a ligand recognition domain containing leucine-rich repeat (LRR) 

motifs and a cytoplasmic signaling domain containing a conserved region called the TIR domain 

(Botos and others 2011). TLRs have the ability to recognize pathogen associated molecular 

patterns (PAMPs) (Aderem and Ulevitch 2000). To date 12 TLRs have been identified in 
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mammals (11 in humans and 12 in mice) (Bowie and Haga 2005). As shown in Table 1.1, TLRs 

are generally divided into 2 subgroups based on their subcellular localization and respective 

PAMP ligands (Akira and others 2006). TLRs (TLR1, TLR2, TLR4, TLR5, TLR6, and TLR11) 

are expressed on the cell surface and they  recognize cell wall products from bacteria or fungi, 

such as lipids, lipoproteins, and proteins (Kawai and Akira 2010). Other TLRs (TLR3, TLR7, 

TLR8, and TLR9) are located in the intracellular compartments, such as the endoplasmic 

reticulum (ER), endosomes, lysosomes and endolysosome. These TLRs are involved in the 

recognition of double-stranded RNA (dsRNA) or single-stranded RNA (ssRNA) (Kawai and 

Akira 2010). A diverse array of chemical PAMPs has been identified as TLRs agonists. For 

example, Pam3CSK4 (a synthetic triacylated lipopeptide) is recognized by TLR2; TLR4 

recognizes lipopolysaccharide (LPS); TLR3 recognizes double-stranded RNA (dsRNA), such as 

polyinosine-polycytidylic acid (poly I: C) and TLR9 recognizes unmethylated CpG dinucleotides, 

such as CpG DNA. TLRs also recognize “danger” signals from damage tissue called damage 

associated molecular patterns (DAMPs), such as HMGB1, Hsp70, and Hsp 60 (Ionita and others 

2010). Specially, recent evidence has highlighted microRNAs as small single-stranded 

noncoding RNAs bind to TLRs, such as TLR7 and TLR8 (Fabbri 2012; Fabbri and others 2012). 

Engagement of TLRs by PAMPs, including the host endogenous molecules and exogenous 

molecules, induces NF-κB activation and cytokines/chemokines production, leading to 

inflammatory responses (Mogensen 2009). TLRs are expressed on various immune cells, such as 

macrophages (Kadowaki and others 2001), neutrophils (Parker and others 2005), dendritic cells 

(Kadowaki and others 2001), and B cells (Dasari and others 2005), as well as on nonimmune 

cells, such as cardiomyocytes (Boyd and others 2006; Frantz and others 2009), endothelial cells 
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(Faure and others 2000), neurons (Prehaud and others 2005; Wadachi and Hargreaves 2006), and 

microglia cells (Aravalli and others 2007). 

 

Table 1.1 The cellular localization of Toll-like receptors (TLRs) and their specific ligands 

 

TLRs (TLR1, TLR2, TLR4, TLR5, TLR6, and TLR11) are expressed on the cell surface and 

recognize cell wall products, such as lipids, lipoproteins, and proteins. Other TLRs (TLR3, TLR7, 

TLR8, and TLR9) are located in intracellular compartments and recognize dsRNA or ssRNA. 

 

Toll-Like Receptor-Mediated Signaling Pathways 

Upon activation, TLRs induce the recruitment of adaptor proteins via the TIR domain, 

leading to activation of the transcription factors and production of proinflammatory cytokines 

and chemokines, thereby initiating inflammatory responses (Ha and others 2011). As shown in 

TLRS Specific Ligands Pathogens Agonists Localization 

TLR1/TLR2 Triacyl lipoproteins, PGN Bacteria, Fungi Pam3CSK4 Cell surface 

TLR3 Double-stranded RNA Virus Poly I:C Intracellular 

TLR4 Lipopolysaccharide Gram
-
 Bacteria LPS Cell surface 

TLR5 Flagellin Bacteria - Cell surface 

TLR2/TLR6 Diacyl lipoproteins Bacteria FSL-1 Cell surface 

TLR7 Single-stranded RNA Virus Imiquimod Intracellular 

TLR9 Unmethylated CpG DNA Bacteria CpG-ODN Intracellular 

TLR11 Uropathogenic bacteria Bacteria - Cell surface 
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Figure 1.2, there are 2 different pathways in TLR-mediated signaling that are dependent on the 

initiation of the different adaptor proteins, i.e. myeloid differentiation factor-88 (MyD88) or TIR 

domain-containing adaptor inducing IFN-β (TRIF). Each TLR family member, with the 

exception of TLR3, initiates intracellular signaling via the recruitment of MyD88, leading to the 

activation of IL-1 receptor associated kinase (IRAK1, 2, 4) that interacts with TNF receptor-

associated factor 6 (TRAF6), in turn, to activate IκB kinase (IKKα/β). IκB is phosphorylated and 

degraded by IKKα/β, thereby activating NF-κB to translocate into the nucleus and subsequently 

promoting the production of proinflammatory cytokines. MyD88 is also recruited to endosomal 

receptors TLR7 and TLR9, leading to activation of members of the IRAK family. The 

phosphorylated IRAKs bind to TRAF6. TRAF6 activate IκB kinase and NF-κB, resulting in 

proinflammatory cytokine gene expression. TLR3 is unique among the TLRs family due to its 

initiation of TRIF rather than MyD88. TRIF recruits TRAF3 and IKKi that activate IRF3, 

leading to IRF3 translocation to the nucleus with resultant Type I IFN production. Additionally, 

TRIF also recruits TRAF6 and RIP-1that activate the phosphorylation of IκB and the 

translocation of NF-κB to the nucleus. As a result, NF-κB as a critical transcription factor 

regulates innate immune and inflammatory responses (Tak and Firestein 2001; Li and Verma 

2002). Activation of NF-κB has been noted in many cell types. NF-κB has been demonstrated to 

be activated in the neurons (Stephenson and others 2000), microglial cells (Kaushal and 

Schlichter 2008), astrocytes (Zhang and others 2007), endothelial cell (Howard and others 1998), 

and cardiomyocytes (Hamid and others 2011).  

 

 

 

 



34 
 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

Figure 1.2 TLR-mediated signaling pathways. With the exception of TLR3, other TLR mediate 

cellular signaling through the MyD88-dependent pathway. MyD88 interacts with IRAKs that 

then associate with TRAF6 that activates a complex of TAK and TAB. The complex leads to 

phosphorylation of IκB kinase that phosphorylates IκB. IκB undergoes degradation by the 

ubiquitin-proteasome system. The released NF-κB translocates into the nucleus and activates the 

expression of proinflammatory cytokines genes. The TRIF-dependent pathway mediates the 

activation of both IRF3 and NF-κB signaling pathways. Stimulation of TLR3 and TLR4 activates 

the transcription of IRF3 and subsequent induction of IFN-β and IFN-inducible genes. TLR3 

directly recruits TRIF. TRIF interacts with TBK1 and IKK-I that leads to IRF3 phosphorylation, 

nuclear translocation, and DNA binding. TRIF-dependent signaling also activates the NF-κB 

pathway. TRIF recruits TRAF6 and activates TAK1that in turn activates the NF-κB pathway. 

Adapted from Ha et al.2011 (94) 
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Toll-Like Receptors in Ischemia/Reperfusion Injury 

Innate immune and inflammatory responses have been demonstrated to be involved in the 

pathogenesis and progression of cardiovascular disease, such as ischemic stroke and heart attack 

(Libby and others 2002; Rivest 2009). Ischemia-induced inflammatory responses are initiated via 

the recognition of injury-induced molecules from damaged cells by Toll-like receptors (TLRs). 

Toll-like receptors play a critical role in the innate immunity and inflammatory responses. 

Endogenous TLR2 and TLR4 ligands have been detected in I/R injury, such as HSP60, HSP70, 

and HMGB1 (Kinouchi and others 1993; Faraco and others 2007; Lehnardt and others 2008). 

Additionally, TLR3 can detect endogenous RNAs, such as microRNAs released by hypoxia and 

I/R (Chen and others 2014). Activation of TLRs results in massive inflammatory responses, 

leading to NF-κB activation and the production of proinflammatory cytokines/chemokines. 

Hence, modulation of TLRs seems to be capable of regulating the pathophysiological processes 

of cardiovascular disease. 

 

Toll-Like Receptors in Cerebral Ischemia/Reperfusion Injury 

Inflammatory responses play a pivotal role in cerebral ischemic injury (Jin and others 

2010). However, the mechanisms that attempt to limit the inflammatory responses, to promote 

neurons survival, and to maintain cell homeostasis after cerebral ischemia remain unclear. 

Ischemia causes an early increase of TLR2 and TLR4 on neurons and a delayed increase on 

microglia, astrocytes, and endothelial cells (Carpentier and others 2005; Lehnardt and others 

2007; Tang and others 2007; Ha and others 2011). Ablation of certain TLRs has been shown to 

decrease infarct size, improve neurological function, and attenuate inflammatory responses in the 

context of cerebral ischemia. TLR4 deficiency is resistant to focal and global cerebral ischemic 



36 
 

injury and attenuates neurological deficits (Cao and others 2007; Caso and others 2007; Hua, Ma, 

and others 2007; Caso and others 2008). TLR4 deficient mice increase the levels of 

phosphorylated Akt and GSK-3β as well as decreases NF- κB binding activity after cerebral 

ischemia (Hua, Ha, and others 2007). Ziegler et al. and Lehnardt et al. have reported that TLR2 

deficient mice decreases infarct size compared with wild-type mice after cerebral ischemia 

(Lehnardt and others 2007; Ziegler and others 2007). However, blocking TLR2 with an anti-

TLR2 antibody does not reduce infarct size (Ziegler and others 2011). We have shown that 

TLR2 deficiency does not protect against cerebral I/R injury (Hua and others 2009). Hyakkoku 

et al. reported that deficiency of TLR3 and TLR9 did not show a neuroprotective effect against 

cerebral I/R injury (Hyakkoku and others 2010).  

Modulation of TLRs has also shown to attenuate brain damage after cerebral ischemia. 

Administration of TLRs ligands induce protection against ischemic injury through a 

preconditioning mechanism. Treatment with a small dose of TLR ligands prior to stroke is 

termed “preconditioning”. TLRs ligands administered systemically induce a state of tolerance to 

subsequent ischemic injury. Activation of TLRs by their ligands before cerebral ischemia 

reprograms TLR-mediated signaling pathway, resulting in suppression of the production of 

proinflammatory cytokines (Kariko and others 2004). TLR4-induced tolerance to cerebral 

ischemia is first demonstrated with low-dose systematic administration of LPS that protects rats 

from MCAO (Tasaki and others 1997). LPS preconditioning suppresses neutrophil infiltration 

into the brain and microglia activation in the ischemic brain (Medvedev and others 2002). 

Stimulation of TLR2 for 24 hours prior to cerebral ischemia increases the resistance to brain 

ischemia (Hua and others 2008). Pam3CKS4 preconditioning preserves blood brain barrier (BBB) 

functions after cerebral I/R injury by modulation of vascular tight junction proteins (Hua and 
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others 2008). Recently, it has been reported that TLR9 activated by its specific ligand 24 hours in 

advance of MCAO reduces ischemic damage (Stevens and others 2008). Notably, CpG 

preconditioning significantly increases serum TNF-α levels prior to MCAO. TNF-α knockout 

mouse fails to show protection in CpG preconditioning. TLR7 preconditioning is found to 

mediate neuroprotection against cerebral ischemic injury (Leung and others 2012). However, 

tolerance-induced protection is achieved by pretreatment with TLR agonists that are 

administered at least 24 hours in advance.  By way of example, Pam3CSK4 administered 24 

hours, CpG-ODN administered 24 hours, or gardiquimod administered 72 hours prior to MCAO 

have been shown to be effective. Therefore, it leads us to investigate whether there exists a 

similar neuroprotection when administration of Pam3CSK4 or CpG-ODN 1 hour prior to MCAO. 

Thus, the effect of TLR2 or TLR9 stimulation after cerebral I/R injury has been investigated in 

this dissertation.   

 

Toll-Like Receptors in Myocardial Ischemia/Reperfusion Injury 

 The innate immune system plays an important role in the pathogenesis of myocardial 

ischemic injury. However, the complex mechanisms that are involved and the precise role of 

TLRs in modulating of myocardial ischemic injury remain unclear. 

The role of TLR2 or TLR4 in myocardial ischemic injury is well documented. Blockade 

of TLR2 by anti-TLR2 antibody shows resistance to ischemia/reperfusion injury in the heart 

(Arslan and others 2010). TLR2 deficiency attenuates a decrease in left ventricular dysfunction 

and the production of inflammatory cytokines following myocardial I/R (Sakata and others 2007). 

TLR2 knockout mice also reduces infarct size and shows a decreased in neutrophil infiltration 

(Favre and others 2007). In addition, administration of the TLR4 antagonist (Eritoran) 
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intravenously shows the reduction of infarct size compared with vehicle-treated mice after 

myocardial infarction (Vanagt and others 2006). We and others have reported that TLR4 

deficiency results in protection against myocardial I/R injury (Oyama and others 2004; Hua, Ha, 

and others 2007). We found that NF-κB binding activity was significantly decreased in TLR4 

knockout mice in response to myocardial I/R injury compared with wild type mice (Hua, Ha, and 

others 2007). This indicates that TLR4/NF-κB-mediated signaling pathway contributes to 

myocardial I/R injury. We also observed that the levels of phosphorylated Akt in the 

myocardium of TLR4-deficient mice were remarkably increased compared with wild type mice. 

Moreover, modulation of TLR/NF-κB-mediated signaling pathway significantly reduces 

myocardial injury following I/R injury, improves cardiac functional recovery, and upregulates 

PI3K/Akt signaling (Li and others 2004). It is now well accepted that there is a cross talk 

between TLR/NF-κB-mediated signaling pathway and the PI3K/Akt signaling. Taken together, it 

is suggested that TLR2 and TLR4 deficiency lead to the significant reduction of cardiac 

dysfunction, the levels of myocardial inflammation, and TLR/NF-κB-mediated the production of 

cytokines after myocardial I/R injury. Thus, it is possible that the reduction of myocardial 

inflammatory responses may reduce cardiac injury in TLR deficient mice. Therefore, the role of 

other TLRs after myocardial ischemia remains to be investigated. The role of TLR3 following 

myocardial ischemic injury has been investigated in this dissertation.  

 

PI3K/Akt Signaling 

The phosphoinositide 3-kinases (PI3Ks) is a conserved family of signal transduction 

enzymes that plays an important role in regulating cellular survival, inflammatory response, and 

apoptosis (Fruman and Cantley 2002; Williams and others 2006).  As shown in Figure 1.3, PI3K 
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catalyzes the conversion of phosphatidylinositol 4, 5 biphosphate PI (4, 5) P2 (PIP2) to PI (3, 4, 

5) P3 (PIP3). Signaling proteins with pleckstrin homology domains bind to PIP3. These 

signaling proteins include phosphoinositide dependent kinase-1 (PDK1), PDK2 and Akt (protein 

kinase B, PKB). PDK activates Akt by phosphorylation of Ser473 and Thr308 (Oudit and 

Penninger 2009). Akt is an important physiologic mediator of the PI3K signaling pathway. 

However, phosphatase and tensin homologue deleted on chromosome 10 (PTEN) is a tumor 

suppressor that negatively regulates PI3K/Akt signaling. Phosphorylated Akt can phosphorylate 

several molecules, including phosphorylation of glycogen synthase kinase-3 (GSK-3), 

phosphorylation of Bcl-2 associated death protein (Bad, Bax, and Bim), and inactivation of p53, 

thereby blocking the release of cytochrome C from mitochondrial to cytosol and subsequently 

inhibiting caspases activation (Datta and others 1997; Meek and Knippschild 2003; Hausenloy 

and Yellon 2004). PI3K/Akt signaling plays an important role in I/R injury. Our previous reports 

have shown that activation of PI3K/Akt signaling induces protection in TLR4 deficiency after 

myocardial and cerebral I/R injury. Activation of TLR2, TLR4, or TLR9 has a protective effect 

against myocardial I/R injury via a PI3K/Akt-dependent mechanism (Ha, Hua and others 2008; 

Ha and others 2010; Cao and others 2013). In line with our findings, others also found that Akt 

activation promoted cardiomyocyte survival in vitro and induced cardioprotection after 

myocardial I/R injury (Fujio and others 2000). Activation of PI3K and Akt induce protection 

against hypoxic injury in cardiomyocytes and inhibit cardiomyocyte apoptosis (Matsui and 

others 1999). PI3K/Akt survival signaling is also implicated in neuronal survival after stroke 

(Noshita and others 2001; Zhao and others 2006). Notably, PI3K/Akt signaling pathway has 

reported to negatively regulate TLR/NF-κB-mediated signaling pathway to attenuate 

inflammatory responses (Fukao and Koyasu 2003; Martin and others 2005; Chaurasia and others 
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2010). Indeed, our laboratory has confirmed that there is a cross talk between PI3K/Akt signaling 

and TLR/NF-B-mediated pathway after myocardial I/R injury (Ha and others 2010; Cao and 

others 2013). Activation of PI3K/Akt signaling by PGN or CpG-ODN after myocardial I/R 

injury negatively regulates TLR/NF-B-mediated signaling pathway and thus serves a protective 

role in I/R injury (Ha and others 2010; Cao and others 2013). Thus, activation of PI3K/Akt 

signaling may contribute to reduce organ damage after I/R injury. 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

Figure 1.3 PI3K/Akt signaling. Upon activation, PI3K converts PIP2 to PIP3 that subsequently 

phosphorylates Akt through PDK1. Phosphorylated Akt in turn phosphorylates GSK-3β, 

phosphorylates Bcl2 associated death protein, and inhibits p53 expression. However, PTEN is a 

tumor suppressor that negatively regulates the pathway by converting PIP3 back to PIP2. 

Therefore, loss of PTEN leads to PI3K/Akt signaling activation that in turn results in survival, 

growth, antiapoptosis, and promoting angiogenesis. 
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MicroRNAs 

As mentioned above, either TLRs deficiency or modulation of TLRs protects the heart or 

brain against ischemic injury through inhibition of inflammatory responses. Moreover, 

upregulation of PI3K/Akt signaling induces protection against ischemic injury. Inhibition of 

apoptotic signaling also induces protection following ischemic injury. Therefore, inflammatory 

responses, PI3K/Akt signaling, and apoptotic signaling must be very tightly regulated.  

In recent years microRNAs (miRNAs) have emerged as a novel group of cellular 

regulators. MicroRNAs are small, noncoding single-stranded RNAs (~21-23 nucleotides) that 

can bind to the 3ʹ-untranslated region (UTR) of their target messenger RNAs with imperfect 

complementarity. As a consequence, miRNAs can cleave and degrade their target mRNAs, 

resulting in suppressing their target mRNAs translation (Kim 2005). To some extent miRNAs 

serve as negative regulators and are capable of modulating the protein contents in the cells. 

Indeed, evidence has revealed that miRNAs can regulate various aspects of cellular activity, 

including cellular differentiation, development, proliferation, metabolism, survival, and  

apoptosis (Hwang and Mendell 2006). miRNAs have been implicated to influence the 

physiological and pathological processes in humans based on their dynamic nature. In the past 

decade miRNAs have been investigated as the potential candidate drug targets in a variety of 

diseases.  

 

MicroRNAs in TLR/NF-B-Mediated Signaling Pathway 

There are numerous studies of miRNAs targeting TLR adaptor molecules to mediate 

immune responses (Virtue and others 2012). Several miRNAs are thought to regulate innate 

immune and inflammatory response through targeting the components in the TLR/NF-B-
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mediated signaling pathway. miR-155 has shown to regulate the expression of MyD88 (Tang and 

others 2010). miR-155 also modulates TLR/IL-1 inflammatory pathways via directly targeting 

TAB2 to downregulate inflammatory cytokines production in activated human monocyte-derived 

dendritic cells in response to microbial stimuli (Ceppi and others 2009). Taganov et al. reported 

that miR-146 negatively regulated TLR4-mediated signaling via directly suppression of 

IRAK1and TRAF6 expression to control inflammatory responses (Taganov and others 2006). 

IKK-α expression is regulated by miR-223, miR-15a, and miR-16 (Li and others 2010). IKK-β is 

targeted by miR-199a (Dai and others 2012). miR-155 and miR-9 are shown to target NF-κB 

mRNA (Ma and others 2011). miR-210 are reported to target NF-κB in response to LPS 

stimulation (Qi and others 2012). NF-κB is also regulated by miR-21 and miR-181b (Ma and 

others 2011). Of note, it is thought that NF-κB is capable of regulating the expression of 

miRNAs. miR-146 and miR-21 are found to be upregulated by NF-κB (Niu and others 2012). 

miR-125b is discovered to be downregulated by NF-κB (Tili and others 2007; Kim and others 

2012). Additionally, miR-29b (Liu and others 2010), miR-10a (Huang and others 2010), miR-

30b, and miR-130a (Zhou and others 2009; Zhou and others 2010) are dependent on the levels of 

NF-κB activity. 

 

MicroRNAs in PI3K/Akt Signaling 

Recent evidence suggests that microRNAs are important regulators in the PI3K/Akt 

signaling. Akt activity is positively or negatively regulated by several factors, such as a principal 

negative regulator phosphatase and tensin homolog (PTEN). PTEN, as a negative regulator of 

PI3K, blocks Akt phosphorylation and subsequent activation. PTEN is targeted by a number of 

microRNAs either directly or indirectly, resulting in the suppression of PTEN expression and 



43 
 

activation of PI3K/Akt signaling. PI3K/Akt signaling is involved in growth, proliferation, 

survival, and apoptosis (Cantley 2002; Engelman and others 2006). Therefore, miRNAs are 

capable of regulating PI3K/Akt signaling to further modulate cell activity through targeting 

PTEN. miR-21 is first identified to directly target PTEN to regulate PI3K/Akt signaling (Meng 

and others 2007). miR-181 (Henao-Mejia and others 2013), miR-486 (Small and others 2010), 

miR-214 (Yang and others 2008), and miR-29 (Tumaneng and others 2012) have also shown to 

regulate the PI3K/Akt signaling through PTEN suppression. For example, miR-21 has been 

reported to downregulate PTEN expression and thus promotes growth and invasion of NSCLC or 

HCC cells (Meng and others 2007; Zhang and others 2010).  

 

MicroRNAs in Myocardial Ischemic Injury 

The role of miRNAs in cardiovascular diseases has been highlighted recently (Small and 

Olson 2011; van 2011). Several miRNAs have been shown to regulate the pathophysiological 

processes in myocardial ischemic injury by regulating key signaling elements, thereby providing 

some evidence of their potential as therapeutic targets. 

Myocardial ischemic injury affects the expression of miRNAs. Ren and colleagues have 

reported that the expression of miRNAs is altered in mouse heart after 30 minutes of ischemia 

followed by 24 hours of reperfusion (Ren and others 2009). They found that the levels of miR-

146b, miR-21, miR-491, and miR-7 were significantly increased after myocardial I/R injury, 

whereas the levels of miR-320 were significantly decreased. Tang et al. found that the levels of 

miR-1, miR-126, and miR-208 were increased after myocardial I/R injury, whereas the levels of 

miR-21, miR-133, and miR-195 were decreased (Tang and others 2009). Dong and colleagues 

have shown that the expression of miRNAs is changed in heart at 6 hours after myocardial 
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infarction. miR-130a, miR-1, miR-24, miR-143, miR-30e, miR-16, miR-92a, and miR-126 levels 

are unregulated in noninfarcted myocardium compared with the infarcted myocardium (Dong 

and others 2009). However, miR-145, miR-133b, miR-181a, miR-146a, and miR-290 are 

downregulated in noninfarcted myocardium compared with the infarcted myocardium. Rooij et 

al. found that the levels of miR-21, miR-146b, miR-214, and miR-223 were upregulated by 2 or 

more fold in the border zone region of mouse heart both 3 days and 14 days after myocardial 

infarction when compared with sham control. In contrast, miR-29, miR-30, miR-130a, miR-145, 

and miR-499 levels were downregulated by 2 or more fold in border zone region of mouse heart 

both 3 days and 14 days after myocardial infarction when compared with sham control (van and 

others 2008).  

Among the altered miRNA in the ischemic heart, miR-21 regulates matrix 

metalloprotease-2 (MMP-2) expression in cardiac fibroblasts via a PTEN pathway after 

myocardial I/R injury (Roy and others 2009). miR-214 has a cardioprotective effect against 

myocardial I/R injury by controlling Ca
2+

 overload and cell death (Aurora and others 2012). 

miR-216 improves angiogenesis and cardiac function via stimulation of Akt/ERK after 

permanent ligation of coronary artery (Chen and Zhou 2011). Overexpression of miR-29 in 

cardiac fibroblasts reduces collagen expression after coronary artery occlusion (van and others 

2008). Moreover, miR-146b, miR-145, miR-16, and miR-223 have been shown to regulate 

TLR/NF-B-mediated signaling pathways. miR-181a, miR-21, miR-29, and miR-214 have been 

reported to upregulate PI3K/Akt signaling through suppression of PTEN expression. For 

example, miR-29 directly targets PTEN in endothelial cells, leading to activation of Akt and 

promotion of angiogenesis (Wang and others 2013a). 
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It is noteworthy that increased expression of miRNAs induces cardiopretection in 

myocardial ischemic injury through either the regulation of TLR/NF-B-mediated signaling 

pathway or PI3K/Akt signaling. Wang et al. found that increased miR-146a expression induced 

cardioprotection against myocardial I/R injury through suppression of IRAK and TRAF6 (Wang 

and others 2013b). Sayed et al. have reported that overexpression of miR-21 transgenic mice 

remarkably reduces cardiac I/R-induced infarct size compared with wild type mice. Moreover, 

miR-21 overexpression in transgenic mice significantly increases phospho-Akt levels and 

decreases PTEN expression after myocardial I/R injury (Sayed and others 2010). Of interest, the 

levels of miR-130a are downregulated in infarcted heart compared with noninfarcted heart by the 

investigators (van and others 2008; Dong and others 2009). It has been suggested that miR-130a 

may be required for the protection against myocardial ischemic injury. miR-130a has been 

reported to downregulate the antiangiogenic genes GAX and HoxA5 in endothelial cells, 

resulting in stimulation of angiogenesis (Chen and Gorski 2008). In contrast, downregulation of 

miR-130a expression contributes to dysfunction of endothelial progenitor cells (Jakob and others 

2012; Meng and others 2013). These data indicates that miR-130a may potentially contribute to 

angiogenesis. miR-130a is predicated to target PTEN by TargetScan and miRBase. Thus, it is 

likely that miR-130a activates PI3K/Akt signaling through supersession of PTEN expression. In 

addition, inhibition of PTEN has shown to reduce cardiac injury after myocardial ischemic injury 

through upregulation of PI3K/Akt signaling (Keyes and others 2010). Moreover, PI3K/Akt 

signaling plays an important role in the progression of angiogenesis after myocardial ischemic 

injury (Shiojima and Walsh 2002; Hamada and others 2005; Jiang and Liu 2009; Karar and 

Maity 2011). Taken together, it is suggested that miR-130a possibly controls the progression of 

angiogenesis in ischemic heart after myocardial infarction via suppression of PTEN expression. 
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Therefore, the role of miR-130a after myocardial infarction has been investigated in this 

dissertation. 

Specific Aims 

We have demonstrated that TLR/NF-B-mediated signaling pathway plays a deleterious 

role in myocardial and cerebral ischemia/reperfusion while activation of PI3K/Akt signaling 

protects heart and brain from I/R injury. Interestingly, there is a cross talk between TLR/NF-B-

mediated signaling pathway and PI3K/Akt signaling. PI3K/Akt signaling serves as a negative 

regulator for TLR/NF-B-mediated signaling pathway.   

The overall goal of the present study is to investigate how to differentially modulate 

PI3K/Akt signaling and TLR/NF-B-mediated signaling pathway during I/R injury to develop 

novel therapeutic approaches for the patients with myocardial or brain ischemic injury. We 

investigate the hypotheses as follows: 1) modulation of TLRs by their specific ligands at small 

dose induces activation of PI3K/Akt signaling after cerebral ischemic injury, 2) modulation of 

TLRs by their specific ligands inhibits NF-B activation via a PI3K/Akt-dependent mechanism 

after cerebral ischemic injury, 3) TLR/NF-B-mediated signaling pathway contributes to 

myocardial ischemic injury, 4) upregulation of PI3K/Akt signaling via microRNA-130a induces 

protection against myocardial ischemic injury.  

To critically investigate our hypotheses, we perform the following experiments in murine 

model of myocardial or cerebral ischemia. 1) We determine whether modulation of TLR2 by its 

specific ligand (Pam3CSK4) induces neuroprotection in MCAO stroke model. We examine 

whether modulation of TLR2 by Pam3CSK4 induces activation of PI3K/Akt signaling after 

cerebral I/R injury. We also examine whether there is a cross talk between TLR2 and PI3K/Akt 

signaling. 2) We evaluate whether modulation of other TLRs, such as TLR9 by its ligand CpG-
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ODN, also induces protection against cerebral I/R injury through activation of PI3K/Akt 

signaling. 3) Previous studies have shown that TLR2 or TLR4 deficiency induces protection 

against myocardial I/R injury (Ha and others 2010; Ha and others 2011). However, the role of 

TLR3 located on endosomes has not been investigated. Hence, we determine whether TLR3 

contributes to myocardial ischemic injury via TLR/NF-B-mediated signaling pathway. 4) 

Activation of PI3K/Akt signaling has shown to protect organ against I/R injury. We examine 

whether microRNAs, such as microRNA-130a, regulates PI3K/Akt signaling during myocardial 

ischemic injury. PTEN is a negative regulator of PI3K/Akt signaling. Hence, we examine 

whether miR-130a targets PTEN expression. We also examine whether miR-130a promotes 

angiogenesis and inhibits cell apoptosis during myocardial ischemic injury.  

The research described in this dissertation may provide a better understanding of the 

effects of modulation of TLRs, such as TLR2, TLR3, TLR9, and the role of activation of 

PI3K/Akt signaling via microRNA in organ ischemic injury. This knowledge may provide solid 

basis for developing novel therapeutic approaches for stroke and heart attack patients.  
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Abstract 

This study examined the effect of TLR2 activation by its specific ligand, Pam3CSK4, on 

cerebral ischemia/reperfusion (I/R) injury. Mice (n=8/group) were treated with Pam3CSK4 one 

hr before cerebral ischemia (60 min) followed by reperfusion (24 hrs). Pam3CSK4 was also 

given to the mice (n=8) 30 min after ischemia. Infarct size was determined by 

triphenyltetrazolium chloride staining. The morphology of neurons in brain sections was 

examined by Nissl staining. Pam3CSK4 administration significantly reduced infarct size by 55.9% 

(p<0.01) compared with untreated I/R mice. Therapeutic treatment with Pam3CSK4 also 

significantly reduced infarct size by 55.8%. Morphologic examination showed that there was less 

neuronal damage in the hippocampus of Pam3CSK4 treated mice compared with untreated 

cerebral I/R mice. Pam3CSK4 treatment increased the levels of Hsp27, Hsp70, Bcl2 and 

decreased Bax levels and NF-B binding activity in the brain tissues. Administration of 

Pam3CSK4 significantly increased the levels of phospho-Akt/Akt and phospho-GSK-3β/GSK-

3β compared with untreated I/R mice. More significantly, either TLR2 deficiency or PI3K 

inhibition with LY29004 abolished the protection by Pam3CSK4. These data demonstrate that 

activation of TLR2 by its ligand prevents focal cerebral ischemic damage through a 

TLR2/PI3K/Akt dependent mechanism.  Of greater significance, these data indicate that therapy 

with a TLR2 specific agonist during cerebral ischemia is effective in reducing injury. (J Immunol. 

2011 Aug 1; 187(3):1458-66.) 
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Introduction 

Recent evidence suggests that innate immune and inflammatory responses play a critical 

role in cerebral ischemic stroke (1). We and other investigators have demonstrated that 

modulation of innate immune and inflammatory responses significantly attenuates cerebral I/R 

injury (2-6). However, the mechanisms by which innate immune and inflammatory responses 

contribute to cerebral ischemic stroke have not been completely elucidated.  

Toll-like receptors (TLRs) have been demonstrated to play a critical role in the induction 

of innate and inflammatory responses (7-10). TLR-mediated signaling pathways predominately 

activate NF-κB which is a critical transcription factor regulating gene expression involved in 

innate and inflammatory responses (11). Indeed, recent studies have shown that modulation of 

the TLR-mediated NF-κB activation pathway significantly attenuated organ ischemic injury. We 

and others have recently demonstrated that TLR4 deficient mice showed decreased injury 

following cerebral I/R (2, 4, 6, 12). In addition to TLR4, TLR2 has been reported to play a role 

in focal cerebral ischemic injury (6, 13, 14). Focal ischemic injury was reduced in TLR2 

deficient mice (13, 14). We reported recently that TLR2 deficiency did not protect the brain from 

focal cerebral I/R injury (6). We have also reported that activation of TLR2, with a specific 

ligand, induced protection against myocardial I/R injury and attenuated cardiac dysfunction in 

severe sepsis (15, 16). Recent studies have shown that TLR2 is involved in preconditioning-

induced protection against cardiac dysfunction (17) and cerebral I/R injury (5). Collectively, 

these observations suggest that TLR2 may serve a protective role in focal cerebral ischemic 

injury (5, 6). However, whether a TLR2 ligand will have a therapeutic effect on cerebral I/R 

injury has not been investigated. 
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Activation of the phosphoinositide 3-kinase (PI3K) pathway has been shown to prevent 

neuronal apoptosis and protect the brain from cerebral I/R injury (18, 19). Recent evidence 

suggests that there is crosstalk between TLR signaling and the PI3K pathway (20, 21). 

Stimulation of TLR2 results in the recruitment of active Rac1 and PI3K to the TLR2 cytosolic 

domain, leading to activation of the PI3K pathway (20). Mal, an adaptor protein in the TLR-

mediated signaling pathway, plays a role in TLR2 mediated PI3K activation (22). Therefore, it is 

possible that activation of TLR2 will activate the PI3K/Akt signaling pathway during focal 

cerebral I/R. 

In the present study, we investigated the effect of activation of TLR2 by its specific 

ligand, Pam3CSK4, on focal cerebral ischemic injury. We observed that Pam3CSK4 

administration significantly reduced infarct volume following cerebral I/R. Of greater clinical 

significance, administration of Pam3CSK4 30 min after induction of ischemia also significantly 

protected against cerebral I/R injury. However, the protective benefit of Pam3CSK4 was 

abolished either by TLR2 deficiency or by PI3K inhibition. The data suggest that activation of 

TLR2 prevents focal cerebral ischemic damage, in part, through a TLR2/PI3K dependent 

mechanism. 

