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ABSTRACT 

Parkinson’s disease (PD) is a progressive neurodegenerative disorder, characterized by 

degeneration of dopaminergic neurons (DA-neurons) which are primarily present within a region 

of the brain called as substantia nigra (SN). Several studies suggest that the etiology of the PD 

includes destructive chronic inflammation within the mid-brain that also contributes to the 

progressive neurodegeneration. Microglia are the principle immune cells of the central nervous 

system (CNS) and play an important role in CNS homeostasis. The presence of activated glial 

cells, the participation of innate immune system, increased inflammatory molecules such as 

cytokines and chemokines, and increased oxidative stress and reactive oxygen species are the main 

neuroinflammatory characteristics present in neurodegenerative disorders including PD. 

Previously, we have found that the use of a long-acting β2-AR (β2-adrenergic receptor) agonist, 

Salmeterol functions in part to inhibit the inflammatory response of activated microglial cells, and 

in this thesis, I have sought to discover the underlying mechanisms of the immunoregulatory 

effects of β2-AR agonists on microglial cells using several molecular approaches. β2-ARs belong 

to the G protein-coupled seven transmembrane receptor superfamily and microglial cells a high 

density of these β2-ARs on their cell surface. Activation of β2-AR by Salmeterol and other β2-AR 

agonists initiate intracellular signaling pathways either via G proteins or through β-arrestins. In the 

present set of studies that constitute my thesis, I have investigated the signaling pathways and anti-

inflammatory effects of Salmeterol that regulates the response of microglial cells to inflammatory 

stimuli that can explain the ability of these β2-AR to protect DA-neurons against inflammation 

and progressive degeneration.  

In initial studies, we have found that pre-treatment with Salmeterol suppresses production and 

release of pro-inflammatory mediators such as TNF-α, IL-1β and nitric oxide at both the protein 

and mRNA levels in LPS-stimulated BV2 cells. Salmeterol appears to mediate this anti-
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inflammatory effect by inhibiting the NF-κB signaling pathway via suppressing the 

phosphorylation of TAK1 and degradation of IκBα. Furthermore, Salmeterol reduces nuclear 

translocation of NF-κB, thereby suppresses the production of these and other inflammatory 

mediators. Salmeterol appears to function by increasing the expression of β-arrestin2, suppressing 

TAK1/TAB1 interaction, and enhancing the interaction between TAB1 and β-arrestin2. 

Conversely, the silencing of β-arrestin2 abrogates the anti-inflammatory effects of Salmeterol in 

LPS-stimulated BV2 cells. These findings suggest that the anti-inflammatory properties of 

Salmeterol are dependent on the non-canonical or β-arrestin2-dependent pathway of GPCR 

signaling. 

In further studies, we found that Salmeterol inhibits the production of other LPS-induced pro-

inflammatory mediators of M1 phenotype such as IL-(interleukin) 18, IL-6, pro-inflammatory 

chemokines (CCL2, CCL3, CCL4) and reactive oxygen species from BV2 cells. Interestingly, 

treatment with Salmeterol and other 2-AR agonists robustly enhanced the production of the 

regulatory anti-inflammatory cytokine IL-10 from LPS-activated BV2 cells. In addition, 

Salmeterol upregulates the expression of arginase-1 and CXCL14. In contrast, the silencing of the 

transcription factor Creb abrogates the Salmeterol-mediated production of IL-10 in LPS-activated 

BV2 cells, but silencing of β-arrestin2 with Arrb2 siRNA did not. In conclusion, these findings 

suggest that the Salmeterol-induced conversion of LPS-activated microglial cells from an M1- to 

M2-like phenotype by β2-AR agonists involves activation of the classical cAMP/PKA/CREB 

signaling pathway. Furthermore, we have performed RNA-sequencing to determine the effect of 

Salmeterol on global gene expression in LPS-activated BV2 microglia. Results from differential 

gene expression analysis show that pattern of inflammatory genes up-regulated by LPS 

stimulation, including cytokines, chemokines and transcription factors, was significantly altered 
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by pre-treatment with Salmeterol. In addition, other neurodegenerative disease-related genes were 

modified by treatment with Salmeterol in activated microglia. 

Finally, I also tested whether the anti-inflammatory properties of Salmeterol can be used to target 

other chronic inflammatory diseases such as periodontitis (an oral-inflammatory disease). Results 

from this study showed that Salmeterol exerts similar anti-inflammatory effects on murine 

macrophages and human monocytes stimulated by PgLPS (LPS from Porphyromonas gingivalis). 

Similar to our studies on microglia, Salmeterol suppresses production and release of pro-

inflammatory mediators via inhibiting the NF-κB and MAPK signaling pathway. My results 

suggest the efficacy in using Salmeterol and other β2-AR agonists in the treatment of chronic 

inflammatory disorders. 
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GENERAL INTRODUCTION 

Chronic inflammation takes a significant toll on the human body and is the prevalent mechanism 

in several diseases including a number of neurodegenerative diseases. More than 100,000 

Canadians are estimated to have PD, the second most common neurodegenerative disorder in 

humans after Alzheimer’s disease. The estimated costs of treatment, disability payments, and lost 

productivity of this disease and its consequences are over $560 million annually, which is a 

pressing burden on our society. The symptoms of PD such as tremor, rigidity and impaired 

movements are caused by the insufficient formation and action of dopamine, a chemical produced 

by the human body which is critically important for allowing normal muscular movements. 

Currently, there is no such treatment to stop the diseases completely, but traditional treatment such 

as L-dopamine replacement therapy can effectively relieve symptoms.  However, even with these 

treatments the disease still progresses and eventually these treatments are no longer effective.   

β2-AR agonists are a class of FDA and Health Canada-approved drugs for in use in Canada as 

well as in the rest of North America and are widely accepted as a safe, highly effective drugs. One 

such drug is Salmeterol (Sal), which is an inhaled long-acting highly selective β2-AR agonist 

which is the active ingredient in Advair®, and used as a bronchodilator for the treatment of COPD 

(chronic obstructive pulmonary disease) and asthma. The re-tasking of this drug for the treatment 

of PD and other neurodegenerative disorders would be an important therapeutic approach for the 

treatment, as it would not require any additional development as a new investigational drug.  

Research studies have found that β2-AR activation regulates the gene expression of the protein α-

synuclein, which is a hallmark for PD pathology. Interestingly, it has now been found by looking 

a population of over 4 million patients in Norway and patients in Israel who regularly use the β2-
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AR agonist Salbutamol that its long-term use is associated with reduced risk of developing PD. 

Conversely, the regular use of a β2-AR antagonist Propranolol has been linked with the increased 

risk of developing PD. Our lab previously has found that Salmeterol is a highly effective 

therapeutic for the inhibition of progression of disease in established mouse models of PD, and my 

current research indicates that Salmeterol is a highly effective anti-inflammatory in part because 

of its ability to switch predominantly type1 inflammatory responses (degenerative phase) to type2 

inflammatory responses (regenerative phase). We believe that findings of this study will help in 

developing new, safer and more effective therapies against PD. 
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1.1. Abstract 

Evidence is now overwhelming that inflammation is a central process in the pathogenesis of 

progressive PD. The hallmark of this neuroinflammation is the activation of microglial cells and 

the secondary role of adaptive immunity in both the familial and idiopathic forms of PD, leading 

to the loss of dopamine‐producing cells within the Substantia nigra. This activation is characterized 

by the oxidative stress response, production of inflammatory mediators, recruitment and activation 

of immune effector cells which create a toxic environment for dopaminergic neurons, and in 

forming a continuous cycle of inflammatory responses that result in chronic neuroinflammation 

and progressive neurodegeneration. This chapter focuses on the different components of the 

inflammatory response that are involved in Dopamine‐neurodegeneration, evidence for 

inflammation in different forms of PD, and the role of inflammation in the various animal models 

of PD. Finally, we provide current evidence that targeting this inflammation with a number of anti‐

inflammatory therapies can be an effective way to halt the progression of chronic 

neuroinflammation‐induced PD. 

1.2. Introduction 

Recently accumulated evidence suggests that neuroinflammation and chronic inflammation of the 

CNS may play a critical role in the development of a number of neurodegenerative diseases. 

Particularly, in PD, neuroinflammation has been proposed as a major contributing factor that plays 

a role in the initiation and progression of the dopaminergic neuronal loss that is the hallmark of 

the disease. Evidence to support neuroinflammation as the mode of pathogenesis for PD originates 

from postmortem studies n patients and animal models. The proliferation and activation of 

microglial cells, as well as increased levels of pro‐inflammatory mediators such as tumor necrosis 

factor (TNF)-α, interleukin (IL)‐6, IL‐1β, nitric oxide (NO), and reactive oxygen species (ROS), 
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are present in postmortem analysis of brains and in the cerebrospinal fluid (CSF) of PD patients 

(1). These findings suggest that pro‐inflammatory cytokines, specifically TNF‐α, may be involved 

neuronal cell death. Likewise, neuronal cell death can release mediators that activate microglial 

cells— thereby potentiating a vicious cyclical inflammatory‐mediated neuronal cell death. PD is 

unique in that the clinical symptoms appear after a loss of approximately 70–80% of striatal nerve 

terminals and 50–60% of dopaminergic cells in the Substantia nigra pars compacta (SNpc), the 

region of the brain that is responsible for controlling movement (2,3). This recent scientific 

understanding is vital to developing potential early biomarkers and/or therapeutic strategies to help 

with better diagnosis and disease management. We discuss various components of 

neuroinflammation, focusing on the role of the innate and adaptive immune responses as they 

relate to PD. In addition, we briefly summarize the inflammatory pathology seen in the genetic 

and toxin‐induced models of this disease, as well as discuss several anti‐inflammatory therapies 

currently being used or tested as potential treatments for PD. 

1.3. Innate immune response and PD 

The innate immune response serves as the first line of defense to both infiltrating pathogens and/or 

endogenous insults. As such, it primarily functions to initiate an immediate and nonspecific 

response to any compound it deems unnecessary and/or a potential threat. Pathogen‐associated 

molecular patterns (PAMPS) and/or endogenous damage‐associated molecular patterns (DAMPs) 

can trigger an innate immune response. In the case of CNS, the innate immune system has several 

components: cells that mediate an immune response, such as microglia and astroglia, the 

complement system, and the physical obstruction imparted by the blood‐brain barrier (BBB). For 

centuries, the CNS was thought to be immune privileged because the BBB did not allow various 

compounds to enter the CNS through the circulatory system. However, as we are beginning to 



6 
 

appreciate the intricacy of the immune‐nervous system interaction, the notion of immune privilege 

no longer holds (4).  

In PD, the various components of the innate immune system are activated and the integrity of the 

BBB is compromised, allowing for the innate‐mediated recruitment and activation of the adaptive 

arm of the immune system (5). While PD is not among other immune‐dependent degenerative 

diseases, Parkinsonian symptoms have been shown to develop after infectious inflammatory 

diseases such as Epstein‐Barr virus (EBV)‐induced encephalitis (6). Likewise, many anti‐

inflammatory therapeutic agents have served protective functions in PD models (5). As such, while 

the role of the immune system is not clear and/or extensively studied in the etiology of the disease, 

it is well established that the immune system is critical for the progression of the disease. Initial 

activation of the innate immune cells as well as the complement proteins may serve protective 

roles, but when these innate defense mechanisms become unregulated and maladaptive, it leads to 

disease progression. As immediate responders, cells of the innate immune system play an 

important role in initiating an inflammatory response against various nonspecific components of 

endogenous DAMPS and/or PAMPs (7). The innate cells, astrocytes and microglia, play an active 

role in the pathological mechanism responsible for the progression of the disease. 

1.3.1. Astrocytes 

Astrocytes make up about 20–40% of the glial cell population in the CNS. Their functions include, 

but are not limited to, maintaining the integrity of the BBB, facilitating repair and scar formation, 

and maintaining the extracellular ion homeostasis. The expression of receptors that are critical for 

innate immunity such as Toll‐like receptors (TLRs), nucleotide‐binding oligomerization domains, 

double‐stranded RNA‐dependent protein kinase, scavenger receptors, mannose‐binding lectin 

receptor, and complement system components has implicated a role for astrocytes in innate 
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immunity (8). The role of astrocytes in PD is debatable and not well understood. Studies are 

inconclusive as to whether astrocytes have a neuroprotective effect and/or a neurotoxic effect in 

PD. However, astrocytosis, the activation of astrocytes, has been reported in some cases of PD as 

demonstrated by an increase in the glial fibrillary acid proteins (GFAP) (9,10). GFAP is an 

intermediate filament needed by astrocytes to synthesize cytoskeletal structures and is a well‐

established biomarker for astrocytosis (10).  

Furthermore, activated astrocytes are reported in postmortem brains of PD patients (11). In 

contrast, astrocyte activation is not only well documented in the 1‐methyl‐4‐phenyl‐1,2,3,6‐

tetrahydropyridine (MPTP) and 6‐hydroxydopamine (6‐OHDA) models of PD, but it has been 

reported to precede neuronal cell death (12–14). In the MPTP model, astrocytosis and 

dopaminergic cell death are synchronized. In the 6‐OHDA model, several laboratories demonstrate 

that astrocytosis occurs in a time‐dependent manner, peaking at 4 days post injection and 

remaining in the brain for about a month (15). There are also studies that contradict the presence 

of astrocytosis post 6‐OHDA injection (16). Therefore, while astrocytes are an important cell type 

in the CNS, their role in inflammation and PD is not yet well established. 

1.3.2. Microglia 

In contrast to astrocytes, consistent microglial activation and the accompanying inflammatory 

response have been reported in both patient and animal models of PD. As the resident CNS 

macrophage, microglia cells are responsible for scavenging the CNS milieu for potential 

infiltrating pathogens and/or endogenous insults. Consequently, the phagocytic, cytotoxic, and 

antigen‐presenting capabilities of these cells enable them to protect the CNS from various insults. 

Activated microglia targets infiltrating pathogens and damaged cells by releasing toxic ROS, free 

radicals, and phagocytosis. Evidence of microglial activation and its role in PD pathogenesis is 
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indisputable. Knott et al. (11) and others (17) have reported activated amoeboid‐shaped microglia 

in postmortem brain of PD patients. These activated microglia cells are densely located and 

confined to the SNpc with a limited presence in the vasculature of the caudate and putamen 

regions. Additionally, in determining the role of microglia in PD pathogenesis, our results as well 

as those from other groups (18–20) have shown that in various PD models, microglial cells are 

needed for the pathogenesis of PD. For example, we have shown that high doses of the β2‐

adrenergic receptor agonist Salmeterol can induce dopaminergic cell toxicity. However, microglial 

cells are indispensable in the β2‐AR‐mediated toxicity, as high‐dose Salmeterol has no effect on 

neuron‐only cultures (18). In PD, the expression of ROS, free radicals, and the enzymes 

responsible for the production of these species such as NADPH oxidase (NOX or PHOX), induced 

nitric oxide synthase (iNOS), and myeloperoxidase (MPO) are elevated in the SNpc. These 

reactive species can activate microglial cells, and these activated microglia release pro‐

inflammatory cytokines TNF‐α, IL‐1β, and IL‐6 to recruit additional lymphocytes in the process 

of inflammation. Additionally, these cytokines can cause cytotoxicity in a direct, receptor‐

mediated manner, and/or in an indirect manner by inducing the further production of ROS and pro‐

inflammatory cytokines (21). For example, dopaminergic cells express receptors for TNF‐α, 

which, upon binding the TNF‐α ligand, can cause cell death through Fas ligand‐mediated 

apoptosis, and Tumor Necrosis Factor Receptor (TNFR) knockout is protective in the MPTP 

model of PD (22). Indirectly, TNF‐α can also activate additional microglia to release ROS and a 

variety of pro‐inflammatory cytokines. This leads to a cyclical pathway whereby activation of a 

few cells can amplify the initial insult to a greater magnitude. This process has been termed 

reactive microgliosis and is now a leading working model for understanding and targeting 

neuroinflammation in PD (23). 
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1.4. Adaptive immune response and PD 

The adaptive immune response is a highly specific response to injurious agents mediated by B and 

T‐lymphocytes, which is characterized by the humoral and cell‐mediated response, respectively. 

In PD, innate immune activation leads to an increased BBB permeability, allowing for the 

infiltration of peripheral T‐cells and B‐cells (24). These infiltrating cells are activated by active 

microglia expressing MHC 1/II through presentation of endocytosed peptides to the respective 

cells. Evidence to suggest the involvement of adaptive immune system is that single nucleotide 

polymorphism (SNP) in the MHC Class II predisposes individuals to PD, implying the role of both 

the innate and adaptive immune response in PD pathogenesis. Recent genome wide association 

studies (GWAS) have highlighted alleles HLA‐DRA and HLADRB5 as risk factors for PD (25). 

Furthermore, MHC Class I proteins are typically used by CD8 T‐cells and require β2‐

microglobulin, a protein required for the structural stability of MHC Class I, and in PD, the 

expression of β2‐microglublin is found to be increased on microglial cells (24). Additionally, an 

increase in the number of cytotoxic CD8 and CD4 T‐cells infiltrating into the SNpc of PD patients 

is accompanied by a decrease in the cytotoxicity suppressing capacity of regulatory T‐cells (Treg) 

(26,27). Therefore, it suggests that toxicity of these effector T‐cells is not properly regulated and 

can exacerbate neuronal cell death in the SN. With regard to B‐cells, antibodies (Ab) to 

dopaminergic neurons have been found in the CSF of a proportion of the PD patients, thus 

implicating the involvement of the peripheral humoral arm of the adaptive immune response 

(28,29). Furthermore, immunization, which uses B‐cells to generate antibodies against an antigen, 

with bovine mesencephalic homogenates (30) and hybrid dopaminergic cell line homogenates 

(28), can cause selective DA neuron damage in a microglia‐dependent manner. The adaptive 

immune system has a delayed contribution to the pathology of PD but, nevertheless, is important 
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to understand in order to develop therapies that can mitigate and counter the pathology induced by 

this system. 

1.5. Neuroinflammation and overlapping vulnerability of Substantia nigra (SN) neurons 

The oxidative stress hypothesis focuses on the role that reactive oxygen and nitrogen species play 

in the neurodegeneration seen in PD. Reviews by Fahn and Cohen (31) as well as by Zigmond and 

Burke (32) discuss four characteristics of SNpc dopaminergic neurons that support the oxidative 

stress hypothesis as one of the major mechanisms responsible for the pathology of PD. However, 

understanding these characteristics can help explain the chronic, self‐perpetuating inflammatory 

pathology that is responsible for disease progression in PD. 

While inflammation involves activated immune cells and the release of a multitude of pro-

inflammatory cytokines, the cycle does require a start point. The etiology of PD is unknown as is 

what gives rise to the chronic inflammatory pathogenesis seen in PD. Two different explanations 

of the chronic etiology of PD suggest that neuronal cell death leading to activated immune cells 

and the resulting uncontrolled inflammation further exacerbates cell death, or that activated 

immune cells cause cell death which results in the activation of additional immune cells resulting 

in a vicious cycle of immune cell‐mediated inflammation and neuronal death (33,34). The process 

of innate and adaptive immune response depicted as schematic in Figure 1.1.  
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Figure 1. 1: Schematic representation of inflammatory mechanisms involved in PD 

pathogenesis.  

Under pathological conditions such as α-synuclein protein aggregation, gene mutations, 

environmental factors and cytokines released from infiltrated T cells, microglia become activated 

called M1 phenotype. The pro-inflammatory mediators from M1 microglia further activate 

astrocytes leading to elevated production of pro-inflammatory factors, nitric oxide and superoxide 

radical, contributing to degeneration of dopaminergic neurons. The degenerating DA-neurons 

release many toxic factors that activate microglia and these degenerating neurons are vulnerable 

to inflammatory insult and co-localize or attract a large population of microglia in SN which 

suggest a mechanistic basis for the progression of PD. At certain stage of PD, subpopulation of 

microglia may become activated M2 phenotype releasing anti-inflammatory factors, including 

TGF-β, and exert a neuroprotective effect in PD.  
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The characteristics of SNpc dopaminergic cells make them vulnerable to ROS, subsets of which 

are important pro‐inflammatory cytokines. First, dopamine degradation occurs by oxidative 

deamination, resulting in the production of H2O2 that then react with iron present in the neurons to 

form reactive radicals. Second, superoxides and free radicals are byproducts of the reaction 

between dopamine and the readily available oxygen to form reactive quinones. Third, the SNpc 

particularly rich in iron and hence the neurons found therein are more vulnerable to cell death via 

oxidative stress. Fourth, the SNpc neurons contain neuromelanin, which is formed by the auto‐

oxidation of DA, and the by‐product of this reaction is ROS. These characteristics make SNpc 

neurons particularly sensitive to a cyclical process of oxidative stress contributing to inflammation 

that that leads to furthermore neuronal damage (33). 

1.6. Genetic causes of PD and neuroinflammation 

Although PD is typically a sporadic disease, approximately 10% of PD cases have been linked to 

several specific genes. These genes are α‐synuclein, Parkin, UCH‐L1 (ubiquitin C‐terminal 

hydrolase L1), PINK1 (PTEN‐induced kinase 1, NB for mitochondrial function), DJ‐1, LRRK2 

(leucine rich repeat kinase2), Pael‐R, and glucocerebrosidase (24,35,36). These genes and their 

products have a role in the degradation of α‐synuclein and/or in the control of the oxidative milieu. 

Mutations in genes encoding α‐synuclein, Parkin, and/or UCH‐L1 result in the accumulation of 

misfolded α‐synuclein protein and are accompanied by neuronal cell death (24). Additionally, a 

pathological feature of PD is the Lewy body cytoplasmic inclusion bodies, which primarily consist 

of α‐synuclein, tau, ubiquitin, and Parkin. These genes were identified in familial PD, as risk 

factors for sporadic PD, and further verified by a GWAS. Therefore, understanding the role of 

these genes and their products in mediating inflammation can help not only in developing more 

holistic model(s) of PD but also for therapy development. 
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1.6.1. LRRK2 

Leucine‐rich repeat kinase 2 (LRRK2) is an enzyme that is commonly expressed on multiple 

immune cells such as B‐cells, monocytes, dendritic cells, and microglia (37). Mutations in LRRK2 

are associated with autosomal dominant form of PD with high resemblance to the idiopathic PD 

phenotype and other inflammatory‐mediated diseases as Crohn's disease (38) with a high 

predisposition to leprosy infection (39). LRRK2 is a member of the receptor interacting protein 

kinase (RIPK) family. The RIPK family has important roles in immunity as well as regulating of 

cell death (40). Furthermore, TLRs are an important activator of microglial cells. In the TLR‐

signaling pathway, LRRK2 is phosphorylated (41), and Kim et al. (42) as well as other groups (43) 

have reported a decrease in NF‐κB‐mediated transcription, specifically of TNF‐α, post LRRK2 

phosphorylation. NF‐κB is a major transcription factor for many of the pro‐inflammatory cytokines 

that are reported to play a role in the pathogenesis of PD, such as TNF‐α, IL‐1β, and IL‐6; LRRK2 

modulation of NF‐κB will have important cellular effects on the inflammatory state of the activated 

microglial cells. Furthermore, a mutation in LRRK2, specifically R1442G, is reported to alter the 

phenotype of activated microglial cells to produce higher amounts of inflammatory cytokines with 

a decrease in the production of anti-inflammatory cytokines (43). Gillardon et al. tested the 

neurotoxicity of these microglial cells on cortical neurons by exposing neurons to conditioned 

medium from LPS‐activated microglial cells, compared to conditioned medium from LPS‐

activated wild‐type (WT) microglia, conditioned media from LPS‐activated LRRK2 mutant 

significantly increased cell death (44). In addition, Kim et al. have shown that LRRK2 deficiency 

mitigates LPS‐mediated increase in the mRNA of iNOS, TNF‐α, IL‐1β, and IL‐6 (42). By itself, 

overexpression of the mutant LRRK2 in vivo and in vitro causes neurotoxicity (45). These data 
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support a role for LRRK2 in regulating the inflammatory response of microglial cells and the 

resulting effect on neuronal viability. 

1.6.2. Parkin 

Parkin is an important component of the multi‐protein E3 ubiquitin ligase complex that is 

responsible for the ubiquitin‐proteasome‐mediated degradation of α‐synuclein in the brain. 

Mutations resulting in loss of function of Parkin are responsible for autosomal recessive form of 

juvenile PD (46). Parkin not only regulates mitochondrial health but also is involved in the 

regulation of the NF‐κB signaling pathway (47). Parkin ubiquitinates damaged mitochondria and 

subjects it to mitophagy and allows clearance from the cell (48). Similarly, activated Parkin 

catalyzes ubiquitination of the IκB kinase (IKK) subunit IKKγ, resulting in the downstream 

activation of NF‐κB (47,49). In this NF‐κB signaling pathway, TNF‐receptor‐associated factor‐6 

(TRAF6) also plays a role in regulating IKK activity. Loss‐of‐function mutation in Parkin 

increases the expression of TRAF6 (50), thereby activating transforming growth factor‐1 (TAK1) 

that activates IKK and ultimately NF‐κB and its associated transcriptional activity (49). With 

regard to Parkin and mitochondria, while mitophagy and PD have not yet been linked, damaged 

mitochondria are a source of ROS that can activate microglial cells through TLR‐PAMP/DAMP 

pathways (36). 

1.6.3. α‐Synuclein 

α‐synuclein is an 18‐kDa protein found in high concentrations in the CNS compared to other areas. 

While the function of α‐synuclein is unclear, it is thought to be important for the release of 

neurotransmitters and vesicle trafficking (51,52). Mutations in the SCNA, gene coding for α‐

synuclein, is implicated in inherited forms of PD. Similarly, α‐synuclein aggregation is a critical 

component of Lewy bodies in both sporadic and genetic PD. With regards to inflammation, α‐
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synuclein is thought to activate microglial cells through the nonspecific DAMP TLR2/ 4 pathway 

(53,54). An emerging link between gut microbiota and peripheral inflammation and PD is of 

interest to note. A study by Forsyth and colleagues (55) reported increased gut permeability and 

Escherichia coli (E. coli), a Gram negative bacterium, staining in early onset PD patients. The 

implication of this study is that E. coli‐dependent inflammatory processes resulted in an increased 

iNOS that then nitrosylated α‐synuclein. WT, mutant, aggregated forms of α‐synuclein can all 

trigger microglial activation by acting as a TLR‐ligand. Conditioned media from dopaminergic 

cell line SH‐SY5Y that either overexpressed WT or A53T mutant α‐synuclein activated BV‐2 

microglial cell line, with the conditioned media from the neurons overexpressing mutant α‐

synuclein caused a more robust increase in TNF‐α, IL‐1α, and IL‐1β (56). More importantly, 

mutant and aggregated fibrils of α‐synuclein are reported to have cell‐to‐cell transmission capacity, 

thereby causing neuronal toxicity in a prion like mechanism as well (57). Moreover, nitrated α‐

synuclein can activate peripheral immune activation, especially T‐cells and initiate the 

involvement of the adaptive immune response (58). Lastly, Tran and colleagues (59) have recently 

reported that antibodies to α‐synuclein can offer a promising protective effect by inhibiting the 

entry of α‐synuclein fibrils into neurons and causing neuronal death. 