 

Materials and Methods 

Animals 

  Age- and weight-matched male C57BL/6 mice and TLR2 knockout (TLR2 KO) mice 

(B6.129-TLR2tm1kir/J) were obtained from Jackson Laboratory (Indianapolis, IN).  The TLR2 

KO mice were backcross with C57BL/6 for 9 interbreeding generations. The mice were 

maintained in the Division of Laboratory Animal Resources at East Tennessee State University 
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(ETSU).  The experiments described in this manuscript conform to the Guide for the Care and 

Use of Laboratory Animals published by the National Institutes of Health (NIH Publication No. 

85-23, revised 1996).  The animal care and experimental protocols were approved by the ETSU 

Committee on Animal Care. 

 

Focal Cerebral Ischemia/Reperfusion 

Focal cerebral I/R was induced by occlusion of the middle cerebral artery (MCAO) on 

the left side as described in our previous studies (5, 6, 23).  Briefly, mice (23-25 gram body 

weight) were anesthetized by 5.0% Isoflurane and anesthesia was maintained by inhalation of 1.5% 

to 2% Isoflurane driven by 100% oxygen flow. Mice were intubated and ventilated with room air 

using a rodent ventilator at a rate of 110 breaths per min with a total delivered volume of 0.5 ml. 

Body temperature was regulated at 37.0°C by surface water heating. Following the skin incision, 

the left common carotid artery (CCA), the external carotid artery (ECA) and the internal carotid 

artery (ICA) were carefully exposed. Microvascular aneurysm clips were applied to the left CCA 

and the ICA. A coated 6-0 filament (6023PK, Doccol Corp. CA, USA) was introduced into an 

arteriotomy hole, fed distally into the ICA. After the ICA clamp was removed, the filament was 

advanced 11 mm from the carotid bifurcation, and focal cerebral ischemia started. After ischemia 

for 60 minutes, the filament and the CCA clamp were gently removed (reperfusion starts). The 

collar suture at the base of the ECA stump was tightened. The skin was closed, anesthesia 

discontinued, and the animal allowed to recover in pre-warmed cages. Control mice underwent a 

neck dissection and coagulation of the external carotid artery, but no occlusion of the middle 

cerebral artery. 
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Measurement of Cerebral Blood Flow 

Successful occlusion of the middle cerebral artery was verified and recorded by laser 

Doppler flowmetry (Model PeriFlux system 5000, Perimed, Stockholm, Sweden). Under 

anesthesia, a midline incision of the head was made and a probe holder was attached to the skull 

with crazy glue at 6 mm lateral and 1 mm posterior of bregma.  A laser-Doppler probe was 

connected to the probe holder and regional cerebral blood flow (rCBF) was monitored and 

recorded. The data were continuously stored in a computer and analyzed using the Perimed data 

acquisition and analysis system. Regional CBF was expressed as a percentage of preischemic 

baseline values. 

 

Experimental Design 

To determine infarct volume, mice were subjected to focal cerebral ischemia for 60 min 

followed by reperfusion for 24 hrs. The brains were harvested and stained with 

triphenyltetrazolium chloride (TTC) (5, 6, 23). 

To evaluate the role of a TLR2 ligand in focal cerebral I/R injury, Pam3CSK4 (Catalog 

number: tlrl-pms, InvivoGen, San Diego, CA) was dissolved in sterile endotoxin-free water and 

injected intraperitoneally (i.p., 2mg/Kg body weight, n=8) one hr prior to cerebral ischemia (60 

min) followed by reperfusion for 24 hrs.  

To examine the therapeutic effect of a TLR2 ligand on focal cerebral I/R injury, 

Pam3CSK4 (i.v., 2mg/Kg body weight, n=8) was administered to the mice 30 min after the 

beginning of cerebral ischemia. Focal cerebral ischemia was continued for an additional 30 min 

followed by reperfusion for 24 hrs. 
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To examine the role of TLR2 in Pam3CSK4-induced protection, TLR2 knockout (KO) 

mice (n=8/group) were treated with or without Pam3CSK4 (2mg/Kg body weight) 1 hr before 

the mice were subjected to focal cerebral ischemia (60 min) followed by reperfusion (24 hrs). 

The infarct size was determined by TTC staining (5, 6, 23). 

To determine whether activation of the PI3K/Akt signaling pathway was involved in 

TLR2 ligand-induced protection, mice (n=8) were treated with the PI3K inhibitor Ly294002 

(1mg/25 gram body weight) 15 min before administration of Pam3CSK4. The mice were 

subjected to focal cerebral ischemia (60 min) followed by reperfusion (24 hrs). The brains were 

harvested and infarct volume was determined (5, 6, 23). 

 

Measurement of Infarct Volume 

The infarct volume was determined as described previously (5, 6, 23). Twenty-four hrs 

after I/R, mice were sacrificed and perfused with ice cold phosphate buffered saline (PBS) via 

the ascending aorta. Brains were removed and sectioned coronally into 2-mm-thick slices. The 

slices were stained with 2% triphenyltetrazolium chloride (TTC) solution at 37°C for 15 min 

followed by fixation with 10% formalin neutral buffer solution (pH 7.4). The infarct areas were 

traced and quantified with an image-analysis system. Unstained areas (pale color) were defined 

as ischemic lesions. The areas of infarction and the areas of both hemispheres were calculated for 

each brain slice. An edema index was calculated by dividing the total volume of the left 

hemisphere by the total volume of the right hemisphere. The actual infarct volume adjusted for 

edema was calculated by dividing the infarct volume by the edema index (5, 6, 23). Infarct 

volumes are expressed as a percentage of the total brain volume ± S.E.M. 
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Evaluation of Neuronal Damage in the Hippocampal Formation (HF) 

Neuronal damage in brain sections were determined by Nissl’s method as described 

previously (5, 6, 23). Paraffin sections cut in the coronal plane at approximately 1.5 mm behind 

bregma with a thickness of 7 microns were deparaffinized and then stained with 0.1% cresyl 

violet for 2 min. The sections were evaluated using light microscopy. 

 

Evaluation of Neurological Score 

Neurological score was performed by a blinded investigator using a neurological 

evaluation instrument described in our previous studies (5). Briefly, the scoring system included 

five principle tasks: spontaneous activity over a 3-min period (0–3), symmetry of movement (0–

3), open-field path linearity (0–3), beam walking on a 3 cm×1 cm beam (0–3), and response to 

vibrissae touch (1–3). The scoring system ranged from 0 to 15, in which 15 is a perfect score and 

0 is death due to cerebral I/R injury. Sham controls received a score of 15. 

 

Immunohistochemistry (IHC) Double Fluorescent Staining 

Double fluorescent staining was performed to examine the response of microglia cells to 

Pam3CSK4 stimulation in vivo as described previously (4, 5, 15). Briefly, brain tissues were 

immersion-fixed in 4% buffered paraformaldehyde, embedded in paraffin, cut at 7 µm, and 

stained with an antibody directed against phospho-Akt (goat, Cell Signaling Technology, Inc, 

Beverly, MA) at 250C for 1 hr. After washing, the sections were incubated with Alexa 555 

conjugated anti-goat IgG (GeneTex, San Antonio, TX) for 1 hr at 250C. The sections were 

washed again before incubation with anti-ionized calcium-binding adapter molecule 1 (IBA1, 

Santa Cruz Biotechnology, Inc., Santa Cruz, CA) at 250C for 1 hr. After washing, the sections 
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were incubated with FITC conjugated anti-rabbit (GeneTex, San Antonio, TX) for 1 hr at 250C. 

The sections were covered with fluorescence mounting medium (Vector Labs). The images were 

viewed on an EVOS-fI digital inverted fluorescent microcopy (Advanced Microscopy Group, 

Bothell, WA). 

 

In Vitro Experiments 

BV2 microglial cells were provided by Dr. Keshvara at Ohio State University and 

maintained in Dulbecco’s Modified Eagle’s Medium (DMEM) supplemented 5% fetal bovine 

serum (FBS) under 5% CO2 at 37oC. When the cells reached 70-80% confluence, they were 

treated with Pam3CSK4 at a final concentration of 1 µg/ml for 0, 5, 15, 30, and 60 min with four 

replicates at each time point. The cells were harvested and cellular proteins were isolated for 

examination of Akt and GSK-3β phosphorylation by Western blot. TLR2 tyrosine 

phosphorylation and association with the p85 subunit of PI3K were examined by 

immunoprecipitation with specific anti-TLR2 antibody followed by immunoblots with anti-

tyrosine and anti-p85 subunit of PI3K as described previously (15, 24). 

 

Western Blots 

Cellular proteins were prepared from brain tissues and Western blots were performed as 

described previously (4-6, 24). Briefly, the cellular proteins were separated by SDS-

polyacrylamide gel electrophoresis and transferred onto Hybond ECL membranes (Amersham 

Pharmacia, Piscataway, NJ). The ECL membranes were incubated with the appropriate primary 

antibody [anti-phospho-Akt (Ser473), anti- phospho-GSK3β (Ser9), anti-phospho-IκB-α (Cell 

Signaling Technology, Inc, Beverly, MA), anti-GSK-3β, anti-Akt, anti-IκB-α, anti-Bcl2, anti-
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Bax, anti-pTyr20, anti-p85, anti-Hsp27, and anti-Hsp70 (Santa Cruz Biotechnology, Inc.)] 

respectively, followed by incubation with peroxidase-conjugated secondary antibodies (Cell 

Signaling Technology, Inc.). The signals were detected with the ECL system (Amersham 

Pharmacia). To control for lane loading, the same membranes were probed with anti-GAPDH 

(glyceraldehyde-3-phosphate dehydrogenase, Biodesign, Saco, Maine) after being washed with 

stripping buffer.  The signals were quantified by scanning densitometry using a Bio-Image 

Analysis System (Bio-Rad).   

 

Caspase-3 Activity Assay 

Caspase-3 activity in brain tissue was measured using a Caspase-Glo assay kit (Promega) 

according to the manufacturer’s protocol as described previously (15). 

 

Electrophoretic Mobility Shift Assay (EMSA) 

Nuclear proteins were isolated from ischemic cerebral hemispheres as described 

previously (4-6, 24). NF-κB binding activity was examined by EMSA in a 15 µl binding reaction 

mixture containing 15 µg of nuclear proteins and 35 fmols of [γ-32P] labeled double-stranded 

NF-κB consensus oligonucleotide. 

 

Statistical Analysis 

  Data are expressed as mean ± SE. Comparisons of group mean levels between groups 

were made using one-way analysis of variance (ANOVA) and Tukey’s procedure for multiple 

range tests was performed.  p< 0.05 was considered significant. 
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Results 

Pam3CSK4 Administration Decreased Focal Cerebral Infarct Volume Following I/R 

To examine the role of a TLR2 ligand in focal cerebral I/R injury, we administered 

Pam3CSK4, a specific TLR2 ligand, to mice 1 hr before the mice were subjected to cerebral 

ischemia (60 min) followed by reperfusion (24 hrs). Figure 2.1A shows that Pam3CSK4 

administration significantly reduced infarct volume by 55.9% (18.1 ± 2.72 vs. 7.98 ± 1.53) 

compared with the untreated I/R group.  We also examined the therapeutic effect of TLR2 ligand 

on focal cerebral I/R injury. Administration of Pam3CSK4 30 min after the beginning of 

ischemia significantly reduced infarct volume by 55.8% (18.1 ± 2.72 vs. 7.99 ± 1.00) compared 

with untreated I/R mice. Figure 2.1B shows that cerebral blood flow was significantly reduced 

by 90% immediately following occlusion of middle cerebral artery and complete reperfusion 

after the occlusion was released. There was no significant difference in cerebral blood flow 

between the untreated cerebral I/R group and the Pam3CSK4-treated group. 

 

TLR2 Deficiency Abolished Pam3CSK4-Induced Protection Against Cerebral I/R Injury 

We examined the role of TLR2 in Pam3CSK4-induced protection against cerebral I/R 

injury.  TLR2 knockout mice were treated with or without Pam3CSK4 one hr before the brains 

were subjected to ischemia (60 min) followed by reperfusion (24 hrs). Infarct volume was 

evaluated. As shown in Figure 2.1C, cerebral I/R induced cerebral infarction in TLR2 deficient 

mice which was comparable to WT mice. Pam3CSK4-induced protection against cerebral I/R 

injury was lost in TLR2 deficient mice. The data suggests that TLR2 is essential for mediating 

the beneficial effect of Pam3CSK4 on cerebral I/R injury. 
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Figure 2.1 Pam3CSK4 administration reduces infarction following cerebral I/R. (A) Pam3CSK4 

was administered to mice one hr before (pre-Pam3) or 30 min after ischemia (post-Pam3). Mice 

were subjected to cerebral ischemia (60 min) followed by reperfusion (24 hrs). (B) Cerebral 

blood flow measurement. (C) TLR2 deficiency abolishes the protection by Pam3CSK4 in 

cerebral I/R. TLR2 knockout mice were treated with or without Pam3CSK4 one hr prior to 

cerebral I/R. Infarct size was examined by TTC staining. * p <0.05 compared with indicated 

group. N=8 each group.  
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Pam3CSK4 Attenuated Neuronal Damage in the Hippocampal Formation and Improved 

Neurological Deficits  

We evaluated the effect of Pam3CSK4 on neuronal damage and neurological deficits 

following cerebral I/R. Nissl staining showed neuronal damage in the cornu ammonis 1 (CA1) 

field of the hippocampal formation (HF) characterized by shrunken cell bodies accompanied by 

shrunken and pyknotic nuclei in the I/R mice for 1 day and 3 days (Fig. 2.2A). Similar changes 

were variably expressed in the dentate gyrus (DG) and CA1. In the Pam3CSK4 treated mice, 

neuronal damage in the HC was significantly decreased and morphology was preserved. 

Neurological score evaluation is an index for the degree of neurological deficits 

associated with stroke. Figure 2.2B shows that the neurological score was significantly decreased 

in I/R mice after 24 hrs and 72 hrs of reperfusion. In contrast, the neurological score of 

Pam3CSK4 treated I/R mice was significantly higher than that in the untreated I/R mice at all 

time periods, indicating that Pam3CSK4 administration attenuated the neurological deficits 

associated with stroke.  

We also evaluated the effect of Pam3CSK4 treatment on I/R-induce brain apoptosis by 

measuring caspase-3 activity.  Figure 2.2C shows that caspase-3 activity was significantly 

increased by 57.9% in I/R mice compared with sham control. In contrast, Pam3CSK4 treatment 

prevented I/R-increased caspase-3 activity in the brain tissues. 
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Figure 2.2 Pam3CSK4 treatment attenuates neuronal damage in the HF following cerebral I/R. 

(A) Mice (n=6/group) were treated with or without Pam3CSK4 one hr before cerebral I/R. Sham 

operated mice (n=4/each group) served as sham control. Brains were harvested 1, 2 and 3 days 

after reperfusion. Brain sections were stained with 0.1% cresyl violet. (B) Neurological function 

was evaluated using a scoring system ranging 0 to 15, with 15 being a perfect score and 0 being 

death due to cerebral I/R injury.  (C) Pam3CSK4 decreases caspase-3 activity in the brain tissues 

following cerebral I/R. Mice were treated with or without Pam3CSK4 one hr prior to cerebral I/R 

(n=6/group). Sham surgical operation served as sham control (n=4/group). The brains were 

harvested and cellular proteins were isolated. Caspase-3 activity was measured using a Caspase-

3 activity kit. * P<0.05 compared with indicated groups. 

 

Pam3CSK4 Administration Attenuated I/R-Increased NF-κB Binding Activity in the Brain 

Tissues  

NF-κB activation plays an important role in cerebral I/R injury (25). Figure 2.3 shows 

that I/R significantly increased the levels of NF-κB binding activity by 55.3% (A) and phospho-

IκB-α by 62.4% (B) compared with sham control.  However, Pam3CSK4 treatment significantly 
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prevented I/R-increased NF-κB binding activity and IκB-α phosphorylation in the brain tissues, 

respectively, compared with the cerebral I/R group.  

 

 

 

 

 

 

 

 

 

 

Figure 2.3 Pam3CSK4 administration decreases I/R-induced increases in NF-κB binding activity 

and phosphorylated IκBα levels in the brain tissues.  Mice were treated with or without 

Pam3CSK4 one hr prior to cerebral ischemia (45 min) and reperfusion (6 hrs) (n=6/group). Sham 

surgical operation served as sham control (n=4/group). The brains were harvested and nuclear 

and cytoplasmic proteins were isolated. (A) NF-κB binding activity was determined by EMSA. 

(B) Phospho-IκBα levels were examined by Western blot with specific antibody. * P<0.05 

compared with indicated groups. 

 

Pam3CSK4 Increased Bcl-2 and Attenuated Bax Levels in Brain Tissues Following Cerebral I/R  

Bcl-2 is important for cell survival and anti-apoptosis while Bax promotes apoptosis. We 

examined the effect of Pam3CSK4 treatment on the levels of Bcl-2 and Bax in the brain tissues 

following cerebral I/R.  Figure 2.4A shows that Pam3CSK4 administration significantly 

increased the levels of Bcl-2 by 64.8% in the brain tissues following I/R compared with 

untreated I/R mice.  Figure 2.4B shows that cerebral I/R significantly increased the levels of Bax 

in the brain tissues by 53.2% compared with sham control. In contrast, Pam3CSK4 treatment 

significantly prevented I/R-increased levels of Bax. The Bax levels in both Pam3CSK4 treated 
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sham control and I/R mice were significant lower than that of untreated sham and I/R mice (Fig. 

2.4B).  

 

 

 

 

 

 

 

 

 

 

 

Figure 2.4 Pam3CSK4 administration increases Bcl-2 following cerebral I/R and decreases Bax 

levels in the brain tissues. Mice were treated with or without Pam3CSK4 one hr prior to cerebral 

ischemia (45 min) and reperfusion (6 hrs) (n=6/group). Sham surgical operation served as sham 

control (n=4/group). The brains were harvested and cellular proteins were isolated. Bcl-2 (A) and 

Bax (B) were examined by Western blot with specific antibodies. * P<0.05 compared with 

indicated groups. 

 

Pam3CSK4 Increased the Levels of Hsp27 and Hsp70 in the Brain Tissues Following Cerebral 

I/R  

Recent evidence has shown that Hsp27 (26, 27) and Hsp70 (28, 29) protect the brain 

from I/R injury. We examined the effect of Pam3CSK4 administration on the levels of Hsp27 

and Hsp70 in the brain tissues following I/R. As shown in Figure 2.5A, I/R significantly 

increased the levels of Hsp27 in the brain tissues by 46.8% compared with sham control. 

Pam3CSK4 administration also significantly increased the levels of Hsp27 in the brain tissues in 

both sham control by 112% and I/R mice by 43.6% compared with that of untreated sham 
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control and untreated I/R groups.  Figure 2.5B shows that cerebral I/R significantly decreased the 

levels of Hsp70 in the brain tissues by 34.9% compared with sham control. In the Pam3CSK4 

treated group, the levels of Hsp70 both in sham control and in the I/R group were significantly 

higher than that of untreated sham control and untreated I/R groups. 

 

 

 

 

 

 

 

 

 

 

Figure 2.5 Pam3CSK4 administration increases Hsp27 and Hsp70 levels in the brain tissues. 

Mice were treated with or without Pam3CSK4 one hr prior to cerebral I/R (6 hrs) (n=6/group). 

Sham surgical operation served as sham control (n=4/group). The brains were harvested and 

cellular proteins were isolated. The Hsp27 (A) and Hsp70 (B) were examined by Western blot 

with specific antibodies. * P<0.05 compared with indicated groups. 

 

Pam3CSK4 Treatment Increased the Levels of Phospho-Akt and Phospho-GSK-3β in Brain 

Tissues Following Cerebral I/R 

Activation of the PI3K/Akt signaling pathway protects against cerebral I/R injury (18). 

Recent evidence demonstrated that stimulation of TLR2 activates the PI3K/Akt signaling 

pathway (20, 21). We examined the effect of Pam3CSK4 on activation of the PI3K/Akt signaling 

pathway. Figure 2.6A shows that cerebral I/R increased the levels of phospho-Akt in the brain 

tissues by 140.0% compared with sham control. However, Pam3CSK4 treatment significantly 

increased the levels of phospho-Akt by 63.5% (2.6A) and phospho-GSK-3β by 95.3% (Figure 

B A 
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2.6B), respectively, compared with the untreated I/R group. Microglial cells are active sensors in 

response to pathogen associated molecular pattern (PAMP) stimulation (30). We examined 

whether microglial cells in brain tissue will respond to Pam3CSK4-increased Akt 

phosphorylation following cerebral I/R in vivo. Figure 2.6C shows that cerebral I/R induced Akt 

phosphorylation in microglial cells compared with sham control. However, Pam3CSK4 

treatment increased Akt phosphorylation in microglial cells in response to I/R, which was 

consistent with Western blot results (Figure 2.6A). 

 

Pam3CSK4 Administration Resulted in Association between TLR2 and the P85 Subunit of PI3K 

in Cultured Microglial Cells 

Pam3CSK4 treatment increased Akt phosphorylation in microglia in brain tissues, 

therefore, we investigated how Pam3CSK4 treatment activated the PI3K/Akt signaling pathway. 

First, we examined whether Pam3CSK4 treatment will result Akt and GSK-3β phosphorylation. 

Microglial cells were treated with Pam3CSK4 (1 µg/ml) for 0, 5, 15, 30 and 60 min, respectively. 

Figure 2.6D shows that Pam3CSK4 administration significantly increased the levels of phospho-

Akt and phospho-GSK-3β in the cells. LY29004 administration prevented Pam3CSK4-increased 

Akt and GSK-3β phosphorylation. 

Next, we also examined whether Pam3CSK4 treatment will induce TLR2 tyrosine 

phosphorylation followed by association with the p85 subunit of PI3K. Figure 2.6ED shows that 

Pam3CSK4 stimulation increased TLR2 tyrosine phosphorylation and enhanced TLR2 

association with the p85 subunit of PI3K. The data suggests that Pam3CSK4 administration 

activated the PI3K/Akt signaling pathway through TLR2 tyrosine phosphorylation and 

association with the p85 subunit of PI3K. 
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Figure 2.6 Pam3CSK4 administration increases the levels of Akt and GSK-3β phosphorylation 

and association of TLR2 with PI3K in the brain tissues following cerebral I/R. Mice were treated 

with or without Pam3CSK4 one hr prior to cerebral ischemia (45 min) and reperfusion (6 hrs) 

(n=6/group). Sham surgical operation served as sham control (n=4/group). The brains were 

harvested and cellular proteins were isolated. The phospho-Akt (A) and phospho-GSK-3β (B) 

were examined by Western blot with specific antibodies. * P<0.05 compared with indicated 

groups. (C) Double fluorescent staining of Akt phosporylation in microglial cells in brain tissue. 

Activated microglial cells were stained by an anti-Iba1 antibody (green); Akt phosphorylation 

was measured by a specific anti-phospho-Akt antibody (red); Nuclei were stained with DAPI 

(blue). Merged yellow color indicates phospho-Akt (red) localization in microglial cells (green). 

Three samples in each group were examined. (D) Treatment of Bv2 microglial cells with 

Pam3CSK4 increases Akt phosphorylation and (E) association of the p85 subunit of PI3K with 

TLR2. Microglial cells were treated with Pam3CSK4 for 0, 5, 15, 30, and 60 min, respectively. 

Cellular proteins were isolated and examined for Akt and GSK-3β phosphorylation (D) and for 

immunoprecipitation (IP) with specific anti-TLR2 antibody followed by immunoblots (IB) using 

antibodies to p85 and pTyr20 (E). Each time point was repeated four times. * P<0.05 compared 

with indicated groups or control group. # P<0.05 compared with LY treated groups. 

 

Pharmacologic Inhibition of PI3K Abrogates the Protection Against Cerebral I/R Injury in 

Pam3CSK4-Treated Mice 

To examine whether activation of PI3K/Akt signaling will be responsible for protection 

of the brain from I/R injury in Pam3CSK4-treated mice, we administered the PI3K inhibitor, 

LY294002 to Pam3CSK4 treated mice.  Figure 2.7 shows that PI3K inhibition with LY294002 

abrogated Pam3CSK4-induced protection against cerebral I/R injury.  The infarct volume was 

significantly greater in Pam3CSK4 + LY294002 compared with Pam3CSK4 treated mice. There 

was no significant difference between LY294002 treatment alone and the untreated I/R group. 
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Figure 2.7 Pharmacologic inhibition of PI3K abrogates the protection by Pam3CSK4 against 

cerebral I/R injury.  Mice were treated with or without LY294002 (1 mg/25 gram body weight) 

15 min before administration of Pam3CSK4. The mice were subjected to cerebral ischemia (60 

min) followed by reperfusion (24 hrs). LY294002 was also administered to mice 15 min prior to 

I/R. Infarct size was examined by TTC staining. *p<0.05 compared with indicated groups. 

N=8/group. 

 

Discussion 

A significant finding in the present study is that administration of the TLR2 ligand, 

Pam3CSK4, significantly reduced focal cerebral ischemic injury. Importantly, therapeutic 

administration of Pam3CSK4, 30 min after cerebral ischemia, also significantly protected against 

cerebral I/R. However, the beneficial effect of Pam3CSK4 was lost in TLR2 deficient mice, 

suggesting that TLR2 is required for its ligand-induced protection. In addition, PI3K inhibition 

abolished Pam3CSK4-induced protection. Thus, our data indicate that administration of a TLR2 

agonist attenuates focal cerebral I/R injury via a TLR2 and PI3K/Akt dependent mechanism. 

TLR-mediated signaling pathways are involved in cerebral I/R injury. For example, 

deficiency of either TLR4 or TLR2 has been shown to protect the brain from cerebral I/R injury 
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(2, 6, 6, 12-14). Recently, Hyakkoku et al. reported that deficiency of TLR3 or TLR9 did not 

show a neuroprotective effect against cerebral I/R (31). Hua et al. reported that both MyD88 or 

TRIF knockout mice did not show a reduction of cerebral infarction and improvement of 

neurological deficits following cerebral I/R compared with wild type mice (32, 33). It is well 

known that all TLRs mediate signaling through MyD88 except TLR3 (8, 9). TLR3 and TLR4 

mediate signaling through a TRIF-dependent pathway (8, 9). Collectively, current evidence 

suggests that TLR2 or TLR4 may recognize endogenous ligands (34) and mediate cerebral 

ischemic injury through, as yet, unidentified mechanisms.     

Recent studies have shown that administration of TLR ligands induced protection against 

ischemic injury through a preconditioning mechanism (5, 17, 35). For example, pretreatment of 

mice with either a TLR9 ligand (36) or a TLR2 ligand (5) for 24 hrs significantly protected brain 

from cerebral ischemic injury. Preconditioning-induced protection requires at least 24 hrs of 

pretreatment. We have recently shown that administration of TLR2 ligands, either Pam3CSK4 or 

peptidoglycan, one hr prior to myocardial I/R significantly reduced myocardial infarct size and 

improved cardiac function (15). However, the myocardial protection by the TLR2 ligands was 

abolished in TLR2 deficient mice (15), suggesting that TLR2 is required for its ligand-induced 

protection. In the present study, we observed that administration of Pam3CSK4 one hr prior to 

cerebral I/R significantly reduced cerebral ischemic injury. More significantly, administration of 

Pam3CSK4 during the ischemic period also significantly reduced infarct volume following 

cerebral I/R injury. The data suggests that therapeutic administration of a TLR2 ligand will 

protect the brain from ischemic insult and may have significant clinical ramifications for the 

treatment of stroke. 
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The role of TLR2 deficiency in I/R injury of organs is inconsistent. For example, it has 

been shown that TLR2 contributes to ischemic injury in liver (37), kidney (38), and heart (39). In 

contrast, other studies have reported that TLR2 does not contribute to liver I/R Injury (40), 

protects against the small-bowel I/R injury (41) and could be essential for mediating 

mesenchymal stem cell-associated myocardial recovery following acute I/R injury (42). Reports 

on the role of TLR2 deficiency in cerebral I/R injury are also inconsistent. Ziegler et al., and 

Leemans et al., have reported that TLR2 deficient mice showed decreased infarct volume 

compared with WT I/R mice (13,14). Whereas blocking TLR2 by an anti-TLR2 antibody (T2.5) 

did not reduce infarct volume (43). We have previously shown that TLR2 deficiency did not 

protect against focal cerebral I/R injury (6). In the present study, we also observed that TLR2 

deficiency abolished the protection against cerebral I/R injury by Pam3CSK4. It is unclear why 

there are conflicting observations. The observed differences may be caused by use of different 

animal models, size of the coated filament used for artery occlusion, animal body weights, 

different time periods for ischemia/reperfusion and differences in cerebral blood flow. 

Activation of PI3K/Akt-dependent signaling protects the brain from I/R injury and 

prevents neuronal apoptosis (18, 19). Recent evidence has shown that the PI3K/Akt signaling 

pathway may be an endogenous negative feedback regulator of TLR/NF-κB-mediated pro-

inflammatory responses (21, 44). We have previously reported that activation of the PI3K/Akt 

signaling pathway rapidly induces protection against myocardial I/R injury (15, 24). To 

investigate whether activation of the PI3K/Akt signaling pathway is involved in TLR2 ligand-

induced protection, we examined the levels of phospho-Akt in the brain. We observed that 

Pam3CSK4 treatment significantly increased the levels of phospho-Akt in the brain tissues 

following cerebral I/R. Double fluorescent staining of brain tissues showed that Pam3CSK4 
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treatment increased Akt phosphorylation in microglial cells (Figure 6C), suggesting that 

microglia may play a role in the response to Pam3CSK4-induced protection against cerebral I/R 

injury. Indeed, microglial cells are active sensors and versatile effector cells in pathological and 

pathophysiological brain injury (30) and could be potential therapeutic targets for ischemic brain. 

Microglial cells are responsible for much of the TLR expression in the brain tissue. A recent 

study by Tang et al. showed that I/R induced high expression of TLR2 and TLR4 in neurons at 

early time periods, while 36 hrs after I/R, a high expression of TLR2 was observed in 

microglia(3). Interestingly, Tang et al. did not observe a response by neurons to the stimulation 

with TLR2 or TLR4 ligands (3). We observed in the present study that microglial cells 

responded to the TLR2 ligand, Pam3CSK4, stimulation by activating the PI3K/Akt signaling 

pathway both in vivo and in vitro. Published evidence suggests that there is cross-talk between 

the TLR2 and PI3K/Akt signaling pathways (20, 45). Stimulation of TLR2 resulted in activation 

of PI3K/Akt-dependent signaling (20, 22). A recent study reported that Mal, an adaptor protein 

in the TLR-mediated signaling pathway, connects TLR2 to PI3K activation (22). In the present 

study, we observed that treatment of cultured microglial cells with Pam3CSK4 rapidly induced 

TLR2 tyrosine phosphorylation and increased the association of the p85 subunit of PI3K with 

TLR2. When considered together, these data suggest that Pam3CSK4 administration increases 

phosphorylation of TLR2 with subsequent recruitment of the p85 subunit of PI3K, which results 

in activation of PI3K/Akt dependent signaling. We speculate that activation of PI3K/Akt 

signaling in Pam3CSK4 treated mice may be responsible for the protection against cerebral I/R 

injury. To test this hypothesis, we administered the PI3K inhibitor, LY294002, to Pam3CSK4 

treated mice prior to focal cerebral I/R. We observed that pharmacologic inhibition of PI3K with 

LY294002 partially abrogated the protective effect of Pam3CSK4 on focal cerebral I/R injury. 
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Thus, we demonstrated that Pam3CSK4-induced protection is mediated, in part, through a TLR2 

and PI3K/Akt-dependent mechanism. 

The contribution of neuronal apoptosis to cerebral I/R injury has well been documented 

(46).  We observed in the present study that Pam3CSK4 administration significantly attenuated 

caspase-3 activity in the I/R brain tissues, suggesting that TLR2 ligand administration will 

prevent apoptosis in the ischemic brain. In addition, activation of the PI3K/Akt signaling 

pathway has been demonstrated to have an anti-apoptotic effect (47). Therefore, activation of the 

PI3K/Akt signaling pathway could be an anti-apoptotic mechanism for the TLR2 ligand. To 

examine whether other anti-apoptotic effectors are involved in Pam3CSK4 attenuation of 

apoptosis following cerebral I/R, we examined the levels of Bcl-2 and Bax in the brain tissues. 

Bcl-2 is an important anti-apoptotic and anti-necrotic molecule while Bax is proapoptotic. We 

observed that Pam3CSK4 treatment significantly increased the levels of Bcl-2 and decreased Bax 

levels in the brain tissues of sham control and I/R mice. The data suggests that increased Bcl-2 

and decreased Bax levels by Pam3CSK4 in the brain tissues could be another mechanism for the 

TLR2 ligand protection against cerebral ischemic injury.  

Hsp27 has been reported to protect the brain from cerebral I/R injury (26, 27). We have 

previously reported that increased expression of Hsp27 significantly protects the myocardium 

from doxorubicin-induced cell death (48). In addition, Hsp70 has been shown to play a 

protective role in focal cerebral I/R (28, 29). In the present study, we observed that Pam3CSK4 

treatment increased both Hsp27 and Hsp70 in the brain tissues of sham control and I/R mice. At 

present, we don’t know how modulation of TLR2 by its ligand, Pam3CSK4, resulted in 

increased levels of Hsp27 and Hsp70 in brain tissues of both sham and I/R mice. Recent studies 

have suggested that there is a link between the PI3K/Akt signaling pathway and Hsp27 (35, 49) 
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and Hsp70 (50, 51). For example, we have previously reported that PI3K inhibition attenuated 

small dose of lipopolysaccharide-increased Hsp27 expression in the myocardium (35, 49). Since 

other studies have also reported that inhibition of PI3K resulted in decreased expression of 

Hsp27 and Hsp70 in brain tissues subjected to cerebral I/R, it is possible that Pam3CSK4 

administration increased the levels of Hsp27 and Hsp70 in the I/R brain tissues by activation of 

the PI3K/Akt signaling pathway. 

In summary, either prophylactic or therapeutic administration of a specific TLR2 ligand, 

Pam3CSK4, to mice significantly reduced cerebral I/R injury. TLR2 deficiency or PI3K 

inhibition abolished Pam3CSK4-induced protection against cerebral I/R injury, suggesting 

involvement of a TLR2 and PI3K/Akt-dependent mechanism. In addition, Pam3CSK4 increased 

the levels of Bcl2 and decreased the levels of Bax in I/R brain tissues after I/R, which indicates 

anti-apoptosis as an additional mechanism of the Pam3CSK4 protective effects against cerebral 

I/R injury. The data suggest that therapy using a TLR2 specific agonist could be effective in 

reducing stroke injury. 
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Abstract 

Background      Toll-like receptors (TLRs) have been shown to be involved in cerebral 

ischemia/reperfusion (I/R) injury. TLR9 is located in intracellular compartments and recognizes 

CpG-DNA. This study examined the effect of CpG-ODN on cerebral I/R injury.  

Methods and Results      C57BL/6 mice were treated with CpG-ODN by i.p. injection one hr 

before the mice were subjected to cerebral ischemia (60 min) followed by reperfusion (24 hrs). 

Scrambled-ODN served as control-ODN. Untreated mice, subjected to cerebral I/R, served as I/R 

control. The effect of inhibitory CpG-ODN (iCpG-ODN) on cerebral I/R injury was also 

examined. In addition, we examined the therapeutic effect of CpG-ODN on cerebral I/R injury 

by administration of CpG-ODN 15 min after cerebral ischemia. CpG-ODN administration 

significantly decreased cerebral I/R-induced infarct volume by 69.7% (6.4 ± 1.80% vs 21.0 ± 

2.85%, p<0.05), improved neurological scores, and increased survival rate, when compared with 

the untreated I/R group. Therapeutic administration of CpG-ODN also significantly reduced 

infarct volume by 44.7% (12.6 ± 2.03% vs 22.8 ± 2.54%, p<0.05) compared with untreated I/R 

mice. Neither control-ODN, nor iCpG-ODN altered I/R-induced cerebral injury or neurological 

deficits. Nissl staining showed that CpG-ODN treatment preserved neuronal morphology in the 

ischemic hippocampus. Immunoblot showed that CpG-ODN administration increased Bcl-2 

levels by 41% and attenuated I/R-increased levels of Bax and caspase-3 activity in ischemic 

brain tissues. Importantly, CpG-ODN treatment induced Akt and GSK-3β phosphorylation in 

brain tissue and cultured microglial cells. PI3K inhibition with LY294002 abolished CpG-ODN-

induced protection.  
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Conclusions      CpG-ODN significantly reduces cerebral I/R injury via a PI3K/Akt-dependent 

mechanism. Our data also indicate that CpG-ODN may be useful in the therapy of cerebral I/R 

injury.  

 

Introduction 

 Stroke is the third leading cause of death and the leading cause of long-term disability in 

the United States. About 795,000 Americans suffer a new or recurrent stroke annually
1
. 

Approximately 610,000 of these are first attacks and 185,000 are recurrent attacks
1
. Cerebral 

ischemia/reperfusion (I/R) injury (ischemic stroke) accounts for about 83% of all stroke cases
1
. 

At present, there is no effective treatment for cerebral I/R injury.  Numerous studies have 

demonstrated that the innate immune and inflammatory responses mediated by Toll-like 

receptors (TLRs) play an important role in cerebral ischemia/reperfusion (I/R) injury
2-4

. TLRs 

are pattern recognition receptors that play a critical role in the induction of innate immune and 

inflammatory responses
5
. Recent evidence suggests that TLRs may be the important targets for 

development of new treatment approaches for cerebral I/R injury
6-10

. We have demonstrated that 

TLR4 deficiency or TLR2 modulation significantly attenuates brain injury in response to 

cerebral I/R
10-12

. Published data have also shown that TLR agonists attenuate cerebral I/R) injury 

through a preconditioning mechanism
9, 13-15

.  

 TLR9 is located intracellularly in endosomes and endoplasmic reticulum
16

. TLR9 

recognizes unmethylated CpG-DNA from bacteria and endogenous DNA
16

. Synthetic CpG-

oligodeoxynucleotide (ODN) has been reported to activate TLR9
16,17

, improve cell survival, 

prevent cell apoptosis
18

, attenuate cardiac dysfunction after I/R
19,20

 and improve outcome in 

shock induced by polymicrobial sepsis
21-23

 or trauma hemorrhage
24

. Scholtzova et al. reported 
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that administration of CpG-ODN effectively ameliorated Alzheimer’s disease-related 

pathophysiology
25

. Stevens et al. reported pretreatment of animals with CpG-ODN for 24 hrs 

induced neuroprotection against ischemic injury through a preconditioning mechanism
14

. Since 

preconditioning requires a prolonged pretreatment time, it is important to investigate whether 

therapeutic administration of CpG-ODN will attenuate cerebral I/R injury.  

 Phosphoinositide 3-kinases (PI3Ks) and their downstream target serine/threonine kinase 

Akt are a conserved family of signal transduction enzymes which are involved in regulating 

cellular activation, inflammatory responses, and apoptosis
26

. Activation of PI3K/Akt-dependent 

signaling plays a role in protection against organ injury in response to I/R
20,27,28

, septic shock
23

 as 

well as trauma hemorrhage
24

. Recent evidence has also shown cross talk between PI3K/Akt 

signaling and TLR-mediated pathways
20, 23, 29

. We have previously reported that activation of 

PI3K/Akt signaling contributes to the protection against cerebral I/R injury by modulation of 

TLR2
30

.   

 The goal of the present study was to investigate the effect of CpG-ODN on cerebral I/R 

injury. We observed that CpG-ODN administration significantly reduced infarct volume and 

improved neurological functional recovery after cerebral I/R injury. Therapeutic administration 

of CpG-ODN also markedly decreased infarct volume following cerebral I/R.  

 

Materials and Methods 

Animals 

Male C57BL/6 mice were purchased from The Jackson Laboratory (Indianapolis, IN). 

The mice were maintained in the Division of Laboratory Animal Resources at East Tennessee 

State University (ETSU). The experiments outlined in this article conform to the Guide for the 
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Care and Use of Laboratory Animals published by the National Institutes of Health (NIH 

Publication, 8
th

 Edition, 2011). All aspects of the animal care and experimental protocols were 

approved by the ETSU Committee on Animal Care. 

 

Focal Cerebral Ischemia/Reperfusion 

Focal cerebral I/R was induced by occlusion of the middle cerebral artery (MCAO) on 

the left side as described in our previous studies
9,10,30,31

. Briefly, mice (23-25 gram body weight) 

were anesthetized by 5.0% Isoflurane and anesthesia was maintained by inhalation of 1.5% to 2% 

Isoflurane driven by 100% oxygen flow. Mice were intubated and ventilated using a rodent 

ventilator at a rate of 110 breaths per min with a total delivered volume of 0.5 ml. Body 

temperature was regulated at 37°C by surface water heating. Following the skin incision, the left 

common carotid artery (CCA), the external carotid artery (ECA) and the internal carotid artery 

(ICA) were carefully exposed. Microvascular aneurysm clips were applied to the left CCA and 

the ICA. A coated 6-0 filament (6023PK, Doccol Corp. CA, USA) was introduced into an 

arteriotomy hole, fed distally into the ICA. After the ICA clamp was removed, the filament was 

advanced 11 mm from the carotid bifurcation, and focal cerebral ischemia started. After ischemia 

for 60 minutes, the filament and the CCA clamp were gently removed (reperfusion starts). The 

collar suture at the base of the ECA stump was tightened. The skin was closed, anesthesia 

discontinued, and the animal allowed to recover in pre-warmed cages. Control mice underwent a 

neck dissection and coagulation of the external carotid artery, but no occlusion of the middle 

cerebral artery. 
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Measurement of Cerebral Blood Flow 

Successful occlusion of the middle cerebral artery was verified and recorded by laser-

Doppler flowmetry (Model PeriFlux System 5000; Perimed, Stockholm, Sweden) as described 

previously
30

. Briefly, under anesthesia, a midline incision of the head was made and a probe 

holder was attached to the skull with crazy glue at 6 mm lateral and 1mm posterior to the bregma. 

A laser-Doppler probe was connected to the probe holder, and regional cerebral blood flow (CBF) 

was monitored and recorded. The data was retrieved continuously stored in a computer and 

analyzed using the Perimed data acquisition and analysis system. Regional CBF was expressed 

as a percentage of preischemic baseline values. 

 

Experimental Design 

To examine the role of CpG-ODN on focal cerebral I/R injury, mice were treated with 

CpG-ODN (10 µg/25 gram body weight) or control-ODN (n=8, 10 µg/25 gram body weight) by 

intraperitoneal injection (i.p) one hr prior to cerebral ischemia (60 min) followed by reperfusion. 

 To evaluate the effect of TLR9 inhibition on cerebral I/R injury, we chose inhibitory 

CpG-ODN (iCpG-ODN) which binds C-terminal fragment of TLR9 preventing TLR9 

activation
32

. iCpG-ODN (n=8, 100 µg/25 gram body weight) was administered to mice by i.p. 

injection one hr prior to focal cerebral I/R. Mice that did not receive any treatment served as 

untreated controls. The CpG-ODN (CpG-ODN 1826), Control-ODN (control-ODN 1826), and 

iCpG-ODN (iCpG-ODN 2088) were purchased from InvivoGen (San Diego, CA) and dissolved 

in sterile endotoxin free water
20, 23

.  
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To examine the therapeutic effect of CpG-ODN on focal cerebral I/R injury, CpG-ODN 

was administered to mice 15 min after focal cerebral ischemia (n=8) by i.p injection. Focal 

cerebral ischemia was continued for an additional 45 min followed by reperfusion for 24 hrs.    

 To evaluate the effect of CpG-ODN on cerebral functional recovery and survival, CpG-

ODN was administered to mice one hr prior to cerebral ischemia (60 min) followed by 

reperfusion for up to 21 days.   

 To determine the role of PI3K/Akt signaling in CpG-ODN induced protection against 

cerebral I/R injury, the PI3K inhibitor LY294002 (1 mg/25 gram body weight) was given to mice 

15 min before CpG-ODN administration. The mice were subjected to focal cerebral ischemia (60 

min) followed by reperfusion (24 h). 

 

Measurement of Infarct Volume 

 The infarct volume was determined as described previously
9,10,30,31

. The infarct volume 

was measured by one blinded to experimental group. After completion of reperfusion, mice were 

sacrificed and perfused with ice cold phosphate buffered saline (PBS) via the ascending aorta. 

Brains were removed and sectioned coronally into 2-mm-thick slices. The slices were stained 

with 2% triphenyltetrazolium chloride (TTC) solution at 37°C for 15 min followed by fixation 

with 10% formalin neutral buffer solution (pH 7.4). The infarct areas were traced and quantified 

with an image-analysis system. Unstained areas (pale color) were defined as ischemic lesions. 

The areas of infarction and the areas of both hemispheres were calculated for each brain slice. 

An edema index was calculated by dividing the total volume of the left hemisphere by the total 

volume of the right hemisphere. The actual infarct volume adjusted for edema was calculated by 
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dividing the infarct volume by the edema index
9,10,30,31

. Infarct volumes are expressed as a 

percentage of the total brain volume ± S.E.M. 

 

Evaluation of Neuronal Damage in the Hippocampal Formation (HF) 

 Neuronal damage in brain sections was examined by Nissl staining as described 

previously
9,10,30,31

. Paraffin sections cut in the coronal plane at approximately 1.5 mm behind 

bregma with a thickness of 7 microns were deparaffinized and then stained with 0.1% cresyl 

violet for 2 min. The sections were evaluated using light microscopy. 

 

Evaluation of Neurological Score 

 Neurological score was performed by a blinded investigator using a neurological 

evaluation instrument described in our previous studies
9,30

. The neurological score was evaluated 

by one blinded to experimental group. Briefly, the scoring system included five principle tasks: 

spontaneous activity over a 3-min period (0–3), symmetry of movement (0–3), open-field path 

linearity (0–3), beam walking on a 3 cm×1 cm beam (0–3), and response to vibrissae touch (1–

3). The scoring system ranged from 0 to 15, in which 15 is a perfect score and 0 is death due to 

cerebral I/R injury. Sham controls received a score of 15. 

 

In Situ Apoptosis Assay 

 In situ neuronal cell apoptosis was examined by the TdT-mediated dUTP nick end-

labeling (TUNEL) assay (Roche Applied Science, Indianapolis, IN) as described previously
30

. 

Fields of hippocampus were randomly evaluated for the percentage of apoptotic cells using the 

TUNEL assay. The images were viewed on an EVOS-fl digital inverted fluorescent microscopy 
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(Advanced Microscopy Group, Bothell, WA). Total cells were counted in each field, and 

apoptotic cells are presented as the percentage of total cells counted. 

 

Immunohistochemistry Fluorescent Staining 

 Fluorescent staining was performed to examine caspase-3 activity and microglia 

activation after cerebral I/R as described previously
30

. Briefly, brains from each group were 

harvested and immersion-fixed in 4% buffered parafomaldehyde, embedded in paraffin, cut at 7 

μm, and stained with an specific anti-cleaved caspase-3 antibody (Cell Signaling Technology, 

Inc.) or anti-Iba-1 antibody (Santa Cruz Biotechnology, Inc) as described previously
30

. After 

washing, the tissue sections were incubated with FITC-conjugated anti-rabbit (GeneTex) for 1 h 

at 25 °C and covered with fluorescence mounting medium (Life Technologies, Grand Island, 

NY). The images were viewed on an EVOS-fl digital inverted fluorescent microscopy 

(Advanced Microscopy Group, Bothell, WA). Fields of cortex were randomly examined using a 

defined rectangular field area for analysis of microglia activation. Total cells were counted in 

each field, and Iba-1-positive activated microglia cells are presented as the percentage of total 

cells counted. 

 

In vitro Experiments 

BV2 microglial cells were cultured in DMEM medium supplemented with 10% fetal 

bovine serum (FBS) and penicillin (Gibco) under 5% CO2 at 37°C
30

. When BV2 cells reached 

70-80% confluence, they were stimulated with CpG-ODN (100 nM) or Control-ODN (100 nM) 

respectively under normoxic conditions for 15, 30, and 60 min. The cells were harvested and 
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cellular proteins were isolated for examination of Akt and glycogen synthase kinase (GSK)-3β 

phosphorylation by Western Blot
30, 33, 34

. 

 In separate experiments, BV2 cells were treated with CpG-ODN (100 nM) for 15, 30, and 

60 min in the presence and absence of LY294002 (20 µM). BV2 cells were also treated with 20 

µM LY294002 for 60 min. The cells were harvested for preparation of cellular proteins, which 

were used for examination of Akt phosphorylation by Western Blot. There were 6 replicates in 

each group.  

 

Western Blot 

Cellular proteins were prepared from brain tissues and Western blots were performed as 

described previously
8-10, 30, 31

. Briefly, the cellular proteins were separated by SDS-PAGE and 

transferred onto Hybond ECL membranes (Amersham Pharmacia, Piscataway, NJ). The ECL 

membranes were incubated with the appropriate antibodies respectively (anti-phospho-Akt 

[Ser473], anti-phospho-GSK-3β [Ser9], anti-Bax, anti-Cleaved Caspase-3 [Cell Signaling 

Technology], anti-Akt, anti-GSK-3β and anti-Bcl2 [Santa Cruz Biotechnology]) followed by 

incubation with peroxidase-conjugated secondary Abs (Cell Signlaing Technology). The signals 

were detected with the ECL system (Amersham Pharmacia). To control for lane loading, the 

same membrane were probed with anti-GAPDH (glyceraldehyde-3-phosphate dehydrogenase, 

Biodesign, Saco, Maine) after being washed with stripping buffer. The signals were quantified 

by scanning densitometry using a Syngene G: Box Image Analysis System.  
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Caspase-3/7 Activity Assay 

 Caspase-3/7 activity in brain tissue was measured using a Caspase-Glo assay kit 

(Promega) according to the manufacturer’s protocol as described previously
34

. 

 

Statistical Analysis 

Data is presented in figures as mean ± S.E.M for experimental groups. Group mean levels 

were compared with analysis of variance (one-way or multifactorial as dictated by the design 

structure) and the least significant difference procedure (since the F-test was statistically 

significant).  The log-rank test was used to compare group survival trends (Kaplan-Meier plot in 

Figure 2B).  Probability levels of 0.05 or smaller were used to indicate statistical significance. 

 

Results 

CpG-ODN Administration Decreased Focal Cerebral Infarct Volume Following I/R  

 To examine the role of CpG-ODN in focal cerebral I/R injury, we administered CpG-

ODN, control-ODN or iCpG-ODN to mice 1 h before the mice were subjected to cerebral 

ischemia (1 h) and reperfusion (24 h). Figure 3.1A shows that CpG-ODN administration 

significantly reduced infarct volume by 69.7% compared with the untreated I/R group (6.4 ± 

1.80% vs 21.0 ± 2.85%). Administration of either control-ODN or iCpG-ODN to mice did not 

alter I/R-induced cerebral infarct volume. We also evaluated the therapeutic effect of CpG-ODN 

on cerebral I/R injury. As shown in Figure 3.1B, therapeutic administration of CpG-ODN at 15 

min after ischemia significantly reduced infarct volume by 44.7%, when compared with the 

untreated I/R group (12.6 ± 2.03% vs 22.8 ± 2.54%). Figure 3.1C shows that cerebral blood flow 

was significantly reduced by more than 80% immediately following occlusion of middle cerebral 
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artery and complete reperfusion was restored after the occlusion was released. There was no 

significant difference in cerebral blood flow between the CpG-ODN, control-ODN, iCpG-ODN 

and the untreated I/R groups. 

 
 
 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

Figure 3.1 CpG-ODN administration reduces infarct volume following cerebral I/R. (A) CpG-

ODN (10 µg/25 gram body weight), Control-ODN (10 µg/25 gam body weight) or iCpG-ODN 

(100 µg/25 g body weight) was administered to mice, respectively, by i.p injection one hr prior 

to cerebral ischemia (n=8/group). (B) CpG-ODN (10 µg/25 gam body weight) was given to mice 

15 min after ischemia by intravascular injection. Mice were subjected to cerebral ischemia (60 

min) followed by reperfusion (24 h). Representative image of infarct size from groups are shown 

on the top of bars (n=8 in untreated and n=6 in post treated group). (C) Cerebral blood flow 
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measurement before, during and after ischemia (n=6 in untreated, n=6 in CpG-ODN, n=7 in 

iCpG-ODN, and n=6 in control ODN group).  * p <0.05 compared with indicated group. 

 

CpG-ODN Administration Improved Neurological Deficits and Increased Survival Rate 

Following Focal Cerebral I/R  

 Neurologic score evaluation is an index for the degree of neurologic deficits associated 

with ischemic stroke
9, 30

. We evaluated the effect of CpG-ODN on neurological deficits 

following cerebral I/R. Figure 3.2A shows that the neurological score was significantly 

decreased in untreated I/R mice following cerebral I/R for up to 4 days. In contrast, the 

neurological scores in CpG-ODN treated I/R mice were significantly greater than in untreated 

I/R group at all time periods. Administration of either control-ODN or iCpG-ODN did not 

markedly affect cerebral I/R-induced neurological deficits.   

 We also evaluated the effect of CpG-ODN administration on survival rate following 

cerebral I/R. As shown in Figure 3.2B, in untreated mice, 50% of mice died at 48 h and 80% 

died at 96 h following cerebral I/R. In CpG-ODN treated mice, however, 80% of mice survived 

at 96 h and 50% survived at 21 days after cerebral I/R. There was no significant difference in the 

survival rate between control-ODN, iCpG-ODN and untreated I/R group. 

 

 

 

 

 

 

 

 

Figure 3.2 (continued on next page) 
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Figure 3.2 CpG-ODN treatment improves neurological deficits and increases survival rate 

following cerebral I/R. Mice were treated with CpG-ODN, or Control-ODN, or iCpG-ODN, 

respectively, one hr prior to cerebral ischemia (60 min) followed by reperfusion for up to 4-21 

days. Untreated I/R served as I/R control. Sham operation served as sham control. (A)in 

vivoNeurological function was evaluated using a scoring system ranging 0 to 15, with 15 being a 

perfect score and 0 being death due to cerebral I/R injury (n=7 in untreated, n=8 in CpG, n=7 in 

iCpG, n=7 in Control ODN group). (B) Survival rate was evaluated following cerebral I/R (n=16 

in untreated, n=14 in CpG, n=14 in iCpG, and n=15 in control ODN group).  * p <0.05 compared 

with indicated group. 

 

CpG-ODN Administration Attenuated Neuronal Damage in the Hippocampal Formation   

We evaluated the effect of CpG-ODN administration on neuronal morphology in the 

hippocampus after cerebral I/R. Nissl staining showed that neuronal damage in the cormu 

ammonis 1 (CA1) field of the hippocampal formation (HF) is characterized by shrunken cell 

bodies accompanied by shrunken and pyknotic nuclei in the untreated I/R mice (Fig. 3.3). 

Similar morphological changes were observed in the dentate gyrus (DG) field. In CpG-ODN 

treated I/R mice, neuronal damage in the HF was significantly decreased and morphology was 
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preserved. Administration of control-ODN or iCpG-ODN did not alter I/R-induced neuronal 

morphological changes in the hippocampus (Fig. 3.3).   

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

Figure 3.3 CpG-ODN treatment attenuates neuronal damage in the HF following cerebral I/R. 

Mice were treated with CpG-ODN, or Control-ODN, or iCpG-ODN, respectively, one hr prior to 

cerebral ischemia (60 min) followed by reperfusion for 24 h. Sham operation served as sham 
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control. Brains were harvested, sectioned, and stained with 0.1% cresyl violet (n=4 in each 

group). 

 

CpG-ODN Administration Attenuated Apoptosis in the Brain Following Cerebral I/R Injury 

Cerebral I/R induced apoptosis plays a role in brain tissue injury in response to I/R
35

. We 

examined whether administration of CpG-ODN will attenuate cerebral I/R-induced apoptosis in 

the brain tissues. TUNEL assay showed that cerebral I/R significantly induced apoptosis in the 

fields of CA1 and cortex (Figure 3.4A). In CpG-ODN treated I/R mice, however, the numbers of 

apoptotic nuclei were significantly reduced by 78.8% in CA1 region and by 91.7% in the cortex, 

respectively, when compared with untreated I/R mice. Cerebral I/R also significantly induced 

caspase-3 activity as evidenced by showing positive fluorescent staining with a specific anti-

cleaved caspase-3 antibody (Figure 3.4B), when compared with sham control. Caspase-3/7 

activity was also significantly increased in the brain tissues following cerebral I/R (Figure 3.4C). 

In contrast, CpG-ODN administration markedly reduced the numbers of positive fluorescent 

staining cells and attenuated caspase-3/7 activity, when compared with untreated I/R group. 

Treatment of mice with control-ODN or iCpG-ODN did not significantly alter cerebral I/R 

induced apoptosis and caspase-3/7 activity in the brain tissues.  

 

CpG-ODN Administration Increased Bcl-2 and Attenuated Bax Levels in Brain Tissues 

Following Cerebral I/R 

Bcl-2 is important for cell survival and anti-apoptosis while Bax promotes apoptosis
36

. 

We examined the effect of CpG-ODN administration on the levels of Bcl2 and Bax in the brain 

tissues following cerebral I/R. As shown in Figure 3.4D and Figure 3.4E, cerebral I/R increased 

the levels of Bax by 126.7% in the brain tissues compared with sham control. In contrast, CpG-
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ODN administration prevented I/R-increased Bax levels in the brain tissues. CpG-ODN 

treatment also significantly increased Bcl2 levels by 41% in the brain tissues following cerebral 

I/R compared with untreated I/R mice (1.24 ± 0.10 vs 0.88 ± 0.14). Administration of either 

control-ODN or iCpG-ODN to mice did not affect the levels of Bax and Bcl2 in the brain tissues 

following I/R.    
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Figure 3.4 CpG-ODN administration attenuates I/R-induced apoptosis in the brain tissues. Mice 

were treated with CpG-ODN, or Control-ODN, or iCpG-ODN, respectively, one hr prior to 

cerebral ischemia (60 min) followed by reperfusion for 24 hrs (n=6/group). Sham surgical 

operation served as sham control (n=4). Brains were harvested and sectioned. Cellular proteins 

were prepared from the remaining brain tissues. (A) Apoptosis in brain tissue were examined by 

TUNEL assay (n=3/group) and (B) caspase-3 activity was stained by cleaved caspase-3 antibody 

(red). The nuclei were stained by DAPI (blue). (C) Caspase-3/7 activity was measured using 

Caspase-Glo 3/7 assay kit. (D, E) CpG-ODN increased Bcl2 (D) and decreased Bax (E) levels in 

the brain tissues following cerebral I/R. * P<0.05 compared with indicated groups. 

 

CpG-ODN Administration Attenuated Cerebral I/R-Induced Microglial Cell Activation 

 Microglia are active sensor and effector cells in the pathophysiological brain injury
37

. We 

have previously reported that cerebral I/R induced microglia activation in brain tissues
30

. We 

examined whether CpG-ODN administration will attenuate cerebral I/R-induced microglial cell 

activation. Figure 3.5 shows that cerebral I/R induced microglial cell activation as evidenced by 

anti-Iba-1 positive staining cells in the cortex region of brain (green color). I/R also induced 

caspase-3 activity (red color) in microglial cells (yellow color in merge). In CpG-ODN treated 

mice, however, the numbers of anti-Iba-1 positive staining cells were significantly decreased 

compared with untreated I/R mice (52.2 ± 3.8% vs 74.9 ± 3%). CpG-ODN administration also 

markedly reduced caspase-3 activity in microglial cells. Administration of either control-ODN or 

iCpG-ODN did not markedly alter I/R-induced activation of microglial cells and caspase-3 

activity in microglial cells.  
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Figure 3.5 CpG-ODN administration attenuates I/R-induced caspase-3 activity in microglial cells 

in the brain tissues. Mice were treated with CpG-ODN, or Control-ODN, or iCpG-ODN, 

respectively, one hr prior to cerebral ischemia (60 min) followed by reperfusion for 24 hrs. Sham 

surgical operation served as sham control. Brains were harvested and sectioned. Activation of 

microglia was examined with specific antibody against Iba1 (green) and caspase-3 activity was 

measured by anti-cleaved-caspase-3 antibody (red). Nuclei were stained with DAPI (blue). 

Caspase-3 activity in activated microglial cells were yellow color (merge). (n=3/group). *P<0.05 

compared with indicated groups.  
# 

P<0.05 compared with sham group.   
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CpG-ODN Treatment Increased the Levels of Phospho-Akt and Phospho-GSK-3β in the Brain 

Tissues 

 Activation of the PI3K/Akt signaling pathway induces protection against cerebral I/R
30,38

. 

We examine the effect of CpG-ODN on the activation of PI3K/Akt signaling in the brain tissues. 

Figure 3.6A shows that CpG-ODN treatment significantly increased the levels of phospho-Akt in 

the brain tissues of sham control mice. Cerebral I/R increased the levels of phospho-Akt 

compared with sham control. However, the levels of phospho-Akt in CpG-ODN treated mice 

were further increased following cerebral I/R, when compared with untreated I/R group. 

GSK-3β is an important downstream target of Akt
26

. Figure 3.6B shows that CpG-ODN 

administration markedly increased the levels of phospho-GSK-3β in sham control mice. The 

levels of phosphor-GSK-3β in CpG-ODN treated mice were further increased following cerebral 

I/R compared with untreated I/R group. Treatment of mice with either control-ODN or iCpG-

ODN did not significantly alter the levels of phospho-Akt and phosopho-GSK-3β in the brain 

tissues with and without cerebral I/R. 

 

CpG-ODN Induced Akt and GSK Phosphorylation in Cultured Microglial Cells  

We performed in vitro experiments using microglial cells (BV2) to investigate whether 

CpG-ODN can activate PI3K/Akt signaling. BV2 cells were treated with CpG-ODN for 0, 15, 30 

and 60 min, respectively. Control-ODN served as control. Figure 3.6C, D shows that CpG-ODN 

treatment significantly induced Akt (Figure 3.6C) and GSK-3β (Figure 3.6D) phosphorylation at 

30 and 60 min, compared with untreated group. PI3K inhibition by LY294002 completely 

prevented CpG-ODN-induced Akt phosphorylation (Figure 3.6E). Control-ODN did not 

markedly stimulate Akt and GSK-3β phosphorylation in microglial cells. 
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Figure 3.6 CpG-ODN administration increases the levels of Akt and GSK-3 phosphorylation in 

the brain tissues and in cultured microglial cells. Mice were treated with CpG-ODN (n=7), or 

Control-ODN (n=7), or iCpG-ODN (n=6), respectively, one hr prior to cerebral ischemia (60 

min) followed by reperfusion (24 hrs). Untreated I/R mice served as I/R control (n=6). Sham 

surgical operation served as sham control (n=4). Brains were harvested and cellular proteins 
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were prepared. The phospho-Akt (A) and phospho-GSK-3β (B) were examined by Western blot 

with specific antibodies. (C, D) Microglial cells (BV2) were treated with CpG-ODN or Control–

ODN for 15, 30, and 60 min. The cells were harvested and cellular proteins were prepared 

Western blot examination of (C) Akt and (D) GSK-3β phosphorylation. (E) Microglial cells 

(BV2) were treated with CpG-ODN for 15, 30, and 60 min in the presence and absence of 

LY294002. PI3K inhibition by LY294002 prevents CpG-ODN-induced Akt phosphorylation in 

cultured microglial cells (n=6 replicates/group). * P<0.05 compared with indicated groups.  

#
P<0.05 compared with the respective CpG-ODN group.   

   

Inhibition of PI3K/Akt Abolished CpG-ODN-Induced Protection Against Cerebral I/R Injury 

 To determine whether activation of PI3K/Akt signaling contributes to CpG-ODN induced 

protection against cerebral I/R injury, we treated mice with LY294002, a specific PI3K 

inhibitor
20, 23, 30

 15 min prior to CpG-ODN administration. As shown in Figure 3.7, CpG-ODN 

administration markedly reduced infarct volume compared with untreated I/R mice. However, 

the infarct volume in CpG-ODN treated mice was comparable with untreated I/R mice, when 

LY294002 was administered. Thus, PI3K/Akt inhibition by LY294002 completely abolished 

protection against cerebral I/R injury by CPG-ODN. There was no significant difference in the 

infarct volume between CpG-ODN-LY294002 I/R group and untreated I/R mice. Figure 3.6A & 

B show that LY294002 treatment prevented CpG-ODN-induced increases in the levels of 

phospho-Akt and phospho-GSK-3β in the brain tissues. 
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Figure 3.7 Pharmacologic inhibition of PI3K abrogates CpG-ODN-induced protection against 

cerebral I/R injury. Mice were treated with or without LY294002 (1 mg/25 gram body weight) 

15 min before administration of CpG-ODN. The mice were subjected to cerebral ischemia (60 

min) followed by reperfusion (24 h). LY294002 was also administered to mice 15 min prior to 

I/R. Infarct size was examined by TTC staining. n=8/group. * p<0.05 compared with indicated 

groups.  

 

Discussion 

 The present study has shown that administration of CpG-ODN, a TLR9 ligand, to mice 

one hr prior to cerebral I/R significantly reduced infarct volume, attenuated neurological deflects 

and improved survival rate following cerebral I/R injury. More significantly, therapeutic 

administration of CpG-ODN, 15 min after ischemia, also markedly decreased cerebral I/R-

induced infarct volume. In addition, CpG-ODN administration significantly increased the levels 

of phospho-Akt and phospho-GSK3β in the brain tissues. PI3K inhibition abolished CpG-ODN-

induced protection against cerebral I/R injury. Thus our data suggest that CpG-ODN attenuates 

focal cerebral I/R injury via a PI3K/Akt dependent mechanism.   

 Innate immune and inflammatory responses are known to be involved in cerebral I/R 

injury
2-4

. TLRs play a critical role in the induction of innate immune responses
5
. TLRs activate 

signaling through MyD88 and/or TRIF
5
. Recent evidence has indicated that TLRs contribute to 

cerebral I/R injury
6,10,10-12,39

. For example, TLR4 deficiency protects the brain from cerebral I/R 

injury
6,10,10-12,39

. Hua et al. reported that MyD88 or TRIF knockout mice did not show a reduction 

of cerebral infarction or improvement of neurological deficits following cerebral I/R
40,41

. This 

observation indicated that the signaling mediated by MyD88 or TRIF may be required for 

protection. Indeed, we have previously reported that modulation of TLR2 by its ligand, 

Pam3CSK4 significantly reduced infarct volume and improved neurological score following 
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cerebral I/R injury
30

. Recently Stevens et al. reported that activation of TLR9 by its agonist, 

CpG-ODN, significantly induced protection against ischemic stroke
14

. Hyakkoku et al. reported 

that TLR3 or TLR9 deficiency did not show a neuroprotective effect against cerebral I/R
42

, 

indicating that TLR3 or TLR9 may serve a protective role in cerebral I/R injury. Indeed, we 

demonstrated in the present study that administration of CpG-ODN decreased infarct volume and 

improved neurological score following cerebral I/R. We also observed that therapeutic 

administration of CpG-ODN decreased infarct volume. Collectively, the data suggest that 

modulation of TLR9 by its ligand CpG-ODN could be an approach for the treatment and 

management of ischemic stroke.  

 Cerebral I/R induces neuronal apoptosis which contributes to brain injury in response to 

I/R
35

. It is well known that Bax is a pro-apoptotic molecule whereas Bcl2 is an important anti-

apoptotic molecule
36

. We observed that cerebral I/R significantly increased the levels of Bax and 

caspase-3/7 activity in the brain tissues, which are consistent with the data showing cerebral I/R, 

induced apoptotic cells in the brain tissues. Importantly, CpG-ODN administration significantly 

decreased I/R-induced apoptosis and attenuated I/R-increased levels of Bax and caspase-3/7 

activity in the brain tissues. In addition, CpG-ODN markedly increased the levels of Bcl2 both in 

sham control and I/R mice. The data indicate that the anti-apoptotic effect of CpG-ODN
43

 may 

be one of the mechanisms by which CpG-ODN attenuated cerebral I/R injury. 

 Microglia are active sensors and versatile effector cells in pathological and 

pathophysiological brain injury
37

. Interestingly, a recent study by Burguillos et al. reported that 

activation of caspase-8 is associated with microglial activation
44

. Activated microglia release 

substances that cause neuronal injury
37,45

. We have observed that cerebral I/R induces microglial 

activation in brain tissues. However, CpG-ODN treatment prevented I/R-induced activation of 
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microglial cells, suggesting that CpG-ODN can prevent microglial activation. Microglial cells 

are responsible for much of the TLR expression in brain tissue
45

. We have previously reported 

that TLR2 modulation increased PI3K/Akt signaling in microglial cells
30

. CpG-ODN treatment 

also increased the levels of Akt and GSK-3β phosphorylation, which may be a possible 

mechanism for preventing microglial activation by CpG-ODN. 

 We observed in the present study that CpG-ODN administration significantly induced 

Akt and GSK-3β phosphorylation both in vivo and in vitro, indicating that CpG-ODN can 

activate the PI3K/Akt signaling pathway
20,30

. We have previously reported that activation of 

PI3K/Akt signaling attenuates cerebral I/R-induced brain injury and neuronal apoptosis
30

, 

protects the myocardium from I/R injury
20

 and improves outcome of polymicrobial sepsis
23

. 