1.6.4. PINK1 

PINK1 is a mitochondrial serine/threonine protein kinase implicated in providing cellular 

protection against mitochondrial‐associated oxidative stress. As such, it is reported to regulate 

stressed mitochondria by enabling the binding of Parkin to stressed mitochondria and inducing 

autophagy (60). The role of PINK1 in inflammation is somewhat unclear; as evidence suggests 

that in PINK1 null animals injected with LPS, IL‐1β, IL‐12, and TNF‐α are increased (61). 

However, in PINK1‐deficient embryonic fibroblasts, there is no increase in pro-inflammatory 
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cytokine production post LPS injection because of decreased NF‐κB activity (61,62). As such, 

experiments aimed at understanding the role of PINK1 in inflammation should be investigated in 

microglial cells which are known to propagate the inflammatory response in PD. 

1.6.5. DJ‐1 

DJ‐1, or Parkinson's disease Protein 7, inhibits the aggregation of α‐synuclein, thereby acting as 

an oxidative stress sensor. PINK1 and DJ‐1 deletion causes disruption of other genes involved in 

mitogen‐associated protein kinase (MAPK)/NF‐κB signaling pathway and thereby alters the innate 

immune response of the microglia and other inflammatory cascades (8). MAPKs are signaling 

proteins that mediate various intracellular signals in response to external stimuli. Several important 

MAPKs play an essential role in the integrity of the cell as well as modulating inflammation such 

as p38, c‐Jun N‐terminal kinase (JNK), and extracellular signal regulated kinases (ERKs). In 

astrocytes, DJ‐1 loss of function primes astrocyte to release increased pro‐inflammatory cytokines 

post LPS challenge (63). This response was mediated through p38 and JNK, thereby DJ‐1 may 

have a pivotal role in regulating TLR4‐MAPK signaling and downstream transcriptional responses 

(64). LPS‐mediated activation of macrophages increases DJ‐1 expression (65), which is aligned 

with the associated TLR/MAPK mediated signaling in microglial cells challenged with LPS. 

1.7. Inflammation and PD models 

There are several models of PD, both toxin based and gene based, used to study disease progression 

and/or therapeutic development. In many of these models, inflammatory mechanisms are reported 

to play roles in the pathogenesis and manifestation of the disease in various animal models. In the 

remainder of this chapter, we will focus on characterizing the inflammatory response seen in the 

various models. 
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1.7.1 Toxin‐based models 

1.7.1.1. MPTP 

1‐methyl‐4‐phenyl‐1,2,3,6‐tetrahydropyridine (MPTP) is a dopaminergic neurotoxin selective for 

the dopaminergic cells of the SNpc. It is a lipophilic compound capable of crossing the BBB, and 

once it has crossed the BBB, it is oxidized to MPP+ by MAO‐B. MPP+ interrupts the 

mitochondrial complex I of the electron transport chain (ETC) and results in cell death and release 

of ROS (26). The MPTP model is a widely used model to develop animal models of the disease, 

as PD progression post MPTP administration is similar in both humans and monkeys (66). In the 

MPTP model, microglial activation accompanied with an increased endothelial expression of 

adhesion molecules on the BBB to enable infiltration of T‐cells is reported (24). Additionally, 

there are an increased number of activated microglial cells which are amoeboid in shape 

representative of activated cells (26). Infiltrated CD8 and CD4 T‐cells have lymphocyte function‐

associated antigen‐1 (LFA‐1), a protein expressed for recruitment and these infiltrated T‐cells are 

primarily located it the SNpc and striatum (67). Furthermore, an increased expression of MHC I 

and MHC II and microglial iNOS expression are observed (26). In conjunction with anti‐

inflammatory therapies, minocycline, a potent inhibitor of microglial activation and iNOS 

knockout mice, is protective against MPTP‐induced neuronal cell death (68). 

1.7.1.2. 6‐OHDA 

Oxidopamine, commonly known as 6‐hydroxydopamine (6‐OHDA), is another dopaminergic 

neurotoxin capable of inducing PD symptomatology in animal models. In the 6‐OHDA model, 

inflammatory pathology is propagated by activated microglial cells which occurs 1–3 days post 

intra nigral injection of 6‐OHDA and DA neuronal loss occurring 1 week post injection (69). As 
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part of the inflammatory milieu, there is an increase in TNF‐α, a pro-inflammatory cytokine 

capable of inducing cell death through TNFR. 

1.7.1.3. LPS/rotenone 

Lipopolysaccharide (LPS) is an endotoxin derived from Gram negative bacteria and another 

widely used toxin to induce PD in animal models. The LPS model is different from MPTP and the 

6‐OHDA toxin‐based models, as LPS will activate microglial cells through the TLR2/4 receptors. 

Activated microglial will upregulate NO, superoxide, TNF‐α, and IL‐1β production and release 

(70). These pro‐inflammatory mediators can cause neuronal cell death. In animal models, intra 

nigral injection of LPS induces microglial activation prior to neuronal loss (37). Rotenone is 

another lipophilic herbicide that disrupts the mitochondrial complex 1 causing cell death and 

associated upregulation in ROS. In the rotenone animal models of PD, fibrillary cytoplasmic 

inclusions equivalent of Lewy bodies is found in the SNpc. In addition, rotenone injection in 

neuronal‐only culture does not cause DA cell death, but in a mixed neuronal‐microglial culture, 

DA neuron cell death is observed. This suggests that rotenone requires microglial cells for its 

toxicity (26,71). Lastly, inhibition of superoxide is protective against rotenone‐induced DA neuron 

degeneration. These two models suggest that while the etiology of disease is unknown, microglial 

cells are indispensable for the progression of disease and the resulting neuronal degeneration is 

seen in PD. 

1.7.2. Gene‐based models 

1.7.2.1. α‐synuclein 

While many genes are implicated in the PD etiology but α‐synuclein is the most widely used gene‐

based model so far (72). The α‐synuclein models include a transgenic knockout and overexpression 

of mutant or WT α‐synuclein (73). Viral vectors expressing human α‐synuclein injected into adult 
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brains have also been used to increase α‐synuclein in the respective brain regions. α‐synuclein 

models have been developed in monkeys, rats, mice, and in flies. Bae et al. (73) as well as Watson 

et al. (74) reported astroglia and microglia activation accompanied with increased mRNA 

transcripts of TNF‐α and several TLRs (1, 4, and 8) in SNpc (75). α‐synuclein can also act as a 

DAMP and activate microglia via TRLs, thereby suggesting a primed microglial sensitivity. In the 

transgenic models of α‐synuclein null mice, little neuronal loss and behavioral changes are 

reported. In addition, transgenic null mice can offer a degree of protection against MPTP 

intoxication and cell death (76,77). In contrast, viral overexpression models of α‐synuclein in brain 

of adult animals show DA neurotoxicity accompanied by the activation of both the innate and 

adaptive immune response (78). Learning from these models includes and further verifies a gain 

of function of α‐synuclein as ablation of α‐synuclein features no neuropathological changes (72). 

Furthermore, in a recent study, Van der Perren et al. (79) reported the immunophilin ligand FK506 

in a rAAV2/7 α‐synuclein overexpression rat model to have anti‐inflammatory therapeutic 

potential. Specifically, the group (79) reported a decrease in the infiltration of CD4+ and CD8+ T 

cells as well as in the number of activated microglial cells. This further supports 

neuroinflammation as a key to the progression of the disease and efficacy for therapeutic 

development. 

1.7.2.2. LRRK2 

LRRK2 mutations are implicated in an autosomal dominant form of PD with similar phenotypic 

expression as idiopathic PD. To study the role of LRRK2 in PD pathogenesis, LRRK2 knockout 

animals were developed. Several groups (80,81) report no DA degeneration in LRRK2 deficient 

rat and mice models. Lee et al. (82) developed herpes simplex virus (HSV) amplicon‐based mouse 

model of LRRK2 dopaminergic neurotoxicity. Overexpression of the LRRK2 G2019S resulted in 
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significant loss of tyrosine hydroxylase (TH+) neurons. Thereby these data suggest that knockout 

of LRRK2 may provide neuroprotection, and similarly, Lee et al. (82) used LRRK2 inhibitors and 

found that it protected the overexpressed LRRK2 mice from developing PD (82). Most notably, 

the mechanism of protection seems to be dependent on the activation and proliferation of 

microglial cells (80), implicating LRRK2 in the inflammatory etiology for PD. Therefore, it 

appears LRRK2 is critical in PD pathology and plays a significant role in regulating cellular 

inflammation, thereby supporting the notion that neuroinflammation is critical to PD pathogenesis. 

1.8. Anti‐inflammatory therapies in PD 

While evidence strongly suggests that inflammation plays a major role in the etiology of a number 

of different forms of PD, emerging evidence also demonstrates that therapies used to lessen 

inflammation, including those directed against immune cells or inflammatory mediators, can play 

a positive role in halting the degeneration of DA neurons in several models of PD. Many studies 

suggest that inflammatory mediators such as TNFα, PGE2, NO, free radicals, and other immune 

mediators play a role in the pathogenesis of PD and degeneration of dopamine‐producing neurons, 

and that the use of specific reagents that target these mediators, inhibition of cellular signaling 

mechanisms that regulate the production of these mediators, or the use of neurotrophic factors that 

help protect against the neurotoxicity induced by these mediators hold significant promise as 

therapeutic treatments for PD. In addition, epidemiological and observational studies already 

suggest that use of anti‐inflammatory drugs lower the risk of developing PD (83). Observations 

which demonstrate that inflammation in SNpc plays a role in PD led many investigators to initially 

study the potential use of steroidal and nonsteroidal anti-inflammatory drugs for the treatment of 

PD. Steroidal anti‐inflammatory drugs (SAIDs) such as dexamethasone showed neuroprotective 

effects and LPS‐induced neurotoxicity in Substantia nigra (84). Nonsteroidal anti‐inflammatory 
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drugs (NSAIDs) are used as analgesics and anti‐pyretics to suppress the adverse effects of 

inflammation. NSAIDs as a group normally reduce the production of prostaglandins by inhibiting 

cyclooxygenase (COX, an enzyme that catalyzes specific prostaglandin synthesis) and also reduce 

the synthesis of nitric oxide. In addition, it has been found that a subset of NSAIDs called as 

selective Aβ42 lowering agents (SALAs) reduces the risk of Alzheimer dementia (AD) (85) and 

consequently may be effective in PD as well. Neuroprotective effects of ibuprofen have been 

studied in PD pathogenesis, and these studies show that it can protect dopaminergic neurons 

against glutamate toxicity in vitro (86,87). It is interesting to note that some neurologic drugs used 

to treat PD have been found to result in changes to immune system. One such drug, amantadine 

(Symmetrel, Endo Pharmaceuticals) LPS induced mice and 6‐OHDA induced mesencephalic 

culture which functions as an antagonist of the NMDA‐type glutamate receptor leading to 

increased dopamine release and dopamine reuptake, also increases the CD4:CD8 ratio (88) and 

enhances IL‐2 levels in PD patients. In contrast, L‐DOPA monotherapy does not show similar 

effects (89). In the next sections, we discuss the effectiveness of a number of anti‐inflammatory 

treatments in preventing dopaminergic cell death in animal models of PD (section summarized in 

Table 1.1). 

 

 

 

 

 



22 
 

Table 1. 1: Neuroprotective effects of anti-inflammatory therapies. Content of this table 

summarizes the various therapies used against neuroinflammation and neurodegeneration in PD 

models in vitro and in vivo.  

 

Therapy 

 

Compounds 

 

Study design 

 

Outcomes 

 

Ref 

SAIDs and 

NSAIDs 

 

 

 

 

 

 

 

 

 

Antibiotics 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

Dexamethasone 

 

 

Ibuprofen 

 

 

 

Amantadine 

 

 

 

Rifampicin 

 

 

 

 

 

 

 

 

 

 

Ceftriaxone 

 

 

 

 

 

 

 

D-Cycloserine 

 

 

 

 

Rapamycin 

 

 

 

 

Intra-nigral injection of LPS 

in rats 

 

Primary mesencephalic 

culture from rats treated with 

ibuprofen 

 

Peripheral blood mononuclear 

cells from idiopathic PD 

patients 

 

LPS induced BV2 microglia 

 

 

 

 

 

MPP induced PC12 cells 

 

 

 

 

PC12 cells exposed to 

neurotoxin 6-OHDA 

 

 

6-OHDA induced PD rat 

model 

 

 

MPTP induced PD rat model 

 

 

 

 

In PC12 cells and MPTP 

induced mouse model 

 

 

 

↑ TH activity in 

striatum. 

 

↑dopamine uptake, 

protected neurons 

against excitotoxicity. 

 

↑ CD3+ CD4+ cells, 

improves T-cell 

mediated immunity. 

 

↓ in NFκB activation, 

↓expression of iNOS, 

COX2, TNF-α, IL-1β 

↓ Production of NO, 

PGE2. 

 

↓MPP induced 

neuronal death, 

↓expression of α-syn 

multimer. 

 

Binds with α-syn and 

blocks its 

polymerization in vitro. 

 

↑GLT-1 expression, 

reduces striatal TH 

loss. 

 

Improved behavioral 

deficits restored IL-2 

level ↓microglial 

activation. 

 

↓neuronal death, 

regulate Akt 

phosphorylation at 

Thr308. 

 

(83) 

 

 

(86) 

 

 

 

(88) 

 

 

 

(90) 

 

 

 

 

 

(91) 

 

 

 

 

(92) 

 

 

 

(93) 

 

 

 

(94) 

 

 

 

 

(95,9

6) 
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Neuropeptide 

 

 

 

 

 

 

 

 

 

 

 

 

Polyphenols 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

Minocycline 

 

 

 

 

 

 

 

 

 

PACAP 

 

 

 

 

 

 

 

 

 

VIP 

 

 

Pinocembrin 

 

Naringenin 

 

 

Flavonoids from 

Selaginella 

extract 

 

Curcumin 

 

Baicalein 

 

 

 

 

 

 

 

Theaflavin 

 

 

 

 

Resveratrol 

 

 

 

In MPTP induced mouse 

model, primary 

mesencephalic culture 

 

 

 

In differentiated LUHMES 

cells induced by reactive 

oxygen species 

 

MPP+ induced SHSY-5Y 

neuroblastoma 

 

Oxygen and glucose deprived 

BV2 microglia 

 

 

MPTP induced mice 

 

 

LPS induced mice and 

mesencephalic culture 

 

6-OHDA induced SHSY-5Y 

 

6-OHDA induced mice and 

SHSY-5Y 

 

Rotenone induced Drosophila 

PD model 

 

 

6-OHDA induced SHSY-5Y 

 

MPTP induced mice and 

primary rat astrocytes 

 

 

 

 

 

 

MPTP with probenecid 

induced mice 

 

 

 

MPTP induced mice 

 

 

 

↓expression of iNOS, 

caspase-1, inhibited NO 

induced neurotoxicity, 

↓phosphorylation of 

p38. 

 

Specific scavenger of 

peroxynitrite, 

↓microglia activation. 

 

↓cell death, ↑ cAMP 

 

 

↓TRL4, MyD88, NFκB 

↓production of pro-

inflammatory cytokines 

 

↑TH expression, 

↓caspase-3, IL-6, TNFa 

 

↓pro-inflammatory 

cytokine, ↓NO 

 

↓apoptosis, ↓ROS, 

 

↑Nrf2.↑neuroprotectio,

↓ROS 

 

↑anti-oxidant enzyme 

activity, ↓oxidative 

stress 

 

↓p-p38, ↓caspase-3 

 

↓NFkB nuclear 

translocation, 

↓microglia and 

astrocyte activation, 

↓COX2, 

↓phosphorylation of 

JNK and ERK 

 

↑TH expression, 

↓caspase-3,8,9, 

↓COX2, IL-1β, TNF-α, 

IL-6 

 

↑TH protein and 

mRNA, ↑SOCS-1, 

↓TNF-α, IL-1β,IL-6, 

(97) 

 

 

 

 

 

(98) 

 

 

 

(99) 

 

 

(100) 

 

 

 

(99) 

 

 

(101) 

 

 

(102) 

 

(103) 

 

 

(104,

105) 

 

 

(106) 

 

(107) 

 

 

 

 

 

 

 

(108) 

 

 

 

 

(109) 
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Anti-

inflammatory 

Cytokines 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

Insulin 

therapy 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

β2-AR 

agonists 

 

 

Morphinan 

compounds 

 

 

 

 

 

 

 

 

 

IL-10 

 

 

 

 

 

 

 

TGF-β 

 

 

 

 

 

 

 

 

 

 

Pioglitazone 

 

 

 

 

 

 

 

 

 

GLP-1 receptor 

agonist: 

Exenatide 

 

 

 

 

Salmeterol 

 

 

 

L-morphine 

 

 

 

 

 

Rotenone or MPP+ induce 

primary rat 

astrocytes/microglia, 

mesencephalic culture, BV2 

 

LPS induced mesencephalic 

culture 

 

 

 

Hu-IL-10 gene transfer in 6-

OHDA induced rats. 

 

Retrograde model of PD 

induced with 6-OHDA and 

treated with TGF-β alone and 

in combination with GDNF. 

 

 

LPS and MPTP induced mice 

 

 

 

 

MPTP induced mice 

 

 

 

 

LPS induced rat microglial 

cells 

 

 

 

MPTP mice and 6-OHDA 

induced mesencephalic 

culture 

 

 

 

 

LPS and MPTP induced mice 

 

 

 

LPS and MPP+ induced rat 

mesencephalic culture 

 

↓TNF-αR1, IL-1βR1, 

IL-Rα 

 

↓NO, ROS, MPO, 

↓iNOS, COX2, TNF-a, 

IL-1b mRNA, 

↓phagocytic activity 

 

↓TNF-α, NO,  

↓extracellular 

superoxide, inhibit 

PHOX activity 

 

↑TH-positive neurons, 

↓ glial activation 

 

Reduce dopamine 

receptor 

hypersensitivity, ↑TH-

positive neurons, 

induce synaptogenesis 

 

↓ROS, ↓PHOX p47phox 

activity, ↓LPS activated 

phosphorylation of 

ERK and p47phox 

 

↓microglial activation, 

↓GFAP positive cells in 

SN, ↑ IκBα,  ↓NFκB 

activation. 

 

↓NO, iNOS, TNF-α, 

IL-1β, IL-6, 

↓phosphorylation of 

p38. 

 

↓neurotoxicity, 

improve motor 

functions, ↑TH-positive 

cells, ↑cAMP 

↓TNF-α, superoxide, 

NO 

 

↓phosphorylation of 

MAPK, p65 NFκB. 

 

 

↓PHOX activity, ↓pro-

inflammatory 

 

 

 

(110) 

 

 

 

 

(111) 

 

 

 

 

(112) 

 

 

(113,

114) 

 

 

 

 

(115) 

 

 

 

 

(116) 

 

 

 

 

(117) 

 

 

 

 

(118) 

 

 

 

 

 

 

(20) 

 

 

 

(119) 
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Therapy 

against NFκB 

 

 

 

 

 

 

 

 

 

 

 

Anti-oxidants 

 

 

 

Sinomenine 

 

 

3-HM 

 

 

 

 

 

 

 

 

 

 

NBD 

 

 

 

 

Compound A 

(IKK inhibitor) 

 

 

 

 

 

 

DPI (NADPH 

oxidase 

inhibitor) 

 

 

 

 

Coenzyme Q10 

 

 

 

NAC 

 

 

Edaravone 

 

 

 

LPS and MPP+ induced rat 

mesencephalic culture 

 

Rat mesencephalic culture 

stimulated with LPS 

 

 

LPS and MPTP models 

 

 

 

 

 

 

MPTP induced mice 

 

 

 

 

LPS induced rats and 

mesencephalic culture 

 

 

 

 

 

 

LPS induced midbrain 

neuron-glia culture 

 

LPS induced rats and 

mesencephalic culture 

 

 

MPTP model 

 

 

 

Intravenous infusion of NAC 

in PD patients 

 

MPP+ induced PC12 cells 

cytokines, ↓ERK 

phosphorylation. 

 

↓TNF-α, PGE2, ROS 

↓PHOX activity. 

 

↓NO, TNF-α, PGE2, 

ROS, ↓microglia 

activation 

 

↑expression of 

neurotrophic factors 

↑acetylation of histone 

H3 

↓reactive microgliosis 

↓ROS 

 

↓NFkB activation, 

↓iNOS, ↓TNF-α, IL-1β 

↓CD11b, ↓neuronal 

death 

 

↓neurotoxicity, ↓TNF-

α, IL-1β, ↓NO, iNOS, 

↓IKKβ phosphorylation 

and NFκB activation 

↓phosphorylation of 

ERK, p38, JNK, 

↓ROS, ↓superoxide 

 

↓neurotoxicity 

↓NOX2 activation. 

 

↓ROS, ↓TNF-α, NO 

↓ERK phosphorylation, 

↓PHOX activity 

 

↓ROS, ↓free radicals 

production, 

neurotoxicity 

 

↑glutathione level in 

blood 

 

↓oxidative stress, ↓ROS 

↑Heme-oxygenase-1 

expression 

 

 

 

 

(120) 

 

 

(121) 

 

 

 

(122) 

 

 

 

 

 

 

(123) 

 

 

 

 

(124) 

 

 

 

 

 

 

 

(125) 

 

 

(126) 

 

 

 

(127) 

 

 

 

(128) 

 

 

(129) 
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1.8.1. Antibiotics in neuroprotection in PD 

Antibiotics are routinely used to kill or inhibit the growth of microorganisms at low concentrations. 

In addition to their antimicrobial activity, antibiotics can either directly or indirectly regulate the 

expression of many inflammatory gene transcripts (130), and a number of antibiotics such as 

tetracycline and β‐lactams have been shown to have significant anti-inflammatory properties 

(131). Antibiotics now appear to have protective effects against neurodegeneration and the 

neuroinflammatory process (90). These properties of antibiotics make them suitable for the 

development of effective therapies against neurodegenerative diseases such as PD. Rifampicin, a 

macrocyclic antibiotic, reduces amyloid β aggregation in brain, and it is also neuroprotective in 

other chronic neurodegenerative diseases and cerebral ischemia (132). Pretreatment with 

Rifampicin increases cell viability and reduces α‐synuclein expression and its aggregation. 

Moreover, in MPP+‐induced PC12 cells, Rifampicin prevents the formation of α‐synuclein 

oligomer (91). It can also block the release of pro‐inflammatory cytokines such as NO, PGE2 TNF‐

α, and IL‐1β from LPS‐stimulated BV‐2 microglial cells (133). 

Similarly, β‐lactam also has protective role against neurodegeneration and can cross BBB. β‐

lactam antibiotic ceftriaxone has demonstrated neuroprotective activity as well as high binding 

affinity with α‐synuclein and can block its in vitro polymerization (92). Ceftriaxone also increases 

the expression of glutamate transporter‐1 (GLT‐1) which enhances glutamate uptake and therefore 

reduces excitotoxicity in 6‐OHDA model of PD (93). D‐cycloserine (DCS), an antibiotic 

prescribed for Mycobacterium tuberculosis, also acts as an NMDA receptor antagonist that 

prevents excitotoxicity damage induced by MPTP (94) and inhibits the production of MMP3 and 

MMP9 in LPS stimulate microglial cells. In addition, Rapamycin was able to prevent 

mitochondrial dysfunction in PINK1/Parkin Drosophila mutants (95). Furthermore, it enhances 
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the expression of neuronal survival promoting kinase Akt, antioxidant enzymes and anti‐apoptotic 

markers (96). Similarly, Minocycline has shown neuroprotective effects in PD models (97). 

Minocycline suppresses α‐synuclein aggregation and its toxicity (98), as well as microglial 

activation of p38 the MAPK signaling pathway resulting in the suppression of pro‐inflammatory 

mediator release (134). These results support the potential of antibiotics as neuroprotective and 

therapeutic agents in PD. 

1.8.2. The role of anti‐inflammatory compounds in neuroinflammation and PD 

Neurotrophic factors are essential for neural growth and development, and these factors normally 

signal through Trk receptors. Adenosine and pituitary adenylate cyclase‐activating peptide 

(PACAP) act as ligands and induces activation of Trk receptors through adenosine (A2A) receptor 

and PAC1 receptors, respectively (135). Recent studies reported the antioxidant and anti‐

inflammatory properties of PACAP (100,136). It can inhibit the release of several pro‐

inflammatory mediators from LPS‐activated microglial cells by inhibiting the transcriptional 

activity of NF‐B (137), as well as the production of several chemokines like MIP‐1α, ‐1β, MCP‐

1, and RANTES (137). A synthetic analog of PACAP showed neuroprotection in MPP+‐induced 

SHSY‐5Y cells and MPTP‐injected mice. It restored the expression of tyrosine hydroxylase in 

Substantia nigra and modulated the inflammatory response (99). Another peptide, called 

vasoactive intestinal peptide (VIP), can also inhibit the expression of pro‐inflammatory cytokines 

from LPS‐activated cultured microglia (101). These studies suggest these peptides can serve as 

promising molecules for the development of anti-inflammatory and neuroprotective drugs in the 

treatment of PD. 
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1.8.2.1. Neuroprotective and anti‐inflammatory role of polyphenols 

Several traditional medicinal plants and herbs are rich in polyphenol, and their neuroprotective 

effects have been studied extensively. These compounds have neuroprotective properties against 

oxidative stress, neuroinflammation, mitochondrial dysfunction, and protein fibrillization. Kong 

et al. reported that polyphenols reduce the intracellular level of ROS in DA neurons (138). 

Recently, it has been found that pretreatment with flavonoids such as pinocembrin (102) and 

naringenin (103) reduces the formation of ROS, in 6‐OHDA‐challenged human neuroblastoma 

SHSY‐5Y cells. This effect was due to an increase in Nrf2 protein level and by activating ARE 

pathway genes. In addition, flavonoids from Selaginella species have the ability to increase the 

expression and activity of anti‐oxidative enzymes endogenously (104), and the aqueous extract of 

Selaginella suppresses rotenone induced neurotoxicity, attenuated locomotor dysfunction, 

oxidative stress, and mitochondrial dysfunction in Drosophila melanogaster (105). Polyphenols 

may also target MAPK pathways and apoptosis, since phosphorylation of MAPK and expression 

of cleaved caspase 3 were reduced in 6‐OHDA induced SHSY‐5Y cells by curcumin (106). 

Similarly, the phosphorylation of NF‐B, JNK, and ERK was inhibited by flavone baicalein in 

MPP+‐induced primary astrocytes and indicated its implication in the treatment of PD (107). 