Activation of PI3K/Akt signaling has been reported to protect cells from apoptosis induced by 

I/R
27,33,46

. Activated PI3K/Akt can inhibit Bax conformational change, thus preventing Bax from 

translocating and integrating into mitochondrial membranes. PI3K/Akt activation also 

phosphorylates Bim, leading to dissociation of Bim from Bcl2. In addition, activation of 

PI3K/Akt may be a negative feedback regulator that prevents excessive innate immune and/or 

inflammatory responses
47,48

.  

 We have previously reported that treatment of cardiomyoblasts with CPG-ODN induced 

TLR9 tyrosine phosphorylation followed by association with the p85 subunit of PI3K
20,23

, 

resulting in activating PI3K/Akt signaling. We have observed in the present study that CpG-

ODN-induced activation of PI3K/Akt signaling both in vivo and in vitro cultured microglial cells, 

indicating that activation of the PI3K/Akt signaling pathway may contribute to the CpG-ODN-

induced protective effect against cerebral I/R injury. To evaluate our hypothesis, we treated mice 

with a PI3K specific inhibitor, LY294002, before CpG-ODN administration. We observed that 
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PI3K inhibition completely abolished CpG-ODN-induced protection against cerebral I/R injury. 

The data suggests that CpG-ODN induced protection against cerebral is mediated via the 

PI3K/Akt dependent mechanisms.      

 In summary, administration of CpG-ODN significantly decreased I/R-induced infarct 

volume and improved neurological score following cerebral I/R. Therapeutic administration of 

CpG-ODN also markedly reduced I/R-induced infarct volume. CpG-ODN-induced protection 

against cerebral I/R injury is mediated through activation of PI3K/Akt signaling. The data 

suggest that the CpG-ODN may be a new approach for the management and treatment of 

cerebral I/R injury.  
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Abstract 

 

Innate immune and inflammatory responses mediated by Toll like receptors (TLRs) have 

been implicated in myocardial ischemia/reperfusion (I/R) injury. This study examined the role of 

TLR3 in myocardial injury induced by two models, namely, myocardial infarction (MI) and I/R. 

First, we examined the role of TLR3 in MI. TLR3 deficient (TLR3
-/-

) and wild type (WT) mice 

were subjected to MI induced by permanent ligation of the left anterior descending coronary 

artery (LAD) for 21 days. Cardiac function was measured by echocardiography. Next, we 

examined whether TLR3 contributes to myocardial I/R injury. TLR3
-/-

 and WT mice were 

subjected to myocardial ischemia (45 min) followed by reperfusion for up to 3 days. Cardiac 

function and myocardial infarct size were examined. We also examined the effect of TLR3 

deficiency on I/R-induced myocardial apoptosis and inflammatory cytokine production. TLR3
-/-

 

mice showed significant attenuation of cardiac dysfunction after MI or I/R. Myocardial infarct 

size and myocardial apoptosis induced by I/R injury were significantly attenuated in TLR3
-/- 

mice. TLR3 deficiency increases Bcl2 levels and attenuates I/R-increased Fas, FasL, FADD, Bax 

and Bak levels in the myocardium. TLR3 deficiency also attenuates I/R-induced myocardial NF-

κB binding activity, TNF-α and IL-1β production as well as I/R-induced infiltration of 

neutrophils and macrophages into the myocardium. TLR3 plays an important role in myocardial 

injury induced by MI or I/R. The mechanisms involve activation of apoptotic signaling and NF-

κB binding activity. Modulation of TLR3 may be an effective approach for ameliorating heart 

injury in heart attack patients.  
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Introduction 

Cardiovascular disease is the number one killer in the United States [27]. Each year, an 

estimated 785,000 Americans will have a new coronary attack, 470,000 will have a recurrent 

attack and 195,000 Americans will have silent myocardial infarctions [27]. Despite extensive 

investigation, the cellular and molecular mechanisms that are involved in the initiation and 

progress of myocardial injury in response to ischemia/reperfusion (I/R) are still unclear. 

Innate immune and inflammatory responses mediated by Toll-like receptors (TLRs) have 

been demonstrated to be involved in the pathophysiology of myocardial I/R injury [3, 23]. TLRs 

are pattern recognition receptors that play an important role in the induction of innate immune 

and inflammatory responses [21, 42]. TLR-mediated signaling predominately activates nuclear 

factor KappaB (NF-κB) which is an important transcription factor regulating the expression of 

genes associated with innate immunity and inflammatory responses as well as cell growth, cell 

survival, and cell death [21,42]. We and others have reported that TLR4 deficiency or 

modulation of TLR4 mediated signaling decreases myocardial injury following I/R [1, 3, 4, 13, 

17, 23].  

TLR3 is located in intracellular endosomes and recognizes double-stranded RNA 

(dsRNA) and polyinosinic-polycytidylic acid (Poly I: C, a synthetic analog of dsRNA), resulting 

in induction of antiviral immune responses [20]. Recently, Cavassani et al. reported that TLR3 

deficient (TLR3
-/-

) mice showed an increased survival rate in cecal ligation and puncture induced 

sepsis [2]. We have shown that TLR3
-/-

 mice exhibit protection against polymicrobial sepsis-

induced cardiac dysfunction [10]. These data suggest that TLR3 plays an important role in 

cardiac function during sepsis. However, whether TLR3 contributes to myocardial injury 

induced by myocardial infarction or I/R has not been investigated. It is possible that TLR3 plays 
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a role in myocardial ischemic injury by recognition of endogenous ligands, i.e. damage-

associated molecular patterns (DAMPs) that are released during myocardial I/R injury. 

We hypothesized that TLR3 contributes to myocardial injury by recognition of DAMPs during 

myocardial I/R. To evaluate our hypothesis, we examined the role of TLR3 in myocardial injury 

induced by either permanent ligation-induced myocardial infarction (MI) or ischemia/reperfusion 

(I/R) using TLR3 deficient (TLR3
-/-

) mice. We observed that TLR3 deficiency significantly 

attenuates myocardial dysfunction induced by models, i.e MI and I/R. TLR3 deficiency also 

reduces infarct size and myocardial apoptosis after I/R injury. Our data indicate that TLR3 plays 

an important role in myocardial ischemic and I/R injury. 

 

Materials and Methods 

Animals 

TLR3 knockout mice (TLR3
-/-

) and wild type (WT) genetic background control mice 

(C57BL/6) were obtained from Jackson Laboratory (Indianapolis, IN) [10]. The mice were 

maintained in the Division of Laboratory Animal Resources at East Tennessee State University 

(ETSU). The experiments outlined in this article conform to the Guide for the Care and Use of 

Laboratory Animals published by the National Institutes of Health (NIH Publication, 8th Edition, 

2011). All aspects of the animal care and experimental protocols were approved by the ETSU 

Committee on Animal Care. 

 

Models of Myocardial Infarction (MI) and Ischemia/Reperfusion (I/R) Injury 

Myocardial infarction was induced by permanent ligation of the left anterior descending 

(LAD) coronary artery as described previously [18]. Myocardial I/R injury was induced as 
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described previously [11, 13, 17, 38]. Briefly, TLR3
-/-

 and age-matched WT male mice (26-28 

gram body weight) were anaesthetized by 5.0% isoflurane inhalation, intubated and ventilated 

with room air using a rodent ventilator. Anesthesia was maintained by inhalation of 1.5% 

isoflurane driven by 100% oxygen flow. Body temperature was regulated at 37
o
C by surface 

water heating. Following the skin incision, the hearts were exposed through a left thoracotomy in 

the fourth intercostal space. For induction of MI, the LAD coronary was permanently ligated 

with 8-0 silk ligature [18]. For induction of I/R injury, the LAD coronary artery was ligated with 

8-0 silk ligature that was tied using a ‘shoestring knot’ over a 1 mm polyethylene tube (PE-10). 

After completion of 45 min of occlusion, the coronary artery was reperfused by pulling on the 

exteriorized suture to release the knot. Cardiac function was measured by echocardiography [26, 

38]. After completion of the experiments, the mice were euthanized by CO2 inhalation and the 

hearts were harvested. 

 

Evaluation of Myocardial Infarct Size 

Myocardial infarct size was evaluated by triphenyltetrazolium chloride (TTC, Sigma-

Aldrich) staining as described previously [11, 13, 17, 38]. Briefly, the hearts were perfused with 

saline on a Langendorff system to wash blood from the coronary vasculature. The LAD coronary 

artery was re-ligated at the previous site of ligation prior to staining with 1% Evans Blue in order 

to assess area at risk. Each heart was then sliced horizontally to yield five slices. The slices were 

incubated in 1% TTC for 15 min at 37°C, fixed by immersion in 10% neutral buffered formalin. 

The area of infarction on both sides of each slice was determined by an image analyzer, 

corrected for the weight of each slice, and summed for each heart. Ratios of risk area vs. left 
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ventricle area (RA/LV) and infarct area vs. risk area (IA/RA) were calculated and expressed as a 

percentage. 

 

Echocardiography 

Transthoracic two-dimensional M-mode echocardiogram and pulsed wave Doppler 

spectral tracings were obtained using a Toshiba Aplio 80 Imaging System (Toshiba Medical 

Systems, Tochigi, Japan) equipped with a 12-MHz linear transducer as described previously [26, 

38]. Percent fractional shortening (%FS) and percent ejection fraction (%EF) were calculated as 

described previously [26, 38]. All measurements were made by one observer who was blinded 

with respect to the identity of the tracings. All data were collected from 10 cardiac cycles. 

 

Western Blot   

Western blots were performed as described previously [11, 13, 17, 38]. Briefly, the 

cellular proteins were separated by SDS-polyacrylamide gel electrophoresis, transferred onto 

Hybond ECL membranes (Amersham Pharmacia, Piscataway, NJ). The membranes were 

incubated with appropriate primary antibody [anti-Fas (CD95), anti-FasL, anti-FADD, anti-

vascular cell adhesion molecule-1 (VCAM-1), anti-intercellular adhesion molecule-1 (ICAM-1), 

anti-Bcl-2, anti-Bax, and anti-Bak, (Santa Cruz Biotech, Santa Cruz, CA), and anti-phospho-

IκBα, (Cell Signaling Technology, Inc., Danvers, MA), respectively, followed by incubation 

with peroxidase-conjugated second antibodies (Cell Signaling Technology) and analysis by the 

ECL system (Amersham Pharmacia, Piscataway, NJ). To control for lane loading, the same 

membranes were probed with anti-GAPDH (glyceraldehyde-3-phosphate dehydrogenase, 
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Biodesign, Saco, Maine) after being washed with stripping buffer.  The signals were quantified 

using the Syngene G: Box gel imaging system (Syngene, USA, Fredrick, MD). 

 

In Situ Apoptosis Assay 

Myocardial apoptosis was examined as described previously [11, 13, 17, 38] using the In 

Situ Cell Death Detection Kit, Fluorescein (Roche, USA). Briefly, hearts were harvested and 

slices cut horizontally. One slice was immersion-fixed in 4% buffered paraformaldehyde, 

embedded in paraffin and cut at 5 µm thick. The sections were incubated with the commercially 

prepared labeling mixture supplied by the manufacturer at 37oC for one hr. Nuclei of living and 

apoptotic cells were counterstained with Hoechst 33342 (Invitrogen). Three slides from each 

block were evaluated for percentage of apoptotic cells and four fields on each slide were 

examined at the border areas using a defined rectangular field area with 20x magnification. The 

numbers of apoptotic cardiac myocytes are presented as a percentage of total cells counted. 

 

Caspase-Activity 

Caspase-3/7 and -8 activities in heart tissues were measured as described previously [19] 

using a Caspase-Glo assay kit (Promega). 

 

Electrophoretic Mobility Shift Assay (EMSA) 

Nuclear proteins were isolated from heart samples as previously described [11,13,17,38] 

and NF-κB binding activity was measured using a LightShift Chemiluminescent EMSA kit 

(Thermo Fisher Scientific, Waltham, MA) according to the instructions of manufacturer. 
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ELISA Quantification of Cytokines  

The levels of inflammatory cytokines (TNF-α and IL-1β) in the serum were assessed by 

ELISA (PeproTech, Rocky Hill, NJ) according to the instructions provided by the manufacturer 

[10, 24, 38].  

 

Immunohistochemistry Staining 

Immunohistochemistry was performed as described previously [10, 38]. Briefly, heart 

tissues were immersion-fixed in 4% buffered paraformaldehyde, embedded in paraffin, and cut at 

5 um sections. The sections were stained with specific goat anti-ICAM-1 (1:50 dilution, Santa 

Cruz Biotechnology) and rabbit anti-VCAM-1 (1:50 dilution, Santa Cruz Biotechnology), 

respectively, and treated with the ABC staining system (Santa Cruz Biotechnology) according to 

the instructions of the manufacturer. Three slides from each block were evaluated, counterstained 

with hematoxylin, and examined with brightfield microscopy. Four different areas of each 

section were evaluated. 

 

Accumulation of Neutrophils and Macrophages 

Neutrophil accumulation in the heart tissues was examined by staining with naphtol AS-

D Chloroacetate Esterase (Sigma-Aldrich, St. Louis, MO) as described previously [10,38]. 

Macrophages in the myocardium were examined with the macrophage specific antibody F4/80 

(1:50 dilution, Santa Cruz, CA). Three slides from each block were evaluated, counterstained 

with hematoxylin, and examined with brightfield microscopy. Four different areas of each 

section were evaluated. The results are expressed as the numbers of macrophages/field (40x). 
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Statistical Analysis 

All data were expressed as mean ± SEM.  Comparisons of data between groups were 

made using one-way analysis of variance (ANOVA) and Tukey’s procedure for multiple range 

tests was performed.  P< 0.05 was considered to be significant. 

 

Results 

TLR3 Deficiency Attenuates Cardiac Dysfunction Induced by Myocardial Infarction 

To investigate whether TLR3 plays a role in cardiac dysfunction following myocardial 

infarction, we performed permanent ligation of LAD artery in TLR3
-/- 

and WT mice and 

measured cardiac function before and 3, 7, 14 and 21 days after induction of myocardial 

infarction. As shown in Figure 4.1A, ejection fraction (EF%) and fractional shortening (FS%) 

values were significantly reduced, compared with baseline, in WT and TLR3
-/-

 mice following 

permanent ligation. The EF% and FS% in TLR3
-/- 

and WT mice decreased as a function of time. 

However, TLR3 deficiency resulted in significantly greater attenuation of cardiac dysfunction 

after myocardial infarction. There was no significant difference in EF% and FS% of baseline 

between TLR3
-/-

 and WT mice. The data indicates that TLR3 contributes to cardiac dysfunction 

following induction of myocardial infarction. 

 

TLR3 Deficiency Attenuates Cardiac Dysfunction Following Transient Myocardial Ischemia 

Followed by Reperfusion 

Next, we examined the role of TLR3 in cardiac function following myocardial I/R injury. 

TLR3
-/-

 and WT mice were subjected to myocardial ischemia (45 min) followed by reperfusion 

for up to 3 days. Cardiac function was assessed by echocardiography before and after reperfusion 
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for 1 and 3 days. Figure 4.1B showed that EF% and FS% in WT and TLR3
-/-

 mice were 

significantly decreased following myocardial I/R injury compared with the baseline. However, 

TLR3 deficiency markedly attenuated I/R-induced cardiac dysfunction. The EF% and FS% 

values in TLR3
-/-

 mice were significantly greater on day 1 (45.1% and 52.7%) and on day 3 (39.7% 

and 42.3%) after reperfusion than in WT I/R mice, respectively. The data further confirm that 

TLR3 contributes to cardiac dysfunction in myocardial I/R injury. 

 

TLR3 Deficiency Reduces Myocardial Infarct Size Following Myocardial I/R Injury 

We also examined the role of TLR3 in myocardial infarct size following I/R. TLR3
-/- 

and 

WT mice were subjected to myocardial ischemia (45 min) following by reperfusion (4 hrs). 

Hearts were harvested for the evaluation of infarct size. As shown in Figure 4.1C, ischemia 

followed by reperfusion induced significant myocardial injury as denoted by the infarct size in 

WT mice. In contrast, infarct size was significantly reduced (42.9%) in TLR3
-/-

 mice following 

I/R, when compared with WT mice. There was no significant difference in the ratio of risk 

area/left ventricle (RA/LV), which reflects the position of the coronary artery ligation, between 

TLR3
-/-

 and WT mice. 

 

 

 

 

 

 

 

 

Figure 4.1 (continued on next page) 
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Figure 4.1 TLR3 deficiency attenuates cardiac dysfunction following myocardial infarction or 

I/R injury and decreases myocardial infarct size following myocardial I/R injury. TLR3-/- and 

age-matched WT mice were subjected to myocardial infarction (MI) by permanent ligation of 

LAD coronary artery (A) or myocardial ischemia (45 min) followed by reperfusion for up to 3 

days (B). Cardiac function was measured by echocardiography before (baseline) and after 

ischemia/reperfusion. (C) TLR3 deficiency decreases myocardial infarct size. TLR3-/- and age-

matched WT mice were subjected to myocardial ischemia (45 min) followed by reperfusion (4 

hrs). Infarct size was determined by TTC staining. Blue color shows non-ischemic areas, red 

color indicates ischemic areas. Pale (white) indicates necrotic tissues. Ratios of risk area vs. left 

ventricle area (RA/LV) and infarct area vs. risk area (IA/RA) were calculated and are presented 

in the graphs. Photographs of representative heart sections are shown above. There were 8 mice 

in each group. *p < 0.05 compared with indicated groups. #p < 0.05 compared with respective 

baseline. 
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TLR3 Deficiency Attenuates I/R-Induced Myocardial Apoptosis 

Cardiac myocyte apoptosis contributes to myocardial I/R injury [36]. We examined 

whether TLR3 deficiency will attenuate myocardial apoptosis following I/R injury. Figure 4.2A 

shows that I/R significantly increased the TUNEL positive apoptotic cells by 9.1 fold in the WT 

myocardium compared with WT sham control. I/R also induced myocardial apoptosis in TLR3
-/- 

mice by 5.2 fold, when compared with TLR3
-/-

 sham control mice. However, myocardial 

apoptotic cells in TLR3
-/-

 I/R mice were markedly reduced by 41.1% compared with WT I/R 

mice.  

Caspase-3 and -8 activities are the specific markers for apoptosis. As shown in Figure 

4.2B, I/R significantly induced caspase-3/7 activity by 51.1% and caspase-8 by 45% respectively, 

in the WT I/R myocardium, when compared with sham control. In contrast, TLR3
-/-

 mice showed 

a significant attenuation of I/R-induced caspase-3/7 and caspase-8 activities following 

myocardial I/R injury. The levels of caspase-3/7 and caspase-8 activity in TLR3
-/-

 I/R mice were 

reduced by16.4% and 16.6% (p<0.05) when compared with WT I/R mice. 
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Figure 4.2 TLR3 deficiency attenuates I/R-induced myocardial apoptosis. TLR3
-/-

 and WT mice 

were subjected to myocardial ischemia (45 min) followed by reperfusion (24 h). Sham surgical 

operation served as sham control. Myocardial apoptosis was examined by the TUNEL assay in 

the heart sections. (A) DAPI stained nuclei are blue color and TUNEL positive cells show green 

fluorescence. The bar graph shows the percent of apoptotic cells. n=3 in each group. (B) TLR3 

deficiency prevents I/R-induced activity of caspase-3/7 and caspase-8 in the myocardium. There 

were 6 mice in each group. *p < 0.05 compared with indicated groups. 

 

TLR3 Deficiency Attenuates up Regulation of Pro-Apoptotic Factors in the Myocardium 

Activation of Fas/FasL mediated apoptotic signaling plays a role in I/R-induced 

myocardial apoptosis [36]. Bax and Bak1 are pro-apoptotic mediators [36]. We examined the 

effect of TLR3 deficiency on I/R-induced activation of Fas/FasL-mediated extrinsic apoptotic 

signaling in the myocardium. Figure 4.3A-C show that I/R significantly increased the levels of 

Fas, FasL and FADD, respectively in the WT myocardium when compared with WT sham 

control. In contrast, TLR3 deficiency markedly attenuated I/R-induced increases in the levels of 

Fas by 27.2% and prevented I/R-increased FasL and FADD, respectively, compared with WT 

I/R mice.  

We also examined the effect of TLR3 deficiency on I/R-induced activation of intrinsic 

apoptotic signaling in the myocardium. In intrinsic apoptotic signaling, Bcl-2 is an important 
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anti-apoptotic factor while Bak and Bax are pro-apoptotic mediators [36]. Figure 4.3D-F shows 

that I/R markedly increased the levels of Bax (↑52.6%) and Bak (↑52.9%) and decreased the 

levels of Bcl2 in the myocardium compared with sham control. In contrast, TLR3 deficiency 

prevented I/R increases in the levels of Bax and Bak, when compared with WT I/R mice. 

Importantly, TLR3
-/- 

completely prevented the deleterious effect of I/R on myocardial Bcl2 

levels. In addition, the levels of Bcl2 in TLR3
-/- 

sham mice were significantly greater than in WT 

sham mice. 
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Figure 4.3 TLR3 deficiency attenuates I/R-increased FasL, Fas, FADD, Bak, and Bax expression, 

and prevents I/R-induced decreases in myocardial Bcl-2 levels. TLR3
-/- 

and WT mice were 

subjected to myocardial ischemia (45 min) followed by reperfusion (24 h). Sham surgical 

operation serve as sham control. TLR3 deficiency attenuates I/R-increased the levels of Fas (A), 

FasL (B), FADD (C), Bak (D), and Bax (E) in the myocardium. (F) TLR3 deficiency increases 

the levels of Bcl2 in the myocardium following myocardial I/R. There were 6 mice in each group. 

*p < 0.05 compared with indicated groups. 

 

TLR3 Deficiency Prevents I/R-Induced Myocardial NF-κB Binding Activity and Systemic TNF-

α and IL-1β Production 

We have previously reported that I/R significantly induced myocardial NF-κB binding 

activity [12, 13, 16, 17]. Inhibition of NF-κB activity has been shown to attenuate myocardial 

injury following  I/R [22, 29]. We determine the whether TLR3 deficiency will attenuate I/R-

induced myocardial NF-κB activity. Figure 4.4A shows that I/R significantly induced NF-κB 

binding activity by 1.76 fold in WT mice compared with sham control. TLR3 deficiency 

prevented I/R-induced NF-κB binding activity in the myocardium. Activation of NF-κB 

stimulates the expression of numerous genes, including pro-inflammatory cytokines [21, 42]. 

Figure 4.4B shows that circulating levels of TNFα and IL-1β were markedly increased by 1.2 

fold and 2.6 fold, respectively, following myocardial I/R compared with sham control. However, 

TLR3 deficiency attenuated I/R-induced increases in the production of TNFα and IL-1β in the 

serum.  
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Figure 4.4 TLR3-deficiency prevents I/R-induced myocardial NF-κB binding activity and pro-

inflammatory cytokine production in the circulation. TLR3
-/- 

and WT mice were subjected to 

myocardial ischemia (45 min) followed by reperfusion (24 h). Sham surgical operation serve as 

sham control. Hears were harvested for the preparation of the nuclear and cytoplasmic proteins. 

TLR3 deficiency prevents I/R-induced NF-κB binding activity (A), TNF-α (B), and IL-1β (C) 

production. There were 6 mice in each group. *p < 0.05 compared with indicated groups. 

 

TLR3 Deficiency Attenuates I/R-Induced Infiltration of Neutrophils and Macrophages into the 

Myocardium 

Infiltration of neutrophils and macrophages into the myocardium plays an important role 

in cardiac dysfunction and myocardial I/R injury [7, 14]. We examined the effect of TLR3 

deficiency on the infiltration of neutrophils and macrophages into the myocardium following 

myocardial I/R injury. Figure 4.5A shows that I/R increased the number of neutrophils in the WT 

myocardium by 20 fold on day 1 and by 30 fold on day 3 after reperfusion, respectively, when 

compared with sham control. I/R also induced the infiltration of neutrophils into the myocardium 
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in TLR3
-/-

 mice when compared with sham control. However, the numbers of neutrophils in the 

myocardium of TLR3
-/-

 I/R mice were markedly reduced by 53.3% on day 1 and by 38.8% on 

day 3 after reperfusion, respectively compared with WT I/R mice. Figure 4.5B shows that the 

numbers of positively staining macrophages were markedly increased in the WT myocardium by 

8.6 fold on day 1 and by 15 fold on day 3 after reperfusion compared with sham control. In 

contrast, I/R induced infiltration of macrophages into the myocardium in TLR3
-/- 

mice was 

significantly reduced, when compared with WT I/R mice.  

 

TLR3 Deficiency Attenuates I/R-Induced Expression of Adhesion Molecules in the Myocardium 

Increased expression of adhesion molecules, such as VCAM-1 and ICAM-1, promotes 

neutrophil and macrophage infiltration into the myocardium during myocardial I/R injury [8, 9]. 

We examined the role of TLR3 deficiency in I/R-induced the expression of adhesion molecules 

in the myocardium. As shown in Figure 4.5C, I/R significantly increased the levels of VCAM-1 

by 57.8% and ICAM-1 by 118.7% in the myocardium of WT mice compared with sham control. 

Immunohistochemistry also showed more positive staining of VCAM-1 and ICAM-1 in the heart 

tissues of WT I/R mice (Figure 4.5D). In contrast, TLR3 deficiency attenuated I/R-increased the 

levels of VCAM-1 by 40.7% and ICAM-1 by 31.4%, respectively compared with WT I/R mice. 

Immunohistochemistry showed that there was less staining of VACAM and ICAM-1 in the heart 

tissues of TLR3
-/-

 I/R mice. 
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Figure 4.5 (continued on next page) 
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Figure 4.5 TLR3 deficiency attenuates I/R-induced infiltration of neutrophils and macrophages 

into the myocardium. TLR3
-/-

 and WT mice were subjected to myocardial ischemia (45 min) 

followed by reperfusion for indicated time. Sham surgical operation served as sham control. (A) 

TLR3 deficiency decreases the infiltration of neutrophils (A) and macrophages (B) into the 

myocardium. The pink color indicates positive neutrophils in the myocardium (A). The dark 

brown color indicates positive macrophages (B). There were 3 mice in each group. TLR3 

deficiency prevents I/R-induced increases in the expression of VCAM-1 (C) and ICAM-1 (D) in 

the myocardium. The dark brown color indicates positive staining of VCAM-1 or ICAM-1 in the 

myocardium. There were 6 mice in each group. *p < 0.05 compared with indicated groups. 

 

Discussion 

The present study demonstrates that TLR3 contributes to myocardial injury induced by 

either permanent ligation-induced myocardial infarction (MI) or myocardial I/R. Specifically, we 

observed that TLR3
-/-

 mice showed significantly attenuated cardiac dysfunction following either 

permanent ligation of the LAD artery or transient ischemia followed by reperfusion. Myocardial 

I/R-induced infarct size observed in WT mice was also significantly reduced in TLR3
-/-

 mice. In 

addition, TLR3 deficiency attenuated I/R-induced myocardial apoptosis, prevented I/R-induced 

NF-B binding activity, and sequestration of inflammatory cells into the myocardium. The data 

suggest that TLR3 plays an important role in myocardial I/R injury through activation of 

apoptotic signaling, stimulation of inflammatory responses, and promotion of inflammatory cell 

infiltration into the myocardium. Thus, TLR3 may be an important target for the management 

and treatment of myocardial I/R injury. 

TLR3 recognizes viral double-stranded RNA (dsRNA) and induces antiviral immune 

responses[20]. Our data show that TLR3 deficiency attenuates myocardial injury in response to 

I/R, suggesting that TLR3 may recognize endogenous ligands during myocardial I/R. At present 

we do not fully understand the nature of the endogenous ligands or DAMPs that activate TLR3 
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during myocardial I/R injury. Recently, Cavassani et al. [2] have demonstrated that TLR3 serves 

as an endogenous sensor that recognizes RNA released from necrotic cells, resulting in 

amplification of inflammation in experimental polymicrobial peritonitis and ischemic gut injury. 

Interestingly, recent studies have shown that TLRs serve as microRNA receptors [5,6]. 

MicroRNAs (miRs) are 21 to 23 nucleotide non-protein-coding RNA molecules, which have 

been identified as novel regulators of gene expression at the post-transcriptional level by binding 

to target messenger RNAs (mRNAs)[30,32]. Recent data indicates that several miRs are 

involved in ischemic heart disease [25,28,39]. Whether TLR3 is involved in the recognition of 

the increased miRs, resulting in amplification of inflammation during myocardial I/R has not 

been established.  

We have observed that TLR3 deficiency significantly attenuated cardiac dysfunction 

following either myocardial infarction induced by permanent ligation of LAD artery or transient 

ischemia followed by reperfusion. Since transient ischemia followed by reperfusion injury is the 

most common clinical presentation among patients with heart attack, we employed the I/R model 

of myocardial injury for the subsequent mechanistic studies. 

TLR3 mediates signaling via TIR/TRIF which interacts with either 1) RIP1/Peli1 to 

activate TRAF6, leading to NF-B activation and nuclear translocation; 2) RIP1/RIP3 to 

stimulate FADD-dependent apoptotic signaling; and 3) TRAF3/TBK1 to activate IRF3/7, 

resulting in stimulating interferon production[41]. At the present, the role of IRF3-mediated 

signaling in myocardial I/R injury is unclear. Yang et al. reported that HMGB1 mediates brain 

I/R injury via TRIF adaptor independent TLR4 signaling[40]. Since TRIF is an important 

component of TLR3-mediated signaling[41], the data indicates that TLR3/TRIF signaling may 

contribute to brain ischemic injury. On the other hand, recent studies have shown that IRF3-
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mediated signaling may contribute to preconditioning induced protection against cerebral I/R 

injury[34]. For example, Stevens et al. reported that multiple preconditioning paradigms 

converge on IRF3/7 dependent signaling to promote tolerance to ischemic brain injury[33]. 

TLR3 also mediates activation of NF-B which is an important transcription factor 

controlling innate immune and inflammatory cytokine gene expression[21,42]. Activation of NF-

B contributes to myocardial I/R injury [22,29]. We have previously reported that I/R 

significantly increased the levels of TLR4-mediated MyD88-dependent NF-B activation in the 

myocardium [12,13,16,17]. In the present study, we observed that I/R markedly induced NF-B 

activation in WT mice but not in TLR3 deficient mice, suggesting that TLR3 plays a role in the 

induction of myocardial NF-B nuclear translocation and binding activity during myocardial I/R 

injury. TLR3 is located in intracellular endosomes and recognizes double stranded RNA and 

poly (I:C), a synthetic analog of dsRNA and byproducts from apoptotic and necrotic 

cells[2,15,31]. The TLR3-mediated signaling pathway predominately activates IRF3 and NF-B 

through TRIF-dependent pathways[21,42]. Activation of these pathways results in the expression 

of various inflammatory cytokines including TNFα, IL-1β and IL-6 as well as IFNs[21,42]. It is 

possible that I/R results in the production of endogenous ligands, i.e. disease associated 

molecular patterns which are recognized by TLR3, leading to NF-B and subsequent 

inflammatory cytokine production. Indeed, we have observed that TLR3 deficiency markedly 

attenuated I/R-increased inflammatory cytokine production in the circulation.   

The infiltration of neutrophils and macrophages into the myocardium plays an important 

role in mediating cardiac dysfunction following myocardial I/R injury [7,14]. Recent studies 

have shown that ischemia induces rapid recruitment of circulating macrophages into the 

myocardium[7,14]. These recruited inflammatory cells release inflammatory cytokines and 
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chemokines which further attract neutrophil infiltration and promote inflammatory responses 

[8,9]. We have observed in the present study that TLR3 deficiency significantly attenuated I/R-

induced infiltration of macrophages and neutrophils into the myocardium which were observed 

in the myocardium of WT I/R mice. These results positively correlated with I/R-induced 

increases in the expression of adhesion molecules, such as ICAM-1 and VCAM-1. However, 

adhesion molecule expression in the myocardium was significantly attenuated by TLR3 

deficiency. It has been well documented that activation of NF-B regulates the expression of 

inflammatory cytokines and chemokines during myocardial I/R. Therefore, it is possible that 

TLR3 deficiency attenuated I/R-induced infiltration of inflammatory cells into the myocardium 

by preventing I/R-induced NF-B binding activity.  

It has been well demonstrated that cardiac myocyte apoptosis contributes to myocardial 

I/R injury[36]. We have observed that TLR3 deficiency significantly attenuated I/R-induced 

myocardial apoptosis. The mechanisms by which TLR3 deficiency attenuated I/R-induced 

myocardial apoptosis involve attenuation of Fas/FasL-mediated apoptotic signaling in the 

myocardium following I/R. In addition, TLR3 deficiency also prevented I/R-induced Bax and 

Bak expression and increased Bcl2 levels in the myocardium. Bax acts as an antagonist against 

anti-apoptotic Bcl2, while Bak-1 is the pro-apoptotic mitochondrial membrane protein. When 

Bcl2 is decreased and Bak-1 is oligomerized, it increases mitochondrial membrane permeability 

and promotes the release of cytochrome c [37,43]. Our data suggest that TLR3 contributes to 

I/R-induced myocardial apoptosis via activation of both extrinsic and intrinsic apoptotic 

signaling pathways. At present, we do not fully understand the mechanisms by which TLR3 

activates apoptotic signaling during myocardial I/R injury. However, recent studies have shown 

that TLR3-mediated cell death is involved in the engagement of both extrinsic and intrinsic 
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apoptotic pathways[35]. Sun et al. reported that treatment of endothelial cells with the TLR3 

agonist, poly (I:C) up-regulated the p53 family member,TAp63α, and initiated both intrinsic and 

extrinsic apoptotic pathways in a caspase-dependent manner leading to cell death[35]. The 

authors proposed that activation of TLR3 by either endogenous dsRNA or exogenous poly (I:C) 

induced the up-regulation of TAp63α, which translocated into the nucleus and bound to p53- or 

p63-responsive elements to up-regulate the expression of Noxa, the pro-apoptotic Bcl-2 family 

member and down-regulate anti-apoptotic Bcl-2[35]. TAp63α also up-regulated the expression 

of TRAIL and its receptors, DR4 and DR5. The interaction of TRAIL with DR4/5 activates 

caspase-8, resulting in the initiation of the extrinsic apoptotic signaling pathway [35]. 

Collectively, TLR3 may be a target for preventing I/R-induced myocardial apoptosis.  

In summary, the present study demonstrated that TLR3 deficiency attenuates cardiac 

dysfunction induced by MI or I/R. TLR3
-/-

 mice showed a significantly reduced myocardial 

infarct size following I/R injury. The mechanisms involve inhibition of I/R-activated apoptotic 

signaling and prevention of I/R-induced NF-B binding activity, resulting in attenuation of I/R-

induced infiltration of inflammatory cells into the myocardium. TLR3 may be an attractive target 

for the treatment and management of ischemic heart disease.   
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Abstract 

Background      Myocardial infarction (MI) is the main cause of death worldwide. MicroRNAs as 

a novel class of regulators mediate the pathogenesis of myocardial infarction.  