Several other polyphenols have been shown to reduce the expression of pro‐inflammatory cytokine 

such as IL‐1β, TNF‐α, and IL‐6 (139,140). 

Furthermore, theaflavin treatment in MPTP mice model of PD increases the expression of anti-

inflammatory cytokines such as IL‐4 and IL‐10 by the modulation of the suppressor of cytokine 

signaling 1 (SOCS1). Oral administration of resveratrol in MPTP mouse model upregulated the 

expression of SOCS1 in striatum and Substantia nigra and suppresses the production of pro‐

inflammatory cytokines (108) and also improved cell survival in rotenone‐induced primary 
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mesencephalic culture. Resveratrol also diminished the level of MPO (MPO; an enzyme produces 

hypochlorous acid and tyrosyl radical during microglial respiratory burst) and ROS in MPP+‐

induced BV2 microglia cells (109,110). Many polyphenol compounds have been studied to test 

their neuroprotective and anti‐inflammatory properties, but further research will be needed to 

understand the signaling mechanism of how these compounds act to offset neuroinflammation. 

1.8.2.2. Anti‐inflammatory cytokine therapies in PD 

The use of anti‐inflammatory cytokine serves as a potent approach for the development of 

antiparkinsonian drugs. Two major anti‐inflammatory cytokines, IL‐10 and transforming growth 

factor beta 1 (TGFβ1), produced by Treg cells, have been studied in PD models. Pre‐ and Post-

treatment of rat mesencephalic neuron glia culture with IL‐10 showed neuroprotective effects 

against LPS‐induced neurotoxicity by inhibiting the production of TNF‐α, nitric oxide, and 

extracellular superoxide (111). Gene delivery of human IL‐10 by using adeno‐associated viral 

type‐2 (AAV2) in 6‐OHDA rat model of PD also showed neuroprotection by suppressing the 6‐

OHDA‐induced loss of TH‐positive neurons (112). Similarly, TGFβ1 also shows protective effects 

against neurotoxicity. TGFβ1 in combination with GDNF reduces progressive cell death and 

enhances the expression of TH in surviving nigral neurons in retrograde model of Parkinsonism in 

rats (113). It has also been shown that TGFβ1 protects from neuronal death induced by glutamate 

excitotoxicity (114). The neuroprotective effect of TGFβ1 is primarily due to its ability to inhibit 

the production of ROS from microglia during activation. Additionally, after LPS activation, ERK 

phosphorylation and subsequent serine phosphorylation on p47phox were significantly inhibited 

by pretreatment with TGFβ1 (115). Recently, it also has been reported that overexpression of 

fractalkine (CX3CL1) reduces neuronal loss in 6‐OHDA model of PD and suppresses α‐synuclein‐
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mediated neurodegeneration (141). The use of these anti‐inflammatory mediators therapeutically 

to suppress represents a new therapeutic avenue for the treatment of PD. 

1.8.2.3. Regulatory T‐cell therapy 

Treg cells have the capability to mitigate inflammation and serve as an attractive therapeutic target. 

Treg cell therapy can be used for neuroprotection in PD as these cells also utilize 

immunosuppressive mechanisms including the production of anti‐inflammatory cytokines. The 

neuroprotective effects of bee venom is associated with the deactivation of microglia and 

suppression of CD4+ T cell infiltration, and it also increases the proportion of CD4+, CD25+ and 

Foxp3+ Treg cells in MPTP mouse model of PD. Several studies have been shown that Treg cell 

responses inhibit microglial activation and enhance neuronal survival in MPTP mouse model of 

PD (27,142) In addition, Th2 cells also inhibit microglial activation by the production of IL‐4 and 

IL‐10 against MPTP‐induced neurotoxicity (142). What signals suppress the Treg cell functions 

and how to improve anti‐inflammatory activity are yet to be determined. 

1.8.2.4. Insulin as potent therapeutic agent for treatment in PD 

Insulin is a peptide hormone and most responsible for lowering the blood glucose, but it has also 

been found to have potent anti‐inflammatory effects. Insulin signaling regulates a number of 

cellular processes such as neurotransmission, vesicle trafficking cell survival, and inflammatory 

mediator production. Recent evidence has shown that insulin signaling is impaired in Alzheimer 

and, to some degree to, Parkinson's patients. Preclinical studies suggest that the application of 

insulin or long‐lasting analogs of incretin peptides in transgenic animal model of PD, and AD 

reduces neurodegeneration and neuronal and synaptic functionality (117,143). Pioglitazone is 

generally prescribed for type 2 diabetes mellitus and reduces insulin resistance and acts on 

peroxisome proliferator‐activated receptor γ (PPARγ) receptors. It also functions to reduce 
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microglial activation and induction of iNOS positive cells by enhancing inhibitory protein kappa 

B (IκBα) and inhibition of NF‐κB subunit p65 in MPTP mouse model of PD (116). In LPS model 

of PD, Pioglitazone showed neuroprotection by inhibiting microglia‐ mediated oxidative stress 

(117). Another anti‐diabetic agent, GLP‐1 (glucagon‐like peptide), is a hormone which maintains 

homeostasis between insulin and glucose. Exenatide is a synthetic agonist for the GLP‐1 receptor 

and shows significant promise as neuroprotective in PD animal models (118). These studies 

describe the potent impact of insulin or antidiabetic treatments as possible anti‐inflammatory 

neuroprotective therapies for PD. 

1.8.2.5. Use of β‐adrenergic receptor agonists as an anti‐inflammatory agent in the treatment of 

PD 

β2AR are seven transmembrane G‐protein‐coupled receptors found on numerous cell types, 

including inflammatory cells and neurons. β2AR agonists are FDA approved for the treatment of 

chronic obstructive pulmonary disorders (COPD), and their use as treatment for neurodegenerative 

diseases such as PD represents a new and potentially very productive therapeutic approach. In the 

CNS, microglia expresses high levels of β2AR, and it has been demonstrated that long‐acting β2-

AR agonists such as Salmeterol (Advair, GlaxoSK) protect against DA neuronal death from 

microglia‐mediated neuroinflammation (20). In addition to inhibiting the production of 

inflammatory mediators and oxidative stress responses by microglial cells, several in vivo studies 

also reported neuroprotective roles of long‐acting β2AR agonists by inducing neurotrophic growth 

factors and astrocyte activation (144,145). Long‐acting agonist such as Salmeterol showed 

neuroprotective effects by pretreatment in LPS‐stimulated long‐term mouse model and also by the 

treatment with Salmeterol after MPTP injection. Low dose of Salmeterol treatment in these models 

suppressed the NF‐B activation and its nuclear translocation. Similarly, it also reduces 

phosphorylation of MAPK such as ERK1/2, p38, and JNK (146). Furthermore, it has been shown 
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that low dose of Salmeterol also inhibits TGF‐beta‐activated kinase 1 (TAK1), which is a common 

upstream regulatory molecule for MAPK and NF‐κB activation, and involves in various 

inflammatory signaling pathways (147). This suggests the anti‐inflammatory effects of Salmeterol 

by reducing phosphorylation of MAPK and NF‐κB activation via inhibition of TAK1. The 

activation of β2-AR stimulates MAPK signaling also via β‐arrestin‐dependent and G‐protein‐

independent mechanism (146). Overall, these agonists can inhibit inflammatory response and have 

potential to regulate inflammation in chronic inflammatory disorders of CNS. These results 

suggest that β2AR agonists can be developed as anti‐inflammatory therapy to subside the 

progressive loss of dopaminergic neurons in PD patients. 

1.8.2.6. Use of morphinan‐related anti‐inflammatory compounds in PD 

Several morphinan analogs such as naloxone, dextromethorphan, or naltrexone have been 

described as anti‐inflammatory and neuroprotective. Morphine isomers (L‐morphine and its D 

stereo enantiomer) can inhibit microglial activation and LPS‐ or MPP+‐induced neurotoxicity in 

rat primary mesencephalic cultures. Furthermore, it also suggests that morphinan compounds bind 

to the catalytic subunit of PHOX and inhibits its activity leading to the reduced production of 

superoxide and other pro‐inflammatory cytokines (119). Similar results were observed with 

sinomenine, a dextrorotatory isomer of morphine and protective effects of sinomenine mediated 

through the inhibition of microglial PHOX activity (120). Similarly, 3‐hydroxymorphinan (3‐

HM), a metabolite of dextromethorphan, recently emerged as a potent therapeutic agent for the 

treatment of PD. These compounds show neuroprotection by two different pathways; one through 

a neurotrophic effect mediated by astrocytes and another by their anti-inflammatory effect 

mediated by the suppression of microglial activation. When the 3‐HM compound was studied for 

its mechanistic effects in vivo, it was found that it attenuated the depletion of striatal levels of 
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dopamine and showed neuroprotection against LPS‐ and MPTP‐elicited neurotoxicity (121). 

These effects were observed even when drug was administered post MPTP injections (122). 

Collectively, these findings offer a different yet highly potent new therapeutic direction for the 

treatment of neuroinflammation in PD. 

1.8.2.7. Pro‐inflammatory transcription factor, NF‐κB as a therapeutic target in PD. 

Nuclear transcription factor NF‐κB plays an important role in inflammation. It regulates the 

expression of various genes involved in immune function and cell survival. NF‐κB activation has 

been reported in Substantia nigra of PD patients and in animal models of PD. The inhibition of 

NF‐κB activation can suppress oxidative stress and production of pro‐inflammatory cytokines and 

chemokines in microglia (148). Ghosh et al. reported that intraperitoneal injection of NBD (NF‐

κB essential modifier‐binding domain) peptide reduces nigral activation of NF‐κB, inhibits 

microglial activation in Substantia nigra, and improves motor function in MPTP mouse model of 

PD (123). Selective inhibitors against IKK‐β also reduce microglial and neuronal death in SNpc 

in MPTP‐intoxicated PD mice (123) and in LPS‐induced neurodegeneration by inhibiting NF‐B 

activation and decreasing the production of pro-inflammatory cytokines. It also suppresses the 

activity of microglial NADPH oxidase and reduces the production of ROS (124). These reports 

suggest the suppression of NF‐B signaling pathway in microglia is neuroprotective and represent 

NF‐B as a strong potential target for anti‐inflammatory therapy in the treatment of PD. 

1.8.2.8. Antioxidants as neuroprotective agents in PD 

Oxidative stress and generation of free radicals have been reported to be a major effector of 

neuronal death seen in neurodegeneration in PD. This can also be linked to other processes such 

as nitric oxide toxicity, excitotoxicity, mitochondrial dysfunction, and inflammation. Oxidative 

stress impairs cell viability by damaging lipid, proteins, and nucleic acids (149). The development 
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of therapies against oxidative stress and free radicals may be beneficial in PD by inhibiting the 

onset of apoptotic cell death and degeneration of nigrostriatal dopaminergic neurons. The 

neurotoxin MPTP inhibits the mitochondrial electron transport chain and suppresses the activity 

of mitochondrial complex I and eventually elevates oxidative stress within DA neurons. MPTP 

also increases the production of free radicals and ROS by microglial cells, ultimately leading to 

the death of dopamine producing neurons. It has been found that mice lacking the NADPH oxidase 

complex do not exhibit DA neurotoxicity from MPTP or LPS‐induced neurodegeneration, and that 

the administration of NADPH oxidase inhibitor DPI can prevent DA neurotoxicity (125,126). 

Several other antioxidants have been investigated in the treatment of PD, and it has been found 

that coenzyme Q10 is a potent antioxidant and electron acceptor for mitochondrial complex I and 

II, can enhance activity of complex I, and reduce oxidative stress (150).  

Clinical trial with randomized, parallel group, placebo controls, and double‐blind with multiple 

doses of CoQ10 (300, 600, or 1200 mg/day) in 80 early PD patients showed that CoQ10 is well 

tolerated at doses up to 1200 mg/day, less disability was developed in PD subjects, and 

symptomatic relief was higher in subjects receiving the highest dose (127). In contrast, a recent 

phase III, randomized, double blind, placebo‐controlled clinical trial concluded that CoQ10 is safe 

and well tolerated but showed no evidence of clinical benefits (151). Another antioxidant and a 

pro‐drug of amino acid cysteine called N‐acetyl‐cysteine (NAC) also showed neuroprotective 

effects. Preclinical data suggest NAC is neuroprotective and can reduce oxidative stress and ROS 

accumulation. Recently, a clinical trial with NAC intravenous infusion concludes that NAC 

enhances the level of glutathione (a potent antioxidant) in blood and brain in PD patients (128). 

Similarly, Edaravone (MCI‐186, 3‐methyl‐1‐phenyl‐2‐pyrozolin‐5‐one) is a neuroprotective 

antioxidant, generally prescribed for recovery of acute brain ischemia and cerebral infraction 
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(152). It showed neuroprotective effects in MPP‐induced PC12 cells by reducing oxidative stress 

and enhancing expression heme oxygenase‐1 expression (a cellular stress response protein) (129), 

but clinical trials are yet to be done. 

In summary, inflammation plays an important role in the etiology of a number of different forms 

of PD, and anti‐inflammatory drugs hold much promise as a therapeutic treatment for patients with 

mild and moderate forms of PD. The continued evaluation of these drugs, including their efficacy, 

target, and mechanism of action, hold much promise for the future treatment of PD. 
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CHAPTER 2 

Adrenergic Receptors as Pharmacological 

Targets for Neuroinflammation and 

Neurodegeneration in Parkinson’s disease 
 

This is modified from the published article: 

Sharma, M., Flood, P.M., 2018. Adrenergic receptors as pharmacological targets for 

neuroinflammation and neurodegeneration in Parkinson’s disease. Neuroprotection. 
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2.1. Abstract 

Inflammation is a key component of the dopaminergic neurodegeneration seen in progressive 

Parkinson’s disease (PD). The presence of activated glial cells, the participation of innate immune 

system, increased inflammatory molecules such as cytokines and chemokines, and increased 

oxidative stress and reactive oxygen species are the main neuroinflammatory characteristics 

present in progressive PD. Therapeutic targets which suppress pro-inflammatory responses by glial 

cells (mainly microglia) have been shown to be effective treatments for slowing or eliminating the 

progressive degeneration of neurons within the substantia nigra. In this chapter, we will detail a 

specific anti-inflammatory therapy using agonists to β2-adrenergic receptors that have been shown 

to be effective treatments for models of dopaminergic neurodegeneration and that have had 

efficacy in patients with progressive PD. We will also detail the possible molecular mechanisms 

of action of this therapeutic in stopping or reversing inflammation within the CNS. 

2.2. Introduction 

There are a number of neurological disorders that fall under the umbrella of neurodegeneration, 

with the major ones including Alzheimer’s disease, PD, Huntington’s disease, amyotrophic lateral 

sclerosis, frontotemporal dementia, spinal cord injury, and others. Currently, there are no generally 

effective treatments available to slow down or reverse the debilitating effects of these diseases, 

and the long-term effects of these diseases are the progressive degeneration and death of neurons. 

A majority of the neurodegenerative diseases are linked with inflammation in CNS (153), and the 

presence of activated glial cells, infiltration and activation of adaptive and innate immune cells, 

increased presence of inflammatory molecules such as cytokines and chemokines, and increased 

oxidative stress and reactive oxygen species (ROS) are the main neuroinflammatory characteristics 

present in lesions associated with these neurodegenerative disorders. Recent approaches found to 
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be effective in the treatment of PD involve the use of anti-inflammatory agents and cytokines such 

as agonists to the β2-adrenergic receptors (β2-AR) to inhibit neuroinflammation and the 

progression of dopaminergic neurodegeneration. In this chapter, we will address the current 

understanding of therapeutic approaches targeting neuroinflammation linked with PD and the use 

of β2-AR agonists as an effective treatment for PD. 

2.3. Parkinson’s disease: a chronic neurodegenerative and neuroinflammatory disease 

PD is a progressive neurodegenerative disorder which leads to impaired motor skills. The major 

pathological feature of PD is the degeneration of dopaminergic (DA) neurons which project from 

substantia nigra (SN) to the striatum in the midbrain (nigro-striatal pathway) (154). Another 

neuropathological feature of PD is the cytoplasmic inclusion of misfolded α-synuclein protein in 

degenerating dopaminergic neurons called Lewy bodies (155). The primary motor symptoms of 

PD, such as tremor, rigidity, and bradykinesia, are caused by inadequate formation and 

neurotransmission of dopamine within the nigro-striatal pathway (156,157). Dementia is reported 

in 28% of PD cases with the prevalence rising to 65% in those aged 85 years and above. Patients 

with PD also show non-motor related symptoms such as olfactory deficits, depression, cognitive 

deficits, sleep disorders, and autonomic dysfunction (158). The majority of PD cases are idiopathic 

Parkinson’s, and the disease mechanism that ultimately causes idiopathic PD is largely unknown. 

In the remainder of the cases of PD, about 10–15% of patients do have a family history and those 

patients are referred to as having the familial form of PD. For these patients, their PD appears to 

be caused by a mutation in one of a few selected genes (such as SNCA, Parkin, LRRK2, DJ-1, etc.) 

(159,160). Although the etiology of the idiopathic form of the disease remains elusive, there are 

some risk factors associated with the development of the disease. These risk factors include 

exposure to environmental toxins, severe cranial trauma, systemic or localized infections, and 



39 
 

inherited genetic risk factors. These genetic and non-genetic risk factors have the potential to 

initiate neurodegeneration and subsequent chronic inflammation in the brain which eventually 

contributes to the pathophysiology of PD (161). In addition, several cellular and molecular 

pathways such as oxidative stress (162), proteosomal dysfunction (163), excitotoxicity (164), and 

mitochondrial dysfunction (165) have also been identified which contributes to neuronal death. 

The presence of activated glial cells, increased inflammatory molecules such as 

cytokines/chemokines, and increased oxidative stress and ROS are the main neuroinflammatory 

characteristics present in PD (166). PD is now not only characterized as loss of DA-neurons and 

motor impairment, but also recognized to have an inflammatory component which plays a crucial 

role in the progression of the disease. Several inflammatory mediators such as TNF-α, IL-1β, ROS, 

and NO, released from non-neuronal cells exacerbate the disease pathology (155,167). It has been 

suggested that α-synuclein released from dying neurons also activate the microglia via TLR2 

activation (54). Furthermore, the elevated levels of inflammatory cytokines such as TNF-α, IL-1β, 

and IL-6 have been reported in serum, cerebrospinal fluid (CSF), and striatum of PD patients (168). 

The influx of peripheral macrophages has been reported in brains of patients with PD (169), but 

the role of these cells in disease pathology remains to be tested. Additionally, activation and 

increased number of glial cells and infiltrating peripheral lymphocytes such as cytotoxic CD4+ 

and CD8+ cells in SN also support the role of adaptive immunity in the etiology of the disease 

(160). Overall, these studies and others suggest the contribution of the immune system in the 

pathophysiology of PD. 

2.4. Microglial activation and Neuroinflammation in PD 

Microglia originate from erythromyeloid progenitors in the yolk sac which migrate and 

differentiate during development to form the central nervous system (CNS). Fully differentiated 
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microglial cells are also considered to be the resident macrophages of the CNS (170), although 

some phenotypic and functional differences between microglia and macrophages have been found 

(171). Growing evidence suggests that the activation of microglia in CNS plays an important role 

in the pathogenesis of PD. It is not well understood how microglia activation is either beneficial 

or detrimental to the neuron or how microglial activity is regulated. It has been found that 

microglial activation is required for neuronal survival by the removal of toxic substances through 

innate immunity (172). On the other hand, it has been found that over-activated microglial cells 

are detrimental and neurotoxic (173). Research studies of post-mortem brain tissue from patients 

with PD and related parkinsonian syndromes suggest the presence of activated microglia around 

degenerating DA-neurons in the SN (17) and these activated microglia are not only limited to the 

SN but also present in extended brain areas such as hippocampus, putamen, trans-entorhinal 

cortex, cingulate cortex, and temporal cortex (174). Imaging of activated microglia in the striatum 

could be used as a biomarker for detecting neuroinflammation in neurodegenerative parkinsonian 

disorders (175). The resting microglia switches to an activated microglia phenotype in response to 

pathogen invasion or release of toxic or inflammatory mediators and thereby promotes an 

inflammatory response (153). Once activated, microglial cells produce a wide range of 

inflammatory mediators which serve to initiate an innate immune response or glial cell-propagated 

inflammation termed as neuroinflammation (176). Also, the degenerating DA-neurons release 

many toxic factors that activate microglia and these degenerating neurons are vulnerable to 

inflammatory insult. Degenerating neurons will co-localize or attract an even larger population of 

microglia in the SN (33). Collectively, these activated microglia and damaged neurons form a 

repetitive and vicious cycle that leads to chronic inflammation and continued extensive DA 

neurodegeneration over time, leading to the progression of PD (Figure 2.1). These findings 
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confirm neuroinflammation as a pivotal process in the progression of neurodegenerative disorders 

and the central role of microglia in this process (173). Targeting neuroinflammatory pathways 

within microglia could be a significant step in the development of new therapeutics for 

neurodegenerative diseases, including PD. 
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Figure 2. 1: Neuron-microglia homeostasis and Microgliosis.  

Under normal conditions, microglia state and activity are regulated by neuron-microglia 

communication where microglia plays diverse beneficial roles in support of neuronal survival 

including homeostasis maintenance, production of neurotrophic factors. Inflammatory triggers, 

neuronal damage or abnormal protein aggregation can activated microglia (Neuroprotective) 

which secrete inflammatory mediators and protects neurons from further damage. In contrast, 

under over activation state microglia (neurotoxic) promotes neuronal death and this results into 

reactive Microgliosis which is an underlying mechanism of progressive neurodegeneration. 
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2.5. Therapies targeting neurodegeneration/neuroinflammation in PD 

Treatment for PD normally involves medications such as Levodopa to enhance the dopamine 

levels and deal with movement symptoms (177). While none of our current treatments are able to 

stop the disease, medication and surgery can be helpful for managing the symptoms (178). These 

treatments work well in patients initially, but they are also associated with unwanted side-effects 

and reduced efficacy over time (179). On the other hand, many studies suggest that inflammatory 

mediators such as TNF, PGE2, NO, free radicals, and other immune mediators play role in the 

pathogenesis of PD and degeneration of dopamine-producing neurons and that targeting these 

mediators can be an effective treatment for PD. This opens up the potential of using anti-

inflammatory drugs as an effective and long-term treatment in PD. These anti-inflammatory drugs 

can act by arresting the disease onset (primary prevention) or by interrupting or even reversing the 

disease progression (secondary prevention). Epidemiological and observational studies suggest 

that the use of anti-inflammatory drugs lower the risk of developing PD (180). Observations which 

demonstrated that inflammation in SN plays a role in PD have led many investigators to initially 

consider the potential use of both steroidal and nonsteroidal anti-inflammatory drugs for the 

treatment of PD. Steroidal anti-inflammatory drugs (SAIDs), such as dexamethasone, have shown 

neuroprotective effects in LPS-induced neurotoxicity in the SN in LPS models of PD (84). 

Nonsteroidal anti-inflammatory drugs (NSAIDs) have also been used as analgesics and 

antipyretics to suppress the adverse effects of inflammation (83). The neuroprotective effects of 

Ibuprofen have been studied in PD pathogenesis and these studies demonstrate the protective effect 

on dopaminergic neurons against glutamate toxicity in vitro (86,181). Previously, we have 

established several therapies targeting neuroinflammation and neurodegeneration in an animal 

model of PD and these therapies include D-morphinan-related compounds (120), anti-
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inflammatory cytokines such as TGF-β (transforming growth factor-beta) (115) and IL-10 

(111,182), IKK (inhibitor of kappa B (IκB) kinase) inhibitors (124), NADPH (nicotinamide 

adenine dinucleotide phosphate) oxidase inhibitors (126), and β2-AR (beta 2-adrenergic receptor) 

agonists (20,23). We have conducted a number of experiments using different classes of anti-

inflammatory compounds to determine their efficacy in preventing dopaminergic neurotoxicity by 

activated microglial cells both in vitro and in vivo. First, it was found that morphinan compounds 

and their stereoisomers (L-morphine and its D stereo enantiomers) can inhibit microglial activation 

and LPS- or MPP+-induced neurotoxicity in rat primary mesencephalic cultures. We and others 

observed that several dextrorotatory isomers of morphine compounds, including D-morphine, 

dextromethorphan, and sinomenine, showed neuroprotective effects against LPS and MPP+ (1-

methyl-4-phenylpyridinium) which were mediated through the inhibition of microglial PHOX 

(NADPH-oxidase) activity (119,120,183). Furthermore, these studies also suggest that these 

morphinan compounds bind to the catalytic subunit of PHOX, inhibit its activity, and reduce the 

production of superoxide and other pro- inflammatory cytokines (119). In another set of studies 

using a different anti-inflammatory approach, a specific inhibitor of IKK-β (IkappaB kinase-beta) 

protects dopaminergic neurons against LPS-induced neurotoxicity both in vitro and in vivo through 

inhibition of NF-κB activation, resulting in the decreased production of ROS and inflammatory 

cytokines (124). We have also developed therapies targeting neuroinflammation in PD models by 

using anti-inflammatory cytokines such as IL-10 and TGF-β1, and found that treatment with IL-

10 on rat mesencephalic neuron-glia culture protects against LPS-induced neurotoxicity via 

suppression of pro-inflammatory mediators and superoxide production (111). Similarly, the 

neuroprotective effect of TGFβ1 is primarily due to its ability to inhibit ERK phosphorylation, the 
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serine phosphorylation on p47phox, and the production of ROS from microglia during activation 

by LPS (115). 

2.6. Adrenergic Receptors 

One of the most potent and successful therapeutic treatments for inflammation mediated 

dopaminergic neurotoxicity is the use of long-acting agonists to the β2-AR. Adrenergic receptors 

(AR) are seven-transmembrane proteins that serve as adrenoreceptors for catecholamines such as 

norepinephrine and epinephrine on multiple cell types, and cells within the CNS that express AR 

include neurons, immune cells, and astrocytes. Pharmacological classification of the adrenergic 

receptor was first introduced in 1948 and broadly classified as α and β adrenergic receptors (184) 

by Ahlquist. The classification was based on the order of potency and specificity of natural and 

synthetic agonist and blocking agents. The α-AR response corresponds to mainly excitatory 

response, while β-AR responses were correlated mainly with the inhibitory response. The α-AR 

response showed the order of potency: norepinephrine > epinephrine > isoproterenol and β-AR-

mediated response exhibited order of potency: isoproterenol > epinephrine > norepinephrine 

(185,186). After the discovery of new drugs which have a high affinity to adrenergic receptors, 

these receptors were sub-classified. α-AR were subdivided into α1 and α2 adrenergic receptors 

(187). Further studies subdivided β-AR into β1 and β2 which are normally present on immune 

cells, cardiac muscles, and airway smooth muscles, respectively (188). A third β-AR, now called 

as β3-AR was identified on adipose tissues (189). Tissue distribution, physiological effects, 

mechanism of action, and the major agonists/antagonists of ARs are summarized in Table 2.1. 

Pharmacological compounds that serve as short, long, and ultra-long-acting agonists for these 

receptors have now been developed, and they are normally thought to stimulate adrenergic 

receptors by four different mechanisms: (i) by direct receptor binding, the most common 
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mechanism where drugs activate peripheral adrenergic receptors via direct binding to receptor and 

mimic the actions of endogenous agonists (NE, epinephrine), (ii) by regulating NE release, where 

drugs act on sympathetic nerve terminals and results into NE release, (iii) by inhibition of NE 

reuptake, where these drugs can cause NE to accumulate within synaptic gaps at sympathetic nerve 

terminals, (iv) by blockade of NE inactivation where drugs inhibit the activity of monoamine 

oxidase (MAO) which inhibits the activity of monoamines such as NE and dopamine (190). 

Table 2. 1: Characteristics of adrenergic receptors. 
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2.7. General properties of β2-adrenergic receptors: a G-protein coupled receptor 

2.7.1. Structure 

The β2-ARs belong to a diverse superfamily of human cell surface seven transmembrane receptors 

for hormones and neurotransmitters called G-protein coupled receptors (GPCRs). GPCRs are 

divided into six classes on basis of sequence homology: class A (Rhodopsin-like), class B (Secretin 

receptor family) class C (Metabotropic glutamate), class D (Fungal mating pheromone receptor), 

class E (Cyclic AMP receptor) and class F (Frizzled/smoothened) (191). GPCRs are one of the 

most extensively studied proteins for the development of pharmaceutical drugs and target for 

approximately 50% of the marketed pharmaceutical drugs (192). The adrenergic receptor family 

belongs to the rhodopsin-like subfamily, the largest class of the GPCR. The 2-AR, an intron-less 

gene, is present on the long arm of chromosome 5 (5q31) and encodes for 413 amino acid 

polypeptide of 46kD (193). Similar to all GPCRs, 2-AR is composed of seven transmembrane 

spanning -helices with an intracellular C-terminus and an extracellular N-terminus. The 2-AR 

was the first GPCR to be cloned (194) and the first GPCR structure to be solved (195). The 2-

AR has been studied extensively and also serves as a model system for investigating the regulation 

and signal transduction of GPCRs. The study of the 3-D protein structure of this family of GPCRs 

took a giant leap forward when rhodopsin was first crystallized in 2000 and this crystalline 

structure has been used as an important template for modeling other GPCRs in this family (196). 

The crystalline structure of human β2-AR wasn’t solved until 2007, when a non-active structure 

of β2-AR was identified (195). Posttranslational modifications such as glycosylation, 

palmitoylation, disulfide bond formation and phosphorylation have now been found to affect 

receptor functions. Interestingly, β2-AR is glycosylated at amino acid 6, 15 and 187 which is 

important for the trafficking of the β2-AR from the endoplasmic reticulum to the plasma 
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membrane (197). Mutation in these sites also results in reduced expression of receptor on the cell 

membrane, suggesting a role for glycosylation in cell surface expression (198). Conversely, the 

cysteine amino acid in the cytoplasmic tail at position 341 is palmitoylated, and is now found to 

be an important residue for the adequate coupling of the receptor to the Gs-protein (199). Finally, 

β2-AR have disulfide bonds which are essential for agonist binding and also for maintaining their 

tertiary structure (200). 

 2.7.2. Localization 

Adrenergic receptors are widely distributed on human body organs and regulate physiologic 

functions such as bronchodilation (201,202), vasodilation, glycogenolysis in the liver, and 

relaxation of uterine and bladder muscles (203). The human β2-AR are widely expressed not only 

on airway smooth muscles but also on the wide variety of cells such as epithelial cells, endothelial 

cells, brain cells and immune cells including mast cells, macrophages, adaptive immune cells and 

eosinophils (202). The expression of 1- and β2-AR have also been found on microglial cells, 

suggesting that microglia, the brain’s resident immune cell, is predominantly regulated by NE 

since NE is the predominant catecholamine in the CNS. Conversely, peripheral immune cells such 

as macrophages and T cells, which also express high levels of 1 and 2 AR, are thought to be 

regulated primarily by epinephrine (204). 

2.7.3. β2-adrenergic receptors activation and signaling pathways in inflammation 

Activation of adrenergic receptors could result into both pro- and anti-inflammatory actions, 

depending on certain parameters such as the type of cell, duration of ligand exposure to the 

receptor, and type of the adrenergic receptor (205). It is the diversity of the β2-AR that leads to the 

complexity of signaling mechanisms and to this duality of function. Activation of β2-AR by 
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receptor agonists initiate intracellular signaling pathways that function either via G-proteins or 

through β-arrestins. Like other GPCR, β2-AR can activate either canonical (traditional) or non-

canonical (non-traditional) signal transduction pathways. In the canonical pathway, similar to a 

typical GPCR the β2-AR signals via a heterotrimeric G-protein complex, and when the receptor is 

coupled to inactive GDP-bound G-protein, it appears to have high affinity to the agonist or ligand. 

After ligand binding, the transmembrane domains of the receptor undergo conformational change 

with the exchange of GDP to GTP. Further, this conformational change reduces the affinity of the 

ligand to its receptor, increasing the possibility of retraction of ligand from the receptor, thereby 

preventing the over-activation of G-protein. This provides evidence that β2-AR appear to oscillate 

between an active and inactive form under normal conditions. After the exchange of GDP to GTP, 

the Gα-subunit dissociates from Gβγ-subunit which remains associated with plasma membrane and 

the Gα-subunit activates effector proteins. The downstream signaling of this process normally 

results in the production of intracellular second messengers which further activates the cAMP-

PKA-mediated intracellular signaling pathway. The activated β2-AR binds with the α-subunit of 

the G-protein together with a guanosine triphosphate (GTP) molecule. Further, the receptor 

coupled with adenylate cyclase (AC) which catalyzes the conversion of ATP into cAMP (cyclic 

adenosine monophosphate; a second messenger for β2-AR) by hydrolysis of GTP into GDP. The 

cAMP activates and regulates protein kinase A (PKA) which further mediates the transcription of 

genes and degradation of cAMP by phosphodiesterase (PDE) leading to termination of signaling 

(206). 

Earlier it was determined that β2-AR exhibit their inhibitory signals in immune cells via the 

canonical (PKA) signaling pathway. It has now been found that GPCR can also signal through a 

non-canonical pathway in addition to their classical signaling pathway (207). Activation through 
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the non-canonical signaling pathway is cell type dependent and G-protein independent, but rather 

the G-protein coupled receptor kinases (GRKs) and β-arrestins are involved in activation of this 

non-canonical signaling pathway. Various types of GRKs phosphorylate specifically serine and 

threonine at C-terminal of the β2-AR which further determines whether receptors undergo 

desensitization or initiate non-canonical signaling (208). For example, phosphorylation of receptor 

by GRK5/6 initiate β-arrestin-mediated non-canonical signaling while phosphorylation by GRK2 

leads to β-arrestin-mediated desensitization of the receptor (209). During non-canonical signaling, 

β-arrestin2 couples 2-AR to MAPK signaling pathways which induces activation of transcription 

factors and allows their nuclear translocation. Activation of β2-AR with high agonist concentration 

can lead to sustained activation of ERK1/2 via β-arrestin2. This explains why β2-AR activation 

can either enhance or suppress the proliferation of immune cells and cytokine production 

particularly at a high concentration of agonists (146,205). Studies suggest that during 

inflammatory conditions immune cells can switch from canonical to the non-canonical pathway 

(205,206). Engagement of β2-AR receptors by agonists can result in immunomodulatory actions. 

Depending on the type of immune stimuli and timing of β2-AR activation relative to immune 

activation, β2-AR stimulation can positively or negatively regulate the response of immune 

activator (205,210). The initial data obtained in animal models of dopaminergic neurotoxicity 

suggests that the primary immunomodulatory mechanism of 2-AR activation that regulates CNS 

inflammation in microglial cells occurs through the non-canonical -arrestin2 pathway of 

activation.   

2.7. β2-agonists 

β-agonists are a group of pharmaceutical compounds or sympathomimetic drugs that mimic the 

effects of endogenous catecholamines such as epinephrine, norepinephrine, and dopamine. These 
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drugs do not comprise a similar structure to catecholamines but still directly or indirectly activate 

the β2-adrenergic receptor. The first β-agonist was used around 5000 years ago in Chinese 

medicine where an ephedrine containing plant, ma huang, was used to treat respiratory problems 

(211). Further research in the 20th century has led to increased use of β-agonists for the treatment 

of respiratory diseases. The first β2-AR selective agonist, Salbutamol was synthesized by Glaxo 

in 1968  (212,213). Later, the same team at Glaxo modified Salbutamol into Salmeterol with long-

lasting effects and reduced side effects. Recently, they have synthesized β2-agonists with ultra 

long-lasting effects such as Indacaterol (213). After successful trials, these β2-agonists were 

approved by the US Food and Drug Administration (FDA) for the treatment of respiratory diseases 

such as asthma and chronic obstructive pulmonary disease (COPD). Since 1968, a number of 

companies have labored to develop 2-AR agonists, and some have now been commercialized for 

use in the treatment of COPD. A list of some of these agonists is given below and in Table 1. 

2.8.1. Classification of β2-agonists: A pharmacogenetic study of β2-agonists has summarized the 

relationship between polymorphisms in the β2-adrenoreceptor (ADRB2) gene and the effects of 

select 2-agonists (214). Two hypotheses aim to account for the differences in functioning and in 

vivo half-lives of these compounds: exosite/exoreceptor (specific binding site) or plasmalemma 

diffusion micro-kinetics. Briefly, the exosite hypothesis focuses on the ability of the side-chain of 

these compounds to interact with a distinct site on the receptor such that it allows the active 

component to ‘swing back-and-forth’ to activate the receptor. The plasmalemma diffusion micro-

kinetic hypothesis suggests that high concentrations of agonists are achieved in close proximity to 

the receptor and allows for a longer duration of action (215). Both of these hypotheses require 

further investigation and need to be studied within the CNS. Depending upon their mechanism and 
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duration of action, all β2-agonists are grouped into three major classes: short-acting, long-acting 

and ultra-long-acting β2-agonists. 

2.8.1.1. Short-Acting β-agonist (SABA): These drugs are mostly hydrophilic in nature and access 

the active site of β-AR directly from the aqueous extracellular area and show the fast onset of 

action (216). These SABAs bind to the receptor for short time, therefore, their duration of action 

is short. Salbutamol (Ventolin), Albuterol (AccuNeb), Pirbuterol (Maxair) and Levalbuterol 

(Xopenex) are examples of SABAs. 

2.8.1.2. Long-Acting β-agonist (LABA): These drugs are a frontline treatment for COPD and 

usually prescribed alone or in combination with inhaled corticosteroids. LABAs are lipophilic in 

nature and taken up by cell membrane as a reservoir, progressively seep out and interact with the 

active site of the receptor (216). They diffuse in the plasma membrane where they interact with 

the active site of the β2-AR which allows for the close proximity with the receptor and longer 

duration of action. The onset of action of these drugs is slower as compared to SABAs but the 

duration of action is prolonged thereby, referred to as LABAs. The duration of action is also 

dependent on the concentration of the agonist. Salmeterol (Serevent), Salmeterol with an inhaled 

corticosteroid (Advair), Formoterol (Foradil), and Formoterol with an inhaled corticosteroid 

(Symbicort) are commercially available LABAs and used in medication for asthma and COPD 

(217). 

2.8.1.3. Ultra-long Acting β-agonists: These agonists are also lipophilic in nature and onset of 

action is similar to LABAs but the duration of action last longer than LABAs. Vilanterol with an 

inhaled corticosteroid (Breo) and Indacaterol (Arcapta) are ultra-LABAs, approved by FDA for 

the treatment of COPD (218). 
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2.9. β2-adrenergic receptors agonists in neuroprotection 

The majority of adrenergic neurons are present in brainstem locus coeruleus (LC) nuclei which is 

a predominant site for the production of norepinephrine (NE) in the brain. LC neurons play a key 

role in the regulation of cognitive behavior such as mood, and arousal (219). These neurons also 

play role in the development of the brain, mainly the neocortex (220). The degeneration of LC-

neurons has been identified in patients with PD and AD (221). Also, the classical ‘monoamine 

hypothesis of depression’ says that the deficiency of NE is a culprit for the cognitive impairment 

(222). NE/noradrenaline, the primary neurotransmitter released by the LC neurons targets the 

adrenergic receptors present on the microglia and astrocytes in the brain (223). NE-activated ARs 

on glial cells stimulate the second messenger system and maintain the homeostasis in the brain. 

Activation of AR on glial cells elicit anti-inflammatory actions, inhibit neuroinflammation, and 

thereby limit the degeneration of neurons (224). Moreover, drugs that stimulate the release of 

NE/NA have potential to reduced inflammation and amyloid pathology in a mouse model of AD 

(225). According to Braak’s hypothesis, early stage of progression starts in LC before it spreads 

to SN (226). Overall, these and many other studies suggest the role of the adrenergic signaling in 

neurodegeneration. Therefore, enhancing NE/NA signaling, transplanting noradrenergic neurons 

or use of drugs that mimic the activity of NA/NE on glial cells have great potential to reverse or 

halt the progressive degeneration of neurons (227). The endogenous agonist/ligand for β2-AR is 

norepinephrine which acts as a neurotrophic factor and can influence protein/DNA synthesis in 

developing adult brain (228,229). NE protects cholinergic and dopaminergic cultured neurons 

against oxidative stress and catechol moiety of NE plays role in neuroprotection (230,231). It 

suggests that a compound containing catechol moiety such as β-agonists can mimic the 

neuroprotective effects of NE. Treatment with NE stimulates the synthesis of BDNF in astrocytes 
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and neuro in vitro and in vivo (232,233) and these neuroprotective effects were reversed by the 

antagonist of 1, 1 and β2-AR (234). 

The use of β2-agonists as an adjunct therapy to L-DOPA in PD was first described in 1994 (235). 

Chai et al. showed that the β2-AR activation enhances hippocampal neurogenesis, ameliorates 

memory deficits, increased dendritic branching and spine density in a mouse model of Alzheimer’s 

disease (236). Recently, Mittal et al. have found that β2-AR activation regulates the gene 

expression of α-synuclein in various animal and in vitro models of PD. Salbutamol, a blood-brain-

barrier-permeable 2-agonist, reduces expression of SNCA gene via histone-3-lysine-27 

acetylation of its promoter and enhancer. They also analyzed the pharmacological history of 4 

million Norwegians over 11 years and found that Salbutamol was also associated with reduced 

risk of developing PD (237). In a mouse model of Down syndrome, Formoterol, a long-acting β2-

AR agonist, causes significant improvement in synaptic density and cognitive functions (238). 

Salmeterol (Sal) is an inhaled long-acting highly selective β2-AR agonist which is currently being 

used as the active ingredient in Advair@ as a bronchodilator. Our previous studies and others have 

shown that Salmeterol has anti-inflammatory and DA-neuroprotective activities, even at very low 

doses. Pre-treatment with Salmeterol protects DA neurons against LPS and 1-methyl-4-phenyl-

1,2,3,6-tetrahydropyridine (MPTP) induced toxicity in both in vitro and in vivo animal models of 

PD (20,239). Collectively, these studies suggest that β2-AR agonists not only protect neurons 

against degeneration but also have anti-inflammatory effects, and therefore, hold significant 

promise for the treatments of a wide variety of neurodegenerative conditions including PD (23). 

The clinical efficacy of β2-AR agonists have been examined in various neurological disorders and 

a few of them are summarized in Table 2.2. 
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Table 2. 2: Clinical trials using β2-agonist in neurological conditions. 

 

SMA: Spinal Muscular Atrophy, SBMA: Spinal and Bulbar Muscular Atrophy, ALS: 

Amyotrophic Lateral Sclerosis. 

 

2.10. β2-adrenergic receptors and neuroinflammation  

Extensive previous investigations into the etiology of PD demonstrate a central role for the 

inflammatory microglial cell in the progression of PD. Thus, targeting neuroinflammation 

mediated by microglia may serve as a potential therapeutic benefit in the treatment of PD. Since 

traditional treatment for PD is aimed only at controlling the disease symptoms, the search for more 

effective neuroprotective therapies which target the cause of the disease is now receiving 

significant attention. Studies targeting neuroinflammation are aimed to promote the development 

of a novel therapeutic approach and aid in the drug discovery for neurodegenerative conditions 

such as PD. One such anti-inflammatory approach that has been found to be effective in protection 

Disease 

condition 

 

Design 

 

Dose 

 

Drug 

 

Ref. 

Spinal cord 

Injury 

Randomized 

controlled 

4mg twice/day for 1st 

week then 8mg twice/day 

for 15 weeks 

Albuterol (240) 

Alzheimer’s 

disease 

Randomized 

controlled 

20mg/2ml for 12 months Formoterol (241) 

Multiple 

sclerosis 

Blinded controlled 4mg/day Albuterol (242) 

Memory and 

cognition 

Randomized 

controlled 

4mg, single oral 

administration 

Salbutamol (243) 

Neuropathic 

Pain 

Controlled, double 

blinded 

5mg twice/day for 28 days Terbutaline (244) 

ALS Uncontrolled 60ug/day for 6 months Clenbuterol (245) 

SMA Uncontrolled 3-8mg/day for 6 months Albuterol (246) 

SBMA Uncontrolled 20ug/day for 2days, then 

40ug/day 

Clenbuterol (247) 
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against dopaminergic neurodegeneration is accomplished by natural and therapeutic compounds 

that activate the 2-AR. Brain cells including neurons, microglia, and astrocytes as well as immune 

cells express a high density of β2-AR on their surface (204,248). Catecholamines such as 

epinephrine (adrenaline), norepinephrine (noradrenaline) and dopamine are the most abundant 

catecholamines found in the nervous system. As evidenced by many unrelated studies, 

catecholamines can modulate the immune response (224,249). 

Further studies have found that the endogenous agonist of β2-AR, NE, controls microglial motility 

and functions during pathogenic conditions (250). NE also protects cortical neurons against 

microglia-mediated inflammation while decreased levels of NE enhance microglial activation 

(251). One study showed that β2-AR negatively regulates NF-κB activation and stabilizes the NF-

κB/IκBα complex via β-arrestin2 in LPS activated murine macrophages (252). Interestingly, 

activation of β2-AR in astrocytes modulates TNF-α induced inflammatory gene expression in vitro 

and in vivo. In addition, an in vivo study demonstrated increased expression of β2-AR in glial cells 

in response to neuronal injury. This suggests that β2-AR may provide a therapeutic target for 

regulation of glial cell functioning and the inflammatory response in the brain (253). Activation of 

2-AR on astrocytes stimulates the release of trophic factors such as BDNF, bFGF, NGF-1 and 

TGF-1 via canonical signaling, showing anti-apoptotic and neuroprotective effects in animal 

models of cerebral ischemia and excitotoxicity (254,255). It has also been shown that 

noradrenaline acting on β2-AR enhances the expression of anti-inflammatory and neurotrophic 

cytokine IL-10 in the brain. This suggests an endogenous ligand of β2-AR is neuroprotective 

during inflammatory conditions in CNS disease pathology (253,256). Both canonical and non-

canonical signaling of 2-AR can selectively regulate the adaptive immune response (205), since 

2-AR are expressed by naïve CD4+ T (T-helper (Th0)) and Th1 cells but absent on Th2 cells 
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(257,258). Naïve CD4+ T-cell treated with a 2-AR agonist or NE suppress the production of 

interferon (IFN)- and IL-2 and affect their differentiation (259). Collectively, these studies and 

several others suggest the role of β2-AR in the regulation of immune response. 

2.11. Molecular mechanism of inflammation in PD or molecular mediators of inflammation 

in PD 

2.11.1. Effect of β2-AR agonists on NF-κB pathway: We have characterized and examined the 

effects of β2-AR agonists including Salbutamol, Salmeterol, Indacaterol, and Vilanterol on 

neuroinflammation in models of PD in vitro and in vivo. However, the short-acting agonists were 

neuroprotective and able to reduce inflammation in vitro at higher doses but the long-acting agonist 

showed beneficial effects at low concentration (10-9 M) in neurotoxicity and inflammatory models 

of PD (20). Salmeterol, a β2-AR agonist, can effectively serve as a therapeutic treatment for PD 

by inhibiting microglia-mediated inflammatory responses in vivo. We have found that Salmeterol 

functions to inhibit innate pro-inflammatory response in both murine macrophages and microglia 

through its inhibition of the NF-κB signaling pathways (20). We have also investigated whether 

Salmeterol is specific to neuroinflammation in PD or if it can be used as a universal anti-

inflammatory drug against other chronic inflammatory diseases. To test this, we used murine 

macrophages stimulated with LPS from Porphyromonas gingivalis (PgLPS), an oral pathogen as 

an in vitro model for the periodontal disease. We have found that Salmeterol shows similar anti-

inflammatory effects on PgLPS stimulated macrophages (260). Additionally, Feng et al. have also 

shown neuroprotective effects of β-arrestin2 via endogenous opioid arrest in inflammatory 

microglial cells (261). 

2.11.2. Effect of β2-AR agonists on MAPK pathway: The agonist-activated β2-AR stimulate 

MAPK signaling pathway via non-canonical and G-protein independent pathway. Agonist-
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activated β2-AR reduces phosphorylation of ERK1/2 and p38 MAPK in macrophages stimulated 

with LPS. In contrast, β2-AR activation stimulates MAPK signaling and TNF-, IL-12 and NO 

production in murine macrophages treated with PMA (phorbol 12-myristate-13-acetate) (210). 

Similarly, our previous studies have shown that activation of β2-AR with the high concentration 

of agonist (up to 10-5M) leads to sustained phosphorylation of ERK1/2 and enhanced production 

inflammatory mediators in murine microglia and macrophages (262). High-dose treatment of β2-

AR agonists on mixed neuro-glia culture enhances neurotoxicity via NADPH oxidase activity in 

the ERK-dependent manner (18). Like others, we have found that the low-doses of the β2-AR 

agonist Salmeterol reduces the MAPK activity, NF-B activation and production of TNF-α in 

LPS-activated primary microglia (20). We have also found that low-dose Salmeterol inhibits the 

phosphorylation of TAK1 (TGF-β-activated kinase1) which is an upstream regulator of NF-κB 

signaling in LPS-stimulated microglia. We have also found that Salmeterol increases the 

expression of β-arrestin2 and enhances the interaction between β-arrestin2 and TAB1 (TAK1-

binding protein), reduced TAK1/TAB1 mediated activation of NF-κB and expression of pro-

inflammatory genes. Furthermore, silencing of β-arrestin2 abrogates the anti-inflammatory effects 

of Salmeterol in LPS-stimulated BV2 cells (263). These studies suggest that the anti-inflammatory 

effects of Salmeterol work through the inhibition of pro-inflammatory pathways in microglial 

cells. 

2.11.3 The β-arrestin-mediated biased effects of β2-AR agonist: Previous findings show that high 

dose Salmeterol enhances the expression of IL-1 and IL-6 mRNA and protein in unstimulated 

human monocytes and murine macrophages. These effects were β-arrestin2-dependent but PKA 

and NF-κB independent, while treatment with ERK1/2 and p38 MAPK inhibitor could reverse this 

effect (262). This finding and several others suggest Salmeterol or other long-acting agonist have 
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β-arrestin “biased” signaling of β2-AR. These agonists activate receptors via β-arrestin signaling 

with a much greater extent than their effect on G-protein-dependent signaling (264). Our studies 

suggest that a very low concentration of Salmeterol does not enhance cAMP signaling and its 

downstream mediators while it activates the β-arrestin2-mediated signaling events (20). β-

arrestin2 has been shown as a novel regulator of IκB stability via the direct interaction of β-

arrestin2 and IκB in HEK293 cells (265). In addition, -arrestin2 negatively regulates the 

activation of NF-κB via direct binding with IκBα (266). One study showed that overexpression of 

β-arrestin2 significantly reduces L-DOPA-induced dyskinesia in animal models of PD (267). 

Collectively, these studies suggest that β2-AR agonists can be used therapeutically not only to 

inhibit chronic inflammation and progressive degeneration of neurons but also to treat some of the 

most debilitating neurologic symptoms in PD. 

2.11.4. cAMP/PKA/CREB pathway induced by β2-AR: After binding with an agonist or 

endogenous ligand, β2-AR normally activate the classical cAMP-dependent signaling pathway. 

The downstream effect of the cAMP/PKA pathway is the phosphorylation and nuclear 

translocation of the CREB transcription factor which further enhances the expression of cAMP-

inducible genes (216). Activation of CREB via this pathway regulates the synthesis of proteins 

which are mandatory for neuronal homeostasis (268). The classical signaling of β2-AR also 

increases the activity of PGC-1 (Peroxisome proliferator-activated receptor gamma coactivator 

1-alpha) which is a key regulator of mitochondrial biogenesis and ROS metabolism (269). 

Activation of 2-AR also elevated the release of neurotrophic factors via cAMP/PKA/CREB 

pathway and provides neuroprotective benefits against degeneration (270). An endogenous agonist 

of β2-AR (NE) affects immune cell functions, production of cytokines and antibody secretion 

(257). β2-AR agonists have anti-inflammatory activity and inhibit release of pro-inflammatory 
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mediators via cAMP/PKA/CREB pathway and also by alternate cAMP-dependent pathway 

(cAMP/Epac1/2) (20,271,272). We have also found that pro-inflammatory effects of high-dose of 

Salmeterol are through cAMP/Epac pathway while the anti-inflammatory effects of low-dose of 

Salmeterol are independent on cAMP and Epac activation (18,20). 

 

THESIS STATEMENT 

Inflammation plays an important role in the etiology of a number of different forms of PD, and 

anti-inflammatory drugs hold promise as a therapeutic treatment for patients with PD. One such 

promising drug is Salmeterol and we have found that Salmeterol treatment is neuroprotective in 

PD models. The mechanism by which β2-AR agonists such as Salmeterol inhibits pro-

inflammatory cytokine release and up-regulates anti-inflammatory cytokine release in the 

microglial cell population is still unclear and has never been tested before in a PD model. 

Therefore, to continue our previous work, we have tested the efficacy of Salmeterol in generating 

long-term protection against neurodegeneration in an inflammatory model of PD. The overall goal 

of this study was to determine the mechanisms by which β2-AR agonists exhibit anti-inflammatory 

effects and subsequently examine the underlying mechanism of immunomodulatory effect, on 

microglial cells. Also, we sought to test whether or not Salmeterol with its anti-inflammatory 

properties can be used to target other chronic inflammatory diseases such as periodontitis (an oral-

inflammatory disease). We hypothesized that treatment with Salmeterol has anti-inflammatory 

effects and leads to phenotypic conversion of microglial cells by enhancing the production of anti-

inflammatory mediators such as IL-10. We proposed that the use of β2-AR agonists would be a 

novel therapeutic approach to inhibit inflammation and death of DA neurons. To corroborate our 

hypothesis, we have addressed the following aims: 
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Project Objectives: 

1) Determine the mechanism by which long-acting β2-AR agonist Salmeterol can inhibit 

microglial-mediated inflammatory response induced by LPS stimulation. 