Methods and Results     This study examined the role of microRNA-130a in cardiac function and 

remodeling following myocardial infarction. Lentiviral expressing miR-130 (LmiR-130a) was 

delivered into mice hearts. Lentiviral expressing control miR (LmiR-con) served as transfection 

control. Seven days after transfection, mice were subjected to myocardial infarction (MI). 

Cardiac function was assessed by echocardiography before and after MI. In LmiR-130a 

transfected MI group, EF% and FS% were significantly greater (~50%) than in LmiR-con and 

MI groups. LVESD value in LmiR-130a MI mice was markedly lower than in LmiR-con and MI 

groups. LmiR-130 transfection remarkably increased the number of capillaries and decreased 

fibrotic deposition in the myocardium. To examine the effect of miR-130a on infarct size, we 

induced myocardial ischemia (45 min) followed by reperfusion (24 h). Transfection of LmiR-

130a significantly reduced myocardial infarct size by 61.6% compared with untransfected I/R 

group. Western blot showed LmiR-130a transfection significantly suppressed PTEN expression, 

increased the levels of phospho-Akt and phospho-GSK-3β, enhanced VEGF levels, and 

decreased HoxA5 levels. In vitro data showed that transfection of endothelial cells with miR-

130a mimics promoted endothelial cell proliferation and migration. In vivo administration of 

LY294002, a PI3K inhibitor, completely abolished attenuation of cardiac dysfunction by miR-

130a after myocardial infarction. 

Conclusion      MiR-130a improved cardiac function and reduced cardiac remodeling following 

MI. The mechanisms involved activation PI3K/Akt signaling via suppression of PTEN 

expression. 
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Introduction 

Myocardial infarction is a leading cause of death worldwide. In the United States, 

cardiovascular disease is the number one killer. Each year, an estimated 785,000 Americans will 

have a new coronary attack, 470,000 have a recurrent attack and 195,000 Americans have 

“silent” myocardial infarction 
1, 2

. 

Acute myocardial ischemia results in cellular hypoxia and the subsequent cascade of 

cellular events, including an increase in reactive oxygen species, activation of endothelial cells, 

production of proinflammatory cytokines and chemokines, and the infiltration of inflammatory 

cells to the infarcted region 
3, 4

. The activation of deleterious cellular signaling triggers further 

release of oxidants and proteolytic enzymes, leading to infarct size extension, cardiomyocyte 

death, and endothelial capillary impairment. The loss of cardiac muscle promotes progressive 

remodeling of the remaining active myocardium. Furthermore, the left ventricular remodeling 

process leads to fibrosis, left ventricular dilatation, and heart failure. Importantly, insufficient 

myocardial capillary density after myocardial infarction has been identified as a critical event in 

the remodeling process. 

Phosphatase and tensin homologue deleted on chromosome ten (PTEN) is a tumor 

suppressor gene that negatively regulates phosphatidylinositol 3‐kinase (PI3K) pathway 
5
. Akt is 

an important kinase downstream of PI3K 
6
. PI3K/Akt signaling pathway plays an important role 

in multiple cellular functions, such as cell metabolism, proliferation, cell‐cycle progression, and 

survival. Recent studies have demonstrated that PTEN/PI3K/Akt signaling plays a critical role in 

angiogenesis 
7, 8

. In addition, PTEN modulates angiogenesis though PTEN/Akt/VEGF signaling 

9
. Indeed, deficiency of PTEN promotes angiogenesis and increases VEGF expression in 

zebrafish 
10

. 
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MicroRNAs (miRs) are 21 to 23 nucleotide non-protein-coding RNA molecules, which 

have been identified as novel regulators of gene expression at the post-transcriptional level by 

binding to target messenger RNAs (mRNAs) 
11-15

. Recently published data indicates that miRs, 

such as miR-1/106, miR-133, miR-21, miR-320, miR-494, and miR-92a, are involved in 

ischemic heart disease 
16-20

. Thum et al. reported that miR-21 contributes to a profibrotic role in 

failing heart 
17

. Van Rooij et al. demonstrated the direct impact of miR-29 expression for fibrotic 

scar formation in the failing heart 
12

.  

MicroRNA-130a has been reported to be a regulator of the angiogenic phenotype of 

vascular endothelial cells 
21

. Yun et al. reported that miR-130a down-regulates anti-angiogenic 

genes GAX and HoxA5 in endothelial cells, resulting in stimulating angiogenesis 
21

. In contrast, 

down-regulation of miR-130a expression contributes to dysfunction of endothelial progenitor 

cells 
22

. MicroRNA-130a has been predicated to down-regulate PTEN 
23

. However, the role of 

miR-130a in myocardial infarction has not been elucidated. 

In the present study, we examined the role of miR-130a in cardiac function following 

myocardial infarction. We observed that increased expression of miR-130a remarkably 

attenuated cardiac dysfunction after MI via a PI3K/Akt dependent mechanism. 

 
Materials and Methods 

Animals 

C57BL/6 male mice were purchased from The Jackson Laboratory (Indianapolis, IN). 

The mice were maintained in the Division of Laboratory Animal Resources at East Tennessee 

State University (ETSU). The experiments described in this manuscript conform to the Guide for 

the Care and Use of Laboratory Animals published by the National Institutes of Health 
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(Publication, 8th Edition, 2011). The animal care and experiments protocols were approved by 

the ETSU Committee on Animal Care. 

 

qPCR Assay of MicroRNAs 

MicroRNAs were isolated from heart tissues or cultured cells using the mirVanaTM miR 

isolation kit (Ambion) in accordance with the manufacturer’s protocol as described previously 
24, 

25
. Quantitative real-time (qPCR) was conducted using a 4800 Real-time PCR machine (Bio-

Rad). MicroRNA levels were quantified by qPCR using specific Taqman assays for miR 

(Applied Biosystems, USA) and Taqman Universal Master Mix (Applied Biosystems). Specific 

primers for miR-130a were obtained from Applied Biosystems [primer identification numbers: 

000454 for hsa-miR-130a and 001973 for U6 small nucleolar RNA (snRU6)]. MicroRNA-130a 

levels were quantified with the 2(-ΔΔct) relative quantification method that was normalized to 

the snRU6.  

 

Construction of MiR-130a into Lentiviral Expression System 

MicroRNA-130a was constructed into the lentivirus expression vector using a lentivirus 

expressing system (Invitrogen corporation) as described previously 
24, 25

. Briefly, the 

oligonucleotides for miR-130a were synthesized at Integrated DNA Technologies, annealed and 

ligated into pcDNATM6.2-GW/EmGFP-miR. The pcDNATM6.2-GW/EmGFP-miR cassette 

was subsequently transferred to pDONR221TM and final pLenti6/V5-DEST by two sequential 

Gateway BP and LR recombination. The lentiviral control vector contains a non-sense miR 

sequence that allows formation of a pre-miRNA hairpin predicted not to target any known 
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vertebrate gene (Invitrogen Corporation). The viral particles were produced by third-generation 

packaging in 293FT cells and Lentiviral stocks were concentrated using ultracentrifugation 
24, 25

.  

 

In Vitro Experiments 

Human umbilical vein endothelial cells (HUVECs) were cultured in endothelial basal 

medium-2 (EBM-2) supplemented with EGM-2 SingleQuots Kit (Lonza) and 20% fetal bovine 

serum (FBS). H9C2 cardiomyoblasts were cultured in DMEM medium supplemented with 10% 

fetal bovine serum (FBS) and penicillin (Gibco) 
24

. When ECs and H9C2 cells reached 70-80% 

confluence, they were transfected with miR-130a mimics (80 nmol; invitrogen), scramble-miR 

mimics (80 nmol; invitrogen), and anti-miR-130a mimics (80 nmol; invitrogen) using 

Lipfectamine RNAiMAX reagent (invitrogen). Scramble-miR mimics served as control negative 

miR. After 48 hours of transfection, the HUVECS and H9C2 cells were harvested for isolation of 

microRNAs. The expression of miR-130a in HUVECs and H9C2 cells was examined by qPCR.  

 After 24 hours of transfection, the HUVECs and H9C2 cells first were incubated with 

hypoxic medium at 37˚C with 5% CO2 and 0.1% O2 in a hypoxia chamber (Pro-Ox Model C21, 

BioSpherix Ltd., Redfield NY) for 4 hours, and then the HUVECs and H9C2 cells were exposed 

to reoxygenation with normal medium for 24 hours in an incubator at 37˚C with 5% CO2 
24

. The 

cells (HUVECs and H9C2) that were not subjected to hypoxia/reoxygenation (H/R) were 

incubated at 37˚C with 5% CO2 and severed as control (normoxia). The cellular proteins were 

prepared for Western blot.  

 The endothelial cells migration capacity was determined by scratch assay after 24 hours 

of transfection. HUVECs were scratched by 200 μl tips, and cells were photographed at 0, 12, 24 
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hours after injury. The percent closure of the wound was analyzed by an image analyzer (Image 

J, NIH).  

In separate experiments, H9C2 cells were treated with JSH-23 (30µM) or LY294002 

(20µM) for 30 minutes and followed by treatment of Pam3CSK4 (1µg/ml) for 5 h. In addition, 

H9C2 cells were treated with Pam3CSK4, JSH-23, or LY294002 for 5 h.  MicroRNAs were 

isolated from H9C2 cells and miR-130a expression was examined by qPCR.  

 

In Vivo Treatment of Pam3CSK4 or CpG-ODN 

Pam3CSK4 (Catalog number: tlrl-pms, InvivoGen; 2mg/Kg body weight) or CpG-ODN 

(Catalog number: ODN 1826, InvivoGen; 0.4mg/Kg body weight) was dissolved in sterile 

endotoxin-free water and injected intraperitoneally immediately after permanent ligation of LAD 

coronary. Twenty-four hours after LAD coronary artery ligation, ischemic areas were collected 

for isolation of microRNAs. MiR-130 levels were measured by qPCR.  

 

In Vivo Transfection of Lentiviral Expressing MiR-130a into Mouse Hearts 

Mice were intubated and anaesthetized with mechanical ventilation using 5% isoflurane. 

Anesthesia was maintained by inhalation of 1.5-2% isoflurane in 100% oxygen. Body 

temperature was maintained at 37˚C by heating pad. Following the skin incision, the right 

common carotid artery (CCA) and the right external carotid artery (ECA) were carefully 

exposed. Microvascular aneurysm clips were applied to the right CCA and right ECA. A micro-

catheter was introduced into the right external carotid artery and positioned into the aortic root. 

One hundred microliters of LmiR-130a (1 x 10⁸ PFU) or LmiR-control was injected through the 

micro-catheter
25, 26

. The micro-catheter was gently removed and the external carotid artery was 
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tightened before the skin was closed. Seven days after transfection, the hearts were harvested for 

isolation of microRNAs. The expression of miR-130a in the heart tissues were examined by 

qPCR. 

 

Induction of Myocardial Infarction 

Myocardial infarction was induced as previously described 
27

. Briefly, mice (28-30g) 

were anaesthetized by 5.0% isoflurane, intubated, and ventilated with room air using a rodent 

ventilator. Anesthesia was maintained by inhalation of 1.5-2% isoflurane driven by 100% 

oxygen flow. Body temperature was regulated at 37˚C by heating pad. Following the skin 

incision, the hearts were exposed through a left thoracotomy in the fourth intercostal space. The 

left anterior descending (LAD) coronary artery was permanently ligated with an 8-0 silk ligature. 

The skin was closed, anesthesia was discontinued, and the animals were allowed to recover in 

pre-warmed cages. 

 Myocardial ischemia/reperfusion (I/R) injury was induced as described previously 
28-30

. 

In brief, mice were anaesthetized by 1.5-2% isoflurane with 100% oxygen flow. The hearts were 

exposed and the left anterior descending (LAD) coronary artery was ligated with an 8-0 silk 

ligature over a 1mm polyethylene tube (PE-10). After completion of 60 min of occlusion, the 

coronary artery was reperfused by pulling on the exteriorized suture to release the knot. The skin 

was closed, anesthesia was disconnected, and the animals were allowed to recover in the pre-

warmed cages. 
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Echocardiography 

The mice were transfected with lentiviral expressing miR-130a (LmiR-130a) or lentivial 

expression control-miR (LmiR-con). Seven days after transfection, the mice were subjected to 

permanent ligation of LAD coronary artery (MI). Cardiac function was examined by 

echocardiography before (Baseline) and after MI (1, 3, 7, 14, and 21 days). M-mode tracings 

were used to measure LV wall thickness, LV end-systolic diameter, and LV end-diastolic 

diameter. Percent fractional shortening (FS %) and ejection fraction (EF %) were calculated as 

described previously 
29-31

.  

 

Examination of Cardiac Fibrosis 

Cardiac fibrosis was determined by masson’s trichrome stain. In brief, mice were 

transfected with LmiR-130a or LmiR-control 7 days before myocardial infarction. After 21 days 

of MI, hearts were harvested and slices cut horizontally. One slice below the ligation site was 

immersion-fixed in 4% buffered paraformaldehyde, embedded in paraffin, and cut at a 5 mm 

thickness. The sections were stained by trichrome stain (Masson) kit (Sigma-Aldrich) according 

to the manufacturer’s protocol, as described previously 
32

. The stained-sections were examined 

using x12.5 magnification macroscope and analyzed by an image analyzer (Image J, NIH). 

 

Determination of Myocardial Infarct Size 

Infarct size was evaluated by TTC (triphenyltetrazolium chloride, Sigma-Aldrich) 

staining as described previously 
29

. Briefly, the hearts were perfused with saline on a 

Langendorff system to wash blood from the coronary vasculature. The LAD coronary artery was 

religated at the previous site of ligation prior to staining with 1% Evans Blue in order to assess 
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area at risk. Each heart was then sliced horizontally to yield five slices. The slices were incubated 

in 1% TTC for 15 min at 37˚C and fixed by immersion in 10% neutral buffered formalin. The 

area of infarction on both sides of each slice was determined by an image analyzer, corrected for 

the weight of each slice, and summed for each heart. Ratios of risk area (RA) to LV area and 

infarct area to RA were calculated and expressed as a percentage.  

 

In Situ Apoptosis Assay 

Myocardial apoptosis was examined as described previously using the in situ cell death 

detection kit, fluorescein (Roche, USA) 
28-30, 33

. Briefly, hearts were harvested and slices cut 

horizontally. One slice below the ligation site was immersion-fixed in 4% buffered 

paraformaldehyde, embedded in paraffin, and cut at a 5 mm thickness. The sections were 

incubated at 37˚C for 1 hour with the commercially prepared labeling mixture supplied by the 

manufacturer. The nuclei of living and apoptotic cells were stained with ProLong Gold Antifade 

Reagent with DAPI (Invitrogen). Fields of the border areas were randomly evaluated for the 

percentage of apoptotic cells. The images were viewed on an EVOS-fl digital inverted 

fluorescent microscopy (Advanced Microscopy Group, Bothell, WA). Total cells were counted 

in each field, and apoptotic cells are presented as the percentage of total cells counted.  

 

Western Blot 

Western blot was performed as described previously 
31, 34-36

. Briefly, the cellular proteins 

were extracted from ischemic hearts and cells. The protein concentrations were determined by 

BCA protein assay kit (Thermo Scientific). The cellular proteins were separated by SDS–

polyacrylamide gel electrophoresis and transferred onto Hybond ECL membranes (Amersham 
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Pharmacia, Piscataway, NJ, USA). The ECL membranes were incubated with the appropriate 

primary antibody, including anti-PTEN, anti-phospho-Akt, anti-phospho-GSK-3β, anti-Bax, 

(Cell Signaling Technology, Inc, Danvers, MA), anti-Akt, anti-GSK-3β, anti-Bcl-2,anti-VEGF, 

anti-HOXA5 (Santa Cruz Biotechnology), respectively, followed by   incubation with 

peroxidase-conjugated secondary antibodies  (Cell Signaling Technology,  Inc.) and analysis by 

the ECL system (Amersham Pharmacia, Piscataway). To control for lane loading, the same 

membrane were probed with anti-GAPDH (glyceraldehyde-3-phosphate dehydrogenase, 

Biodesign, Saco, Maine). The signals were quantified using the G: Box gel imaging system by 

Syngen (Syngene, USA, Fredrick, MD, USA). 

 

Immunohistochemistry Staining 

Immunohistochemistry was performed as described previously 
30, 37, 38

. Briefly, one slice 

below the ligation site was immersion-fixed in 4% buffered paraformaldehyde, embedded in 

paraffin, and cut at 5 um sections. The sections were stained with specific anti-CD31 antibody 

(1:50 dilution, abcam, ab28364) and treated with the ABC staining system (Santa Cruz 

Biotechnology). Three slides from each block were evaluated, counterstained with hematoxylin, 

and examined with bright-field microscopy. Four fields on each slide were examined at the 

infarct areas using a defined rectangular field area with × 40 magnification. 

 

Caspase-3/7 and Caspase-8 Activities Assay 

Caspase-3/7 and caspase-8 activities were measured using a Caspase-Glo assay kit 

(Promega) according to the manufacturer’s protocol as described previously 
30

. 
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Statistical Analysis 

The data are expressed as mean ± SEM. Comparisons of data between groups were 

performed using either student t-test or analysis of variance (ANOVA), and the least significant 

difference procedure for multiple-range tests was performed. P< 0.05 was considered to be 

significant. 

 

Results 

Myocardial Infarction Decreases the Expression of MiR-130a in the Myocardium 

We have previously reported that TLR2 ligand (Pam3CSK4) or CpG-ODN, TLR9 ligand, 

induced protection against myocardial ischemic injury via activation of PI3K/Akt signaling 
30,39

. 

Figure 5.1A shows that administration of Pam3CSK4 or CpG-ODN significantly increased the 

levels of miR-130a in the myocardium, indicating that miR-130a may play a protective role in 

myocardial ischemic injury. Figure 5.1B shows that the levels of miR-130a in the myocardium 

were significantly reduced at 3 days after myocardial infarction, when compared with sham 

control. The data indicates that miR-130a is required for the protection against myocardial 

ischemic injury.  

 

PI3K/Akt Signaling and NF-B Regulate MiR-130a Expression in H9C2 Cells  

Toll-like receptor mediated signaling predominately activates NF-B 
33

. There is a cross 

talk between TLRs and PI3K/Akt signaling 
30, 39

. To investigate whether PI3K/Akt signaling and 

NF-B activation involved in regulation of miR-130a expression, we treated H9C2 cells with a 

NF-κB inhibitor (JSH-23) or PI3K inhibitor (LY294002) in the presence or absence of 

Pam3CSK4. We observed that either inhibition of NF-B activation or PI3K/Akt signaling 
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completely prevented Pam3CSK4-induced increases in the levels of miR-130a in H9C2 cells 

(Figure 5.1C). The data suggests that miR-130a expression is regulated by PI3K/Akt and NF-B 

activation. 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

Figure 5.1 TLR ligands induces an increase in the expression of miR-130a in H9C2 

cardiaomyoblasts. (A) Mice were treated with and without Pam3CSK (50µg/25 g body weight) 

or CpG-ODN (10µg/25 g body weight) immediately after permanent ligation of LAD coronary 

artery (myocardial infarction). Sham surgical-operated mice treated with or without Pam3CSK4 

or CpG-ODN served as sham controls. Twenty-four hours after LAD coronary artery ligation, 

hearts were harvested for microRNA isolation. MiR-130 levels were measured by qPCR. (B) 

Myocardial infarction decreased the expression of miR-130a in the myocardium. Mice were 

subjected to permanent ligation of LAD coronary artery (MI). Three days after myocardial 

infarction, hearts were harvested for microRNAs isolation.  MiR-130a levels were measured by 

qPCR. (C) PI3K/Akt signaling and NF-B regulate miR-130a expression in H9C2 cells. H9C2 
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cells were treated with NF-B inhibitor (JSH23) or PI3K inhibitor (LY294002) in the presence 

and absence of Pam3CSK4. Five hours after treatment, the cells were harvested for isolation of 

microRNAs. MiR-130a levels were measured by qPCR (n=4). n=3 for each sham group. n=4 for 

each MI group. *p<0.05 compared with indicated group. # p<0.05 compared with all other 

groups. 

 

Transfection of Lentiviral Expressing MiR-130a Attenuates Myocardial Infarction- Induced 

Cardiac Dysfunction 

To investigate whether miR-130a plays a protective role in cardiac function following 

myocardial infarction, we constructed lentiviral expressing miR-130a (LmiR-130a) and 

transfected it into the myocardium. Lentiviral expressing scramble miR served as control (LmiR-

control). We observed that transfection of LmiR-130a significantly increased the levels of miR-

130a by 1.3 fold in sham control and by 2.1 fold in myocardial infarcted hearts, respectively, 

compared with LmiR-Con respective controls (Figure 5.2A). Figure 5.2BC shows that increased 

expression of miR-130a expression by transfection of LmiR-130a into the myocardium 

significantly attenuated MI-induced cardiac dysfunction. Myocardial infarction decreased the 

values of ejection fraction (EF%) (Figure 5.2A) and fractional shortening (FS%) (Figure 5.2B) 

by 36.8% and 43.8% at day 1, by 42.9% and 49.8% at day 3, by 45.6% and 52.2% at day 7, by 

49.6% and 56.0% at day 14, and by 48.8% and 55.0% at day 21 in untransfected hearts, when 

compared with the baseline. Myocardial infarction also significantly increased the levels of left 

ventricular end-systolic diameter (LVESD) compared with baseline (Figure 5.2D). In contrast, 

the values of EF% and FS% in LmiR-130a transfected hearts were significantly greater than in 

untransfected group at all the time points measured after MI. Increased expression of miR-130a 

prevented MI-induced the increase in LVESD value. Transfection of LmiR-control did not 

prevent MI-induced the decrease in EF% and FS% values, as well as the increase in LVESD 
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value. There were no significant differences in the baseline of cardiac function between 

untransfected, LmiR-Control transfected, and LmiR-130a transfected hearts. 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

Figure 5.2 Transfection of lentiviral expressing miR-130a attenuates myocardial infarction-

induced cardiac dysfunction. The mice were transfected with lentivirus expressing miR-130a 
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(LmiR-130a) or lentivirus expression control-miR (LmiR-con). Seven days after transfection, the 

mice were subjected to permanent ligation of LAD coronary artery (MI). Cardiac function was 

examined by echocardiography before (Baseline), 1, 3, 7, 14, and 21 days after myocardial 

infarction. (A). Transfection of LmiR-130a increased expression of miR-130a in the myocardium. 

Hearts were harvested at 3 days after LAD coronary artery ligation. Ischemic areas were 

collected for isolation of microRNAs. The levels of miR-130a were measured by qPCR 

(n=3/group). (B-D) LmiR-130 transfection significantly improved cardiac function after 

myocardial infarction. Transfection of LmiR-130a increased the levels of ejection fraction (EF%) 

(B), fractional shortening (FS%) (C), and decreased in the left ventricular end-systolic diameter 

(LVESD) (D). Representative M-mode images from untransfected, LmiR-130a transfected, and 

LmiR-control transfected mice before and after myocardial infarction (21 days) were shown. 

n=24 in untransfected group. n=11 in LmiR-Control transfected group. n=9 in LmiR-130a 

transfected group. #p<0.05 compared to all other groups at the same time point. *p<0.05 

compared with indicated group. 
#
 p<0.05 compared with all other groups at the same time. 

 

Increased Expression of MiR-130a Decreases Fibrotic Deposition in the Myocardium 

It has been well known that myocardial infarction induces fibrotic deposition in the 

myocardium and thus contributes to cardiac dysfunction 
40

. Figure 5.3 shows that, 21 days after 

myocardial infarction, fibrosis appeared in the infarction area as evidenced by Masson’s 

Trichrome staining that showed positive staining of fibrosis in the heart tissue sections. In LmiR-

130a transfected hearts, the percentage of fibrosis area was significantly reduced by 46.2% 

compared with untransfected group. Transfection of LmiR-control did not alter myocardial 

infarction-induced fibrosis deposition.  
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Figure 5.3 Increased expression of miR-130a decreases fibrotic deposition in the myocardium.  

Mice were transfected with LmiR-130a or LmiR-control 7 days before myocardial infarction. 

Three weeks after myocardial infarction, hearts were harvested for analysis of cardiac fibrosis. 

(A) Representative images of heart sections with masson’s trichrome staining from untransfected 

and transfected mice with LmiR-130a and LmiR-Control. Quantitative data showed a significant 

decrease in the percentage of fibrosis area in LmiR-130a transfected heart compared with 

untranfected and LmiR-control transfected heart. n=3 in untransfeted and LmiR-Control 

transfected group. n=5 in LmiR-130a transfected group. *p<0.05 compared with indicated group.  

 

Increased Expression of MiR-130a Decreases Infarct Size Following Myocardial Ischemic Injury  

We examined the effect of increased expression of miR-130a on myocardial infarct size. 

LmiR-130a was transfected into the myocardium 7 days before the hearts were subjected to 

ischemia (45 min) followed by reperfusion (24 h). The infarct size was evaluated by TTC 

staining. As shown in Figure 5.4, ischemia followed by reperfusion induced myocardial infarct 

size in untransfected mice. However, the infarct size in LmiR-130a transfected hearts was 

markedly reduced by 61.6%, when compared with untransfected group. Transfection of LmiR-

Control did not affect I/R-induced infarct size. There was no significant difference in the ratio of 
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risk area/left ventricle (RA/LV), which reflects the position of the coronary artery ligation, 

among three groups. 

 

 

 

 

 

 

 

 

  

 

 

 

 

 

Figure 5.4 LmiR-130a transfection decreases infarct size following myocardial 

ischemia/reperfusion injury. The mice were transfected with lentivirus expressing miR-130a or 

lentivirus expression control-miR. 7 days after transfection, the mice were subjected to 

myocardial ischemia (45 minutes) and followed by reperfusion (24 hours). The hearts were 

harvested for evaluation of infarct size by TTC staining. The infarct area (white) and the area at 

risk (red + white) from each section were measured using an image analyzer. Ratios of risk area 

vs. left ventricle area (RA/LV) and infarct area vs. risk area (IA/RA) were calculated and are 

presented in the graphs. Photographs of representative heart sections were shown above. n=7 in 

untransfected group. n=7 in LmiR-Control transfected group. n=8 in LmiR-130a transfected 

group. *p<0.05 compared with indicated group. 
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Increased Expression of MiR-130a Attenuates Myocardial Apoptosis Following Myocardial 

Infarction 

It has been well documented that myocardial apoptosis contributes to cardiac dysfunction 

following myocardial infarction 
41

. Figure 5.5A shows that myocardial infarction significantly 

induced myocardial apoptosis by 17.1% as evidenced by TUNEL positive staining in 

untransfected hearts. Myocardial infarction also induced caspase-3/7 and caspase-8 activities by 

105.6% and 71.3%, respectively, when compared with the respective sham control (Figure 

5.5B&C). In LmiR-130a transfected hearts, however, the TUNEL positive apoptotic cells were 

markedly reduced by 42.2%; caspase-3/7 and caspase-8 activities were reduced by 21.0% and by 

20.7%, when compared with untransfected group (Figure 5.5B&C). Transfection of LmiR-

control did not alter myocardial infarction-induced apoptosis and caspase-3/7 and -8 activities 

(Figure 5.5A-C).     

 

Increased Expression of MiR-130a Increases Bcl2 Levels and Prevents MI-Induced Increases in 

Bax in the Myocardium  

Bcl2 is an anti-apoptotic protein while Bax is pro-apoptotic protein 
42

. Figure 5.5D shows 

the levels of Bcl2 were increased by 135.3% after myocardial infarction compared with sham 

control in untransfected group. Transfection of LmiR-130a into the myocardium further 

increased levels of Bcl2 by 55.8% in the myocardium, when compared with untransfected MI 

hearts. Figure 5.5E shows that the levels of Bax in untransfected group were significantly 

increased by 118.6% after myocardial infarction compared with sham control. In contrast, 

transfection of LmiR-130a significantly decreased the levels of Bax by 56.3% compared with 
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untransfected hearts. Transfection of LmiR-control did not alter myocardial infarction-increased 

the levels of Bax and decreased Bcl2 levels (Figure 5.5D&E). 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

Figure 5.5 (continued on next page) 

 

0

5

10

15

20

25

30

LmiR-130aControl LmiR-Con

A
p
o
p
to

ti
c
 c

e
lls

 %

MI+Control
MI+LmiR-Con
MI+LmiR-130a

Sham

Sham

*

*

*

TUNEL 

DAPI 

Merge 

A 
   Sham       Control   LmiR-Con LmiR-130a  

0

2000

4000

6000

8000 Sham
MI

Control LmiR-Con LmiR-130a

C
a
s
p
a
s
e
 3

/7
 a

c
ti
v
it
y
 

L
u
m

in
e
s
c
e
n
c
e
 (

R
L
U

)

*

*

*

0

1000

2000

3000

4000

5000

6000

7000

8000

9000

 C
a

s
p

a
s
e

 8
 a

c
ti
v
it
y
 

L
u

m
in

e
s
c
e

n
c
e

 (
R

L
U

)

Control LmiR-Con LmiR-130a

Sham
MI

*

*

*

B C 



158 
 

 

 

 

 

 

 

 

 

 

 

 

 

Figure 5.5 Increased expression of miR-130a attenuates myocardial apoptosis following 

myocardial infarction. Mice were transfected with LmiR-130a or LmiR-control 7 days. Hearts 

were subjected to myocardial infarction. Three days after myocardial infarction, hearts were 

harvested and sectioned. Myocardial apoptosis was examined by TUNEL assay. (A) TUNEL 

staining positive apoptotic cells (green fluorescence). DAPI staining nucleus (blue color). 

Qualitative data showed the percent apoptotic cells. (BC) Increased expression of miR-130a 

attenuated MI-induced caspase-3/7 and -8 activities in the myocardium. (D) Increased expression 

of miR-130a increased Bcl2 and decreased Bax levels in the myocardium after myocardial 

infarction. n=4 in each sham control group. n=6 in each MI group. *p<0.05 compared with 

indicated group. 

 

Transfection of LmiR-130a Increases Microvascular Density in the Myocardium Following 

Myocardial Infarction 

Angiogenesis is an important factor for improvement of cardiac function and attenuation 

of cardiac remodeling after myocardial infarction 
43

. We examined the effect of increased 

expression of miR-130a on angiogenesis by staining of microvascular density with anti-CD31 

antibody. As shown in Figure 5.6A, at 21 days after MI, in LmiR-130a transfected hearts, the 
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numbers of microvascular densities were significantly greater by 46.8% than in untransfected 

group. There was no significant difference in the microvascular densities between untransfected 

and transfected LmiR-control groups. The data indicates that transfection of LmiR-130a 

promoted angiogenesis after myocardial infarction.  

 

Transfection of MiR-130a Increases VEGF Levels and Suppresses HoxA5 Expression 

Vascular endothelial growth factor (VEGF) is an important pro-angiogenic growth factor 

44
 while homeobox protein HoxA5 is an antiangiogenic factor 

45
. As shown in Figure 5.6BC, 

myocardial infarction induced increases in the levels of VEGF by 142.1% and HoxA5 by 

105.2%, respectively, compared with sham control. In LmiR-130a transfected hearts, however, 

the levels of VEGF were significantly increased by 83.1% (Figure 5.6B) and HoxA5 levels were 

decreased by 49.7% (Figure 5.6C), when compared with untransfected MI group (Figure 5.6BC). 

There was no significant difference in the levels of VEGF and HoxA5 between LmiR-control 

and untransfected groups following myocardial infarction. 

 

 

 

 

 

 

 

 

 

 

 

 

 

Figure 5.6 (continued on next page) 
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Figure 5.6 Transfection of LmiR-130a increases small vascular density following myocardial 

infarction. Mice were transfected with LmiR-130a or LmiR-control 7 days before the hearts were 

subjected to myocardial infarction. Hearts were harvested and sectioned at 21 days after 

myocardial infarction. Heart sections were stained with anti-CD31 antibody. (A) Representative 

images of heart sections stained with anti-CD31 antibody to visualize the vascular density from 

untransfected and transfected mice with LmiR-130a and LmiR-Control. Quantification of 

immunohistochemistry staining with anti-CD31 antibody in the ischemic zone showed increased 

numbers of small vascular densities by transfection of LmiR-130a. (B) Western blots showed 

that increased expression of miR-130a significantly increased the levels of VEGF and decreased 

HoxA5 expression in the myocardium. n=4 in each sham control group. n=6 in each MI group. 

n=3-5 for immunohistochemistry staining. *p<0.05 compared with indicated group.  

 

Increased MiR-130a Expression Promotes Endothelial Cells Migration 

We performed in vitro experiments using human umbilical vein endothelial cells 

(HUVECs) to examine the effect of miR-130a on the migration of HUVECs into the wound area. 

First, we transfected HUVECs with miR-130a mimics, scramble-miR mimics, and anti-miR-
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130a mimics, respectively. Scramble-miR mimics served as miR-control. Figure 5.7A shows that 

the levels of miR-130a were significantly increased (more than 1,000 fold) after transfection 

compared with untransfected control. Transfection of scramble-miR mimics and anti-miR-130a 

mimics did not alter the levels of miR-130a in the endothelial cells.  

Next, we examined the role of miR-130a in HUVECs migration by scratch wound assays. 

Figure 5.7B shows that endothelial cells filled the wound area by 49.2% at 12 h and by 78.7% at 

24 h in untransfected HUVECs after the scratch. However, transfection of miR-130a promoted 

HUVECs migration to the wound area by 71.4% at 12 h and 97.4% at 24 h, respectively, after 

the scratch. Transfection of miR-control or anti-miR-130a mimics did not promote the migration 

of HUVECs into the wound area. 