2) Examine if and how the β2-adrenergic receptor agonist Salmeterol mediate anti-

inflammatory conversion in BV2 microglial cells. 

3) Examine the effect of Salmeterol on global gene expression in LPS-activated microglia 

using RNA-sequencing. 

4) Determine if the β2-adrenergic receptor agonist Salmeterol can exhibit anti-inflammatory 

effects on macrophages and monocytes stimulated with LPS from Porphyromonas 

gingivalis and/or can be used as a universal anti-inflammatory drug against other chronic 

inflammatory diseases. 

The aim of chapters 1 and 2 is to provide the background information relevant to my thesis. Chapter 

1 details the role of inflammation in PD and how it has been linked with disease progression. I 

have explained various anti-inflammatory therapies that have been used in PD to target 

neuroinflammation. Chapter 2 describes the general properties of adrenergic receptors, mechanism 

of action of β2-AR agonist and their role in neuro protection and inflammation. Chapter 3 describes 

the materials and methodology used in the study. Chapter 4, 5, 6 and 7 detail the results from 

objective 1, 2, 3 and 4 respectively. Chapter 8 explains the overall summary of important findings 

and future directions. 
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CHAPTER 3 

MATERIALS & METHODS 
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3.1. Cell culture and treatments: 

The human monocyte cell line THP-1, murine macrophage cell line RAW264.7 and murine 

microglial cell line BV2 (a kind gift from Prof. Christopher Power, University of Alberta) were 

maintained in culture media RPMI-1640 supplemented with 10% fetal bovine serum (FBS), 1% 

penicillin-streptomycin solution at 37oC and 5% CO2 in humidified incubator. RAW-Blue cells (a 

kind gift from Prof. Maria Febbraio, School of Dentistry, University of Alberta) containing NF-

κB secretory alkaline phosphatase (SEAP) reporter construct were cultured in same conditions. 

The human monocyte cell line THP-1, murine macrophage cell line RAW264.7 were pre-treated 

with Salmeterol (10-9M) for 45min and then stimulated with PgLPS (500ng/ml) for 6h or 24h. 

BV2 microglial cells were also pre-treated with Salmeterol (10-9M) for 45min and then stimulated 

with E. coli LPS (1μg/ml) for 6h. BV2 cells were also treated with ultra-long-acting 2-AR 

agonists, Vilanterol and Indacaterol (listed in Table 3.1). In other experiments BV2 cells were 

incubated with pharmacological inhibitors and 2-AR antagonist (listed in Table 3.2) before 

treatment with Salmeterol.  

Table 3. 1: List of reagents used for cell culture treatment. 

Reagent Concentration 

Used 

Purchased From 

Lipopolysaccharide from E.coli 1 μg/ml Sigma-Aldrich 

Lipopolysaccharide from P. gingivalis 500 ng/ml InvivoGen 

Salmeterol 10-9 M Tocris 

Vilanterol 10-9 M MedChemExpress 

Indacaterol 10-9 M Selleckchem 

2′,7′-Dichlorofluorescin diacetate 1 μM Sigma-Aldrich 

Brefeldin A (BFA) 10 μg/ml Thermo Fisher 
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Table 3. 2: List of inhibitors used for cell culture treatment. 

Inhibitor Effector Specificity Concentration 

Used 

Purchased 

From 

U0126 Extracellular signal-

regulated kinase 1/2 

MEK1/2 10 M Tocris 

SP600125 c-Jun N-terminal 

kinase 

JNK Kinase 

activity 
10 M Selleckchem 

SB203580 p38 MAPK p38 MAPK 5 M Tocris 

KT5720 PKA PKA 1 M Tocris 

Wortmannin PI3K PI3K 1 M Tocris 

ICI 115 855 

hydrochloride 
2-adrenergic 

receptor 

2-adrenergic 

receptor 

1 nM Tocris 

 

3.2. RNA Assay 

3.2.1. RNA extraction and cDNA synthesis: 

After treatment, cells were washed with sterile 1X PBS and homogenized with Trizol reagent 

(Ambion, Thermo Fisher Scientific). Total cellular RNA was extracted from RAW264.7, THP-1 

and BV2 cells by phenol-chloroform method (Trizol reagent) according to manufacturer’s 

protocol. The quality of RNA was assessed by Nanodrop (Thermo Scientific) for purity 

(OD260/OD280) and by Agarose gel electrophoresis for RNA integrity and potential 

contamination. cDNA was synthesized from 1μg of total RNA by using QuantiTect Rev. 

Transcription Kit (Qiagen) as recommended by the manufacturer. After reaction, cDNA was 

diluted with nuclease-free water and quality and quantity of cDNA was assessed by Nanodrop. 

3.2.2. Semi-quantitative RT-PCR: 

The semi-quantitative RT-PCR was performed using 500ng of cDNA template. RT-PCR was 

performed by using 500ng of cDNA template in 10X Ex Taq buffer, 20mM MgCl2, 2.5mM dNTPs 
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mix, Taq polymerase (TaKaRa ExTaq) and volume of the reaction was made up to 20μl by 

nuclease free water. The PCR reaction condition were as follows: denaturation at 95oC for 30s, 

primer annealing at 55oC or 58oC for 30s followed by the final extension at 72oC for 60s. The 

amplified products were loaded at equal volume and resolved on a 2% agarose gel by 

electrophoresis in 1X Tris-Acetate-EDTA (TAE) buffer. The PCR products were visualized with 

ethidium bromide and then viewed with UV transillumination by ChemiDoc gel Imaging system 

(BioRad) and intensity of bands was quantitatively determined by Image J densitometry analysis 

software (NIH). Primer pairs used for amplification are listed in Table 3.3 and 3.4. 

3.2.3. Quantitative real-time PCR (qPCR): 

The qPCR was performed by using 300-500ng of cDNA template with SYBR Green (BioRad) and 

the volume of reaction was made up to 20μl by nucleases free water. The PCR reaction condition 

were as follows: denaturation at 95oC for 30s, primer annealing at 55oC or 52oC for 30s followed 

by the final extension at 72oC for 60s. Results were analyzed using cycle threshold (ΔCT) and 

relative gene expression was calculated with 2-ΔΔCT after normalizing the target gene ΔCT value 

with the housekeeping gene (GAPDH) ΔCT value. Data expressed as fold-change compared to 

control. Primer pairs used for amplification are listed in Table 3.4. 

Table 3. 3: List of human primers used in gene expression analysis. 

Target 

Gene 

Forward Primer 

(5’ → 3’) 

Reverse Primer 

(5’ → 3’) 

Accession 

Number 

TNFA GGA GAA GGG TGA CCG ACT CTG CCC AGA CTC GGC AA NC_000006.12 

IL1B CAACCAACAAGTGATATTCTCCATG GATCCACACTCTCCAGCTGCA NM_000576.2 

IL6 AGCCACTCACCTCTTCAGAACGAA AGTGCCTCTTTGCTGCTTTCACAC NM_000600.5 

IL8 CTT TGT CCA TTC CCA CTT CTG A TCC CTA ACG GTT GCC TTT GTA T NC_000004.12 

ACTB ATTGCCGACAGGATGCAGAA GCTGATCCACATC TGCTGGAA NC_000002.12 

 

https://www.ncbi.nlm.nih.gov/nucleotide/NC_000006.12?report=genbank&log$=nucltop&blast_rank=1&RID=54X397XJ015
https://www.ncbi.nlm.nih.gov/nucleotide/NM_000576.2?report=genbank&log$=nucltop&blast_rank=2&RID=54WUP36R015
https://www.ncbi.nlm.nih.gov/nucleotide/XM_005249745.5?report=genbank&log$=nucltop&blast_rank=1&RID=54WT0XGR015
https://www.ncbi.nlm.nih.gov/nucleotide/NC_000004.12?report=genbank&log$=nucltop&blast_rank=1&RID=54X4Y735015
https://www.ncbi.nlm.nih.gov/nucleotide/NC_000004.12?report=genbank&log$=nucltop&blast_rank=1&RID=54X4Y735015
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Table 3. 4: List of mouse primers used in gene expression analysis. 

Target 

Gene 

Forward Primer 

(5’ → 3’) 

Reverse Primer 

(5’ → 3’) 

Accession 

Number 

TNFA ACCATGAGCACTGAAAGCAT AGATGAGGTACAGGCCCTCT NM_013693.3 

IL1B ATCCGTGTCTTCCTAAAGTATG CCTGAGCGACCTGTCTTG NM_008361.4 

IL6 GCTGGAGTCACAGAAGGAG GAGAACAACATAAGTCAGATACC NM_031168.2 

IL18 TCCAACTGCAGACTGGCAC GTCTGGTCTGGGGTTCACTG NM_001357221.1 

NOS2 ACATCAGGTGGTCGGCCATCACT CGTACCGGATGAGCTGTGAATT NM_010927.4 

CCL2 GATGCAGTTAACGCCCCACT ACCCATTCCTTCTTGGGGTC NM_011333.3 

CCL3 GCAACCAAGTCTTCTCAGCG AGCAAAGGCTGCTGGTTTCA NM_011337.2 

CCL4 TGTGCAAACCTAACCCCGAG TGGAGCAAAGACTGCTGGTC NM_013652.2 

CXCL10 TCCCCATCAGCACCATGAAC GGACCATGGCTTGACCATCA NM_021274.2 

ARG1 GAACACGGCAGTGGCTTTAAC TGCTTAGCTCTGTCTGCTTTGC NM_007482.3 

IL10 CCAAGCCTTATCGGAAATGA TTTTCACAGGGGAGAAATCG NM_010548.2 

CXCL14 GAGTCACCGAGTGGTTCTGCAT CTTCGTAGACCCTGCGCTTC NM_019568.2 

ACTB GCCCTGAGGCTCTTTTCCAG TGCCACAGGATTCCATACCC NM_000077.6 

GAPDH GCCTTCCGTGTTCCTACC CTTCACCACCTTCTTGATGTC NM_008084.3 

 

3.3. Protein Assay: 

3.3.1. Preparation of cell lysates and quantification: 

Protein samples were prepared either whole-cell lysate or nuclear and cytoplasmic extract. For 

whole cell protein extraction cells were lysed in NP-40 lysis buffer (50mM Tris-pH8.0, 150mM 

NaCl, 1% NP-40 and freshly added 10-6 M Protease inhibitor). Cells were lysed with the cytosolic 

extraction buffer (comprised of 0.2% TritonX-100, 1.5mM magnesium chloride, 10mM potassium 

chloride, 10mM HEPES buffer (pH 7.6), 10mM sodium butyrate, 20mM β-glycerol phosphate, 

and protease inhibitor) and then centrifuge. Supernatant was collected and pellet was lysed with 

nuclear extraction buffer that contain 50mM Tris (pH 7.5), 150mM NaCl, 50mM NaF, 1mM 

EDTA, 1mM NaVO3, 2% SDS, and protease inhibitor. Protein concentration was determined by 

the standard procedure of Pierce BCA protein assay kit (Thermo Scientific). 
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3.3.2. Western blotting: 

Protein from each sample (30-50 μg) was mixed with 1X SDS loading buffer and heated at 95oC 

for 5min. Cell lysates were separated on 10% or 12% polyacrylamide gels and blotted onto a 

nitrocellulose membrane by electrophoretic transfer. The membranes were blocked with 5% non-

fat skimmed milk (in Tris-buffer saline containing 0.1% Tween-20; TBST). After blocking, blots 

were probed with following primary antibodies (indicated in Table 3.5) in 5% milk overnight at 

4oC. After 3 washes with TBST, blots were probed with respective HRP conjugated secondary 

antibodies (indicated in Table 3.5). Later blots were washed and developed with enhanced 

chemiluminescence reagent (Amersham, GE healthcare). Blots were further visualized using Bio-

Rad ChemiDoc gel Imaging system and band intensities were quantitatively determined by Image 

J Software (NIH). Relative protein expression levels were calculated by obtaining a ratio of the 

target protein to housekeeping protein (-actin or histone H3) band intensities via densitometry 

analysis. Data expressed as fold-change compared to respective control group. 
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   Table 3. 5: List of antibodies used in the study. 

Antibody Purchased From 
Anti-phospho-ERK1/2 (1:1000) Cell Signaling 

Anti-ERK1/2 (1:1000) Cell Signaling 

Anti-phospho-JNK (1:1000) Cell Signaling 

Anti-JNK (1:1000) Cell Signaling 

Anti-phospho-p38 (1:1000) Cell Signaling 

Anti-p38 (1:1000) Cell Signaling 

Anti-phospho-IκB(1:1000) Cell Signaling 

Anti- IκB(1:1000) Cell Signaling 

Anti--actin (1:3000) Cell Signaling 

Anti-histone H3 (1:1000) Cell Signaling 

Anti-Rel A/ NF-κB-p65 (1:1000) Cell Signaling 

Anti-phospho-TAK1 (1:1000) Cell Signaling 

Anti-TAK1(1:1000) Cell Signaling 

Anti-TAB1(1:1000) Santa Cruz 

Anti--arrestin2 (1:1000) Cell Signaling 

Anti-CREB (1:1000) Cell Signaling 

Anti-rabbit-IgG-HRP-linked (1:4000) Cell Signaling 

Anti-mouse-IgG-HRP-linked (1:4000) Cell Signaling 

Anti-goat-IgG-HRP-linked (1:4000) Santa Cruz 

Anti-rabbit-Alexa Fluor 488 (1:500) Thermo Fisher Scientific 

Anti-goat-Alexa Fluor Cy3 (1:500) Thermo Fisher Scientific 

Anti-CD11b (PE-Cy7;Y780) BD Bioscience 

Anti-TNF-APC;R670) BD Bioscience 

Anti-IL-10 (PE;Y586) BD Bioscience 

 

3.4. Enzyme-linked immunosorbent assay (ELISA): 

RAW264.7 and THP-1 cells were seeded in 24-well tissue culture plates (5 x104cells per well). 

Cells were pre-incubated for 45min with Salmeterol (10-9M). This concentration of Salmeterol was 

chosen because it has previously been shown to be very effective in blocking the inflammatory 
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responses in microglial cells induced by TLR-4 agonist (20). After 45min culture media replaced 

with fresh media and cells were stimulated with PgLPS (500ng/ml) and supernatant was collected 

after 24h. The concentration of cytokines TNFα, IL-6, IL-1β, IL-10 and IL-8 (THP-1) in culture 

medium was measured by commercially available ELISA kits according to manufacturer’s 

protocol. Also, BV2 cells were seeded in 24-well tissue culture plates (5 x104 cells per well). Cells 

were pre-incubated for 45min with Salmeterol (10-9M). After 45min culture media replaced with 

fresh media and cells were stimulated with LPS (1μg/ml) and supernatant was collected after 6h. 

The concentration of cytokines TNFα, IL-1β and IL-10 in culture medium was measured by 

commercially available ELISA kits (R&D systems, Minneapolis, MN) according to 

manufacturer’s protocol. 

3.5. Secretory alkaline phosphatase (SEAP) promotor activity assay: 

In this assay, we have used RAW (RAW-Blue) cells stably expressing SEAP gene inducible by 

NF-κB transcription factor (Figure 3.1). RAW-Blue cells were seeded in 24 well plate (1 x105 

cells/well) and treated with Salmeterol (10-9M) and incubated for 45min. After treatment, media 

is replaced with fresh medium and cells were stimulated with PgLPS (500ng/ml) for 24h. The 

SEAP detection medium (QUANTI-Blue solution) is prepared as per manufacturer’s instructions. 

Supernatant from RAW-Blue cells collected and incubated with the quanti-blue solution at 37oC 

for 1h. The NF-κB activation was detected by measuring pNF-κB-SEAP promotor activity 

spectrophotometrically at 635 nm by Infinite200 PRO plate reader (Tecan) and Magellan software 

(Tecan). 
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Figure 3. 1: SEAP-assay.  

Raw-Blue cells co-expressing NF-κB-inducible secreted embryonic alkaline phosphatase (SEAP) 

reporter gene. Once stimulated with PgLPS, cells activate downstream NF-κB pathway. Using 

quanti-blue detection medium activation of NF-κB measured by spectrophotometer at 635nm. 
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3.6. Nitric oxide measurement: 

The nitric oxide (NO) is oxidized to nitrite and nitrate and measurement of concentrations of these 

anions used as a quantitative measure of NO production (273). This assay involves nitric oxide 

based enzymatic conversion of nitrate to nitrite by nitrate reductase and the concentration of nitrite 

was determined by mixing supernatant from treated cells with Griess reagent, as described below. 

Murine macrophages RAW264.7, human-monocyte THP-1 cells and murine microglia BV2 cells 

(1 x105) were seeded in 24 well culture plates. Cells were pre-incubated with Salmeterol for 45min 

and then stimulated with either PgLPS (500ng/ml) or E.coli LPS (1μg/ml) for 24h. A total of 50μl 

of culture supernatant was incubated with equal amount of Griess reagent on 96-well plate and 

incubated for 30min at room temperature. After incubation, absorbance (A540 nm) of samples was 

measured by Infinite200 PRO plate reader and Magellan software (Tecan). A standard curve was 

generated using 2-fold serial dilution of 50-200μM of sodium nitrite solution. The concentration 

of NO is indirectly measured by calculating the amount of NO2 in the culture supernatant using 

standard curve of NaNO2. 

3.7. Reactive oxygen species (ROS) detection assay:   

The oxidation of 2’-7’ dichlorofluorescin diacetate (H2DCFDA) to 2’-7’dichlorofluorescein 

(DCF) has been used extensively for the detection of the reactive oxygen species (274). The 

diacetate form, H2DCFDA is taken up by cells where cellular esterases convert it into non-

fluorescent H2DCF inside the cell. Further, intracellular ROS oxidized non-fluorescent H2DCF 

molecule to a fluorescent DCF molecule and the measurement of fluorescence are 485nm for 

excitation and 535nm for emission. The quantification of ROS in BV2 cells was measured as 

described below. 
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BV2 cells were plated in 96-well clear bottom black well plates. Cells were incubated with the 

non-fluorescent dye 2’,7’-dichlorofluorescein diacetate (DCFH-DA; Sigma Aldrich) and after 

30min incubation cells were washed with 1X PBS. Next, cells were treated with Salmeterol for 

45min, and then stimulated with LPS. Cells were also incubated with hydrogen peroxide (H2O2) 

as control. After 1h incubation fluorescence intensity was measured using microplate reader at 

485nm for excitation and 535nm for emission. 

3.8. Immunocytochemistry: 

RAW264.7 cells were seeded on coverslip (in 24-well plate) at density of 40,000 cells per well. 

After treatment cells were fixed for 20min with 4% paraformaldehyde at room temperature and 

washed three times with TBS. Cells were further blocked and permeabilized using 4% bovine 

serum albumin (BSA) containing 0.5% Triton X-100 for 1h. Cells were incubated with primary 

antibody (NF-κB-p65; 1:500 dilution) for overnight at 4oC. After incubation, cells were washed 

thrice and incubated with appropriate secondary antibody tagged with Alexa Fluor 488. After 

washing, coverslips were mounted with mounting medium containing DAPI. For each group, 5-7 

images were captured from random fields. Images were acquired using AxioImager.Z1 

microscope. 

BV2 cells were seeded on coverslip (in 24-well plate) at density of 40,000 cells per well. After 

treatment cells were fixed for 20min with 4% paraformaldehyde at room temperature and washed 

three times with TBS. Cells were further blocked and permeabilized using 4% bovine serum 

albumin (BSA) containing 0.1% Triton X-100 for 1h. Cells were incubated with primary antibody 

(NF-κB-p65; 1:500, anti-β-arrestin2 and anti-TAB1) for overnight at 4oC. After incubation, cells 

were washed thrice and incubated with appropriate secondary antibody tagged with Alexa Fluor 

488 and Alexa Fluor 594. After washing, coverslips were mounted with mounting medium 



73 
 

containing DAPI. For each group, 5-7 images were captured from random fields. Images were 

acquired using AxioImager.Z1 microscope (Carl Zeiss, Germany). The quantitative analysis of 

captured images were performed using Fiji (Fiji Is Just Image J) (NIH; https://imagej.nih.gov/ij/) 

as described by Noursadeghi et al (277). Also, the cytoplasmic and nuclear Rel A fluorescence 

intensities were used to calculate the nuclear: cytoplasmic ratio as a relative measure of nuclear 

translocation of Rel A (p65). 

3.9. Co-immunoprecipitation:  

BV2 cells were pretreated with Salmeterol (10-9M) for 45min followed by stimulation with LPS 

for 2h. Whole cell lysate from BV2 microglial cells were prepared as described above. Lysates 

form each experimental group (300μg) were incubated overnight with anti-TAB1 (2μg) at 4oC 

with gentle agitation. The antigen-antibody complexes were subjected to immunoprecipitation by 

mixing with protein A/G plus agarose beads (50μl per sample) for 2h at 4oC with agitation. The 

tubes containing immuno-complexes were centrifuged at 5,000 rpm for 5min and beads were 

further washed three times with 1X PBS. Elution step was performed by mixing the beads with 

2X sample buffer and incubating for 5min at 100 oC. The eluted samples were further analysed by 

immunoblotting for anti-β-arrestin2 and anti-TAK1. 

3.10. RNA interference: 

BV2 cells were transfected with 20pmoles of Arrb2 and CREB siRNA using Lipofectamine 

RNAiMAX (Invitrogen). In control experimental groups 20pmoles of scrambled (Scr) siRNA was 

transfected. Both CREB and Arrb2 siRNA were transfected in BV2 for 24h and subsequently 

subjected to treatments as described in the respective figure legends. Silencing of target gene 

expression was confirmed with immunoblotting. 

https://imagej.nih.gov/ij/
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3.11. Flow Cytometry: 

Fluorophore conjugated antibodies specific to surface maker and cytokines were purchased from 

BD Bioscience. For surface marker staining anti-CD11b (PE-Cy7;Y780), and for intracellular 

cytokine staining anti-TNF-APC;R670) and anti-IL-10 (PE;Y586) antibodies were used. BV2 

cells were first treated with Salmeterol (10-9M) for 45min. Next, cells were incubated with protein 

transport inhibitor; Brefeldin A (BFA; 10 μg/ml, ThermoFisher) prior to stimulation with E. coli 

LPS (1μg/ml) for 6h. Cells were then initially stained with surface marker CD11b. Next, cells were 

washed with Perm/wash buffer (BD Bioscience), and for intracellular cytokine staining cells were 

fixed and permeabilized with Cytofix/Cytoperm buffer (BD Bioscience), then stained with 

antibodies to TNF- and IL-10. Paraformaldehyde-fixed cells were acquired using BD LSR 

Fortessa flow cytometer (BD Bioscience) and analyzed by FlowJo (version 10) software. 

3.12. Statistical Analysis:  

Data collected from at least 3-5 independent experiments with three replicates per experiments and 

presented as mean ± SD and median (for box-plots) of repeated measures. The statistical 

significance of comparison between control and treated groups determined by one-way analysis of 

variance (ANOVA) followed by Bonferroni’s multiple comparison post-tests. The statistical 

analyses were performed using GraphPad Prism 5.0 software (San Diego, CA, USA). The p-values 

of <0.05 was considered statistically significant. 

3.13. Methods for RNA Sequencing: 

3.13.1. Total RNA extraction: 

Total cellular RNA was extracted from BV2 cells by Trizol reagent (Invitrogen) according to 

manufacturer’s protocol. The quality of RNA was assessed by Nanodrop (Thermo Scientific) for 
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purity (OD260/OD280), by Agarose gel electrophoresis for RNA integrity and potential 

contamination. The purity and integrity were also checked by Agilent 2100 bio analyzer (Table 

3.6). 

Table 3. 6: Quantification of RNA samples. 

Sample 

Name 

Conc. 

(ng/μl) 

Amount 

(μg) 

 

260/280 

 

260/230 

 

RIN 

 

Result 

Control (1) 725.60 30.480 1.93 2.19 9.8 Pass 

LPS (1) 808.46 38 1.94 2.14 9.8 Pass 

Sal (1) 1670.12 27.891 1.95 2.25 9.6 Pass 

Sal+LPS (1) 1843.40 38.711 1.9 2.13 9.6 Pass 

Control (2) 1541.90 29.604 1.96 2.19 9.6 Pass 

LPS (2) 1672.46 35.122 1.92 2.15 9.6 Pass 

Sal (2) 1430.09 27.315 1.93 2.21 9.6 Pass 

Sal+LPS (2) 1451.38 30.479 1.91 2.16 9.5 Pass 

RIN: RNA integrity number, Pass: Library preparation can be proceeded. 

 

3.13.2. cDNA library construction and quality assessment for RNA-sequencing: 

Total RNA was isolated, purified and quantified. The RNA samples were pass through the quality 

assessment before library preparation. cDNA libraries were prepared by using NEBNext Ultra 

library preparation kit from Illumina (Illumina, San Diego, USA). mRNA was purified from the 

total RNA using poly-T oligo-attached magnetic beads and then fragmented randomly by addition 

of fragmentation buffer. The first strand of cDNA was synthesized using random hexamer primer 

and M-MuLV reverse Transcriptase (RNase-H), followed by second strand synthesis using DNA 

polymerase I and RNase-H. The double-stranded cDNA was purified and converted into blunt end 
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via exonuclease/polymerase activities (end-repair reaction). After adenylation at 3’end, DNA 

fragments were ligated with NEBNext adaptor sequences. In order to select cDNA fragments 

preferentially 150-200 bp in length, the library fragments were purified with AMPure XP system 

(Beckman Coulter, Beverly USA). Later, libraries were amplified by PCR and purified by using 

AMPure XP beads. Prepared libraries were quantified by Qubit2.0 and library size was detected 

by Agilent 2100 bio analyzer. To accurately quantify the library concentration and to ensure the 

library quality, qPCR was performed. Finally, the libraries were sequenced using Illumina HiSeq 

2500 platform with paired-end 150bp sequencing strategy. Sequencing was performed by 

NovoGene Corporation Inc. (Sacramento, USA). Biological replicates (n=2) RNA sequencing was 

performed on each treatment condition of BV2 microglia cells: control (2 samples), LPS-

stimulated (2 samples), Salmeterol-treated (2 samples) and Salmeterol-treated and LPS-stimulated 

(2 samples). This step of sequencing was performed by Novogene Inc. Workflow of library 

construction and sequencing is represented in Figure 3.2. 
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Figure 3. 2: The workflow of library construction and sequencing. 
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3.13.3. Raw data processing and quality control analysis: 

Raw image data files from Illumina were transformed to sequencing reads by CASAVA base 

recognition (base calling) and stored in FASTQ file format containing read sequence and 

corresponding base quality. FASTQ files of RNA-sequencing experiments pass through the quality 

control analysis. The adaptor sequences were trimmed from raw reads and low quality reads were 

removed. Reads containing N>10% were also removed in order to filter raw reads to get the clean 

reads. RNA-Seq data was mapped to the reference genome (mouse assembly GRCm38/mm10) 

and assembled by Tophat2 alignment and Cufflinks pipeline from Illumina. Indexes of the 

reference genome was built using STAR and paired-end clean reads were aligned to the reference 

genome using STAR (v2.5). STAR used the method of Maximal Mappable Prefix (MMP) which 

can generate a precise mapping result for junction reads. HTSeq v0.6.1 was then applied to count 

the read numbers mapped of each gene. The bioinformatics analysis was performed by 

NovoGene Inc. The workflow of bio-informatics analysis is shown in Figure 3.3. 



79 
 

 

Figure 3. 3: The workflow of Bioinformatics analysis. 

Raw image data file from high-throughput sequencing was transformed to Sequenced Reads 

(called Raw Data or Raw Reads). Quality control analysis was performed on raw data by 

determining the sequencing error rate distribution, GC content (used to detect potential AT/GC 

separation) and data filtering to get the clean reads. Next, the clean data was mapped to reference 

genome and proceed to gene expression analysis. 
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3.13.4. Differential gene expression analysis: 

Differential expression analysis (for biological replicates) between two groups or treatment 

conditions were performed using DESeq2 R package (2_1.6.3) (275,276). DESeq2 provide 

statistical routines for determining differential expression in digital gene expression data using a 

model based on the negative binomial distribution. The resulting P-values were adjusted using the 

Benjamini and Hochberg’s approach for controlling the False Discovery Rate (FDR). Genes with 

an adjusted P-value <0.05 found by DESeq2 were assigned as differentially expressed. The Venn 

diagrams were prepared using the function ‘vennDiagram’ in R on basis of the gene list for 

different experimental groups. 

3.13.5. Functional analysis of differentially expressed genes: 

Gene Ontology (GO) enrichment analysis of differentially expressed genes was implemented by 

the cluster profiler (v2.4.3) R package in which gene length bias were corrected. GO terms with 

corrected P-value <0.05 were considered significantly enriched by differential expressed genes. 

The cluster Profiler R package (277) was also used to test the statistical enrichment of differential 

expression genes in KEGG pathways (278). All software packages used for analysis are listed in 

Table 3.7. 
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Table 3. 7: List of software used for sequencing analysis. 

ANALYSIS SOFTWARE VERSION PARAMETER USED FOR 

Mapping STAR V2.5 Mismatch=2 Mapping to 

reference genome 

Quantification HTSeq V0.6.1 -m union - 

 

 

Differential 

Analysis 

DESeq2 V2_1.6.3 Padj<0.05 Differential gene 

expression between 

samples with 

biological 

replicates. 

 

EdgeR 

 

V3.16.5 

Padj<0.05 and 

log2(fold 

change)>1 

 

Enrichment 

Analysis 

 

Cluster 

Profiler 

 

V2.4.3 

 

Padj<0.05 

For GO, KEGG and 

Reactome 

Enrichment 

Analysis 
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Table 3. 8: List of buffers. 

Buffer Composition 

10X PBS 1.5M NaCl, 27mM KCl, 80mM Na2HPO4, 20mM KH2PO4, 

bring up to 1L; pH: 7.2-7.4 

10X TBS 0.2M Tris, 1.5M NaCl bring up to 1L; pH: 7.6 

10X Western Transfer 

Buffer 

250mM Tris, 1.92M Glycine, bring up to 1L H2O 

10X TAE 0.4M Tris, 10mM EDTA, 17.4M Glacial Acetic Acid, bring up 

to 1L; pH:8.0 

SDS-PAGE Running 

Buffer 

 250mM Tris, 1.92M Glycine, 35mM SDS, bring up to 1L;  

pH: 8.3 

TBST 100 ml 10X TBS, 900 ml H2O, 1 ml Tween-20 

5X loading buffer 1M Tris, 50% Glycerol, 1% Bromophenol Blue, 5% Beta 

mercaptoethanol 

NP-40 Lysis Buffer 50mM Tris, 150mM NaCl, 1% NP-40, add fresh protease 

inhibitor. 

HEPES-Lysis Buffer 50mM Tris-pH: 7.5, 150mM NaCl, 50mM NaF, 1mM EDTA, 

1mM NaVO3, 2%SDS, add fresh protease inhibitor. 

SDS-Lysis Buffer 0.2% Triton-X100, 10mM HEPES (pH: 7.6), 1.5mM MgCl2, 

10mM KCl, 10mM Sodium butyrate, 20mM Beta glycerol 

phosphate, add fresh protease inhibitor 

Stripping Buffer 62.5mM Tris-HCl (pH: 6.8), 2% SDS, 100mM beta-

mercaptoethanol, bring up to 25ml H2O. 

1X Western Transfer 

Buffer 

100 ml 10X Transfer buffer, 200 ml Methanol, 700 ml H2O 

Flow Buffer 2% FBS in 1X PBS 

Reagent Diluent for 

Elisa 

1% BSA in 1X PBS 

Elisa Wash Buffer 0.05% Tween20 in 1X PBS 
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CHAPTER 4 

β-arrestin2 regulates the anti-inflammatory 

effects of Salmeterol in lipopolysaccharide-

stimulated BV2 cells 

 

This chapter has been modified from the published article: 

Sharma, M., Flood, P.M., 2018. β-arrestin2 regulates the anti-inflammatory effects of 

Salmeterol in lipopolysaccharide-stimulated BV2 cells. J. Neuroimmunol. 325, 10–19. 
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4.1. ABSTRACT 

Microglial activation contributes to chronic inflammation and neuronal loss in progressive 

neurodegenerative disorders such as PD. Thus, treatments suppressing microglial activation may 

have therapeutic benefits to prevent neuronal loss in neurodegenerative diseases. Our previous 

findings show that Salmeterol, a long-acting β2-adrenergic receptor (β2-AR) agonist, is 

neuroprotective in two distinct animal models of PD, including where LPS from E. coli was used 

to initiate chronic neurodegeneration. Salmeterol was found to be a potent inhibitor of 

dopaminergic neurodegeneration by regulating the production of pro-inflammatory mediators 

from activated microglial cells. In the present study, we investigated the molecular basis of the 

anti-inflammatory effects of Salmeterol on LPS-activated murine microglial BV2 cells. BV2 cells 

were pretreated with Salmeterol and followed by stimulation with LPS. Salmeterol inhibited LPS-

induced release of the pro-inflammatory mediators such as tumor necrosis factor-α (TNF-α), 

interleukin-1β (IL-1β) and nitric oxide from BV2 cells. Additionally, Salmeterol suppressed 

nuclear translocation of nuclear factor kappa-B (NF-κB) p65 by inhibiting the IκB-α degradation 

and TAK1 (transforming growth factor-beta-activated kinase1) phosphorylation. We have also 

found that Salmeterol increases the expression of β-arrestin2 and enhances the interaction between 

β-arrestin2 and TAB1 (TAK1-binding protein), reduced TAK1/TAB1 mediated activation of 

NFκB and expression of pro-inflammatory genes. Furthermore, silencing of β-arrestin2 abrogates 

the anti-inflammatory effects of Salmeterol in LPS-stimulated BV2 cells. Our findings suggest 

that the anti-inflammatory properties of Salmeterol is β-arrestin2 dependent and also offers novel 

therapeutics targeting inflammatory pathways to prevent microglial cell activation and neuronal 

loss in neuroinflammatory diseases like PD. 
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4.2. INTRODUCTION 

Parkinson's disease, the second most prevalent neurodegenerative disorder, is characterized by loss 

of dopaminergic (DA) neurons in the substantia nigra pars compacta in the CNS. PD is not only 

characterized as loss of DA-neurons and motor impairment but also recognized to have an 

inflammatory component which plays a crucial role in the progression of the disease. Research 

studies of post-mortem brain from patients with PD and related parkinsonian syndromes suggest 

the presence of activated microglia around degenerating DA-neurons in SN (17). These reactive 

microglia result in prolong inflammation and induce highly detrimental neurotoxic effects by 

producing a large amount of inflammatory mediators such NO (280), super oxide (281) and TNF-

α) (282). Production of these inflammatory mediators is a pivotal process in the progression of PD, 

and therapeutic intervention inhibiting the production of these mediators by microglia may serve 

as a potential treatment for PD. Brain cells including neurons, microglia, and astrocytes express a 

high density of β2-AR which belong to the G-protein coupled seven transmembrane receptor 

(GPCR) superfamily, and engagement of these receptors by β2-AR agonists can result in 

immunomodulatory actions (283). Activation of β2-AR by these agonists initiates signaling either 

through classical G protein coupled activation or through β-arrestin-dependent activation pathways 

(284,285). Several studies show the agonist stimulated activation of β2-AR in brain inhibited LPS-

induced inflammatory response by suppressing pro-inflammatory mediators (IL-1β, TNF-α, and 

NO) in NF-κB dependent manner (286,287). In addition, β2-AR agonists have been proposed as a 

therapeutic to treat chronic inflammatory diseases such as sepsis (288) as well as 

neurodegenerative disorders (23,286). Interestingly, an endogenous agonist of β2-AR, 

norepinephrine (NE) inhibited LPS-induced inflammatory responses by reducing the expression 

of nitric oxide synthase (NOS2) and IL-1β production in primary rat microglial cells (291), and 
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furthermore depletion of NE has been shown to cause microglia mediated neuroinflammation 

(290). Collectively, these findings implicate the role of agonist-activated β2-AR signaling in 

microglial mediated inflammatory response and neuronal death. 

Salmeterol is an FDA-approved long-acting selective β2-AR agonist which is currently being used 

as a bronchodilator for the treatment of severe persistent asthma and COPD (291–293). In our 

previous studies, we have shown that Salmeterol has potent anti-inflammatory and dopaminergic 

neuroprotective effects against both LPS and 1-methyl- 4-phenyl-1,2,3,6-tetrahydropyridine 

(MPTP) induced toxicity in vivo (20), and pre-treatment of mesencephalic cultures or primary 

microglial cells with Salmeterol protects DA neurons from neurodegeneration induced by either 

LPS or MPTP in vitro. These studies showed that Salmeterol can inhibit dopaminergic 

neurodegeneration by suppressing the production of inflammatory mediators as well as inhibition 

of TAK1 (transforming growth factor-beta activated kinase 1) mediated phosphorylation of MAPK 

and NF-κB (22). In our current studies, we tested the anti-inflammatory effects of Salmeterol on 

the murine microglial cell line BV2, in order to determine the underlying cellular and molecular 

mechanisms that regulate microglial activity. Here, we reveal that Salmeterol suppresses 

production of inflammatory mediators in LPS-induced BV2 microglial cells and β-arrestin2 is a 

critical anti-inflammatory signal mediator in this response. Sal/β2-AR activation in BV2 cells 

enhances β-arrestin2 expression and prevents the formation of the TAB1 (transforming growth 

factor-beta-activated kinase-1 (TAK1) binding protein 1)/TAK1 molecular complex, thereby 

arresting the downstream NF-κB inflammatory pathway. In contrast, knockdown of β-arrestin2 

using siRNA (siArrb2) attenuates the anti-inflammatory effects of Sal/β2-AR activation. These 

results suggest that β2-AR agonists can be developed as anti-inflammatory therapy to subside 

neuro-inflammation in PD and other inflammation-dependent neurodegenerative disorders. 
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4.3. RESULTS 

4.3.1. Agonist activated BV2 microglial β2-AR attenuates LPS-stimulated pro-inflammatory 

cytokines production 

Microglia release variety of cytokine and chemokines in response to inflammatory stimuli. We 

first investigated the effect of Salmeterol on the production of inflammatory mediators by BV2 

cells in response to the endotoxin LPS derived from E. coli. We used a 10−9M dose of Salmeterol 

because we have found in our previous studies this as the most effective anti- inflammatory dose 

in vitro on primary microglial cells (20,260). Figure 4.1 indicates that LPS stimulation leads to 

significant elevation in mRNA (A and C) and protein expression (B and D) of the inflammatory 

mediators, IL-1β and TNF-α, respectively in BV2 cells. The expression of these inflammatory 

mediators was significantly decreased by pre-treatment with Salmeterol. Moreover, pre-treatment 

with Salmeterol inhibited the LPS-induced production of nitric oxide by 3-fold (Figure4.1E). 

Collectively, this data suggests that Salmeterol exerts anti-inflammatory properties by suppressing 

endotoxin stimulated release of inflammatory mediators in BV2 cells. 
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Figure 4.1: Effect of β2-AR agonist, Salmeterol on production of pro- 

inflammatory mediators.  

BV2 cells were pre-treated with Salmeterol (10−9 M) for 45 min and then stimulated with LPS 

(1 μg/ml) and the mRNA and protein levels of IL-1β (A and B) and TNF-α (C and D) in BV2 cell 

culture were measured. For mRNA analysis cells were stimulated with LPS for 6 h and the 

extracted RNA of cells was subjected to qRT-PCR analysis. The relative mRNA levels of TNF-α 

and IL-1β were normalized to β-actin. mRNA data expressed as fold change compared to control 

(A and C). For protein quantification, BV2 cells were pretreated with Salmeterol for 45 min, then 

stimulated with LPS for 24 h, and supernatant were collected and measured by ELISA kits. The 

level of nitric oxide (E) was measured by Griess reaction assay. Data represented as mean ± SD 

from independent experiments (n = 4). ***p < .001 and **p < .01 represents significant difference 

from control group and ###p < .001, ##p < .01 and #p < .05 represents significant difference from 

LPS-treated group. 

https://www.sciencedirect.com/topics/medicine-and-dentistry/salmeterol
https://www.sciencedirect.com/topics/immunology-and-microbiology/mediator
https://www.sciencedirect.com/topics/medicine-and-dentistry/messenger-rna
https://www.sciencedirect.com/topics/medicine-and-dentistry/tumor-necrosis-factor
https://www.sciencedirect.com/topics/medicine-and-dentistry/cell-culture
https://www.sciencedirect.com/topics/medicine-and-dentistry/cell-culture
https://www.sciencedirect.com/topics/medicine-and-dentistry/beta-actin
https://www.sciencedirect.com/topics/immunology-and-microbiology/supernatant
https://www.sciencedirect.com/topics/medicine-and-dentistry/enzyme-linked-immunosorbent-assay
https://www.sciencedirect.com/topics/medicine-and-dentistry/nitric-oxide
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4.3.2. Salmeterol inhibits activation of NF-κB pathway and its nuclear translocation in LPS-

stimulated BV2 microglial cells 

The LPS-induced expression of inflammatory mediators depends on the activation of TLRs and 

the initiation of the NF-κB signaling pathway (294). First, we sought to determine if Salmeterol 

inhibits the activation of the NF-κB pathway by performing immunofluorescence staining to image 

the nuclear translocation of NF-κB (p65) in BV2 cells treated with LPS and Salmeterol. Figure 

4.2A demonstrates the immunofluorescence images captured by AxioImager.Z1 microscope. In 

Fig. 4.2B and C, the quantitative analysis of nuclear translocation of p65 shows increased nuclear 

fluorescence intensity (66%) and higher nuclear: cytoplasmic ratio in LPS-treated group compared 

to unstimulated BV2 cells. While pre-treatment with Salmeterol reduces the nuclear fluorescence 

intensity (43%) and nuclear: cytoplasmic ratio of p65 in response to LPS stimulation. Further, we 

have verified the inhibitory effects of Salmeterol on NF-κB pathway by immunoblotting analysis. 

Figure 4.3 shows that Salmeterol significantly inhibited the activation of NF-κB signaling 

pathway by suppressing the degradation of IκBα (A), the phosphorylation of TAK1 (B), and the 

translocation of NF-κB (p65) from cytosol (C) to nucleus (D). The immunoblots showing this 

quantification are shown in Fig. 4.3E. These results demonstrate that Salmeterol exerts anti-

inflammatory effects via inhibition of NF-κB signaling pathway and nuclear translocation of NF-

κB in LPS-activated BV2 microglial cells. 
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Figure 4. 2: Effect of Salmeterol on LPS-mediated nuclear translocation of NF-κB in BV2 

cells.  

(A) Immunofluorescence staining demonstrates Rel A (p65) nuclear translocation-Scale bar, 

20 μm. Using ImageJ nuclear and cytoplasmic ROI (region of interest) were applied to measure 

the fluorescence intensities of Rel A (p65). (B) The stacked bar graph represent percentage 

distribution of average nuclear and cytoplasmic fluorescence intensities in each experimental 

group. (C) The box-plot depict the quantification of the nuclear: cytoplasmic ratios of p65 

fluorescence intensities. Data points collected from analysis of four separate images of each 

experimental group. 

https://www.sciencedirect.com/topics/medicine-and-dentistry/salmeterol
https://www.sciencedirect.com/topics/neuroscience/nf-kappa-b
https://www.sciencedirect.com/topics/immunology-and-microbiology/immunofluorescence
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Figure 4. 3: Effect of Salmeterol on LPS-mediated NF-κB activation.  

Cells were pre-incubated with Salmeterol (10−9 M) for 45 min and stimulated with LPS for 1 h. 

Representative western blots (E) and quantitative analysis show effect of Salmeterol 

on IκBα degradation (A), and TAK1 phosphorylation (B), and p65 NF-κB expression 

in cytosol (C) and nuclear (D) fractions of BV2 cells. Bar graphs represent fold change compared 

to control. Data represents mean ± SD of three independent experiments. ***p < .001 and **p < .01 

indicates significant difference from control group and ##p < .01 and #p < .05 indicates significant 

difference from LPS-treated group. 

https://www.sciencedirect.com/topics/medicine-and-dentistry/salmeterol
https://www.sciencedirect.com/topics/neuroscience/nf-kappa-b
https://www.sciencedirect.com/topics/immunology-and-microbiology/western-blot
https://www.sciencedirect.com/topics/medicine-and-dentistry/quantitative-analysis
https://www.sciencedirect.com/topics/neuroscience/i-kappa-b-alpha
https://www.sciencedirect.com/topics/medicine-and-dentistry/phosphorylation
https://www.sciencedirect.com/topics/medicine-and-dentistry/cytosol
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4.3.3. Expression of β-arrestin2 is required for the anti-inflammatory effect of Salmeterol 

β-arrestins are well described as critical regulators of inflammatory response and their expression 

alters in response to inflammatory stimuli (295). To examine the role of β-arrestin2 in regulating 

β2-AR/Sal mediated anti-inflammatory effects in LPS-stimulated BV2 cells, we first checked the 

effect of exposure to Salmeterol on the expression of β-arrestin2 in BV2 cells. Here, we have found  

(Figure 4.4) that β-arrestin2 expression was reduced in BV2 cells in response to LPS stimulation, 

and this reduction was significantly abrogated by Salmeterol pre-treatment. These results 

demonstrate that activation of β2-AR with Salmeterol prevents the inhibition of protein levels of 

β-arrestin2 when BV2 cell were stimulated by LPS, and suggests that this level of expression may 

be crucial for the anti-inflammatory effect of Salmeterol. In order to check the role of β-arrestin2 

in regulating the anti-inflammatory response of Salmeterol in response to LPS, we next reduced 

the β-arrestin2 expression using siRNA against β-arrestin2 (Si-β-arrestin2).  
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Figure 4. 4: Salmeterol prevents the inhibition of expression of β-arrestin2 by LPS in 

stimulated BV2 cells.  

Cells were pre-treated with Salmeterol (10−9 M) for 45 min and stimulated with LPS for 24 h. 

Representative immunoblots (B) and quantitative analysis (A) of β-arrestin2 in BV2 cells. Data 

represents mean ± SD of independent experiments (n = 3) and **p < .01 represents the significant 

difference from control group and #p < .05 indicate the significant difference from LPS-treated 

group. 

 

  

https://www.sciencedirect.com/topics/medicine-and-dentistry/salmeterol
https://www.sciencedirect.com/topics/medicine-and-dentistry/immunoblotting
https://www.sciencedirect.com/topics/medicine-and-dentistry/quantitative-analysis
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Figure 4.5A, shows that while the BV2 cells transfected with scrambled siRNA (Si control) had 

no effect on β-arrestin2 expression, BV2 cells transfected with siRNA to β-arrestin2 (Si-β-

arrestin2) showed a 5-fold reduced expression of the β-arrestin2 protein.  

Furthermore, the cells exposed to the scrambled siRNA (Si control) showed significant reduction 

in the production and release of the LPS-induced pro-inflammatory mediators NO (B), TNF-α 

protein (C) and mRNA (D), and IL-1β protein (E) and mRNA (F) upon treatment with Salmeterol. 

In contrast, the silencing of Arrb2 (Si-β-arrestin2) in BV2 cells significantly abrogates the anti-

inflammatory effects of Salmeterol (Fig. 4.5B-F). These results suggest that silencing of Arrb2 

gene abolished the inhibitory effects of Salmeterol on inflammatory mediator production and 

demonstrates that the anti-inflammatory effects of β2-AR activation in response to inflammatory 

stimuli depend on the expression of β-arrestin2. 
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Figure 4. 5: Anti-inflammatory effects of Salmeterol is β-arrestin2 dependent.  

To inhibit β-arrestin2 expression, BV2 cells were transfected with β-arrestin2 siRNA (Siβ-

arrestin2) and scrambled siRNA (SiControl) for 24 h and then treated with Salmeterol and 

followed by stimulated with LPS for 24 h. The expression of β-arrestin2 proteins in SiControl and 

Siβ-arrestin2 transfected BV2 cells was measured by Western blot (A). The level of nitric 

oxide was measured by Griess reaction (B), while levels of protein and mRNA levels of TNF-α (C 

and D) IL-1β (E and F) in BV2 cell culture were measured by ELISA and qRT-PCR, respectively. 

For protein quantification, BV2 cells were pretreated with Salmeterol for 45 min, then stimulated 

with LPS for 24 h, and supernatant were collected. For mRNA analysis cells were stimulated with 

LPS for 6 h and the extracted RNA of cells was subjected to qRT-PCR analysis. The relative 

mRNA levels of TNF-α and IL-1β were normalized to β-actin. mRNA data expressed as fold 

change compared to control (A and C). Data represented as mean ± SD from independent 

experiments (n = 4). ***p < .001 and **p < .01 represents significant difference from control group 

and ##p < .01 and #p < .05 represents significant difference from LPS-treated group. 

https://www.sciencedirect.com/topics/neuroscience/anti-inflammatory
https://www.sciencedirect.com/topics/medicine-and-dentistry/salmeterol
https://www.sciencedirect.com/topics/medicine-and-dentistry/small-interfering-rna
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4.3.4. Inhibition of the TLR4–induced activation of the NF-κB signaling pathway by 

Salmeterol is β-arrestin2 dependent 

We next examined if the inhibition of β-arrestin2 expression had any effect on the Salmeterol-

dependent inhibition of the NF-κB signaling pathway activated by LPS. Figure 4.6 shows that 

abrogation of β-arrestin2 expression by siRNA abolishes the inhibitory effects of Salmeterol and 

restores IκBα degradation (A), phosphorylation of TAK1 (B), and translocation of p65-NF-κB 

from cytosol (C) to nucleus (D) induced by LPS activation. Fig. 4.6E shows the corresponding 

immunoblots representing these results. Collectively, results from 4.3.3 and 4.3.4 sections suggest 

the expression of β-arrestin2 is required to elicit the anti-inflammatory effects of β2-AR activation 

with Salmeterol. 
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Figure 4. 6: Inhibition of NF-κB signaling pathway by Salmeterol is dependent on β-

arrestin2.  

Cells were transfected with β-arrestin2 siRNA (Siβ-arrestin2) and scrambled siRNA (SiControl) 

for 24 h and then treated with Salmeterol and followed by stimulated with LPS for 1 h. Cells were 

pre-incubated with Salmeterol (10−9 M) for 45 min and stimulated with LPS for 1 h. 

Representative western blots (E) and quantitative analysis show effect of Salmeterol 

on IκBα degradation (A), and TAK1 phosphorylation (B), and p65 NF-κB expression 

in cytosol (C) and nuclear (D) fractions of BV2 cells. Bar graphs represent fold change compared 

to control. Data represents mean ± SD of three independent experiments. ***p < .001 and **p < .01 

indicates significant difference from control group and ##p < .01 and #p < .05 indicates significant 

difference from LPS-treated group. 
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4.3.5. Salmeterol suppresses LPS-induced NF-κB activation and TAK1 phosphorylation by 

enhancing the TAB1-β-arrestin2 interaction 

Since the downstream activation of LPS-induced NF-κB activation requires the formation of a 

molecular complex of signaling molecules TAK1 and TAB1, we first examined if β-arrestin2 co-

localizes with TAB1 in BV2 cells by immunocytochemistry. We found that β-arrestin2 shows co-

localization with TAB1 (Figure 4.7A) within the cytoplasm of unstimulated BV2 cells. We next 

performed a co-immunoprecipitation assay to examine the association of TAK1 and TAB1 with 

β-arrestin2. In Fig. 7B and C, the immunoprecipitation assay showed association of TAB1 with β-

arrestin2 in unstimulated BV2 cells which was reduced in response to LPS. Pre-treatment with 

Salmeterol restored the binding of TAB1 with β-arrestin2 in LPS-stimulated BV2 cells (Fig. 4.7C). 

On the other hand, LPS stimulation increased level of TAK1/TAB1 binding, which was then 

significantly reduced by Salmeterol treatment (Fig. 4.7B and D). Taken together, these results 

indicate the anti-inflammatory and protective effects of agonist activated β2-AR stimulation 

function via the conversion of a pro-inflammatory TAK1/TAB1 association to an anti-

inflammatory β-arr2/TAB1 association.  
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Figure 4. 7: β-arrestin2 binds to TAB1 and inhibits TAB1/TAK1 binding. 

Immunocytochemistry analysis represents co-localization of β-arrestin2 and TAB1 in 

the cytoplasm of BV2 cells (A). Interaction of TAB1 with β-arrestin2 and TAK1 was determined 

by co-immunoprecipitation assay in BV2 cells pre-treated with Salmeterol and stimulated with 

LPS for 2 h (B). Graphs represent quantitative analysis of β-arrestin2-TAB1 interaction (C) and 

TAK1-TAB1 interaction (D). Data represents mean ± SD of three independent experiments. 

***p < .001 and **p < .01 indicates significant difference from control group and ##p < .01 and 

#p < .05 indicates significant difference from LPS-treated group. 
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4.4. DISCUSSION 

Neuroinflammation associated with PD pathology is one of the major hallmarks of 

neurodegeneration and disease progression (155,296,297). Microglia are the key regulators of 

immune responses within the SN and activated microglia contribute to DA-neuronal damage. 