 

MiR-130a Suppresses PTEN Expression and Increases Akt Phosphorylation in Endothelial Cells 

and H9C2 Cardiomyoblasts 

Increased Akt activity has been shown to stimulate HUVECs migration and proliferation 

46
. We examined whether miR-130a induces Akt phosphorylation in HUVECs. Figure 5.7C-D 

shows that transfection of miR-130a significantly increased the levels of Akt phosphorylation by 

148.8% and suppressed PTEN expression by 50.9% in HUVECs that were cultured under 

normoxia condition, when compared with untransfected normal ECs. Transfection of miR-130a 

also suppressed PTEN expression by 59.4% and increased the phosphorylated Akt levels by 

179.2% after H/R, when compared with untransfected H/R cells. Transfection of LmiR-control 

or anti-miR-130a did not alter the levels of Akt phosphorylation and PETN expression in 

HUVECs under normoxia or H/R condition.   
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Similar results were observed in H9C2 cardiomyoblasts. MiR-130a mimics transfection 

increased the levels of miR-130a (148 fold) compared with untransfected H9C2 cells (Figure 

5.7E). Transfection of miR-130a suppressed PTEN expression by 53.9% and increased Akt 

phosphorylation by 4.3 fold compared with untranfected group under normoxia condition (Figure 

5.7F). Following H/R, the levels of PTEN were lower and phospho-Akt levels were greater in 

miR-130a transfected cells than in untransfected cells (Figure 5.7G). Transfection of LmiR-

control or anti-miR-130a did not alter the levels of Akt phosphorylation and PETN expression in 

H9C2 cells under normoxia or H/R condition. 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

Figure 5.7 (continued on next page) 
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Figure 5.7 (continued on next page) 
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Figure 5.7 Increased miR-130a expression promotes endothelial cells migration. HUVECs or 

H9C2 cells were transfected with miR-130a mimics, scramble contro-miR mimics, and anti-

miR-130a mimics, respectively. (A) Increased expression of miR-130a in HUVECs. 48 hours 

after transfection, cells were harvested for measurement of miR-130a levels by qPCR 

(n=3/group). (B) Scratch assay showed that transfection of miR-130a mimics promoted 

HUVECs migration to the wound area. Monolayers of HUVECs were scratched with a 

micropipette tip (200 µl) and photographed under light microscopy. Dashed line indicates the 

width of gap. Representative images were taken before and at 12 and 24 hours after injury (x4 

magnification). Twenty four hours after transfection, HUVECs or H9C2 cells were subjected to 
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hypoxia (4 h) followed by reoxygenation (24 h). The cells cultured under normal condition 

served as control (normoxia). The cells were harvested and cellular proteins were isolated for 

Western blot. Transfection of miR-130a mimics suppressed PTEN expression (C) and increased 

Akt phosphorylation (D) in HUVECs. (E) Increased expression of miR-130a levels after 

transfection of miR-130a mimics in H9C2 cardiomyoblasts (n=3/group). (F.G) Increased 

expression of miR-130a suppressed PTEN expression and increased Akt phosphorylation under 

normoxia (F) and under H/R (G) conditions in H9C2 cells. n=4 in each group for Western blot. 

*p<0.05 compared with indicated group. 
#
p<0.05 compared to all other groups. 

 

Transfection of LmiR-130a Suppresses PTEN Expression and Increases the Levels of 

Phosphorylation of Akt and GSK-3 in the Myocardium 

Activation of PI3K/Akt signaling protects cells from ischemia-induced injury 
47

and 

apoptosis 
48

, as well as promotes angiogenesis 
7
. Activation of PI3K/Akt signaling also improves 

cardiac function following myocardial ischemic injury 
49

. We examined the effect of miR-130a 

on activation of PI3K/Akt signaling. PTEN is a negative suppressor of PI3K activity 
9
. 

Interestingly, increased expression of miR-130a significantly suppressed the expression of PTEN 

(Figure 5.8A). The levels of PTEN in LmiR-130a transfected hearts were significantly reduced 

by 70.0% in sham control and by 63.8% in myocardial infarcted hearts, respectively, when 

compared with untransfected respective groups. Transfection of LmiR-130a also significantly 

increased the levels of phosphorylated Akt by 135.9% (B) and phosphorylated GSK-3β (Figure 

5.8C) by 58.9% after myocardial infarction, when compared with untransfected MI hearts 

(Figure 5.8B&C). Transfection of LmiR-control did not alter the levels of PTEN as well as 

phosphorylated Akt and phosphorylated GSK-3β (Figure 5.8A-C)  
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Figure 5.8 Transfection of LmiR-130a suppresses PTEN expression and increases the levels of 

phosphorylated Akt and GSK-3β in the myocardium. Mice were transfected with LmiR-130a or 

LmiR-control. Seven days after transfection, mice were subjected to myocardial infarction for 3 

days. The hearts were harvested for isolation of cytoplasmic proteins. Western blots were 

performed for analysis of the levels of PTEN (A), phosphorylated Akt (B), and phosphorylated 

GSK-3β (C) in the myocardium. n=4 in each sham control group. n=6 in each MI group. *p<0.05 

compared with indicated group. 
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PI3K Inhibition Abolishes MiR-130a-Induced Attenuation of Cardiac Dysfunction Following 

Myocardial Infarction 

To determine whether activation of PI3K/Akt signaling plays a critical role in miR-130a-

mediated protection against myocardial infarction, we administered a specific PI3K inhibitor 

LY294002 to LmiR-130a transfected mice immediately after permanent ligation of LAD 

coronary artery. Cardiac function was measured by echocardiography at 1 day and 3 days after 

myocardial infarction. Figure 5.9 showed that LY294002 administration completely abolished 

transfection of LmiR-130a-induced attenuation of cardiac dysfunction following MI. The EF% 

(Figure 5.9 A) and FS% (Figure 5.9 B) values in LY294002 treated MI hearts were significantly 

decreased on day 1 (35.2% and 39.6%) and on day 3 (41.5% and 45.1%), respectively, when 

compared with in LmiR-130a transfected MI hearts. LY294002 administration also significantly 

prevented miR-130a-induced increases in the levels of Akt phosphorylation (Figure 5.9C). The 

data indicates that increased expression of miR-130a-induced protection after MI is mediated by 

a PI3K/Akt dependent mechanism.  

 

 

 

 

 

 

 

 

 

Figure 5.9 (continued on next page) 
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Figure 5.9 PI3K inhibition abolishes miR-130a-attenuated cardiac dysfunction following 

myocardial infarction. Mice were transfected with LmiR-130a. Seven days after transfection, 

mice were treated with or without LY294002 (1mg/25 gram body weight) immediately after 

induction of myocardial infarction. Cardiac function was measured by echocardiography at 1 day 

and 3 days following myocardial infarction. LY294002 administration completely abolished 

LmiR-130a-induced attenuation of cardiac dysfunction in EF% (A) and FS% (B) following MI. 

Representative M-mode images before and after MI at 3 days was shown above. n=24 in 

untransfected group. n=9 in LmiR-130a transfected group. n=9 in LmiR-130a transfected group 

with LY294002 administration. (C) PI3K inhibition by LY294002 abolished LmiR-130a-induced 

an increase in the levels of phosphorylated Akt. n=5 in each sham control group. n=6 in each MI 

group. * p<0.05 compared with indicated group. 

 

Discussion 

The present study demonstrated that miR-130a plays an important role in the protection 

against myocardial infarction. Specifically, we observed that increased expression of miR-130a 

by transfection of lentiviral expressing miR-130a (LmiR-130a) into the myocardium 

0.0

0.5

1.0

1.5

2.0

2.5

3.0

3.5

P
-A

k
t/

A
k
t

Control LmiR-130a LmiR-130a+LY

Sham
MI

* *

P-Akt 

C 

Akt 

   S      MI      S       MI      S      MI       

  Control    LmiR-130a   LmiR-130a+LY 



169 
 

significantly attenuated cardiac dysfunction and improved remodeling following myocardial 

infarction. The mechanisms involved suppression of PTEN expression, resulting in activation of 

PI3K/Akt signaling in the myocardium. Importantly, PI3K inhibition abolished the attenuation of 

cardiac dysfunction by LmiR-130a in myocardial infarcted hearts. The data suggests that miR-

130a serves a protective role in myocardial ischemic injury. Increased expression of miR-130a 

may be a new therapeutic approach for heart attack patients. 

We have previously reported that administration of Pam3CSK4 (TLR2 ligand) protected 

the myocardium from ischemia/reperfusion injury through a PI3K/Akt dependent mechanism 
30

. 

We observed in the present study that Pam3CSK4 administration significantly increased the 

levels of miR-130a in the myocardium. In contrast, myocardial infarction markedly decreased 

the levels of miR-130a in the myocardium. Collectively, the data indicates that miR-130a may 

serve a protective role in myocardial ischemic injury. To evaluate our hypothesis, we constructed 

lentiviral expressing miR-130a (LmiR-130a) and transfected the myocardium with LmiR-130a 7 

days before induction of myocardial infarction. We observed that increased expression of miR-

130a significantly attenuated cardiac dysfunction, decreased myocardial apoptosis, attenuated 

fibrotic deposition, and enhanced angiogenesis following myocardial infarction. 

Myocardial apoptosis has been demonstrated to contribute to cardiac dysfunction 

following myocardial infarction and myocardial I/R injury 
41

. Myocardial infarction induced 

apoptosis in the myocardium of human 
50

 and experimental animals 
51

. Inhibition of myocardial 

apoptosis has been shown to attenuate cardiac dysfunction and remodeling after MI 
52-54

. We 

have observed in the present study that transfection of LmiR-130a markedly decreased 

myocardial apoptosis in infarcted hearts, which was positively correlated with the data that 

increased expression of miR-130a significantly improved cardiac function following MI. We 
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have shown that transfection of LmiR-130a suppressed MI-induced increases in Bax levels and 

increased in Bcl2 levels in the myocardium. It is well known that Bcl2 is anti-apoptotic protein 

while Bax acts as an antagonist of anti-apoptotic Bcl2 
42

. Bcl2 further prevented the release of 

cytochrome c and thus activation of caspases 
55

. We found that LmiR-130a transfection markedly 

decreased the activities of caspase-3/7 and caspase-8 in the myocardium after MI. Therefore, 

inhibition of myocardial apoptosis by miR-130 could be one of the mechanisms for attenuation 

of cardiac dysfunction and remodeling after MI.    

Promotion of angiogenesis is an important approach for improvement of remodeling and 

cardiac function after myocardial infarction 
56, 57

. Stimulation of angiogenesis reduced the 

progression of myocardial infarction, decreased cardiac fibrosis, improved cardiac function, and 

decreased the risk of cardiac rupture following myocardial infarction 
56, 57

. We observed that 

increased expression of miR-130a significantly increased the numbers of small vessels in the 

ischemic area, indicating that miR-130a promoted angiogenesis. Indeed, we found that the levels 

of VEGF in LmiR-130a transfected hearts were greater than in untransfected hearts after 

myocardial infarction. However, at present we do not understand the mechanism by which miR-

130a stimulates VEGF expression in the myocardium following MI. Yun et al. reported that 

miR-130a suppressed the expression of anti-angiogenic gene GAX and HoxA5 in endothelial 

cells 
21

. Homeobox (Hox) genes, including HoxA5, are transcriptional regulators which modulate 

embryonic morphogenesis and pathological tissue remodeling in adults via regulation of genes 

associated with cell-cell or cell extracellular matrix (ECM) interactions 
45

. HoxA5 has been 

demonstrated to block angiogenesis 
45

. Sustained expression of HoxA5 resulted in 

downregulation of many pro-angiogenic genes, including VEGFR2, ephrin A1, Hif1α, and COX-

2 
45

. In addition, HoxA5 upregulated expression of anti-angiogenic genes including 
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Thrombospondin-2 
45

. We observed that increased expression of miR-130a significantly 

suppressed the expression of HoxA5 in the myocardium. Yun et al. reported that miR-130a 

targeted site in the 3’-UTR of the antiangiogenic homeobox gene HoxA5 
21

. Decreased 

expression of miR-130a resulted in dysfunction of endothelial progenitor cells 
22

. In addition, the 

levels of miR-130a was reduced in the endothelial progenitor cells from patients with coronary 

artery disease 
58

. Collectively, the data indicate that miR-130a may play a role in regulating 

endothelial cell proliferation and migration. Indeed, we observed that transfection of endothelial 

cells with miR-130a mimics stimulated endothelial cell proliferation and migration into wound 

area after scratched cultured ECs. The mechanisms of miR-130a stimulated angiogenesis 

involved suppression of HoxA5 and upregulation of VEGF expression.  

Activation of PI3K/Akt signaling plays a critical role in the regulation of cell growth, cell 

proliferation, and survival 
59

. PI3K/Akt signaling also plays an important role in the progression 

of angiogenesis 
60

. PI3K/Akt signaling has implicated in the regulation of cardiac growth and 

coronary angiogenesis 
61

. Moreover, PI3K/Akt signaling was involved in angiogenesis after 

myocardial ischemic injury 
62

. We have previously reported that activation of PI3K/Akt 

signaling improved cardiac function, reduced infarct size, and decreased myocardial apoptosis in 

the myocardium following myocardial ischemic injury
 29, 30, 39

. In the present study, we found 

that increased expression of miR-130a significantly increased the levels of Akt and GSK-3β 

phosphorylation in the myocardium. It is well known that PTEN is a negative regulator of PI3K 

activity 
9
. Suppression of PTEN expression has reported to decrease myocardial ischemic injury 

via activation of PI3K/Akt signaling 
63

. Recent studies have shown that several miRs, such as 

miR-21 
64

, miR-486 
65

, miR-214 
66

, and miR-29 
67

, suppressed PTEN expression, resulting in 

activation of the PI3K/Akt signaling. We demonstrated in the present study that increased 
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expression of LmiR-130a suppressed PTEN expression. In vivo data showed that transfection of 

the myocardium with LmiR-130a significantly decreased the levels of PTEN in the myocardium 

in the presence or absence of MI. In vitro data showed that transfection of endothelial cells with 

miR-130a mimics suppressed PTEN expression in the presence or absence H/R. Suppression of 

PTEN expression resulted in increases in the levels of Akt and GSK-3β phosphorylation, 

indicating activation of PI3K/Akt signaling, which were positively correlated with the 

improvement of cardiac function, stimulation of microvascular densities in the myocardium, and 

attenuation of remodeling following myocardial infarction. Moreover, we have demonstrated that 

PI3K inhibition by a PI3K specific inhibitor, LY294002, abolished miR-130a-induced 

attenuation of cardiac dysfunction after myocardial infarction.       

In summary, we demonstrated that miR-130a served a protective role in attenuation of 

cardiac dysfunction and remodeling after myocardial infarction. The mechanisms involved 

suppression of PTEN expression, resulting in activation of PI3K/Akt signaling, which promoted 

angiogenesis, attenuated anti-apoptosis, and decreased cardiac fibrosis in the myocardium.  
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CHAPTER 6 

 

CONCLUSIONS 

 

Ischemia/reperfusion injury has important clinical relevance in several human diseases, 

including but not limited to, heart attack, ischemic stroke, ischemic hepatitis, and ischemic renal 

disease as well as cardiovascular transplant surgeries. A hallmark of ischemia/reperfusion injury 

is the excessive inflammatory responses (Libby and others 2002; Danton and Dietrich 2003; Ren 

and others 2003; Onai and others 2004;). Toll-like receptors are critical factors mediating the 

innate immune and inflammatory responses through recognition of exogenous pathogens and 

endogenous damage-associated molecules (Kopp and Medzhitov 1999; Aderem and Ulevitch 

2000; Bowie and Haga 2005; Kawai and Akira 2010). Therefore, evidence suggests that TLRs 

play an important role in ischemia/reperfusion injury. Indeed, evidence has shown that TLR4 

plays a deleterious role in myocardial and cerebral I/R injury (Caso and others 2007). We have 

demonstrated that I/R injury rapidly increases myocardial IκB-α phosphorylation and NF-κB 

binding activity, suggesting that the TLR4/NF-κB-mediated signaling pathway plays a role in the 

inflammatory responses to myocardial I/R injury (Ha and others 2011; Hua, Ha, and others 2007). 

We found that NF-κB binding activity was significantly decreased, whereas the levels of 

phosphorylated Akt were increased in the myocardium or brain tissues of the TLR4-deleted mice 

subjected to I/R injury (Hua, Ma, and others 2007; Hua, Ha, and others 2007). This observation 

suggests that there may be a cross talk between the TLR/NF-κB-mediated signaling pathway and 

PI3K/Akt signaling. We speculated that inhibition of TLR/NF-κB-mediated signaling pathway 
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and activation of the PI3K/Akt signaling may be mechanisms of protection in response to I/R 

injury.  

In Chapter 2 we demonstrated that modulation of TLR2 by its ligand, Pam3CSK4 

induced protection against cerebral I/R injury through a TLR2/PI3K/Akt-dependent mechanism. 

1) Pretreatment of mice with Pam3CSK4 significantly reduced infarct size following cerebral I/R 

injury. 2) Therapeutic administration of Pam3CSK4 also significantly reduced infarct size. 3) 

Pam3CSK4 administration improved morphology of neurons in the hippocampus. 4) Pam3CSK4 

administration decreased I/R-activated apoptotic signaling and increased levels of Hsp27, Hsp70, 

and Bcl2 in the brain tissues. 5) Pam3CSK4 administration significantly attenuated I/R-induced 

NF-B binding activity. 6) Pam3CSK4 treatment significantly increased the levels of Akt and 

GSK-3β phosphorylation in the brain tissues. 7) TLR2 deficiency completely abolished 

Pam3CSK4 induced protection against cerebral I/R injury. 8) PI3K inhibition by LY294002 

completely abolished the protection by Pam3CSK4 in cerebral I/R injury.  

In Chapter 3 we provided evidence that TLR9 ligand, CpG-ODN induced protection 

against cerebral I/R injury via activation of PI3K/Akt signaling. 1) Pretreatment of mice with 

CpG-ODN significantly reduced infarct size following cerebral I/R injury. Therapeutic 

administration of CpG-ODN also decreased I/R-induced infarct size. 2) CpG-ODN 

administration improved neuronal morphology in the ischemic hippocampus. 3) CpG-ODN 

treatment increased Bcl2 levels and decreased the expression of proapoptotic factors in ischemic 

brain tissues. 4) CpG-ODN administration increased the levels of Akt and GSK-3β 

phosphorylation. 5) PI3K inhibition by LY294002 abolished CpG-ODN induced protection 

against cerebral I/R injury.  
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In Chapter 4 we observed for the first time that TLR3 deficiency attenuated cardiac 

dysfunction after myocardial I/R injury and myocardial infarction. 1) TLR3 deficiency reduced 

myocardial infarct size following myocardial I/R injury. 2) TLR3 deficiency attenuated I/R-

induced myocardial apoptosis and upregulation of proapoptotic factors in the myocardium. 3) 

TLR3 deficiency attenuated I/R-induced Fas-mediated apoptotic signaling in the myocardium. 4) 

TLR3 deficiency prevented I/R-induced myocardial NF-κB binding activity and the production 

of proinflammatory cytokine. 5) TLR3 deficiency attenuated I/R-induced infiltration of 

neutrophils and macrophages into the myocardium. 

Recently microRNAs as small noncoding single stranded RNAs have been investigated 

for their biological functions. MicroRNAs can cleave their target mRNAs and inhibit the 

translation of their target mRNAs (Kim, 2005). MicroRNAs are implicated to influence the 

pathophysiological processes in myocardial ischemic injury. The levels of miRNAs are altered in 

ischemic hearts. Interesting, microRNAs have shown to regulate several cellular signaling 

pathways, such as TLR/NF-B-mediated signaling and PI3K/Akt signaling (O'Neill and others 

2011; Xu and Mo 2012) that play an important role in the pathogenesis of myocardial ischemic 

injury. 

In Chapter 5 we provided the first evidence that increased expression of miR-130a 

significantly improved cardiac function and promoted angiogenesis after myocardial infarction. 1) 

Increased expression of miR-130a attenuated myocardial infarction-induced cardiac dysfunction 

and cardiac fibrosis. 2) Increased expression of miR-130a reduced infarct size in myocardial I/R 

injury model. 3) Increased expression of miR-130a attenuated myocardial infarction-induced 

apoptosis. 4) Increased expression of miR-1300a promoted angiogenesis via suppression of 
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PTEN expression and activation of PI3K/Akt signaling. 5) PI3K inhibition by LY294002 

abolished the cardioprotoective effect of miR-130a on myocardial infarction. 

In summary, this dissertation shows that Toll-like receptors and microRNAs play 

important roles in ischemic stroke and heart attack. This research described in this dissertation 

may provide novel directions for protecting the brain and heart against ischemic injury. The 

findings shown in this dissertation may provide important basic science insights into the 

molecular mechanisms and serve as evidence for further studies that will evaluate feasibility, 

efficacy, and safety of Pam3CSK4, CpG-ODN, a chemical drug inhibiting TLR3, and miR-130a 

in clinical application for cardiovascular disease. The working model for the major conclusions 

is shown in Figure 6.1. Taken together, the findings in this dissertation indicate that therapy 

using a TLR2 specific agonist (Pam3CSK4) or TLR9 (CpG-ODN) specific agonist may be 

effective in reducing ischemic stroke injury. Specially, evidence has reported that CpG-ODN is 

reasonably safe in clinical trials for cancer and infectious disease when administered as vaccine 

adjuvants (Bode and others 2011). Thus, it strongly indicates that CpG-ODN has significantly 

clinical application for ischemic stroke patients. For heart attack patients TLR3 may be an 

important target for the management and treatment of heart attack patients. Moreover, increased 

expression of miR-130a also may be a new therapeutic approach for patients with myocardial 

infarction.  
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Figure 6.1. A working model for the major conclusions in this dissertation. Pretreatment with 

TLR2 ligand (Pam3CSK4) or TLR9 ligand (CpG-ODN) induces activation of PI3K/Akt 

signaling that further inhibits cell apoptosis following cerebral I/R injury. Stimulation of TLR2 

or TLR9 also attenuates NF-κB binding activity following cerebral I/R injury. Stimulation of 

TLR2 leads to tyrosine phosphorylation of TLR2. Subsequently, the phosphorylated TLR2 

associates with the p85 subunit of PI3K, resulting in PI3K activation. Following myocardial I/R 

injury, TLR3 contributes to activate Fas-death receptor-mediated signaling, increase NF-κB 

binding activity, as well as increase the levels of Bax and the production of proinflammatory 

cytokines. Transfection of miR-130a suppresses PTEN expression, resulting in activation of 

PI3K/Akt signaling that leads to promote cell survival and angiogenesis as well as inhibit 

apoptosis following myocardial infarction. 

 



184 
 

REFERENCES 

 

   Abarbanell AM, Wang Y, Herrmann JL, Weil BR, Poynter JA, Manukyan MC, Meldrum DR. 

2010. Toll-like receptor 2 mediates mesenchymal stem cell associated myocardial 

recovery and VDGF production following acute ischemia/reperfusion injury. Am J 

Physiol Heart Circ Physiol 298(5):H1529-H1536. 

 

   Abbate A, Bussani R, Amin MS, Vetrovec GW, Baldi A. 2006. Acute myocardial infarction and 

heart failure: role of apoptosis. Int J Biochem Cell Biol 38(11):1834-40. 

 

   Abbate A, Morales C, De Falco M, Fedele V, Biondi Zaccai GG, Santini D, Palleiro J, Vasaturo F, 

Scarpa S, Liuzzo G, and et al. 2007. Ischemia and apoptosis in an animal model of 

permanent infarct-related artery occlusion. Int J Cardiol 121(1):109-11. 

 

   Aderem A, Ulevitch RJ. 2000. Toll-like receptors in the induction of the innate immune response. 

Nature 406(6797):782-7. 

 

   Akira S, Uematsu S, Takeuchi O. 2006. Pathogen recognition and innate immunity. Cell 

124(4):783-801. 

 

   Allen CL, Bayraktutan U. 2009. Oxidative stress and its role in the pathogenesis of ischaemic 

stroke. Int J Stroke 4(6):461-70. 

 

   Anversa P, Cheng W, Liu Y, Leri A, Redaelli G, Kajstura J. 1998. Apoptosis and myocardial 

infarction. Basic Res Cardiol 93 Suppl 3:8-12. 

 

   Ao L, Zou N, Cleveland JCJr, Fullerton DA, Meng X. 2009. Myocardial TLR4 is a determinant 

of neutrophil infiltration after global myocardial ischemia: mediating KC and MCP-1 

expression induced by extracellular HSC70. Am J Physiol Heart Circ Physiol 

297(1):H21-H28. 

 

   Aprahamian CJ, Lorenz RG, Harmon CM, Dimmit RA. 2007. Toll-like receptor 2 is protective of 

ischemia-reperfusion-mediated small-bowel injury in a murine model. Pediatr Crit Care 

med Epub ahead of print. 

 

   Aravalli RN, Peterson PK, Lokensgard JR. 2007. Toll-like receptors in defense and damage of the 

central nervous system. J Neuroimmune Pharmacol 2(4):297-312. 

 

   Arbibe L, Mira J-P, Teusch N, Kline L, Guha M, Mackman N, Godowski PJ, Ulevitch RJ, Knaus 

UG. 2000. Toll-like receptor 2-mediated NF-B activation requires a RAC I - dependent 

pathway. Nature Immunology 1(6):533-40. 

 

   Arslan F, Smeets MB, O'Neill LA, Keogh B, McGuirk P, Timmers L, Tersteeg C, Hoefer IE, 

Doevendans PA, Pasterkamp G, and et al. 2010. Myocardial ischemia/reperfusion injury 



185 
 

is mediated by leukocytic toll-like receptor-2 and reduced by systemic administration of a 

novel anti-toll-like receptor-2 antibody. Circulation 121(1):80-90. 

 

   Asanuma T, Tanabe K, Ochiai K, Yoshitomi H, Nakamura K, Murakami Y, Sano K, Shimada T, 

Murakami R, Morioka S, and et al. 1997. Relationship between progressive 

microvascular damage and intramyocardial hemorrhage in patients with reperfused 

anterior myocardial infarction: myocardial contrast echocardiographic study. Circulation 

96(2):448-53. 

 

   Aurora AB, Mahmoud AI, Luo X, Johnson BA, van RE, Matsuzaki S, Humphries KM, Hill JA, 

Bassel-Duby R, Sadek HA,and et al. 2012. MicroRNA-214 protects the mouse heart from 

ischemic injury by controlling Ca(2)(+) overload and cell death. J Clin Invest 

122(4):1222-32. 

 

   Badin RA, Modo M, Cheetham M, Thomas DL, Gadian DG, Latchman DS, Lythgoe MF. 2009. 

Protective effect of post-ischaemic viral delivery of heat shock proteins in vivo. J Cereb 

Blood Flow Metab 29(2):254-63. 

 

   Bahjat FR, Williams-Karnesky RL, Kohama SG, West GA, Doyle KP, Spector MD, Hobbs TR, 

Stenzel-Poore MP. 2011. Proof of concept: pharmacological preconditioning with a Toll-

like receptor agonist protects against cerebrovascular injury in a primate model of stroke. 

J Cereb Blood Flow Metab 31(5):1229-42. 

 

   Balsam LB, Kofidis T, Robbins RC. 2005. Caspase-3 inhibition preserves myocardial geometry 

and long-term function after infarction. J Surg Res 124(2):194-200. 

 

   Bano D, Nicotera P. 2007. Ca2+ signals and neuronal death in brain ischemia. Stroke 38(2 

Suppl):674-6. 

 

   Bessis A, Bechade C, Bernard D, Roumier A. 2007. Microglial control of neuronal death and 

synaptic properties. Glia 55(3):233-8. 

 

   Biber K, Neumann H, Inoue K, Boddeke HW. 2007. Neuronal 'On' and 'Off' signals control 

microglia. Trends Neurosci 30(11):596-602. 

 

   Biber K, Vinet J, Boddeke HW. 2008. Neuron-microglia signaling: chemokines as versatile 

messengers. J Neuroimmunol 198(1-2):69-74. 

 

   Block ML, Zecca L, Hong JS. 2007. Microglia-mediated neurotoxicity: uncovering the molecular 

mechanisms. Nat Rev Neurosci 8(1):57-69. 

 

   Bode C, Zhao G, Steinhagen F, Kinjo T, Klinman DM. 2011. CpG DNA as a vaccine adjuvant. 

Expert Rev Vaccines 10(4):499-511. 

 



186 
 

   Bonauer A, Carmona G, Iwasaki M, Mione M, Koyanagi M, Fischer A, Burchfield J, Fox H, 

Doebele C, Ohtani K, and et al. 2009. MicroRNA-92a Controls Angiogenesis and 

Functional Recovery of Ischemic Tissues in Mice. Science 324(5935):1710-3. 

 

   Botos I, Segal DM, Davies DR. 2011. The structural biology of Toll-like receptors. Structure 

19(4):447-59. 

 

   Bowie AG, Haga IR. 2005. The role of Toll-like receptors in the host response to viruses. Mol 

Immunol 42(8):859-67. 

 

   Boyd JH, Mathur S, Wang Y, Bateman RM, Walley KR. 2006. Toll-like receptor stimulation in 

cardiomyoctes decreases contractility and initiates an NF-kappaB dependent 

inflammatory response. Cardiovasc Res 72(3):384-93. 

 

   Broughton BR, Reutens DC, Sobey CG. 2009. Apoptotic mechanisms after cerebral ischemia. 

Stroke 40(5):e331-e339. 

 

   Bruce-Keller AJ. 1999. Microglial-neuronal interactions in synaptic damage and recovery. J 

Neurosci Res 58(1):191-201. 

 

   Burguillos MA, Dejerborg T, Kavanagh E, Persson A, Hajji N, Garcia-Quintanilla A, Cano J, 

Brundin P, Englund E, Venero JL,and et al. 2011. Caspase signalling controls microglia 

activation and neurotoxicity. Nature 472(7343):319-24. 

 

   Camello-Almaraz C, Gomez-Pinilla PJ, Pozo MJ, Camello PJ. 2006. Mitochondrial reactive 

oxygen species and Ca2+ signaling. Am J Physiol Cell Physiol 291(5):C1082-C1088. 

 

   Cantley LC. 2002. The phosphoinositide 3-kinase pathway. Science 296:1655-7. 

 

   Cao CX, Yang QW, Lv FL, Cui J, Fu HB, Wang JZ. 2007. Reduced cerebral ischemia-

reperfusion injury in Toll-like receptor 4 deficient mice. Biochem Biophys Res Commun 

353(2):509-14. 

 

   Cao Z, Ren D, Ha T, Liu L, Wang X, Kalbfleisch J, Gao X, Kao R, Williams D, Li C. 2013. CpG-

ODN, the TLR9 agonist, attenuates myocardial ischemia/reperfusion injury: Involving 

activation of PI3K/Akt signaling. Biochim Biophys Acta 1832(1):96-104. 

 

   Carpentier PA, Begolka WS, Olson JK, Elhofy A, Karpus WJ, Miller SD. 2005. Differential 

activation of astrocytes by innate and adaptive immune stimuli. Glia 49(3):360-74. 

 

   Caso J, Pradillo J, Hurtado O, Lorenzo P, Moro M, Lizasoain I. 2007. Toll-like receptor 4 is 

involved in brain damage and inflammation after experimental stroke. Circulation 

115(12):1599-608. 

 



187 
 

   Caso JR, Pradillo JM, Hurtado O, Leza JC, Moro MA, Lizasoain I. 2008. Toll-like receptor 4 is 

involved in subacute stress-induced neuroinflammation and in the worsening of 

experimental stroke. Stroke 39(4):1314-20. 

 

   Caso JR, Pradillo JM, Hurtado O, Lorenzo P, Moro MA, Lizasoain I. 2007. Toll-like receptor 4 is 

involved in brain damage and inflammation after experimental stroke. Circulation 

115(12):1599-608. 

 

      Cavassani KA, Ishii M, Wen H, Schaller MA, Lincoln PM, Lukacs NW, Hogaboam CM, 

Kunkel SL. 2008. TLR3 is an endogenous sensor of tissue necrosis during acute 

inflammatory events. J Exp Med 205(11):2609-21. 

 

   Centers for Disease Control and Prevention. 2011. Prevalence of Coronary Heart Disease -- 

United States, 2006-2010. Morbidity and Mortality Weekly Report 60(40). 

 

   Ceppi M, Pereira PM, Dunand-Sauthier I, Barras E, Reith W, Santos MA, Pierre P. 2009. 

MicroRNA-155 modulates the interleukin-1 signaling pathway in activated human 

monocyte-derived dendritic cells. Proc Natl Acad Sci U S A 106(8):2735-40. 

 

   Cha J, Wang Z, Ao L, Zou N, Dinarello CA, Banerjee A, Fullerton DA, Meng X. 2008. Cytokines 

link Toll-like receptor 4 signaling to cardiac dysfunction after global myocardial 

ischemia. Ann Thorac Surg 85(5):1678-85. 

 

   Chakraborti T, Mandal A, Mandal M, Das S, Chakraborti S. 2000. Complement activation in 

heart diseases. Role of oxidants. Cell Signal 12(9-10):607-17. 

 

   Chandrashekhar Y, Sen S, Anway R, Shuros A, Anand I. 2004. Long-term caspase inhibition 

ameliorates apoptosis, reduces myocardial troponin-I cleavage, protects left ventricular 

function, and attenuates remodeling in rats with myocardial infarction. J Am Coll Cardiol 

43(2):295-301. 

 

   Chandrashekhar Y. 2005. Role of apoptosis in ventricular remodeling. Curr Heart Fail Rep 

2(1):18-22. 

 

   Chen C, Feng Y, Zou L, Wang L, Chen HH, Cai JY, Xu JM, Sosnovik DE, Chao W. 2014. Role 

of Extracellular RNA and TLR3-Trif Signaling in Myocardial Ischemia-Reperfusion 

Injury. J Am Heart Assoc 3(1):e000683. 

 

   Chen JJ, Zhou SH. 2011. Mesenchymal stem cells overexpressing MiR-126 enhance ischemic 

angiogenesis via the AKT/ERK-related pathway. Cardiol J 18(6):675-81. 

 

   Chen Y, Gorski DH. 2008. Regulation of angiogenesis through a microRNA (miR-130a) that 

down-regulates antiangiogenic homeobox genes GAX and HOXA5. Blood 111(3):1217-

26. 



188 
 

   Chen Z, Chua CC, Ho YS, Hamdy RC, Chua BH. 2001. Overexpression of Bcl-2 attenuates 

apoptosis and protects against myocardial I/R injury in transgenic mice. Am J Physiol 

Heart Circ Physiol 280(5):H2313-H2320. 

 

   Chen ZC, Wu WS, Lin MT, Hsu CC. 2009. Protective effect of transgenic expression of porcine 

heat shock protein 70 on hypothalamic ischemic and oxidative damage in a mouse model 

of heatstroke. BMC Neurosci 10:111. 

 

   Chong AJ, Shimamoto A, Hampton CR, Takayama H, Spring DJ, Rothnie CL, Yada M, Pohlman 

TH, Verrier ED. 2004. Toll-like receptor 4 mediates ischemia/reperfusion injury of the 

heart. J Thorac Cardiovasc Surg 128:170-9. 

 

   Choorapoikayil S, Weijts B, Kers R, de Bruin A, den Hertog J. 2013. Loss of Pten promotes 

angiogenesis and enhanced vegfaa expression in zebrafish. Dis Model Mech 6(5):1159-

66. 

 

   Cooke MS, Evans MD, Dizdaroglu M, Lunec J. 2003. Oxidative DNA damage: mechanisms, 

mutation, and disease. FASEB J 17(10):1195-214. 

 

   Dai L, Gu L, Di W. 2012. MiR-199a attenuates endometrial stromal cell invasiveness through 

suppression of the IKKbeta/NF-kappaB pathway and reduced interleukin-8 expression. 

Mol Hum Reprod 18(3):136-45. 

 

   Danton GH, Dietrich WD. 2003. Inflammatory mechanisms after ischemia and stroke. J 

Neuropathol Exp Neurol 62(2):127-36. 

 

   Dasari P, Nicholson IC, Hodge G, Dandie GW, Zola H. 2005. Expression of toll-like receptors on 

B lymphocytes. Cell Immunol 236(1-2):140-5. 

 

   del Zoppo GJ, Milner R, Mabuchi T, Hung S, Wang X, Berg GI, Koziol JA. 2007. Microglial 

activation and matrix protease generation during focal cerebral ischemia. Stroke 38(2 

Suppl):646-51. 

 

   del Zoppo GJ. 2010. Acute anti-inflammatory approaches to ischemic stroke. Ann N Y Acad Sci 

1207:143-8. 

 

   Deng YY, Lu J, Ling EA, Kaur C. 2009. Monocyte chemoattractant protein-1 (MCP-1) produced 

via NF-kappaB signaling pathway mediates migration of amoeboid microglia in the 

periventricular white matter in hypoxic neonatal rats. Glia 57(6):604-21. 

 

   Desai A, Singh N, Raghubir R. 2010. Neuroprotective potential of the NF-kappaB inhibitor 

peptide IKK-NBD in cerebral ischemia-reperfusion injury. Neurochem Int 57(8):876-83. 

 

   Dong S, Cheng Y, Yang J, Li J, Liu X, Wang X, Wang D, Krall TJ, Delphin ES, Zhang C. 2009. 

MicroRNA expression signature and the role of microRNA-21 in the early phase of acute 

myocardial infarction. J Biol Chem 284(43):29514-25. 



189 
 

   Doyle SL, O'Neill LAJ. 2006. Toll-like receptors: From the discovery of NF-B to new insights 

into transcriptional regulations in innate immunity. Biochem Pharmacol 72(9):1102-13. 

 

   Endo H, Nito C, Kamada H, Nichi T, Chan P. 2006. Activation of the Akt/GSK3beta signaling 

pathway mediates survival of vulnerable hippocampal neurons after transient global 

cerebral ischemia in rats. J Cereb Blood Flow Metab 26(12):1479-89. 

 

   Entman ML, Youker K, Shoji T, Kukielka G, Shappell SB, Taylor AA, Smith CW. 1992. 

Neutrophil induced oxidative injury of cardiac myocytes. A compartmented system 

requiring CD11b/CD18-ICAM-1 adherence. J Clin Invest 90(4):1335-45. 

 

   Fabbri M, Paone A, Calore F, Galli R, Croce CM. 2013. A new role for microRNAs, as ligands of 

Toll-like receptors. RNA Biol 10(2):Epub ahead of print. 

 

   Fabbri M, Paone A, Calore F, Galli R, Gaudio E, Santhanam R, Lovat F, Fadda P, Mao C, Nuovo 

GJ, and et al. 2012. MicroRNAs bind to Toll-like receptors to induce prometastatic 

inflammatory response. Proc Natl Acad Sci U S A 109(31):E2110-E2116. 

 

   Fabbri M. 2012. TLRs as miRNA receptors. Cancer Res 72(24):6333-7. 

 

   Faraco G, Fossati S, Bianchi ME, Patrone M, Pedrazzi M, Sparatore B, Moroni F, Chiarugi A. 

2007. High mobility group box 1 protein is released by neural cells upon different 

stresses and worsens ischemic neurodegeneration in vitro and in vivo. J Neurochem 

103(2):590-603. 

 

   Faure E, Equils O, Sieling PA, Thomas L, Zhang FX, Kirschning CJ, Polentarutti N, Muzio M, 

Arditi M. 2000. Bacterial lipopolysaccharide activates NF-kappaB through toll-like 

receptor 4 (TLR-4) in cultured human dermal endothelial cells. Differential expression of 

TLR-4 and TLR-2 in endothelial cells. J Biol Chem 275(15):11058-63. 

 

   Favre J, Musette P, Douin-Echinard V, Laude K, Henry JP, Arnal JF, Thuillez C, Richard V. 

2007. Toll-like receptors 2-deficient mice are protected against postischemic coronary 

endothelial dysfunction. Arterioscler Thromb Vasc Biol 27(5):1064-71. 

 

   Fiedler J, Thum T. 2013. MicroRNAs in Myocardial Infarction. Arterioscler Thromb Vasc Biol 

33:201-5. 

 

   Formigli L, Manneschi LI, Nediani C, Marcelli E, Fratini G, Orlandini SZ, Perna AM. 2001. Are 

Macrophages Involved in Early Myocardial Reperfusion Injury? Ann Thorac Surg 

71:1596-602. 

 

   Frangogiannis NG, Entman ML. 2005. Chemokines in Myocardial Ischemia. Trends Cardiovasc 

Med 15(5):163-9. 

 

   Frangogiannis NG, Smith CW, Entman ML. 2002. The inflammatory response in myocardial 

infarction. Cardiovasc Res 53(1):31-47. 



190 
 

   Frank A, Bonney M, Bonney S, Weitzel L, Koeppen M, Eckle T. 2012. Myocardial ischemia 

reperfusion injury: from basic science to clinical bedside. Semin Cardiothorac Vasc 

Anesth 16(3):123-32. 

 

   Frantz S, Bauersachs J, Ertl G. 2009. Post-infarct remodelling: contribution of wound healing and 

inflammation. Cardiovasc Res 81(3):474-81. 

 

   Fujio Y, Nguyen T, Wencker D, Kitsis RN, Walsh K. 2000. Akt Promotes Survival of 

Cardiomyocytes In Vitro and Protects Against Ischemia-Reperfusion Injury in Mouse 

Heart. Circulation 101:660-7. 

 

   Fukao T, Koyasu S. 2003. PI3K and negative regulation of TLR signaling. Trends in Immunology 

24(7):358-63. 

 

   Fukao T, Tanabe M, Terauchi Y, Ota T, Matsuda S, Asano T, Kadowak T, Takeuchi T, Koyasu S. 

2002. PI3K-mediated negative feedback regulation of IL-12 production in DCs. Nat 

Immunol 3(9):875-81. 

 

   Gao M, Ha T, Zhang X, Lam F, Wang X, Kelley JL, Singh K, Kalbfleisch J, Kao R, Williams DL, 

and et al. The TLR9 Ligand, CPG-ODN, Attenuates Cardiac Dysfunction in 

Polymicrobial Sepsis via Activation of PI3K/AKT and ERK Signaling Pathways. Shock 

37[Supplement 1], 33. 2012.  

 

   Gao M, Ha T, Zhang X, Liu L, Wang X, Kelley J, Singh K, Kao R, Gao X, Williams D, and et al. 

2012. Toll-like receptor 3 plays a central role in cardiac dysfunction during polymicrobial 

sepsis. Crit Care Med 40(8):2390-9. 

 

   Gao M, Ha T, Zhang X, Wang X, Liu L, Kalbfleisch J, Singh K, Williams D, Li C. 2013. The 

Toll-like Receptor 9 Ligand, CpG-Oligodeoxynucleotide, Attenuates Cardiac 

Dysfunction in Polymicrobial Sepsis, Involving Activation of Both Phosphoinositide 3 

Kinase/AKT and and Extracellular-Signal-Related Signaling. J Infect Dis 207(9):1471-9. 

 

   Garcia-Dorado D, Ruiz-Meana M, Inserte J, Rodriguez-Sinovas A, Piper HM. 2012. Calcium-

mediated cell death during myocardial reperfusion. Cardiovasc Res 94(2):168-80. 

 

   Go AS, Mozaffarian D, Roger VL, Benjamin EJ, Berry JD, Blaha MJ, Dai S, Ford ES, Fox CS, 

Franco S, and et al. 2013. Heart Disease and Stroke Statistics--2014 Update: A Report 

From the American Heart Association. Circulation. 

 

   Goetze S, Bungenstock A, Czupalla C, Eilers F, Stawowy P, Kintscher U, Spencer-Hansch C, 

Graf K, Nurnberg B, Law RE, and et al. 2002. Leptin induces endothelial cell migration 

through Akt, which is inhibited by PPARgamma-ligands. Hypertension 40(5):748-54. 

 

   Gordon JW, Shaw JA, Kirshenbaum LA. 2011. Multiple facets of NF-kappaB in the heart: to be 

or not to NF-kappaB. Circ Res 108(9):1122-32. 

 



191 
 

   Gorsuch WB, Chrysanthou E, Schwaeble WJ, Stahl GL. 2012. The complement system in 

ischemia-reperfusion injuries. Immunobiology 217(11):1026-33. 

 

   Ha T, Hu Y, Liu L, Lu C, McMullen JR, Kelley J, Kao RL, Williams DL, Gao X, Li C. 2010. 

TLR2 ligands induce cardioprotection against ischaemia/reperfusion injury through a 

PI3K/Akt-dependent mechanism. Cardiovasc Res 87(4):694-703. 

 

   Ha T, Hua F, Grant D, Xia Y, Ma J, Gao X, Kelley J, Williams DL, Kablfleisch J, Browder IW, 

and et al. 2006a. Glucan phosphate attenuates cardiac dysfunction and inhibits cardiac 

MIF expression and apoptosis in septic mice. Am J Physiol Heart Circ Physiol 

291(4):H1910-H1918. 

 

   Ha T, Hua F, Li Y, Ma J, Gao X, Kelley J, Zhao A, Haddad GE, Williams DL, Browder IW, and 

et al. 2006b. Blockade of MyD88 Attenuates Cardiac Hypertrophy and Decreases 

Cardiac Myocyte Apoptosis in Pressure Overload Induced Cardiac Hypertrophy in vivo. 

Am J Physiol Heart Circ Physiol 290(3):H985-H994. 

 

   Ha T, Hua F, Liu X, Ma J, McMullen JR, Shioi T, Izumo S, Kelley J, Gao X, Browder W, and et 

al. 2008. Lipopolysaccharide-induced myocardial protection against ischemia/reperfusion 

injury is mediated through a PI3K/Akt-dependent mechanism. Cardiovascular Research 

78(3):546-53. 

 

   Ha T, Liu L, Kelley J, Kao R, Williams D, Li C. 2011. Toll-like receptors: new players in 

myocardial ischemia/reperfusion injury. Antioxid Redox Signal 15(7):1875-93. 

 

   Ha T, Lu C, Liu L, Hua F, Hu Y, Kelley J, Singh K, Kao RL, Kalbfleisch J, Williams DL, and et 

al. 2010. TLR2 ligands attenuate cardiac dysfunction in polymicrobial sepsis via a 

phosphoinositide-3-kinase dependent mechanism. Am J Physiol Heart Circ Physiol 

298(3):H984-H991. 

 

   Halestrap AP, Clarke SJ, Javadov SA. 2004. Mitochondrial permeability transition pore opening 

during myocardial reperfusion--a target for cardioprotection. Cardiovasc Res 61(3):372-

85. 

 

   Hamada K, Sasaki T, Koni PA, Natsui M, Kishimoto H, Sasaki J, Yajima N, Horie Y, Hasegawa 

G, Naito M, and et al. 2005. The PTEN/PI3K pathway governs normal vascular 

development and tumor angiogenesis. Genes Dev 19(17):2054-65. 

 

   Hamid T, Guo SZ, Kingery JR, Xiang X, Dawn B, Prabhu SD. 2011. Cardiomyocyte NF-kappaB 

p65 promotes adverse remodelling, apoptosis, and endoplasmic reticulum stress in heart 

failure. Cardiovasc Res 89(1):129-38. 

 

   Hanisch UK, Kettenmann H. 2007. Microglia: active sensor and versatile effector cells in the 

normal and pathologic brain. Nat Neurosci 10(11):1387-94. 

 



192 
 

   Hansen PR. 1995. Role of neutrophils in myocardial ischemia and reperfusion. Circulation 

91(6):1872-85. 

 

   Hausenloy DJ, Yellon DM. 2013. Myocardial ischemia-reperfusion injury: a neglected 

therapeutic target. J Clin Invest 123(1):92-100. 

 

   Hearse DJ, Tosaki A. 1987. Free radicals and reperfusion-induced arrhythmias: protection by spin 

trap agent PBN in the rat heart. Circ Res 60(3):375-83. 

 

   Henao-Mejia J, Williams A, Goff LA, Staron M, Licona-Limon P, Kaech SM, Nakayama M, 

Rinn JL, Flavell RA. 2013. The microRNA miR-181 is a critical cellular metabolic 

rheostat essential for NKT cell ontogenesis and lymphocyte development and 

homeostasis. Immunity 38(5):984-97. 

 

   Herrmann JL, Beham AW, Sarkiss M, Chiao PJ, Rands MT, Bruckheimer EM, Brisbay S, 

McDonnell TJ. 1997. Bcl-2 suppresses apoptosis resulting from disruption of the NF-

kappa B survival pathway. Exp Cell Res 237(1):101-9. 

 

   Hochhauser E, Cheporko Y, Yasovich N, Pinchas L, Offen D, Barhum Y, Pannet H, Tobar A, 

Vidne BA, Birk E. 2007. Bax deficiency reduces infarct size and improves long-term 

function after myocardial infarction. Cell Biochem Biophys 47(1):11-20. 

 

   Hochhauser E, Kivity S, Offen D, Maulik N, Otani H, Barhum Y, Pannet H, Shneyvays V, 

Shainberg A, Goldshtaub V, and et al. 2003. Bax ablation protects against myocardial 

ischemia-reperfusion injury in transgenic mice. Am J Physiol Heart Circ Physiol 

284(6):H2351-H2359. 

 

   Hou ST, MacManus JP. 2002. Molecular mechanisms of cerebral ischemia-induced neuronal 

death. Int Rev Cytol 221:93-148. 

 

   Howard EF, Chen Q, Cheng C, Carroll JE, Hess D. 1998. NF-kappa B is activated and ICAM-1 

gene expression is upregulated during reoxygenation of human brain endothelial cells. 

Neurosci Lett 248(3):199-203. 

 

   Hua F, Ha T, Ma J, Gao X, Kelley J, Williams DL, Browder IW, Kao RL, Li C. 2005. Blocking 

the MyD88-dependent pathway protects the myocardium from ischemia/reperfusion 

injury in rat hearts. Biochem Biophys Res Comm 338:1118-25. 

 

   Hua F, Ha T, Ma J, Li Y, Kelley J, Gao X, Browder IW, Kao RL, Williams DL, Li C. 2007. 

Protection against Myocardial Ischemia/Reperfusion Injury in TLR4 Deficient Mice is 

Mediated through a Phosphoinositide 3-Kinase Dependent Mechanism. J Immunol 

178(11):7317-24. 

 

   Hua F, Ma J, Ha T, Kelley J, Williams DL, Kao RL, Kalbfleisch JH, Browder IW, Li C. 2008. 

Preconditioning with a TLR2 specific ligand increases resistance to cerebral 

ischemia/reperfusion injury. J Neuroimmunol 199(1-2):75-82. 



193 
 

 

   Hua F, Ma J, Ha T, Kelley JL, Kao RL, Schweitzer JB, Kalbfleisch JH, Williams DL, Li C. 2009a. 

Differential roles of TLR2 and TLR4 in acute focal cerebral ischemia/reperfusion injury 

in mice. Brain Research 1262(2009):100-8. 

 

   Hua F, Ma J, Ha T, Xia Y, Kelley J, Williams DL, Kao RL, Browder IW, Schweitzer JB, 

Kalbfleisch JH, Li C. 2007. Activation of Toll-like receptor 4 signaling contributes to 

hippocampal neuronal death following global cerebral ischemia/reperfusion. J 

Neuroimmunol 190(1-2):101-11. 

 

   Hua F, Wang J, Sayeed I, Ishrat T, Atif F, Stein DG. 2009b. The TRIF-dependent signaling 

pathway is not required for acute cerebral ischemia/reperfusion injury in mice. Biochem 

Biophys Res Commun 390:678-83. 

 

   Huang H, Xie C, Sun X, Ritchie RP, Zhang J, Chen YE. 2010. miR-10a contributes to retinoid 

acid-induced smooth muscle cell differentiation. J Biol Chem 285(13):9383-9. 

 

   Hwang HW, Mendell JT. 2006. MicroRNAs in cell proliferation, cell death, and tumorigenesis. 

Br J Cancer 94(6):776-80. 

 

   Hyakkoku K, Hamanaka J, Tsuruma K, Shimazawa M, Tanaka H, Uematsu S, Akira S, Inagaki N, 

Nagai H, Hara H. 2010. Toll-like receptor 4 (TLR4), but not TLR3 or TLR9, knock-out 

mice have meuroprotective effects against focal cerebral ischemia. Neuroscience 

171(1):258-67. 

 

   Ionita MG, Arslan F, de Kleijn DP, Pasterkamp G. 2010. Endogenous inflammatory molecules 

engage Toll-like receptors in cardiovascular disease. J Innate Immun 2(4):307-15. 

 

   Jakob P, Doerries C, Briand S, Mocharla P, Krankel N, Besler C, Mueller M, Manes C, Templin 

C, Baltes C, and et al. 2012. Loss of angiomiR-126 and 130a in angiogenic early 

outgrowth cells from patients with chronic heart failure: role for impaired in vivo 

neovascularization and cardiac repair capacity. Circulation 126(25):2962-75. 

 

   Jakob P, Landmesser U. 2012. Role of microRNAs in stem/progenitor cells and cardiovascular 

repair. Cardiovasc Res 93(4):614-22. 

 

   Jeremias I, Kupatt C, Martin-Villalba A, Habazettl H, Schenkel J, Boekstegers P, Debatin KM. 

2000. Involvement of CD95/Apo1/Fas in cell death after myocardial ischemia. 

Circulation 102(8):915-20. 

 

   Jiang BH, Liu LZ. 2009. PI3K/PTEN signaling in angiogenesis and tumorigenesis. Adv Cancer 

Res 102:19-65. 

 

   Jiang W, Zhang S, Fu F, Zhu H, Hou J. 2010. Inhibition of nuclear factor-kappaB by 6-O-acetyl 

shanzhiside methyl ester protects brain against injury in a rat model of ischemia and 

reperfusion. J Neuroinflammation 7:55. 



194 
 

   Jin R, Yang G, Li G. 2010. Inflammatory mechanisms in ischemic stroke: role of inflammatory 

cells. J Leukoc Biol 87(5):779-89. 

 

   Jordan JE, Zhao ZQ, Vinten-Johansen J. 1999. The role of neutrophils in myocardial ischemia-

reperfusion injury. Cardiovasc Res 43(4):860-78. 

 

   Kadowaki N, Ho S, Antonenko S, Malefyt RW, Kastelein RA, Bazan F, Liu YJ. 2001. Subsets of 

human dendritic cell precursors express different toll-like receptors and respond to 

different microbial antigens. J Exp Med 194(6):863-9. 

 

   Kakio T, Matsumori A, Ono K, Ito H, Matsushima K, Sasayama S. 2000. Roles and Relationship 

of Macrophages and Monocyte Chemotactic and Activating Factor/Monocyte 

Chemoattractant Protein-1 in the Ischemic and Reperfused Rat Heart. Lab Invest 

80(7):1127-36. 

 

   Kaminski KA, Bonda TA, Korecki J, Musial WJ. 2002. Oxidative stress and neutrophil 

activation--the two keystones of ischemia/reperfusion injury. Int J Cardiol 86(1):41-59. 

 

   Karar J, Maity A. 2011. PI3K/AKT/mTOR Pathway in Angiogenesis. Front Mol Neurosci 4:51. 

 

   Kariko K, Ni H, Capodici J, Lamphier M, Weissman D. 2004. mRNA is an endogenous ligand for 

Toll-like receptor 3. J Biol Chem 279(13):12542-50. 

 

   Kariko K, Weissman D, Welsh FA. 2004. Inhibition of toll-like receptor and cytokine signaling--

a unifying theme in ischemic tolerance. J Cereb Blood Flow Metab 24(11):1288-304. 

 

   Kaushal V, Schlichter LC. 2008. Mechanisms of microglia-mediated neurotoxicity in a new 

model of the stroke penumbra. J Neurosci 28(9):2221-30. 

 

   Kawai T, Akira S. 2010. The role of pattern-recognition receptors in innate immunity: update on 

Toll-like receptors. Nat Immunol 11(5):373-84. 

 

   Kawano S, Kubota T, Monden Y, Tsutsumi T, Inoue T, Kawamura N, Tsutsui H, Sunagawa K. 

2006. Blockade of NF-kappaB improves cardiac function and survival after myocardial 

infarction. Am J Physiol Heart Circ Physiol 291(3):H1337-H1344. 

 

   Kawasaki K, Smith JrRS, Hsieh C-M, Sun J, Chao J, Liao JK. 2003. Activation of the 

Phosphatidylinositol 3-Kinase/Protein Kinase Akt Pathway Mediates Nitric Oxide-

Induced Endothelial Cell Migration and Angiogenesis. Molecular and Cellular Biology 

23(16):5726-37. 

 

   Keyes KT, Xu J, Long B, Zhang C, Hu Z, Ye Y. 2010. Pharmacological inhibition of PTEN 

limits myocardial infarct size and improves left ventricular function postinfarction. Am J 

Physiol Heart Circ Physiol 298(4):H1198-H1208. 

 



195 
 

   Kim SW, Ramasamy K, Bouamar H, Lin AP, Jiang D, Aguiar RC. 2012. MicroRNAs miR-125a 

and miR-125b constitutively activate the NF-kappaB pathway by targeting the tumor 

necrosis factor alpha-induced protein 3 (TNFAIP3, A20). Proc Natl Acad Sci U S A 

109(20):7865-70. 

 

   Kim VN. 2005. MicroRNA biogenesis: coordinated cropping and dicing. Nat Rev Mol Cell Biol 

6(5):376-85. 

 

   Kinouchi H, Sharp FR, Hill MP, Koistinaho J, Sagar SM, Chan PH. 1993. Induction of 70-kDa 

heat shock protein and hsp70 mRNA following transient focal cerebral ischemia in the rat. 

J Cereb Blood Flow Metab 13(1):105-15. 

 

   Kloner RA, Jennings RB. 2001a. Consequences of brief ischemia: stunning, preconditioning, and 

their clinical implications: part 1. Circulation 104(24):2981-9. 

 

   Kloner RA, Jennings RB. 2001b. Consequences of brief ischemia: stunning, preconditioning, and 

their clinical implications: part 2. Circulation 104(25):3158-67. 

 

   Kluck RM, Bossy-Wetzel E, Green DR, Newmeyer DD. 1997. The release of cytochrome c from 

mitochondria: a primary site for Bcl-2 regulation of apoptosis. Science 285(5303):1132-6. 

 

   Kopp EB, Medzhitov R. 1999. The Toll-receptor family and control of innate immunity. Curr 

Opin Immunol 11(1):13-8. 

 

   Krajewski S, Krajewska M, Ellerby LM, Welsh K, Xie Z, Deveraux QL, Salvesen GS, Bredesen 

DE, Rosenthal RE, Fiskum G, and et al. 1999. Release of caspase-9 from mitochondria 

during neuronal apoptosis and cerebral ischemia. Proc Natl Acad Sci U S A 96(10):5752-

7. 

 

   Krasilnikov MA. 2000. Phosphatidylinositol-3 kinase dependent pathways: the role in control of 

cell growth, survival, and malignant transformation. Biochemistry (Mosc) 65(1):59-67. 

 

   Kreutzberg GW. 1996. Microglia: a sensor for pathological events in the CNS. Trends Neurosci 

19(8):312-8. 

 

   Krieg AM. 2006. Therapeutic potential of Toll-like receptor 9 activation. Nature Reviews Drug 

Discovery 5:471-84. 

 

   Krijnen PA, Nijmeijer R, Meijer CJ, Visser CA, Hack CE, Niessen HW. 2002. Apoptosis in 

myocardial ischaemia and infarction. J Clin Pathol 55(11):801-11. 

 

   Kumagai Y, Takeuchi O, Akira S. 2008. TLR9 as a key receptor for the recognition of DNA. 

Advanced Drug Delivery Reviews 60:795-804. 

 

   Kutryk MJ, Stewart DJ. 2003. Angiogenesis of the heart. Microsc Res Tech 60(2):138-58. 

 



196 
 

   Lansberg MG, Bluhmki E, Thijs VN. 2009. Efficacy and safety of tissue plasminogen activator 3 

to 4.5 hours after acute ischemic stroke: a metaanalysis. Stroke 40(7):2438-41. 

 

   Le DA, Wu Y, Huang Z, Matsushita K, Plesnila N, Augustinack JC, Hyman BT, Yuan J, Kuida K, 

Flavell RA, and et al. 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(23):15188-93. 

 

   Leemans JC, Stokman G, Claessen N, Rouschop RM, Teske GJ, Kirschning CJ, Akira S, Van der 

Poll T, Weening JJ, Florquin S. 2005. Renal-associated TLR2 mediates 

ischemia/reperfusion injury in the kidney. J Clin Invest 115:2894-903. 

 

   Lehnardt S, Lehmann S, Kaul D, Tschimmel K, Hoffmann O, Cho S, Kreuger C, Nitsch R, 

Meisel A, Weber JR. 2007. Toll-like receptor 2 mediates CNS injury in focal cerebral 

ischemia. The Journal of Neuroimmunology 190:28-33. 

 

   Lehnardt S, Schott E, Trimbuch T, Laubisch D, Krueger C, Wulczyn G, Nitsch R, Weber JR. 

2008. A vicious cycle involving release of heat shock protein 60 from injured cells and 

activation of toll-like receptor 4 mediates neurodegeneration in the CNS. J Neurosci 

28(10):2320-31. 

 

   Leung PY, Stevens SL, Packard AE, Lessov NS, Yang T, Conrad VK, van den Dungen NN, 

Simon RP, Stenzel-Poore MP. 2012. Toll-like receptor 7 preconditioning induces robust 

neuroprotection against stroke by a novel type I interferon-mediated mechanism. Stroke 

43(5):1383-9. 

 

   Levitsky S. 2006. Protecting the myocardial cell during coronary revascularization. The William 

W. L. Glenn Lecture. Circulation 114(1 Suppl):I339-I343. 

 

   Li C, Browder W, Kao RL. 1999. Early activation of transcription factor NF-kappaB during 

ischemia in perfused rat heart. Am J Physiol 276(2 Pt 2):H543-H552. 

 

   Li C, Ha T, Kelley J, Gao X, Qiu Y, Kao RL, Browder W, Williams DL. 2004. Modulating Toll-

like receptor mediated signaling by (1-->3)-beta-D-glucan rapidly induces 

cardioprotection. Cardiovasc Res 61(3):538-47. 

 

   Li J, Zhang Y, Li C, Xie J, Liu Y, Zhu W, Zhang X, Jiang S, Liu L, Ding Z. 2013. HSPA12B 

attenuates cardiac dysfunction and remodelling after myocardial infarction through an 

eNOS-dependent mechanism. Cardiovasc Res Epub ahead of print. 

 

   Li Q, Verma IM. 2002. NF-kappaB regulation in the immune system. Nat Rev Immunol 

2(10):725-34. 

 

   Li T, Morgan MJ, Choksi S, Zhang Y, Kim YS, Liu ZG. 2010. MicroRNAs modulate the 

noncanonical transcription factor NF-kappaB pathway by regulating expression of the 

kinase IKKalpha during macrophage differentiation. Nat Immunol 11(9):799-805. 



197 
 

   Libby P, Ridker PM, Maseri A. 2002. Inflammation and atherosclerosis. Circulation 105(9):1135-

43. 

 

   Lim EJ, Park DW, Jeong TW, Chin BR, Bae YS, Baek SH. 2012. TRAIL is involved in CpG 

ODN-mediated anti-apoptotic signals. Oncol Rep 27(4):1213-8. 

 

   Liu L, Zhang X, Qian B, Min X, Gao X, Li C, Cheng Y, Huang J. 2007. Overexpression of Heat 

Shock Protein 27 Attenuates Doxorubicin-induced Cardiac Dysfunction in Mice. 

European Journal of Heart Failure Epub ahead of print. 

 

   Liu S, Wu LC, Pang J, Santhanam R, Schwind S, Wu YZ, Hickey CJ, Yu J, Becker H, Maharry K, 

and et al. 2010. Sp1/NFkappaB/HDAC/miR-29b regulatory network in KIT-driven 

myeloid leukemia. Cancer Cell 17(4):333-47. 

 

   Lloyd-Jones D, Adams RJ, Brown TM, Carnethon M, Dai S, De Simone G, Ferguson TB, Ford E, 

Furie K, Gillespie C, and et al. The American Heart Association Statistics Committee and 

Stroke Statistics Subcommittee. 2010. Heart Disease and Stroke Statistics--2010 Update. 

Circulation 121:e1-e170. 

 

   Lu C, Hua F, Liu L, Ha T, Kalbfleisch J, Schweitzer J, Kelley J, Kao R, Williams D, Li C. 2010. 

Scavenger receptor class-A has a central role in cerebral ischemia/reperfusion injury. J 

Cereb Blood Flow Metab 30(12):1972-81. 

 

   Lu C, Liu L, Chen Y, Ha T, Kelley J, Schweitzer J, Kalbfleisch JH, Kao RL, Williams DL, Li C. 

2011. TLR2 Ligand Induces Protection against Cerebral Ischemia/Reperfusion Injury via 

Activation of Phosphoinositide 3-Kinase/Akt Signaling. J Immunol 187(3):1458-66. 

 

   Lu C, Ren D, Wang X, Ha T, Liu L, Lee EJ, Hu J, Kalbfleisch J, Gao X, Kao R, and et al. 2014. 

Toll-like receptor 3 plays a role in myocardial infarction and ischemia/reperfusion injury. 

Biochim Biophys Acta 1842(1):22-31. 

 

   Ma J, Sawai H, Ochi N, Matsuo Y, Xu D, Yasuda A, Takahashi H, Wakasugi T, Takeyama H. 

2009. PTEN regulates angiogenesis through PI3K/Akt/VEGF signaling pathway in 

human pancreatic cancer cells. Mol Cell Biochem 331(1-2):161-71. 

 

   Ma X, Becker Buscaglia LE, Barker JR, Li Y. 2011. MicroRNAs in NF-kappaB signaling. J Mol 

Cell Biol 3(3):159-66. 

 

   Marsh B, Stevens SL, Packard AEB, Gopalan B, Hunter B, Leung PY, Harrington CA, Stenzel-

Poore MP. 2009. Systemic Lipopolysaccharide Protects the Brain from Ischemic Injury 

by Reprogramming the Response of the Brain to Stroke: A Critical Role for IRF3. 

Journal of Neuroscience 29(31):9839-49. 

 

   Marsh BJ, Williams-Karnesky RL, Stenzel-Poore MP. 2009. Toll-Like Receptor Signaling in 

Endogenous Neuroproteciton and Stroke. Neuroscience 158:1007-20. 

 



198 
 

   Martin-Villalba A, Herr I, Jeremias I, Hahne M, Brandt R, Vogel J, Schenkel J, Herdegen T, 

Debatin KM. 1999. CD95 ligand (Fas-L/APO-1L) and tumor necrosis factor-related 

apoptosis-inducing ligand mediate ischemia-induced apoptosis in neurons. J Neurosci 

19(10):3809-17. 

 

   Mathur S, Walley KR, Boyd JH. 2011. The Toll-like receptor 9 ligand CPG-C attenuates acute 

inflammatory cardiac dysfunction. Shock 36(5):478-83. 

 

   Matsui T, Ling L, del Monte F, Fukui Y, Franke TF, Hajjar RJ, Rosenzweig A. 1999. Adenoviral 

Gene Transfer of Activated Phosphatidylinositol 3' -Kinase and Akt Inhibits Apoptosis of 

Hypoxic Cardiomyocytes In Vitro. Circulation 100:2373-9. 

 

   Matsumoto M, Seya T. 2008. TLR3: interferon induction by double-stranded RNA including 

poly(I:C). Adv Drug Deliv Rev 60(7):805-12. 

 

   Medvedev AE, Lentschat A, Wahl LM, Golenbock DT, Vogel SN. 2002. Dysregulation of LPS-

induced Toll-like receptor 4-MyD88 complex formation and IL-1 receptor-associated 

kinase 1 activation in endotoxin-tolerant cells. J Immunol 169(9):5209-16. 

 

   Medzhitov R, Preston-Hurlburt P, Janeway JrCA. 1997. A human homologue of the Drosophila 

Toll protein signals activation of adaptive immunity. Nature 388:394-7. 

 

   Meng F, Henson R, Wehbe-Janek H, Ghoshal K, Jacob ST, Patel T. 2007. MicroRNA-21 

regulates expression of the PTEN tumor suppressor gene in human hepatocellular cancer. 

Gastroenterology 133(2):647-58. 

 

   Meng S, Cao J, Zhang X, Fan Y, Fang L, Wang C, Lv Z, Fu D, Li Y. 2013. Downregulation of 

microRNA-130a contributes to endothelial progenitor cell dysfunction in diabetic 

patients via its target Runx3. PLoS One 8(7):e68611. 

 

   Mersmann J, Berkels R, Zacharowski P, Tran N, Koch A, Lekushi K, Dimmeler S, Granja TF, 

Boehm O, Claycomb WC, and et al. 2010. Preconditioning by toll-like receptor 2 agonist 

Pam3CSK4 reduces CXCL1-dependent leukocyte recruitment in murine myocardial 

ischemia/reperfusion injury. Crit Care Med 38(3):903-9. 

 

   Misao J, Hayakawa Y, Ohno M, Kato S, Fujiwara T, Fujiwara H. 1996. Expression of bcl-2 

protein, an inhibitor of apoptosis, and Bax, an accelerator of apoptosis, in ventricular 

myocytes of human hearts with myocardial infarction. Circulation 94(7):1506-12. 

 

   Miyamae M, Camacho SA, Weiner MW, Figueredo VM. 1996. Attenuation of postischemic 

reperfusion injury is related to prevention of [Ca2+]m overload in rat hearts. Am J 

Physiol 271(5 Pt 2):H2145-H2153. 

 

   Modlin RL, Brightbill HD, Godowski PJ. 1999. The toll of innate immunity on microbial 

pathogens. N Engl J Med 340(23):1834-5. 

 



199 
 

   Mogensen TH. 2009. Pathogen recognition and inflammatory signaling in innate immune 

defenses. Clin Microbiol Rev 22(2):240-73. 

 

   Morishita R, Sugimoto T, Aoki M, Kida I, Tomita N, Moriguchi A, Maeda K, Sawa Y, Kaneda Y, 

Higaki J, and et al. 1997. In vivo transfection of cis element "decoy" against nuclear 

factor-kappaB binding site prevents myocardial infarction. Nat Med 3(8):894-9. 