Observations which demonstrated that inflammation in the SN plays a role in the progression of 

PD have led many investigators to initially consider the potential use of anti-inflammatory drugs 

for the treatment of PD. Our previous studies have shown that the neuropathological phenotype 

observed in PD brain is influenced by neuroinflammation and that Salmeterol, a long-acting β2-

AR agonist, can effectively serve as a therapeutic treatment for PD by inhibiting microglia-

mediated inflammatory responses. We have shown that Salmeterol has anti-inflammatory and DA-

neuroprotective activities, even at low doses (10−9 M), and pre-treatment with Salmeterol protects 

DA neurons against LPS and 1-methyl-4-phenyl- 1,2,3,6-tetrahydropyridine (MPTP) induced 

toxicity in both in vitro and in vivo models of PD (20). One of the key findings of our current study 

is that Salmeterol exhibits its β-arrestin2-dependent anti-inflammatory effects on LPS-activated 

BV2 microglial cells via inhibition of NF-κB pathway. Our results show that treatment with 

Salmeterol suppress the production of pro-inflammatory mediators TNF-α, IL-1β and NO, and 

these anti-inflammatory effects were abolished after silencing of β-arrestin2 (Si-β-arrestin2) using 

siRNA. Further analysis shows that Salmeterol functions by enhancing the expression of β-

arrestin2 leading to the binding of β-arrestin2 to TAB1, inhibition of the TAK1/TAB1 interaction, 

and thereby suppression of NF-κB signaling pathway (Figure 4.8). 

Previously, several other investigators have shown that β2-AR agonists can play a significant role 

in neuroprotection in neurodegenerative conditions. Chai et al. showed that the β2-AR activation 

enhances hippocampal neurogenesis, ameliorates memory deficits, increased dendritic branching 
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and spine density in mouse model of Alzheimer's disease (236). Mittal et al. have found that a 

short-acting β2-AR agonist, Salbutamol, reduces the expression of α-synuclein (a pathological 

hallmark of PD) in different experimental models of PD, and patients regularly using this asthma 

drug have a reduced risk of developing PD (237). In a mouse model of Down syndrome, 

Formoterol, a long-acting β2-AR agonist, causes significant improvement in synaptic density and 

cognitive functions (238). Our current results show that β2-AR agonists can also have strong 

neuroprotective effects through inhibition of inflammatory signaling in microglial cells 

responsible for the neuroinflammation leading to dopaminergic cell death. Collectively, these 

studies suggest that β2-AR agonists not only protect neurons against degeneration but also have 

anti-inflammatory effects, and therefore, hold significant promise for the treatments of a wide 

variety of neurodegenerative conditions including PD (239). Consistent with our findings, 

catecholamines such as epinephrine and norepinephrine (NE), the endogenous ligands for β2-AR, 

have also been found to have neuroprotective properties against inflammatory damage in CNS 

disease pathology (224,231,249,298,299). Gyoneva et al. have found that NE controls microglial 

motility partially through its interactions with β2-AR during pathogenic conditions (250). In a 

different study, it was found that NE protects cortical neurons against microglia mediated 

inflammation while decreased levels of NE enhance microglial activation (251).  

Interestingly, activation of β2-AR in astrocytes modulates TNF-α induced inflammatory gene 

expression in vitro and in vivo. This study also demonstrated increased expression of β2-AR in 

glial cells in response to neuronal injury (253). Taken together, these studies suggest that β2-AR 

may provide a therapeutic target for regulation of glial cell function and the inflammatory response 

in the brain. Additionally, it has also been shown that NE acting on β2-AR enhances the expression 

of the anti-inflammatory and neurotrophic cytokine IL-10 in the brain (256), and previous results 
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by ourselves and others have shown that IL-10 is a potent neuroprotective cytokine in PD 

(111,112,182,300,301). Collectively, these studies suggest a role of β2-AR in the regulation of 

CNS inflammation and neuroprotection against neurodegenerative conditions. Microglia serve as 

the first line of defense against pathogen and injury in brain, and an important contributor to 

neurodegeneration (176). During neuroinflammatory conditions microglia produces wide range of 

inflammatory cytokines including TNF-α, IL-1β, IL-6 and NO (302). It is proposed that 

degenerating DA-neurons release toxic factors that activate microglia, which in turn attract 

additional activated microglia into the SN. Collectively, these activated microglia and damaged 

neurons form a vicious cycle that leads to chronic inflammation and extensive DA 

neurodegeneration over time leading to the progression of PD (33,173). Microglial activation and 

production of pro-inflammatory cytokines is regulated by NF-κB signaling and inhibition of NF-

κB activity is neuroprotective during chronic inflammatory conditions in PD (124,168,303). 

Therefore, targeting NF-κB activation in microglial cell (microglia-mediated neuroinflammation) 

may serve as a promising therapy for neurodegenerative diseases (304). 

We have also found that Salmeterol suppress pro-inflammatory mediators in LPS-stimulated 

murine macrophages via inhibition of the NF-κB pathway (260), suggesting that β2-AR agonists 

may have a more universal role in controlling chronic inflammatory conditions through their 

inhibition of NF-κB in innate immune cell responses. Activation of β2-AR by receptor agonists 

initiate intracellular signaling pathways that function either via G proteins or through β-arrestin 1 

or 2 (305). β-arrestin2 has been previously reported as a negative regulator of inflammation and to 

also play an important role in internalization and desensitization of GPCR (306,307). Our results 

suggest that the β-arrestin2 pathway is the major pathway of inhibition for inflammatory responses 

in microglial cells. In a study similar to ours, it has been shown that β2-AR negatively regulates 
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NF-κB activation and stabilizes NF-κB/IκB complex via β-arrestin2 in LPS-activated murine 

macrophages (252). β-arrestin2 has been shown as a novel regulator of IκB stability via the direct 

interaction of β-arrestin2 and IκB in HEK293 cells (265). In addition, Fluoxetine, a small 

pharmacological molecule used as an anti-depressant, has been shown to exert anti-inflammatory 

effects on LPS-stimulated microglial cells via the β-arrestin2 regulated pathway through the 

inhibition of TAK1 phosphorylation and NF-κB activation. Fluoxetine also enhances the 

expression of β-arrestin2 and stabilizes its association with TAB1 (308). Similarly, Feng et al. 

have also shown neuroprotective effects of β-arrestin2 via endogenous opioid arrest in 

inflammatory microglial cells (261). Taken together, it appears that increased expression and 

activation of β-arrestin2 in microglial cells leads to enhancement of β-arrestin2/TAB1 binding and 

destruction of the TAK1/TAB1 binding complex required for activation of the NF-κB pathway 

and pro-inflammatory mediator production. 
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Figure 4. 8: Schematic diagram depicting anti-inflammatory effects of Salmeterol via β2-

AR/βarrestin2 signaling in BV2 cells.  

Stimulation of BV2 with LPS triggers TLR4 signaling pathway through TRAF6 and TAK1, 

leading to the activation of NF-κB and expression of pro-inflammatory genes (upper panel). 

However, activation of microglial β2-AR with Salmeterol enhances the expression of β-arrestin2 

and leads to its increased interaction with TAB1, preventing formation of the TAB1/TAK1 

complex, and inhibiting the activation of NF-κB. The lower panel shows lack of β-arrestin2 

(knockdown using siRNA against Arrb2) in BV2 cells abrogates the anti-inflammatory effects of 

the Sal/β2-AR/β-arrestin2 pathway and leads to normal activation of BV2 microglial cells in 

response to inflammatory stimuli. 

  

https://www.sciencedirect.com/topics/neuroscience/nf-kappa-b


106 
 

Currently, there are several synthetic β2-AR agonists available and several are currently being 

used as first-line medications in the treatment of chronic obstructive pulmonary disease (COPD) 

and bronchial asthma (291,309). Our current and previous studies suggest that the 

neuropathological phenotype observed in the PD brain is influenced by neuroinflammation and 

that Salmeterol, a β2-AR agonist, can effectively serve as a therapeutic treatment for PD by 

inhibiting microglia-mediated inflammatory responses (20,23). We also have found that 

Salmeterol functions to inhibit innate pro-inflammatory response in both murine macrophages and 

microglia through its inhibition of the NF-κB signaling pathways via a β-arrestin2/TAK1 

dependent mechanism (260). These studies show that the mechanism by which agonist activated 

β2-AR inhibits pro-inflammatory responses is by enhancing β-arrestin2 expression, leading to 

increased β-arrestin2/ TAB1 binding, inhibiting the formation of the TAB1/TAK1 complex and 

the subsequent phosphorylation of TAK1, which in turn attenuates phosphorylation of the IκB/NF-

κB complex, preventing the release of the NF-κB p50/p65 complex needed for pro-inflammatory 

gene activation. However, how the activation of β2-AR enhances expression of β-arrestin2 leading 

to its association with TAB1 is not well explained, and still remains to be determined. The recent 

evidence and results from our study suggest that β-arrestin2 expression is required for anti-

inflammatory effects of β2-AR/Sal signaling by disrupting the formation of the TAK1-TAB1 

molecular complex by inhibiting TAK1/TAB1 binding (Figure 4.8). Collectively, these studies 

suggest Salmeterol could serve as a novel therapeutic for targeting microglia and macrophage-

mediated chronic inflammatory conditions including PD. 
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CHAPTER 5 

Mechanism underlying β2-AR agonist-

mediated phenotypic conversion of LPS-

activated microglial cells 

 

This chapter has been modified from the published article: 

Sharma, M., Arbabzada, N., Flood, P.M. Mechanism underlying β2-AR agonist-mediated 

phenotypic conversion of LPS-activated microglial cells. (J. Neuroimmunol. 332:37-48). 
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5.1. ABSTRACT 

Fundamentally, microglia have two activation states, a pro-inflammatory neurotoxic (M1) and an 

anti-inflammatory neuroprotective (M2) phenotype, and their conversion from M1-like to M2-like 

microglia may provide therapeutic benefits to prevent neuronal loss in neurodegenerative diseases 

such as PD. Previously, we showed that Salmeterol, a long-acting β2-adrenergic receptor (β2-AR) 

agonist, has neuroprotective effects in PD models in vitro and in vivo through the -arrestin2-

dependent inhibition of pro-inflammatory M1-type mediator production. In the present study, we 

explored whether Salmeterol can mediate phenotypic conversion in LPS-activated murine 

microglial BV2 cells from the neurotoxic M1-like to a neuroprotective M2-like phenotype. 

Salmeterol inhibited the production of LPS-induced mediators of the pro-inflammatory M1 

phenotype such as tumor necrosis factor-α (TNF-α), IL-(interleukin) 18, IL-6, chemokines (CCL2, 

CCL3, CCL4) and reactive oxygen species from BV2 cells. Conversely, treatment with Salmeterol 

and other 2-AR agonists robustly enhanced the production of the M2 cytokine IL-10 from LPS-

activated microglia. In addition, Salmeterol upregulates the expression of arginase-1 and CXCL14. 

Furthermore, using siRNA approach we found that silencing of the transcription factor Creb 

abrogates the Salmeterol-mediated production of IL-10 in LPS-activated BV2 cells, but silencing 

of β-arrestin2 with Arrb2 siRNA did not. Therefore, our data shows conversion from an M1- to 

M2-like phenotype in LPS-activated microglia by β2-AR agonists involves activation of the 

classical cAMP/PKA/CREB as well as the PI3K and p38 MAPK signaling pathways, and provides 

a novel therapeutic approach targeting microglial cell activation and inducing their phenotypic 

conversion in the treatment of neuroinflammatory diseases such as PD. 
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5.2. INTRODUCTION 

Inflammation is a highly regulated process which involves multiple steps including the migration 

of immune cells, production of inflammatory mediators, a destructive phase that results in clearance 

of infection/debris and eventually the conversion into a regenerative stage that results in tissue 

repair. In chronic inflammation, this conversion to a regenerative stage is often delayed or absent, 

resulting in continuous tissue destruction and pathology. Similar to peripheral macrophages, 

microglial cells respond to endogenous stimuli in both a protective and pathogenic manner and 

functionally serve as the resident macrophages of the CNS. Activation of microglia and their 

subsequent production of inflammatory mediators have been shown in pathological studies of many 

chronic neurodegenerative diseases including Alzheimer’s disease (310), PD (35), multiple 

sclerosis (311), stroke (312), neuropathic pain (313) and several others (314), with little to no 

evidence of conversion to a tissue regenerative state (315).   

PD is a neurological movement disorder caused by degeneration of dopaminergic neurons which 

results into impaired motor basal ganglia circuitry in the mid brain region (316). The pathological 

hallmarks of PD are the presence of Lewy bodies containing insoluble α-synuclein protein 

aggregates (317), as well as neuroinflammation and activated glial cells (168). Dopaminergic 

neurodegeneration and the accumulation of protein aggregates convert microglia into an activated 

state, and this process results in microglial priming (176). These primed or activated microglia are 

then more susceptible to a secondary inflammatory stimulus which further leads to a pathological 

inflammatory response, characterized by the production of several inflammatory mediators which 

contribute to neuronal damage (176). It has been suggested that the inhibition of the pro-

inflammatory microglial response and an enhanced anti-inflammatory response during PD 

progression is required for halting and potentially reversing dopaminergic cell loss, and this 
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immunologic conversion leads to resolved inflammation within the substantia nigra (SN) (318,319). 

An increased number of activated microglia in SN region is a hallmark of neuroinflammation and 

in the pathogenesis of PD (17). Activated microglia in CNS milieu can perform a variety of 

functions with diverse phenotypes. These phenotypes broadly divided into two main states: a 

classically activated M1-like phenotype with cytotoxic/neurotoxic properties and an alternate 

activated M2-like phenotype with regenerative and neuroprotective properties (318). M1 or 

classically activated microglia produce pro-inflammatory mediators such as TNF-tumor necrosis 

factor-), IL (interleukin)-6, IL-1, and IL-18, CXCL10/IP-10 (C-X-C motif chemokine ligand 

10/interferon gamma-induced protein 10), MCP-1/CCL2 (monocyte chemoattractant protein1/C-C 

motif chemokine ligand 2), NO (nitric oxide) and ROS (reactive oxygen species). In contrast, the 

protective phenotype of microglia characterized by the expression of an anti-inflammatory 

phenotype, including the expression of arginase-1, IL-10 and CXCL14 (320). 

Studies targeting neuroinflammation represent a novel therapeutic approach for neurodegenerative 

conditions such as PD (319,321,322), and previously we have established several therapies 

targeting neuroinflammation and neurodegeneration in an animal model of PD.  These therapies 

include D-morphinan-related compounds (119), anti-inflammatory cytokines such as TGF-β 

(transforming growth factor-beta) (116) and IL-10 (111,300), and small molecule inhibitors 

targeting IKK (inhibitor of kappa B (IκB) kinase) (124) and NADPH (nicotinamide adenine 

dinucleotide phosphate) oxidase (126). One such highly effective anti-inflammatory approach is 

the use of therapeutic compounds that activate the β2-AR (20,260,263,323).  A number of different 

types of brain cells, including microglia, astroglia, and neurons express the 2-ARs (283), which is 

one of the main targets of the regulatory effects for noradrenaline or norepinephrine (NE) in PD 

(324). Previously, we have found that the long-acting β2-AR agonist Salmeterol showed 
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neuroprotective properties in both neurotoxin-based MPTP and inflammatory LPS model of PD 

(20). Salmeterol is a long-acting 2-AR and an active ingredient in Advair@ which is a FDA-

approved drug and prescribed as a bronchodilator for the treatment of asthma and chronic 

obstructive pulmonary disorder (COPD) (291). Further, we found that Salmeterol shows anti-

inflammatory effects by enhancing the binding between -arrestin2 and TAB1 (TAK1 

(transforming growth factor-beta-activated-kinase1) binding protein) and reducing TAK1/TAB1 

interaction, thereby suppressing the activation of NF-κB (263).  

Previous results show that treatment with the anti-inflammatory cytokine IL-10 on neuron-glia 

culture suppressed LPS-induced degeneration of DA neurons which shows the role of IL-10 in 

regulating neuro-inflammation in PD (111,300). In addition, both the endogenous agonist (NE) and 

pharmacological agonist of 2-AR have been found to alter the LPS-activated M1-like phenotype 

of macrophages by enhancing the expression of Arg-1 and IL-10 (325–327). Here, in the current 

study we reveal that the long-acting 2-AR agonist Salmeterol has potent anti-inflammatory effects 

and suppresses the production of pro-inflammatory cytokines and chemokines which are the 

characteristic markers of classically activated M1 microglia, while concurrently induces the 

production of anti-inflammatory cytokine IL-10 in LPS-activated BV2 cells. In addition, we have 

found that 2-AR stimulation by Salmeterol enhances expression of arginase-1 (Arg-1) and 

CXCL14, thereby converting the inflammatory M1-like microglia to an M2-like microglial 

phenotype. Inhibition of classical signaling pathway of 2-AR via silencing CREB by siRNA and 

inhibiting protein kinase A (PKA) abrogates Salmeterol-mediated production of IL-10. In contrast, 

inhibition of -arrestin2 via siRNA did not affect the Salmeterol-mediated production of IL-10. 

These immunomodulatory effects of Salmeterol may serve as a potential therapeutic avenue for 

neuroinflammatory and neurodegenerative diseases including PD. 
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5.3. RESULTS 

5.3.1. β2-AR agonist stimulation suppresses TLR-induced M1 markers of microglial 

activation. Many studies have shown that pharmacological and endogenous 2-AR agonists can 

suppress the LPS-induced production of TNF-(328,329). Previously, we have shown that 2-AR 

agonist Salmeterol inhibited the activation of the LPS-induced NF-B signaling pathway, which is 

a key transcription factor for the production of a number of pro-inflammatory mediators (20,263). 

Here, we wished to determine the effect of Salmeterol on the expression of microglial activation 

markers. BV2 cells were treated with long-acting 2-AR agonist Salmeterol and then activated with 

inflammatory stimulus LPS. The intracellular production and release of TNF- was measured by 

flow cytometry, qPCR and ELISA. The intracellular staining of TNF- was enhanced with LPS 

stimulation and suppressed by Salmeterol treatment (Figure 5.1A). The quantitative analysis shown 

increased number of TNF-+ cells in LPS-stimulated group while the number of TNF-+ cells was 

significantly suppressed (by ~ 3-fold; p<0.001) in LPS+Salmeterol group (Figure 5.1B). Similarly, 

the production of TNF- in culture supernatant was also significantly suppressed (by ~4-fold; 

p<0.001) in the LPS+Salmeterol group when compared to LPS-alone group (Figure 5.1C). 

Furthermore, upon stimulation with endotoxin, microglia secrete a variety of cytokines and 

chemokines other than TNF-that are unique to the M1 inflammatory phenotype. We examined the 

effect of Salmeterol on mRNA expression of TNF- and these other M1 inflammatory phenotype 

makers on LPS-activated BV2 microglial cells.  

 



113 
 

 

Figure 5. 1: β2-AR agonist Salmeterol suppresses LPS-induced TNF-α production in BV2 

cells.  

BV2 cells were treated with Salmeterol (10-9 M) for 45 min then stimulated with E. coli LPS 

(1μg/ml) and Brefeldin A (10 μg/ml) (A and B). After 4h cells were harvested and intracellular 

TNF-α expression was measured by flow cytometry. (A) Represents the expression level of TNF-

α in control (untreated), LPS-stimulated, Salmeterol-treated and Sal+LPS-treated experimental 

group. (B) Plot shows the percentage of TNF expressing cells. (C) BV2 cells were treated with 

Salmeterol (10-9 M) for 45 min then stimulated with E. coli LPS (1μg/ml) and after 6h supernatants 

were collected. Box-plot represents the TNF-α production in culture supernatant which was 

measured by ELISA. Data represents mean±SD of 3-5 independent experiments. ***p<0.001 

indicates significant difference from control group and ###p<0.001 indicates significant difference 

from LPS-treated group. 
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In Figure 5.2, we show that LPS exposure upregulates the expression of M1-specific cytokines TNF-

, IL-18, IL-6 which were significantly downregulated in LPS+Salmeterol group (p<0.001 and 

p<0.01; Figure 5.2A-C). In addition, stimulation of BV2 cells with LPS also upregulated the mRNA 

expression of pro-inflammatory M1-specific chemokines CCL2 (MCP-1), CCL3, CCL4 and 

CXCL10 (IP-10), and pre-treatment with Salmeterol significantly suppresses the expression of these 

chemokines (p<0.001; Figure 5.2D-G). As reported previously, Salmeterol also suppresses the LPS-

activated nitric oxide (NO) secretion from microglia cells (263) and here we observe that Salmeterol 

also significantly downregulates the mRNA expression of LPS-activated iNOS (by ~6-fold; 

p<0.001, Figure 5.2H). In addition, Salmeterol significantly suppresses the LPS-induced generation 

reactive oxygen species in BV2 cells (p<0.001; Figure 5.2I). Collectively, this data suggests that 

Salmeterol exerts anti-inflammatory effects by inhibiting the expression of M1-specific pro-

inflammatory cytokine and chemokine mRNAs and the production reactive oxygen species in 

endotoxin-activated BV2 cells. 
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Figure 5. 2: Engagement of beta2 adrenergic receptor with agonist Salmeterol downregulates 

LPS-stimulated expression of M1 phenotypic markers of microglia.  

BV2 cells were treated with Salmeterol (10-9 M) for 45 min and then stimulated with E. coli LPS 

(1μg/ml). After 4h cells were harvested, RNA was isolated from each experimental group and 

qRT-PCR analysis was performed. Bar graphs represent the expression level of (A) TNFA, (B) IL-

18, (C) IL-6, (D) CCL2, (E) CCL3, (F) CCL4, (G) CXCL10, and (H) iNOS. The level of 

intracellular reactive oxygen species (ROS) was measured in culture supernatant 1h post-LPS 

stimulation (I). Data represents mean±SD of 3 independent experiments. ***p<0.001 and 

**p<0.01 represents significant difference from control group. ###p<0.001 and ##p<0.01 

represents significant difference from LPS-treated group. 
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5.3.2. Salmeterol stimulates expression of M2 phenotypic markers in LPS-activated BV2 

cells. In response to inflammatory stimuli such as LPS, microglia change their phenotype from 

resting to the activated pro-inflammatory type (M1) (320). Conversely, activation of TLRs with 

LPS can also weakly enhance the expression of the M2 phenotypic marker IL-10 in immune cells 

including microglia (330). Recent studies have shown that adrenergic receptor activation can 

robustly increase the expression of IL-10 in dendritic cells (331) and activated macrophages (326). 

Consequently, we tested if pre-treatment with Salmeterol can convert the pro-inflammatory M1-

like phenotype to the M2-like or anti-inflammatory phenotype by increasing the expression of not 

only IL-10 but of other M2 markers as well. The intracellular production and release of IL-10 was 

measured by flow cytometry, qPCR and ELISA. While the intracellular staining of IL-10 was 

slightly enhanced in LPS-activated BV2 cells compared to unstimulated cells, IL-10 staining was 

robustly increased after Salmeterol treatment in these cells. Interestingly, no increased expression 

of IL-10 was observed in Salmeterol alone treated BV2 cells (Figure 5.3A). The quantitative 

analysis shows a small increase in the number of IL-10+ cells in LPS-stimulated group, which was 

significantly enhanced by Salmeterol treatment (approximately by 3-fold; p<0.001) in 

LPS+Salmeterol group when compared to LPS alone group (Figure 5.3B). Also, pre-treatment 

with Salmeterol enhances the mRNA expression of IL-10 in LPS-activated BV2 cells (p<0.01; 

Figure 5.3C). Similarly, the production of IL-10 in culture supernatant was also significantly 

enhanced (by ~4-fold; p<0.001) in LPS+Salmeterol group when compared to LPS-alone group 

(Figure 5.3D). When we further examined the effect of Salmeterol on the expression of other M2-

specific phenotype makers of activated microglia. We found that Salmeterol significantly enhances 

the expression of arginase-1 and CXCL14 in LPS-activated BV2 microglia (p<0.001; Figure 5.3E-
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F). Consistent with IL-10 expression, there was no enhanced expression of arginase-1 and 

CXCL14 observed in Salmeterol alone treated group. 
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Figure 5. 3: Treatment with Salmeterol converts immunological phenotype of LPS-

stimulated microglia.  

BV2 cells were treated with Salmeterol (10-9 M) for 45 min and then stimulated with E. coli LPS 

(1μg/ml) and Brefeldin A (10 μg/ml). After 4h cells were harvested, and intracellular IL-10 

expression was measured by flow cytometry. (A) Top panel represents the expression level of IL-

10 in control (untreated), LPS-stimulated, Salmeterol-treated and Sal+LPS-treated experimental 

group. (B) Plot shows the percentage of IL-10 expressing cells. (C) Bar graph represents the 

mRNA level of IL-10 expression in experimental groups. (D) BV2 cells were treated with 

Salmeterol (10-9 M) for 45 min then stimulated with E. coli LPS (1μg/ml) and after 6h supernatants 

were collected. Box-plot represents the IL-10 production in culture supernatant which was 

measured by ELISA. (E-F) Bar graphs depict the mRNA expression level of M2 phenotype 

markers Arg-1 and CXCL14 respectively. Data represents mean±SD of 3-4 independent 

experiments. **p<0.01 indicates significant difference from control group. ###p<0.001 and 

##p<0.01 indicates significant difference from LPS-treated group. 
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5.3.3. Salmeterol-mediated anti-inflammatory effect and phenotypic conversion is specific to 

activation of β2-AR. Given the evidence that Salmeterol is a specific agonist of 2-AR, we sought 

to examine if other 2-AR agonists show similar effects to Salmeterol. For these experiments, we 

used the ultra-long-acting 2-AR agonists Vilanterol and Indacaterol. BV2 cells were pre-treated 

with Vilanterol and Indacaterol and then stimulated with LPS, and the production of inflammatory 

mediators TNF- and IL-10 was measured in culture supernatant. Results (Figure 5.4) show both 

Vilanterol and Indacaterol significantly suppressed the LPS-induced production of TNF- and 

enhanced the LPS-induced production of IL-10 in BV2 microglia (p<0.001; Figure 5.4A-B). 

Furthermore, the blockade of 2-AR with the specific antagonist ICI 118,551HCl reverses the 

immunoregulatory effects of Salmeterol in LPS-activated BV2 microglial cells (Figure 5.4E-F). 
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Figure 5. 4: Inflammatory conversion of microglia by is mediated by 2-AR activation and 

blocked by 2-AR antagonists.  

BV2 cells were treated with the ultra-long acting 2-AR specific agonists Vilanterol and 

Indacaterol (10-9 M) for 45 min and further stimulated with E. coli LPS (1μg/ml). Production of 

IL-10 and TNF- in culture supernatant was measured by ELISA after 6h post-LPS stimulation. 