 

   Namura S, Zhu J, Fink K, Endres M, Srinivasan A, Tomaselli KJ, Yuan J, Moskowitz MA. 1998. 

Activation and cleavage of caspase-3 in apoptosis induced by experimental cerebral 

ischemia. J Neurosci 18(10):3659-68. 

 

   Newmeyer DD, Ferguson-Miller S. 2003. Mitochondria: releasing power for life and unleashing 

the machineries of death. Cell 112(4):481-90. 

 

   Niu J, Shi Y, Tan G, Yang CH, Fan M, Pfeffer LM, Wu ZH. 2012. DNA damage induces NF-

kappaB-dependent microRNA-21 up-regulation and promotes breast cancer cell invasion. 

J Biol Chem 287(26):21783-95. 

 

   Oechmichen M, Meissner C. 2006. Cerebral hypoxia and ischemia: the forensic point of view: a 

review. J Forensic Sci 51(4):880-7. 

 

   Ojaniemi M, Glumoff V, Harju K, Liljeroos M, Vuori K, Hallman M. 2003. Phosphatidylinositol 

3-kinase is involved in Toll-like receptor 4-mediated cytokine expression in mouse 

macrophages. Eur J Immunol 33(3):597-605. 

 

   Olivetti G, Abbi R, Quaini F, Krajewski S, Cheng W, Nitahara JA, Quaini E, Di Loreto C, 

Beltrami CA, Krajewski S, and et al. 1997. Apoptosis in the failing human heart. N Engl 

J Med 336:1131-41. 

 

   Olson JK, Miller SD. 2004. Microglia initiate central nervous system innate and adaptive immune 

responses through multiple TLRs. J Immunol 173(6):3916-24. 

 

   Onai Y, Suzuki J, Kakuta T, Maejima Y, Haraguchi G, Fukasawa H, Muto S, Itai A, Isobe M. 

2004. Inhibition of IkappaB phosphorylation in cardiomyocytes attenuates myocardial 

ischemia/reperfusion injury. Cardiovasc Res 63(1):51-9. 

 

   O'Neill LA, Sheedy FJ, McCoy CE. 2011. MicroRNAs: the fine-tuners of Toll-like receptor 

signalling. Nat Rev Immunol 11(3):163-75. 

 

   Oudit GY, Penninger JM. 2009.  Cardiac regulation by phosphoinositide 3-kinases and PTEN. 

Cardiovascular Research 82:250-60. 

 

   Oudit GY, Sun H, Benoit-Gilles K, Crackower MA, Penninger JM, Backx PH. 2004. The role of 

phosphoinositide-3 kinase and PTEN in cardiovascular physiology and disease. J Mol 

Cell Cardiol 37:449-71. 

 



200 
 

   Oyama J, Blais C, Jr., Liu X, Pu M, Kobzik L, Kelly RA, Bourcier T. 2004. Reduced myocardial 

ischemia-reperfusion injury in toll-like receptor 4-deficient mice. Circulation 109(6):784-

9. 

 

   Parker LC, Whyte MK, Dower SK, Sabroe I. 2005. The expression and roles of Toll-like 

receptors in the biology of the human neutrophil. J Leukoc Biol 77(6):886-92. 

 

   Phan TG, Wright PM, Markus R, Howells DW, Davis SM, Donnan GA. 2002. Salvaging the 

ischaemic penumbra: more than just reperfusion? Clin Exp Pharmacol Physiol 29(1-2):1-

10. 

 

   Porter AG, Janicke RU. 1999. Emerging roles of caspase-3 in apoptosis. Cell Death Differ 6:99-

104. 

 

   Prehaud C, Megret F, Lafage M, Lafon M. 2005. Virus infection switches TLR-3-positive human 

neurons to become strong producers of beta interferon. J Virol 79(20):12893-904. 

 

   Qi J, Qiao Y, Wang P, Li S, Zhao W, Gao C. 2012. microRNA-210 negatively regulates LPS-

induced production of proinflammatory cytokines by targeting NF-kappaB1 in murine 

macrophages. FEBS Lett 586(8):1201-7. 

 

   Rafiee P, Theriot ME, Nelson VM, Heidemann J, Kanaa Y, Horowitz SA, Rogaczewski A, 

Johnson CP, Ali I, Shaker R, and et al. 2006. Human esophageal microvascular 

endothelial cells respond to acidic pH stress by PI3K/AKT and p38 MAPK-regulated 

induction of Hsp70 and Hsp27. Am J Physiol Cell Physiol 291(5):C931-C945. 

 

Ren D, Wang X, Ha T, Liu L, Kalbfleisch J, Gao X, Williams D, Li C. 2012. SR-A deficiency 

reduces myocardial ischemia/reperfusion injury; involvement of increased microRNA-

125b expression in macrophages. Biochimica et Biophysica Acta - Molecular Basis of  

Disease In Press. 

 

   Ren G, Dewald O, Frangogiannis NG. 2003. Inflammatory mechanisms in myocardial infarction. 

Curr Drug Targets Inflamm Allergy 2(3):242-56. 

 

   Ren XP, Wu J, Wang X, Sartor MA, Qian J, Jones K, Nicolaou P, Pritchard TJ, Fan GC. 2009. 

MicroRNA-320 is involved in the regulation of cardiac ischemia/reperfusion injury by 

targeting heat-shock protein 20. Circulation 119(17):2357-66. 

 

   Rhoads K, Arderiu G, Charboneau A, Hansen SL, Hoffman W, Boudreau N. 2005. A role for 

Hox A5 in regulating angiogenesis and vascular patterning. Lymphat Res Biol 3(4):240-

52. 

 

   Rice L, Orlow D, Ceonzo K, Stahl GL, Trianabos AO, Wada H, Aird WC, Buras JA. 2005. CpG 

oligodeoxynucleotide protection in polymicrobial sepsis is dependent on interleukin-17. J 

Infect Dis 191(8):1368-76. 

 



201 
 

   Ripa RS, Wang Y, Jorgensen E, Johnsen HE, Hesse B, Kastrup J. 2006. Intramyocardial injection 

of vascular endothelial growth factor-A15 plasmid followed by granulocyte-colony 

stimulating factor to induce angiogenesis in patients with severe chronic ischaemic heart 

disease. Eur Heart J 27(15):1785-92. 

 

   Rivest S. 2009. Regulation of innate immune responses in the brain. Nat Rev Immunol 9(6):429-

39. 

 

   Roger VL, Go AS, Lloyd-Jones DM, Adams RJ, Berry JD, Brown TM, Carnethon MR, Dai S, De 

Simone G, Ford ES, and et al. 2011. Heart Disease and Stroke Statistics -- 2011 Update. 

Circulation 123:e18-e209. 

 

   Roger VL, Go AS, Lloyd-Jones DM, Adams RJ, Berry JD, Brown TM, Carnethon MR, Roy S, 

Khanna S, Hussain SR, and et al. 2009. MicroRNA expression in response to murine 

myocardial infarction: miR-21 regulates fibroblast metalloprotease-2 via phosphatase and 

tensin homologue. Cardiovasc Res 82(1):21-9. 

 

   Sakata Y, Dong J-W, Vallejo JG, Huang C-H, Baker JS, Tracey KJ, Tacheuchi O, Akira S, Mann 

DL. 2007. Toll-like receptor 2 modulates left ventricular function following ischemia-

reperfusion injury. Am J Physiol Heart Circ Physiol 292:H503-H509. 

 

   Salic K, De Windt LJ. 2012. MicroRNAs as Biomarkers for Myocardial Infarction. Curr 

Atheroscler Rep 14:193-200. 

 

   Sanderson TH, Reynolds CA, Kumar R, Przyklenk K, Huttemann M. 2013. Molecular 

mechanisms of ischemia-reperfusion injury in brain: pivotal role of the mitochondrial 

membrane potential in reactive oxygen species generation. Mol Neurobiol 47(1):9-23. 

 

   Saraste A, Pulkki K, Kallajoki M, Henriksen K, Parvinen M, Voipio-Pulkki LM. 1997. Apoptosis 

in human acute myocardial infarction. Circulation 95(2):320-3. 

 

   Sawa Y, Morishita R, Suzuki K, Kagisaki K, Kaneda Y, Maeda K, Kadoba K, Matsuda H. 1997. 

A novel strategy for myocardial protection using in vivo transfection of cis element 

'decoy' against NFB binding site.  Evidence for a role of NFB in ischemia-reperfusion 

injury. Circulation 96(Suppl II):II-280-II-285. 

 

   Sayed D, He M, Hong C, Gao S, Rane S, Yang Z, Abdellatif M. 2010. MicroRNA-21 is a 

downstream effector of AKT that mediates its antiapoptotic effects via suppression of Fas 

ligand. J Biol Chem 285(26):20281-90. 

 

   Schneider A, Martin-Villalba A, Weih F, Vogel J, Wirth T, Schwaninger M. 1999. NF-B is 

activated and promotes cell death in focal cerebral ischemia. Nature Med 5:554-9. 

 

   Schroen B, Heymans S. 2009. MicroRNAs and Beyond: The Heart Reveals Its Treasures. 

Hypertension 54:1189-94. 

 



202 
 

   Sester DP, Brion K, Trieu A, Goodridge HS, Roberts TL, Dunn J, Hume DA, Stacey KJ, Sweet 

MJ. 2006. CpG DNA Activates Survival in Murine Macrophages through TLR9 and the 

Phosphatidylinositol 3-Kinase-Akt Pathway. The Journal of Immunology 177:4473-80. 

 

   Sheedy FJ, O'Neill LAJ. 2008. Adding fuel to fire: microRNAs as a new class of mediators of 

inflammation. Ann Rheum Dis 67(Suppl III):iii50-iii55. 

 

   Shen XD, Ke B, Zhai Y, Gao F, Busuttil RW, Cheng G, Kupiec-Weglinski JW. 2005. Toll-like 

receptor and heme oxygenase-1 signaling in hepatic ischemia/reperfusion injury. Am J 

Transplant 5:1793-800. 

 

   Shiojima I, Walsh K. 2002. Role of Akt signaling in vascular homeostasis and angiogenesis. Circ 

Res 90(12):1243-50. 

 

   Shiojima I, Walsh K. 2006. Regulation of cardiac growth and coronary angiogenesis by the 

Akt/PKB signaling pathway. Genes Dev 20(24):3347-65. 

 

   Sierra SS, Deshmukh SD, Kalnitski J, Kuenzi P, Wymann MP, Golenbock DT, Henneke P. 2009. 

Mal connects TLR2 to PI3Kinase activation and phagocyte polarization. The EMBO 

Journal ePub ahead of print. 

 

   Siragusa M, Katare R, Meloni M, Damilano F, Hirsch E, Emanueli C, Madeddu P. 2010. 

Involvement of phosphoinositide 3-kinase gamma in angiogenesis and healing of 

experimental myocardial infarction in mice. Circ Res 106(4):757-68. 

 

   Sloane JA, Blitz D, Margolin Z, Vartanian T. 2010. A clear and present danger: endogenous 

ligands of Toll-like receptors. Neuromolecular Medicine 12(2):149-63. 

 

   Small EM, Olson EN. 2011. Pervasive roles of microRNAs in cardiovascular biology. Nature 

469(7330):336-42. 

 

   Small EM, O'Rourke JR, Moresi V, Sutherland LB, McAnally J, Gerard RD, Richardson JA, 

Olson EN. 2010. Regulation of PI3-kinase/Akt signaling by muscle-enriched microRNA-

486. Proc Natl Acad Sci U S A 107(9):4218-23. 

 

   Smith CW, Entman ML, Lane CL, Beaudet AL, Ty TI, Youker K, Hawkins HK, Anderson DC. 

1991. Adherence of neutrophils to canine cardiac myocytes in vitro is dependent on 

intercellular adhesion molecule-1. J Clin Invest 88(4):1216-23. 

 

   Sonkoly E, Stahle M, Pivarcsi A. 2008. MicroRNAs and immunity: Novel players in the 

regulation of normal immune function and inflammation. Seminars in Cancer Biology 

18(2008):131-40. 

 

   Stephenson D, Yin T, Smalstig EB, Hsu MA, Panetta J, Little S, Clemens J. 2000. Transcription 

factor nuclear factor-kappa B is activated in neurons after focal cerebral ischemia. J 

Cereb Blood Flow Metab 20(3):592-603. 



203 
 

   Stetler RA, Cao G, Gao Y, Zhang F, Wang S, Weng Z, Vosler P, Zhang L, Signore A, Graham 

SH, and et al. 2008. Hsp27 Protects against Ischemic Brain Injury via Attenuation of a 

Novel Stress-Response Cascade Upstream of Mitochondrial Cell Death Signaling. The 

Journal of Neuroscience 28(49):13038-55. 

 

   Stevens SL, Bao J, Hollis J, Lessov NS, Clark WM, Stenzel-Poore MP. 2002. The use of flow 

cytometry to evaluate temporal changes in inflammatory cells following focal cerebral 

ischemia in mice. Brain Res 932(1-2):110-9. 

 

   Stevens SL, Ciesielski TM, Marsh BJ, Yang T, Homen DS, Boule JL, Lessov NS, Simon RP, 

Stenzel-Poore MP. 2008. Toll-like receptor 9: a new target of ischemic preconditioning in 

the brain. J Cereb Blood Flow Metab 28(5):1040-7. 

 

   Stevens SL, Lueng PY, Vartanian KB, Gopalan B, Yang T, Simon RP, Stenzel-Poore MP. 2011. 

Multiple Preconditioning Paradigms Converge on Interferon Regulatory Factor-

Dependent Signaling to Promote Tolerance to Ischemic Brain Injury. The Journal of 

Neuroscience 31(23):8456-63. 

 

   Stevens SL, Stenzel-Poore MP. 2006. Toll-like receptors and tolerance to ischaemic injury in the 

brain. Biochem Soc Trans 34(Pt 6):1352-5. 

 

   Stoll G, Jander S, Schroeter M. 1998. Inflammation and glial responses in ischemic brain lesions. 

Prog Neurobiol 56(2):149-71. 

 

   Stoll G. 2002. Inflammatory cytokines in the nervous system: multifunctional mediators in 

autoimmunity and cerebral ischemia. Rev Neurol 158:887-91. 

 

   Sun R, Zhang Y, Lv Q, Liu B, Jin M, Zhang W, He Q, Deng M, Liu S, Li G, and et al. Toll-like 

receptor 3 (TLR3) induces apoptosis via death receptors and mitochondria by up-

regulating the transactivating p63 isoform {alpha} (tap63{alpha}). J Biol Chem Epub 

ahead of print. 

 

   Szatkowski ML, Westfall MV, Metzger JM. 2003. Direct gene transfer to the adult rodent 

myocardium in vivo. Methods Mol Biol 219:195-202. 

 

   Szmitko PE, Wang CH, Weisel RD, de Almeida JR, Anderson TJ, Verma S. 2003. New markers 

of inflammation and endothelial cell activation: Part I. Circulation 108(16):1917-23. 

 

   Taganov KD, Boldin MP, Baltimore D. 2007. MicroRNAs and Immunity: Tiny Players in a Big 

Field. Immunity 26:133-7. 

 

   Taganov KD, Boldin MP, Chang KJ, Baltimore D. 2006. NF-kappaB-dependent induction of 

microRNA miR-146, an inhibitor targeted to signaling proteins of innate immune 

responses. Proc Natl Acad Sci U S A 103(33):12481-6. 

 



204 
 

   Tak PP, Firestein GS. 2001. NF-kappaB: a key role in inflammatory diseases. J Clin Invest 

107(1):7-11. 

 

   Takemura G, Fujiwara H. 2004. Role of apoptosis in remodeling after myocardial infarction. 

Pharmacol Ther 104(1):1-16. 

 

   Tammela T, Enholm B, Alitalo K, Paavonen K. 2005. The biology of vascular endothelial growth 

factors. Cardiovasc Res 65(3):550-63. 

 

   Tang B, Xiao B, Liu Z, Li N, Zhu ED, Li BS, Xie QH, Zhuang Y, Zou QM, Mao XH. 2010. 

Identification of MyD88 as a novel target of miR-155, involved in negative regulation of 

Helicobacter pylori-induced inflammation. FEBS Lett 584(8):1481-6. 

 

   Tang SC, Arumugam TV, Xu X, Cheng A, Hughal MR, Jo DG, Lathia JD, Siler DA, Chigurapati 

S, Ouyang X, and et al. 2007. Pivotal role for neuronal Toll-like receptors in ischemic 

brain injury and functional deficits. Proc Natl Aad Sci USA 104(34):13798-803. 

 

   Tang SC, Arumugam TV, Xu X, Cheng A, Hughal MR, Jo DG, Lathia JD, Siler DA, Chigurapati 

S, Ouyang X, and et al. 2007. Pivotal role for neuronal Toll-like receptors in ischemic 

brain injury and functional deficits. Proc Natl Aad Sci USA 104(34):13798-803. 

 

   Tang Y, Zheng J, Sun Y, Wu Z, Liu Z, Huang G. 2009. MicroRNA-1 regulates cardiomyocyte 

apoptosis by targeting Bcl-2. Int Heart J 50(3):377-87. 

 

   Taoufik E, Probert L. 2008. Ischemic neuronal damage. Curr Pharm Des 14(33):3565-73. 

 

   Tasaki K, Ruetzler CA, Ohtsuki T, Martin D, Nawashiro H, Hallenbeck JM. 1997. 

Lipopolysaccharide pre-treatment induces resistance against subsequent focal cerebral 

ischemic damage in spontaneously hypertensive rats. Brain Res 748(1-2):267-70. 

 

   Thum T, Gross C, Fiedler J, Fischer T, Kissler S, Bussen M, Galuppo P, Just S, Rottbauer W, 

Frantz S, and et al. 2008. MicroRNA-21 contributes to myocardial disease by stimulating 

MAP kinase signalling in fibroblasts. Nature 456(980):984. 

 

   Tili E, Michaille JJ, Cimino A, Costinean S, Dumitru CD, Adair B, Fabbri M, Alder H, Liu CG, 

Calin GA, and et al. 2007. Modulation of miR-155 and miR-125b levels following 

lipopolysaccharide/TNF-alpha stimulation and their possible roles in regulating the 

response to endotoxin shock. J Immunol 179(8):5082-9. 

 

   Tse HF, Kwong YL, Chan JK, Lo G, Ho CL, Lau CP. 2003. Angiogenesis in ischaemic 

myocardium by intramyocardial autologous bone marrow mono-nuclear cell implantation. 

Lancet 361(9351):47-9. 

 

   Tumaneng K, Schlegelmilch K, Russell RC, Yimlamai D, Basnet H, Mahadevan N, Fitamant J, 

Bardeesy N, Camargo FD, Guan KL. 2012. YAP mediates crosstalk between the Hippo 



205 
 

and PI(3)K-TOR pathways by suppressing PTEN via miR-29. Nat Cell Biol 14(12):1322-

9. 

 

   Urbich C, Kuehbacher A, Dimmeler S. 2008. Role of microRNAs in vascular diseases, 

inflammation, and angiogenesis. Cardiovascular Research 79:581-8. 

 

   van der Laan AM, Piek JJ, van RN. 2009. Targeting angiogenesis to restore the microcirculation 

after reperfused MI. Nat Rev Cardiol 6(8):515-23. 

 

   van der Weerd L, Lythgoe MF, Badin RA, Valentim LM, Akbar MT, de Belleroche JS, Latchman 

DS, Gadian DG. 2005. Neuroprotective effects of HSP70 overexpression after cerebral 

ischaemia--An MRI study. Experimental Neurology 195:257-66. 

 

   van Empel VPM, Bertrand ATA, Hofstra L, Grijns HJ, Doevendans PA, De Windt LJ. 2005. 

Myocyte apoptosis in heart failure. Cardiovascular Research 67:21-9. 

 

   van RD, Hanisch UK. 2004. Microglia. Metab Brain Dis 19(3-4):393-411. 

 

   van RE, Sutherland LB, Thatcher JE, DiMaio JM, Naseem RH, Marshall WS, Hill JA, Olson EN. 

2008. Dysregulation of microRNAs after myocardial infarction reveals a role of miR-29 

in cardiac fibrosis. Proc Natl Acad Sci U S A 105(35):13027-32. 

 

   van RE. 2011. The art of microRNA research. Circ Res 108(2):219-34. 

 

   van Rooij E, Marshall WS, Olson EN. 2008. Toward MicroRNA-Based Therapeutics for Heart 

Disease: The Sense in Antisense. Circ Res 103:919-28. 

 

   van Rooij E, Olson EN. 2007. MicroRNAs: powerful new regulators of heart disease and 

provocative therapeutic targets. The Journal of Clinical Investigation 117:2369-76. 

 

   Vanagt WY, Cornelussen RN, Poulina QP, Blaauw E, Vernooy K, Cleutjens JP, van BM, Delhaas 

T, Prinzen FW. 2006. Pacing-induced dys-synchrony preconditions rabbit myocardium 

against ischemia/reperfusion injury. Circulation 114(1 Suppl):I264-I269. 

 

   Vander Heiden MG, Thompson CB. 1999. Bcl-2 proteins: regulators of apoptosis or of 

mitochondrial homeostasis? Nat Cell Biol 1(8):E209-E216. 

 

   Vaseva AV, Moll UM. 2009. The mitochondrial p53 pathway. Biochim Biophys Acta 

1787(2009):414-20. 

 

   Virtue A, Wang H, Yang XF. 2012. MicroRNAs and toll-like receptor/interleukin-1 receptor 

signaling. J Hematol Oncol 5:66. 

 

   Wadachi R, Hargreaves KM. 2006. Trigeminal nociceptors express TLR-4 and CD14: a 

mechanism for pain due to infection. J Dent Res 85(1):49-53. 

 



206 
 

   Wang J, Wang Y, Wang Y, Ma Y, Lan Y, Yang X. 2013a. Transforming growth factor beta-

regulated microRNA-29a promotes angiogenesis through targeting the phosphatase and 

tensin homolog in endothelium. J Biol Chem 288(15):10418-26. 

 

   Wang Q, Tang XN, Yenari MA. 2007. The inflammatory response in stroke. Journal of 

Neuroimmunology 184:53-68. 

 

   Wang X, Ha T, Liu L, Zou J, Zhang X, Kalbfleisch J, Gao X, Williams D, Li C. 2013b. Increased 

expression of microRNA-146a decreases myocardial ischaemia/reperfusion injury. 

Cardiovasc Res 97(3):432-42. 

 

   Wang X, Zhang X, Ren XP, Chen J, Liu H, Yang J, Medvedovic M, Hu Z, Fan GC. 2010. 

MicroRNA-494 targeting both proapoptotic and antiapoptotic proteins protects against 

ischemia/reperfusion-induced cardial injury. Circulation 122(13):1308-18. 

 

   Weighardt H, Feterowski C, Veit M, Rump M, Wagner H, Holzmann B. 2000. Increased 

resistance against acute polymicrobial sepsis in mice challenged with immunostimulatory 

CpG oligodeoxynucleotides is related to an enhanced innate effector cell response. J 

Immunol 165(8):4537-43. 

 

   Weinstein JR, Koerner IP, Moller T. 2010. Microglia in ischemia brain injury. Future Neurology 

5(2):227-46. 

 

   Williams DL, Ha T, Li C, Kalbfleisch JH, Schweitzer J, Vogt W, Browder IW. 2003. Modulation 

of tissue toll-like receptor 2 and 4 during the early phases of polymicrobial sepsis 

correlates with mortality. Crit Care Med 31(6):1808-18. 

 

   Williams DL, Li C, Ha T, Ozment-Skelton T, Kalbfleisch JH, Preiszner J, Brooks L, Breuel K, 

Schweitzer JB. 2004. Modulation of the phosphoinositide 3-Kinase pathway alters innate 

resistance to polymicrobial sepsis. J Immunol 172:449-56. 

 

   Williams DL, Ozment-Skelton T, Li C. 2006. Modulation of the phosphoinositide-3-kinase 

signaling pathway alters host resistance to sepsis, inflammation, and ischemia/reperfusion 

injury. Shock 25(5):432-9. 

 

   Xu M, Mo YY. 2012. The Akt-associated microRNAs. Cell Mol Life Sci 69(21):3601-12. 

 

   Yang H, Kong W, He L, Zhao JJ, O'Donnell JD, Wang J, Wenham RM, Coppola D, Kruk PA, 

Nicosia SV, and et al. 2008. MicroRNA expression profiling in human ovarian cancer: 

miR-214 induces cell survival and cisplatin resistance by targeting PTEN. Cancer Res 

68(2):425-33. 

 

  Yang L, Guo W, Zhang Q, Li H, Liu X, Yang Y, Zuo J, Liu W. 2011. Crosstalk between 

Raf/MEK/ERK and PI3K/AKT in Suppression of Bax Conformational Change by Grp75 

under Glucose Deprivation Conditions. J Mol Biol 414:654-66. 

 



207 
 

   Yang L, Li N, Wang H, Jia X, Wang X, Luo J. 2012. Altered microRNA expression in cisplatin-

resistant ovarian cancer cells and upregulation of miR-130a associated with MDR1/P-

glycoprotein-mediated drug resistance. Oncol Rep 28(2):592-600. 

 

   Yang QW, Li JC, Lu FL, Wen AQ, Xiang J, Zhang LL, Huang ZY, Wang JZ. 2008. Upregulated 

expression of toll-like receptor 4 in monocytes correlates with severity of acute cerebral 

infarction. J Cereb Blood Flow Metab 28:1588-96. 

 

   Yang QW, Lu FL, Zhou Y, Wang L, Zhong Q, Lin S, Xiang J, Li JC, Fang CQ, Wang JZ. 2011. 

HMBG1 mediates ischemia-reperfusio injury by TRIF-adaptor independent Toll-like 

receptor 4 signaling. J Cereb Blood Flow Metab 31(2):593-605. 

 

   Yaoita H, Ogawa K, Maehara K, Maruyama Y. 1998. Attenuation of ischemia/reperfusion injury 

in rats by a caspase inhibitor. Circulation 97(3):276-81. 

 

   Yasojima K, Kilgore KS, Washington RA, Lucchesi BR, McGeer PL. 1998. Complement gene 

expression by rabbit heart: upregulation by ischemia and reperfusion. Circ Res 

82(11):1224-30. 

 

   Yellon DM, Hausenloy DJ. 2007. Myocardial reperfusion injury. N Engl J Med 357(11):1121-35. 

 

   You W, Min X, Zhang X, Qian B, Pang S, Ding Z, Li C, Gao X, Di R, Cheng Y, and et al. 2009. 

Cardiac-specific expression of heat shock protein 27 attenuated endotoxin-induced 

cardiac dysfunction and mortality in mice through a PI3K/AKT-dependent mechanism. 

Shock 32(1):108-17. 

 

   Yu M, Levine SJ. 2011. Toll-like receptor 3, RIG-I-like receptors and the NLRP3 inflammasome: 

Key modulators of innate immune responses to double-stranded RNA viruses. Cytokine 

& Growth Factor Reviews 22(2011):63-72. 

 

   Zhang G, Ghosh S. 2001. Toll-like receptor-mediated NF-B activation: a phylogenetically 

conserved paradigm in innate immunity. The Journal of Clinical Investigation 107(1):13-

9. 

 

   Zhang JG, Wang JJ, Zhao F, Liu Q, Jiang K, Yang GH. 2010. MicroRNA-21 (miR-21) represses 

tumor suppressor PTEN and promotes growth and invasion in non-small cell lung cancer 

(NSCLC). Clin Chim Acta 411(11-12):846-52. 

 

   Zhang JX, Wu HS, Wang H, Zhang JH, Wang Y, Zheng QC. 2005. Protection against hepatic 

ischemia/reperfusion injury via downregulation of toll-like receptor 2 expression by 

inhibition of Kupffer cell function. World J Gastroenterol 11:4423-6. 

 

   Zhang L, Gu FX, Chan JM, Wang AZ, Langer RS, Farokhzad OC. 2008. Nanoparticles in 

Medicine: Therapeutic Applications and Developments. Clinical Pharmacology & 

Therapeutics 83(5):761-9. 

 



208 
 

   Zhang X, Gao M, Ha T, Kalbfleisch JH, Browder W, Williams DL, Li C, Kao RL. 2012. The 

TLR9 agonist, CpG-ODN 1826, ameliorates cardiac dysfunction after trauma-

hemorrhage. Shock In Press. 

 

   Zhang X, Polavarapu R, She H, Mao Z, Yepes M. 2007. Tissue-type plasminogen activator and 

the low-density lipoprotein receptor-related protein mediate cerebral ischemia-induced 

nuclear factor-kappaB pathway activation. Am J Pathol 171(4):1281-90. 

 

   Zhao H, Sapolsky RM, Steinberg GK. 2006. Phosphoinositide-3-kinase/akt survival signal 

pathways are implicated in neuronal survival after stroke. Molecular Neurobiology 

34(3):249-70. 

 

   Zhao H, Yenari MA, Cheng D, Sapolsky RM, Steinberg GK. 2003. Bcl-2 overexpression protects 

against neuron loss within the ischemic margin following experimental stroke and 

inhibits cytochrome c translocation and caspase-3 activity. J Neurochem 85(4):1026-36. 

 

   Zheng Z, Zhao H, Steinberg GK, Yenari MA. 2003. Cellular and molecular events underlying 

ischemia-induced neuronal apoptosis. Drug News Perspect 16(8):497-503. 

 

   Zhou H, Li X-M, Meinkoth J, Pittman RN. 2000. Akt Regulates Cell Survival and Apoptosis at a 

Postmitochondrial Level. J Cell Biol 151(3):483-94. 

 

   Zhou J, Schmid T, Frank R, Brune B. 2004. PI3K/Akt is required for heat shock proteins to 

protect hypoxia-inducible factor 1alpha from pVHL-independent degradation. J Biol 

Chem 279(14):13506-13. 

 

   Zhou M, Liu Z, Zhao Y, Ding Y, Liu H, Xi Y, Xiong W, Li G, Lu J, Fodstad O, and et al. 2010. 

MicroRNA-125b Confers the Resistance of Breast Cancer Cells to Paclitaxel through 

Suppression of Pro-apoptotic Bcl-2 Antagonist Kiler 1 (BAK1) Expression. Journal of 

Biological Chemistry 285(28):21496-507. 

 

   Zhou R, Hu G, Gong AY, Chen XM. 2010. Binding of NF-kappaB p65 subunit to the promoter 

elements is involved in LPS-induced transactivation of miRNA genes in human biliary 

epithelial cells. Nucleic Acids Res 38(10):3222-32. 

 

   Zhou R, Hu G, Liu J, Gong AY, Drescher KM, Chen XM. 2009. NF-kappaB p65-dependent 

transactivation of miRNA genes following Cryptosporidium parvum infection stimulates 

epithelial cell immune responses. PLoS Pathog 5(12):e1000681. 

 

   Ziegler G, Freyer D, Harhausen D, Khojasteh U, Nietfeld W, Trendelenburg G. 2011. Blocking 

TLR2 in vivo protects against accumulation of inflammatory cells and neuronal injury in 

experimental stroke. J Cereb Blood Flow Metab 31(2):757-66. 

 

   Ziegler G, Harhausen D, Schepers C, Hoffmann O, Rohr C, Prinz V, Konig J, Lehrach H, 

Nietfeld W, Trendelenburg G. 2007. TLR2 has a detrimental role in mouse transient focal 

cerebral ischemia. Biochem Biophys Res Commun 359(3):574-9. 



209 
 

   Zweier JL, Flaherty JT, Weisfeldt ML. 1987. Direct measurement of free radical generation 

following reperfusion of ischemic myocardium. Proc Natl Acad Sci U S A 84(5):1404-7. 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 



210 
 

APPENDICES 

 

ABBREVIATIONS 

 

ANOVA             -Analysis of variance 

AP-1                   -Activator protein-1 

CpG DNA          -unmethylated CpG dinucleotides 

DAMPS             -Damage associated molecular patterns 

dsRNA               -Double stranded RNA 

EF                      -Ejection fraction 

EMSA                -Electrophoretic mobility shift assay 

ER                      -Endoplasmic reticulum 

FBS                       -Fetal bovine serum 

FS                          -Fraction shortening 

GAPDH                -Glyceraldehyde 3-phosphate dehydrogenase 

HF                         -Hippocampal formation 

HMGB1     

H/R               

 -High-mobility group protein B1 

 -Hypoxia/Reoxygenation 

HSP60                    -Heat shock protein 60 

HSP70                    -Heat shock protein 70 

HUVECs               -Human umbilical vein endothelial cells 

I/R                         -Ischemia/reperfusion 

IA                          -Ischemic area 

ICAM-1                -Intercellular adhesion molecule-1 

IFN                        -Interferon 

IHC                       -Immunohistochemistry 

IKK  

IL-1                     

 -IκB kinase 

 -Interleukin-1 

IRAK                    -Interleukin-1 receptor-associated kinase 

IRF                        -Interferon regulatory factor 
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LAD                      -Left anterior descending   

LPS                       -Lipopolysaccharide 

LRR                      -Leucine-rich repeat 

LV                         -Left ventricle 

MCAO                  -Middle cerebral artery occlusion 

MI                         -Myocardial infarction 

MiRNAs               -MicroRNAs 

mPTP                    -Mitochondrial permeability transition pore 

MyD88                  -Myeloid differentiation primary response gene (88) 

NF-κB                   -Nuclear factor kappa-B 

PAMPS                 -Pathogen associated molecular patterns 

PBS                       -Phosphate buffered saline 

PI3K                     -Phosphoinositide 3-kinase 

PIP2                      -Phosphatidylinositol 4, 5-bisphosphate or PtdIns(4,5)P2 

PIP3                      -Phosphatidylinositol (3, 4, 5)-triphosphate 

Poly I:C                -Polyinosine-polycytidylic acid 

PRRS                    -Pattern recognition receptors 

PTEN     

PGN              

 -Phosphatase and tensin homolog 

 -Peptidoglycan 

RA                        -Risk area 

RIP-1                    -Receptor-interacting protein-1 

ROS                      -Reactive oxygen species 

SEM                     -Standard error of the mean 

ssRNA                  -Single stranded RNA 

TBST                    -Tris buffered saline tween 20 

TIR domain          -Toll/interleukin-1receptor homology domain 

TLRs                    -Toll-like receptors 

TNF-α                  -Tumor necrosis factor-α 

TRAF6                 -TNF receptor associated factor 

TRIF                     -TIR-domain-containing adapter-inducing interferon-β 

TTC                      -Triphenyl tetrazolium chloride 
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TUNEL                -Terminal deoxynucleotidyl transferase dUTP nick end labeling 

Unt 

UTR                    

 -Untreated 

 -Untranslated region 

VCAM-1              -Vascular cell adhesion molecule-1 

mg                        -Milligram 

ml  -Milliliter 

pg  -Picogram 

µg      -Microgram 

µl  -Microliter 

µM      -Micromolar 
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