Box plots represent the supressed TNF- and enhanced IL-10 production by Vilanterol and 

Indacaterol. (A-D) In separate experimentBV2 cells were treated with 2-AR specific antagonists 

ICI 118,551 HCl prior to treatment with Salmeterol. Box plots depict the supressed TNF- and 

enhanced IL-10 production and this effect was further blocked by 2-AR specific antagonist (E-

F). Data represents mean±SD of independent experiments (n=4). ***p<0.001 indicates significant 

difference from control group. ###p<0.001 indicates significant difference from LPS-treated 

group. ns- not significant. 
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5.3.4. Salmeterol-mediated enhancement of IL-10 is β-arrestin2-independent. After binding 

with agonist, 2-AR activation leads to two different signaling pathways: the classical or G-

protein-dependent pathway and the alternate β-arrestin-dependent or G-protein-independent 

pathway. Previously, we have found that anti-inflammatory effects of Salmeterol is -arrestin2-

dependent by demonstrating that following the silencing -arrestin2 Salmeterol had no effect on 

the reduced production of TNF- in LPS-activated BV2 cells (263). Consequently, we sought to 

examine whether the increased production of IL-10 is also regulated by -arrestin2-mediated 

signaling by transfecting BV2 cells with -arrestin2 siRNA and then treated these cells with 

Salmeterol, followed by stimulated with LPS. Results (Figure 5.5) indicate that cells exposed to 

the scrambled siRNA (Si control) showed significant increased production of the IL-10 in 

LPS+Salmeterol-treated group compared LPS alone (p<0.001), and the silencing of β-arrestin2 

with siRNA to Arrb2 had no effect on the enhancement of IL-10 production in LPS+Salmeterol 

activated BV2 cells (p<0.01; Figure 5.5A). The effect of Si-RNA on the inhibition of β-arrestin2 

protein expression was verified by western blot (Figure 5.5C). 

5.3.5. Salmeterol-mediated IL-10 enhancement in activated microglia requires CREB 

activation. It has been shown that the classical G-protein-dependent or cAMP/PKA/CREB 

signaling pathway is responsible for converting M2 polarization in microglia activated by GPCR 

such as cannabinoid CB2 receptors (332,333). We therefore first examined if the LPS-dependent 

Salmeterol-activated enhancement of the production of IL-10 is CREB dependent. To test this, 

BV2 cells were transfected with siRNA against CREB (Si-Creb) and then treated with Salmeterol, 

followed by stimulated with LPS. The release of IL-10 was measured by ELISA and results 

indicate that cells exposed to the scrambled siRNA (Si-Control) showed significantly increased 

production of the IL-10 in LPS+Salmeterol-treated group compared LPS alone (p<0.001). In 
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contrast, BV2 cells transfected with Si-Creb showed a much smaller but still slightly significant 

production of IL-10 in LPS+Salmeterol treated group (p<0.05, Figure 5.5B) when compared with 

the cells transfected with Si-Control. This shows IL-10 production was significantly reduced by 

Salmeterol in LPS-activated BV2 cells after the silencing of CREB (p<0.001; Figure 5.5B) when 

compared with Si-Control group. Effect of Si-RNA on protein expression of Creb was measured 

by western blot (Figure 5.5D). 
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Figure 5. 5: Sal/2-AR-mediated enhancement of IL-10 production is dependent on classical 

GPCR signaling pathway.  

BV2 microglia were transfected with β-arrestin2 siRNA (Siβ-arrestin2) and scrambled siRNA 

(SiControl or Scr). In separate experiments BV2 cells were transfected with Creb siRNA (Si-Creb) 

and scrambled siRNA. After 24h of transfection cell were treated with Salmeterol and followed 

by stimulated with LPS. After 6h cell culture supernatants were collected and production of IL-10 

was measured by ELISA. Box plots depict the effect of silencing of β-arrestin2 (A) and Creb (B) 

on IL-10 production in all experimental groups. Representative western blots (C) and (D) show 

reduced expression of -arrestin2 and total Creb protein after transfection. Data represents 

mean±SD of four independent experiments (n=4). ***p<0.001, **p<0.01 and *p<0.05 indicates 

significant difference from LPS-treated group and ###p<0.001 indicates significant difference 

between SiControl and Siβ-arrestin2 and Si-Creb experimental groups. ns- not significant. 
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Activation of CREB has been shown to involve activation of the PKA signaling pathway, but can 

also be mediated by activation of MAPK (334,335) and PI3K (phosphoinositide 3-kinase) (336). 

Therefore, we examined whether LPS+Salmeterol-mediated enhancement of IL-10 production via 

CREB is mediated by these and/or other signaling molecules. BV2 cells were treated with the 

indicated pharmacological inhibitors targeting intracellular signaling molecules for 1h prior to 

treatment with Salmeterol and LPS. Next, production of IL-10 in culture supernatant was 

measured. Results (Figure 5.6) shows inhibition of ERK1/2 (extracellular signal-regulated kinase) 

(by 10μM of U0126) and JNK (c-Jun N-terminal kinase) (by 10μM of SP600125) was not capable 

to affecting the Salmeterol-mediated production of IL-10 (Figure 5.6A-B), while p38 MAPK 

inhibition (via 10μM of SB203580) significantly inhibited Salmeterol-mediated increased 

production of IL-10 (p<0.001; Figure 5.6C). Likewise, it has been previously shown that PI3K 

activation is required for M2 activation of macrophages (337), and we find that treatment with 

PI3K inhibitor (Wortmannin; 1uM and) also abrogates the Salmeterol-mediated IL-10 production 

(p<0.001; Figure 5.6D). As expected, protein kinase A inhibition (by KT5720; 1μM) also 

significantly inhibited IL-10 enhancement in LPS+Salmeterol-activated BV2 cells (p<0.001; 

Figure 5.6E), which further indicates the finding that Salmeterol-mediated IL-10 production is 

dependent on the classical cAMP/PKA/CREB signaling pathway. 
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Figure 5. 6: Effects of blockade of various signaling pathways on Salmeterol-mediated 

production of IL-10.  

BV2 cells were incubated with inhibitors indicated for 1h prior. Then, cells were treated with 

Salmeterol (10-9 M) for 45 min and further stimulated with E. coli LPS (1μg/ml). Production of 

IL-10 culture supernatant was measured by ELISA. (A-E) Box plots represent the IL-10 

production by Salmeterol in presence and absence of pharmacological inhibitors of indicated 

signaling molecules. Data represents mean±SD of five independent experiments (n=5). 

***p<0.001 and **p<0.01 indicates significant difference between LPS-treated and 

LPS+Salmeterol-treated group. ###p<0.001 indicates significant difference between experimental 

groups treated with inhibitors and no inhibitors. ns- not significant. 
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5.4. DISCUSSION 

Inflammatory processes in the brain are mainly regulated by microglia and these microglial cells 

acquire different activation states in order to perform their molecular and cellular functions. Once 

activated, the M1 microglia responds to the toxic stimuli and promote inflammation. On the other 

hand, the M2 microglia secrete anti-inflammatory mediators and promote repair and tissue 

homeostasis (320,337). Our results indicate treatment of LPS-activated microglia with Salmeterol 

suppresses M1-type activation and promotes M2-type activation of microglia. Previously, we have 

studied the neuroprotective and anti-inflammatory properties of 2-AR in MPTP and LPS model 

of PD but the underlying mechanism is still not completely understood (20,263). Here, we find 

that the 2-AR agonist Salmeterol significantly inhibits the cytokine/chemokine expression such 

as TNF-, IL-1, IL-6, IL-18, IP-10 and MCP-1 (Figure 5.1 and 5.2), as well as other M1- 

phenotypic markers such as iNOS, reactive oxygen species, and even COX2 (cyclooxygenase-2, 

data not shown). These pro-inflammatory mediators have been shown to play crucial role in 

neuroinflammation and progression of PD and other neurodegenerative diseases 

(155,167,338,339). On the other hand, we found that Salmeterol significantly enhances the 

production of the anti-inflammatory cytokine IL-10 suggesting that its mode of action is not only 

to inhibit the pro-inflammatory phenotype, but to induce the production of anti-inflammatory 

cytokines that may help to control the continued destruction of dopaminergic neurons by other 

neighboring microglial cells. 

The importance of inflammation in the destruction of dopaminergic neurons in PD has long been 

suggested (180,304,323). Elevated levels of pro-inflammatory mediators have been found in blood 

and cerebrospinal fluid of PD patients (340,341). The increased production of pro-inflammatory 

mediators have been associated with several neurodegenerative conditions including PD 
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(180,296,342). Similarly, the over-production of reactive oxygen or nitrogen species have been 

associated to the etiology of many diseases including neurodegenerative and neuropsychiatric 

diseases such as PD (343–346). A number of studies have shown an association between the use 

of NSAIDs and risk of Parkinson’s disease (347–349). However, it has been suggested that non-

specific shut-down of inflammation may not have sufficient beneficial effects on the disease 

pathogenesis (350). Therefore, suppressing neuroinflammation and toxicity is an important 

therapeutic approach but strengthening the neuroprotective and restorative properties of microglia 

may also be required to halt the disease progression. Results from this study also address this 

hypothesis.  

One of the important features of our findings is that Salmeterol not only suppresses neurotoxic 

phenotype of microglia (M1) via inhibiting TNF-α, IL-6, IL-1 IL-18, CCL2, CCL3, CCL4, 

CXCL10, nitric oxide and ROS production, but also elicits anti-inflammatory effects by inducing 

IL-10 production and promoting the microglial conversion from the M1- to the M2-like phenotype 

(Figures 5.1, 5.2 and 5.7). It has been found that M1 cytokines and chemokines play a major role 

in neurodegenerative diseases. For example, in addition to the known neuropathic effects of TNF-

 (22,351,352) and IL-1 (353) the higher expression of CCL2/MCP-1 exacerbates the chronic 

inflammation in many neurodegenerative conditions (354). Increased levels of chemokines 

including MCP-1, CCL3, CCL4 and CXCL10 have been associated with depressive symptoms 

and cognitive impairment in PD patients (355,356). Salmeterol also reduces the expression of IL-

18 which contributes to dopaminergic neurodegeneration (357) and several other inflammation-

related disorders (358,359). In addition, polymorphism in IL-18 gene promoter has been associated 

with idiopathic PD in two different population studies (360,361). 
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Figure 5. 7: Schematic diagram showing immunomodulatory effect of Salmeterol on 

inflammatory conversion of LPS-stimulated BV2 cells.  

Resting microglia, once activated with endotoxin, expresses an M1-like phenotype which is 

neurotoxic. These M1-activated microglia robustly enhance production of pro-inflammatory 

cytokines and chemokines (TNF-, IL-1, IL-6, IL-18, MCP-1, CCL3, CCL4, ROS and 

CXCL10/IP-10. In contrast, treatment of LPS-activated microglia with Salmeterol changes their 

phenotype to an M2-like phenotype which is characterized by the inhibition of pro-inflammatory 

cytokines and the enhancement of anti-inflammatory cytokines and chemokines IL-10, arginase-

1, and CXCL14.  
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Conversely, we find that 2-AR agonists Salmeterol enhances the expression and production of 

IL-10 in LPS-activated BV2 microglia and also enhances the expression of M2 markers arginase-

1 and CXCL14 (Figure 5.3). IL-10 has been found as an anti-inflammatory and neurotrophic 

factor which helps in tissue repair and homeostasis process (362,363). Previously, we have shown 

neuroprotective effects of anti-inflammatory cytokine (such as IL-10 and TGF-β) therapies in PD 

models (111,119,300). IL-10 is also known to protect LPS-induced dopaminergic 

neurodegeneration in SN and mesencephalic culture (301). Similarly, IL-10 also suppresses 

programmed-cell death in ventral mesencephalic neurons via JAK-STAT3 pathway (182). IL-10 

has been shown to prevent glutamate-induced excitotoxicity in brain ischemia. Protective and 

immunoregulatory effects of IL-10 have been explained in gut inflammation and also in cancer 

(364), infection (365), autoimmune diseases (366), and neurodegenerative diseases (362,363). 

These findings give further insight to the idea that neuroprotective role of β2-AR agonists are not 

only due to the suppression of pro-inflammatory mediators but also due to the conversion of 

microglia from pro- to anti-inflammatory-like phenotype. 

Similar to our findings, activation of 2-AR in murine macrophages promotes an M2-like 

phenotype and shows protection against endotoxemia and acute lung injury (326). Furthermore, 

β2-AR activation by NE in macrophages robustly enhances the IL-10 production in vitro and in 

vivo, and consequently, ADRB2 knockout mice were more susceptible to infection and LPS 

challenge (328). Transcriptome analysis of 2-AR-activated macrophages showed transcriptome 

with up-regulation of M2-spectrum gene expression which is regulated by CREB, C/EBP 

(CCAAT-enhancer-binding protein-beta) and ATF (activating transcription factor) transcription 

factors (327). However, we are able to define 2-AR-stimulated microglia only as M2-like 

microglia because classically defined M2 macrophages are activated by IL-4 and the transcription 
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factors involved in the M2 phenotype are different than 2-AR-related transcription factors 

(327,367). Further studies need to be done to determine the exact nature of the conversion of 

activated microglia to the M2-like phenotype we see in BV-2 cells. 

Early degeneration of locus coeruleus (LC) adrenergic neurons and their circuitry to substantia 

nigra have been found in PD patients, suggested a role for the noradrenergic system in the 

neuropathology of PD (227). Extensive dysfunction of the adrenergic neurons in LC has been 

demonstrated as the ubiquitous feature of PD and AD pathology (368,369). The pathological 

studies by Braak suggest LC as the first brain region to be affected in PD (226). In addition, 

pharmacological approaches to mimic the effects of noradrenaline exhibit neuroprotective effects 

(324,370). For example, it has been found that activation of 2-AR via NE leads to suppressed 

microglial activation and to the production of growth factors such as brain-derived neurotrophic 

factor (BDNF) and nerve growth factor-1 (NGF-1) by astrocytes (254,371), thereby providing 

neuroprotective and neuro-restorative effects and also limit the cytotoxicity of DA-neurons 

(255,372). In addition, since 2-ARs belong to the seven transmembrane G-protein-coupled 

receptor superfamily, the engagement of 2-ARs with their agonists initiates either the classical 

G-protein-dependent or the alternate -arrestin-dependent signaling pathway, both of which can 

result in immunomodulatory actions (284,373). 

Consequently, we have further investigated the molecular mechanism of the immunoregulatory 

effects of Salmeterol. In a recent study we have shown that the anti-inflammatory effects or 

regulation of production of pro-inflammatory mediators by Salmeterol is dependent on the 

alternative/-arrestin-dependent pathway of G-protein coupled signaling. Silencing of -arrestin2 

by using siRNA against Arrb2 gene reverses the inhibition of TNF- and IL-1 production by 

Salmeterol (263). In this study we show that silencing of Arrb2 gene did not alter the enhanced 
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IL-10 production by Salmeterol (Figure 5.5A). Rather, in our results blockade of PKA by 

pharmacological inhibitor reduces the Salmeterol-mediated production of IL-10, so it appears that 

cAMP/PKA activation leading to CREB activation through the classical pathway of G-protein 

coupled activation leads to IL-10 enhancement. Similar mechanisms have been suggested by 

Ghosh et. al where they have found that treatment with cAMP in combination with Th2 cytokine 

(IL-4) promoted microglia polarization towards to the M2 phenotype (374) and this M2 conversion 

requires the activation of PKA. In addition to that, Salmeterol also suppress LPS-induced systemic 

inflammation via inhibition of NLRP2 inflammasome and this anti-inflammatory effect of 

Salmeterol is dependent on both classical GPCR/cAMP pathway as well as -arrestin2 pathway 

(375). Collectively, data from our previous study (263) and this study suggest that the suppression 

of pro-inflammatory phenotype (M1) of microglia is dependent on β-arrestin pathway while 

enhancement of anti-inflammatory-like phenotype (M2) requires the activation of the classical 

cAMP/PKA/CREB pathway of GPCR signaling. 

Another interesting finding of our study is Salmeterol alone did not enhance the IL-10 production 

in resting microglia and only induced IL-10 production in LPS-activated microglia. Activation of 

TLR pathway not only activates the NF-κB pathway but also activates MAPK pathway. Blockade 

of ERK1/2 and JNK MAPK did not affect the Salmeterol-mediated IL-10 production but blockade 

of p38 and PI3K reverse the enhanced production of IL-10 by Salmeterol. It is known that p38 and 

PI3K pathway play a role in the regulation of the production of IL-10 in macrophages (326,376). 

The PI3K pathway also regulates macrophage activation and their M1/M2 polarization. Therefore, 

it appears that IL-10 enhancement by Salmeterol involves both the PI3K/p38 pathway as well as 

the PKA pathway, both of which appear to be needed to get optimal activation of CREB leading 

to IL-10 production.  
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We have yet to determine if the immune-conversion effects are the major therapeutic benefits of 

β2-AR agonists in the treatment of dopaminergic neurodegeneration. Interestingly, 2-AR 

activation has also been linked with the inhibition of transcription of -synuclein in animals and 

in vitro models of PD. They have shown that 2-AR agonists Clenbuterol and Salbutamol 

suppresses the expression of SNCA gene via histone-3-lysine-27 acetylation of its promoter and 

enhancer region. Interestingly, it was also found that patients on Salbutamol, had a reduced risk of 

developing PD (237). In contrast, patients using a 2-AR antagonist Propranolol were found to be 

at increased risk of developing PD (237). A similar study by Gronich et al. also shows that within 

a large cohort of the Israeli population, the use of various 2-agonists was associated with reduced 

risk of PD while patients treated with Propranolol appear to have higher risk of developing PD 

(377). Interestingly, in a mouse model of Alzheimer’s disease, investigators showed that the β2-

AR activation enhances hippocampal neurogenesis, ameliorates memory deficits, and increases 

dendritic branching and spine density (236). Taken together, we suggest that 2-AR agonist may 

have therapeutic benefits against neurodegeneration via: i) suppression of pro-inflammatory 

mediator production and conversion of microglia activation from neurotoxic/M1- phenotype to 

neuroprotective/M2-like phenotype, ii) promoting the release of neurotrophic factors from glial 

cells, iii) regulating the gene and protein expression of SNCA and iv) promoting neurogenesis and 

repopulation of neurons. 
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CHAPTER 6 

RNA-seq transcriptome profiling of BV2 cells 

treated with Salmeterol and/or LPS 
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6.1. ABSTRACT 

Microglial activation is a pivotal event for neuroinflammation and neurodegeneration in a number 

of neurodegenerative diseases, including Parkinson’s disease. We have found that a 2-AR agonist 

Salmeterol can regulate this microglial activation and ultimately converts the immunologic 

phenotype of these cells from inflammatory to immunoregulatory. However, transcriptome 

profiling of these activated microglia following Salmeterol treatment has not yet been studied. 

Here, we have compared effect of Salmeterol on global gene expression in LPS-activated BV2 

microglial cells. To study the immunomodulatory and neuroprotective effects of Salmeterol, RNA-

Seq was performed with untreated (control), Salmeterol-treated, LPS-activated and 

LPS+Salmeterol treated BV2 cells. Bioinformatic analysis was performed, and DESeq analysis 

showed differentially increased or decreased expression of select genes in response to LPS-

stimulation and Salmeterol treatment (cut off value p<0.05). Consistent with our earlier findings, 

annotation analysis showed that Salmeterol significantly downregulated the genes related to 

microglia activation and immune response such as pro-inflammatory cytokines and chemokines. 

Interesting, Salmeterol treatment significantly upregulates the expression of neurotrophic factors 

in LPS-activated and resting microglia. In addition, Salmeterol significantly modulates the 

expression of genes related to Parkinson’s and other neurodegenerative diseases. The KEGG 

pathway analysis shows that Salmeterol modulates the expression of various pathways related to 

inflammatory response and pathogenesis of neurodegenerative disorders. Taken together, our 

results confirm the immunomodulatory effects of Salmeterol and suggest that Salmeterol may have 

therapeutic applications for inflammation-mediated neurodegenerative diseases. 
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6.2. INTRODUCTION 

Microglial cells are one of the important inflammatory mediators of the CNS. Although microglia 

constitute only 5-12% of CNS, where they perform wide variety of functions. They act as the first 

line of defense and mediate the innate immune response against pathogens and damaged tissue 

within the brain and central nervous system. Other than the immunoregulatory functions, microglia 

also perform a “housekeeping” job to maintain CNS homeostasis. A number of studies have shown 

the various roles of microglia in mental health, aging, neuroinflammation and neurodegenerative 

conditions (297,378). Transcriptome analysis of microglial suggests the key functions of microglia 

are: sensing their environment, maintaining physiological homeostasis and protecting against toxic 

agents. Under normal conditions microglia stay in sessile state and constantly inspect their 

environment, but once activated by toxic stimulus microglia alter their phenotype, produce pro-

inflammatory mediators including reactive oxygen species (ROS), nitric oxide (NO), cytokines 

and chemokines, and contribute to neuronal damage (319). Prolonged activation of primed 

microglia results in chronic neuroinflammation, which is an important contributing factor for 

initiation and progression of many neurodegenerative diseases such as Alzheimer’s disease (310), 

Parkinson’s disease (33), multiple sclerosis (311) and numerous others (314).  

Microglia express a wide variety of pattern recognition receptors (PRRs) and respond to the 

presence of various PAMPs (pathogen-associated molecular patterns) and DAMPs (damage-

associated molecular patterns). The most common and potent toxic stimuli is LPS produced by 

gram negative bacteria which is widely used to study activation of the innate immune response, 

including the activation of microglial cells. In vitro stimulation of microglia with LPS enhances 

the production of pro-inflammatory mediators (379), and leads to a strong neurotoxic response. 

Previously, we have therapeutically targeted microglia-mediated inflammation using several anti-
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inflammatory approaches (111,115,120,124,126). One such potent therapy we have discovered is 

the use of β2-AR agonists targeting neuroinflammation and degeneration in PD models. The long-

acting β2-AR agonist Salmeterol, which is an FDA-approved drug normally used as 

bronchodilator and prescribed for the treatment of asthma and chronic obstructive pulmonary 

diseases, has been found to be one of the most effective β2-AR agonists in vitro and in vivo to 

mediate microglial inflammatory activation.  

Our previous and current observations clearly suggest a protective effect of the β2-AR agonist 

against neuroinflammation and dopaminergic neurodegeneration. We have also investigated the 

mechanism behind the anti-inflammatory and immunoregulatory effects of Salmeterol in LPS-

activated microglia and macrophages, but a genome-wide analysis of Salmeterol’s effect on LPS-

activated microglial cells has not been performed. Therefore we sought to perform this analysis 

which, to best of our knowledge, this is the first genome-wide study of Salmeterol-mediated global 

gene expression changes in LPS-activated BV2 microglia. In this study, by using RNA-seq, we 

have found that treatment with Salmeterol regulates the expression of not only inflammatory genes 

but also of other genes related to the pathogenesis of neurodegenerative diseases. Our findings 

suggest that Salmeterol can be an effective multi-purpose therapeutic drug against inflammation-

mediated neurological diseases. 

6.3. RESULTS 

6.3.1. Distinct genes were identified by RNA-Seq analysis in Salmeterol-treated and LPS-

activated BV2 microglia. To identify the transcriptome in response to Salmeterol treatment and 

LPS stimulation, BV2 microglial cells were first treated with Salmeterol (10-9 M) for 45 min and 

then stimulated with E. coli LPS (1μg/ml) for 6h. After sequencing, DESeq2 analysis was 



137 
 

performed and results revealed a total of 6370 differentially expressed genes (DEG) (increased 

and decreased expression) in LPS-stimulated BV2 cells when compared with unstimulated cells 

(Figure 6.1). Among these 6370 differentially expressed genes, 3345 genes were upregulated and 

3025 genes were downregulated (Figure 6.1A). In the group treated with Salmeterol-alone, 604 

genes were increased in expression while 728 were decreased in expression compared to control 

group (Figure 6.1B). In cells treated with both Salmeterol and LPS 2980 genes were upregulated 

and 2927 genes were downregulated in comparison with control group (Figure 6.1C). Interestingly, 

1023 genes with increased expression and 1707 genes with decreased expression were identified 

in cells treated with Salmeterol and then LPS when compared with group treated with LPS only 

(Figure 6.1D). Significant differences were identified by fold change ≥1.5 log2 with P≤ 0.05. 

Differentially expressed genes by Salmeterol and LPS+Salmeterol are also presented in Venn 

diagram analysis (Figure 6.1E-F). Furthermore, Cluster analysis of DEGs was performed to 

estimate the expression pattern of DEGs under experimental conditions. Hierarchical clustering 

was applied with the log10 (FPKM+1; Fragments Per Kilobase of transcript sequence per Million 

base pairs sequenced) and a heat map was created (Figure 6.2). 
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Figure 6. 1: RNA-sequencing analysis shows differentially expressed genes.  

Volcano diagram showing the distribution of DEGs (A-D). Horizontal axis is representing the fold 

change of genes in different experimental groups and vertical axis is showing statistically 

significant degree of changes in gene expression level. Each point represents a gene, blue dots 

indicate no significant difference in genes. Red dots indicate upregulated DEGs and green dots 

indicate downregulated DEGs between experimental groups. (E-F) Data also represented as Venn 

diagram showing the number of LPS inducible genes that were suppressed or up regulated by 

Salmeterol treatment in activated BV2 cells. Data shown from biological replicates (n=2) and 

threshold of DEGs is padj <0.05. 
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Figure 6. 2: Cluster analysis of differentially expressed genes.  

Hierarchical clustering was used to estimate expression pattern of DEGs under different 

experimental conditions and heat map was created. Red represents the higher expression of genes 

while blue represents the low expression of genes. Color descending from red to blue. Indicated 

log10(FPKM+1) from higher to lower value. 
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6.3.2. Salmeterol suppresses inflammatory response in LPS-stimulated BV2 cells. Our 

previous observations clearly suggest the anti-inflammatory properties of Salmeterol in activated 

macrophages and microglia. We have shown that Salmeterol suppresses the expression and release 

of pro-inflammatory mediators such as TNF-, IL-1, ROS and nitric oxide (20,260,263). To 

further investigate whether Salmeterol is a broad-spectrum, anti-inflammatory agent, its effect on 

other inflammatory genes was examined. Most of the LPS-activated genes were significantly 

suppressed by Salmeterol. A list of 40 genes that were suppressed by Salmeterol is presented in 

Table 6.1. Genes were selected on basis of their biological processes and molecular function from 

their gene ontology. Salmeterol reduces the expression of inflammation-related genes including 

TNFA, IL1A, IL1B, iNOS, CCL2, CCL3, CCL4, CXCL10, IL-18 etc. Further validation of these 

was performed by qRT-PCR analysis and results showed the similar effect of Salmeterol 

(presented as part of chapter 5 of this thesis). A key transcription factor for expression of 

inflammatory genes, NF-B was significantly suppressed by Salmeterol which is consistent with 

our previous findings (20,263). In addition, Irf1, Irf5, Irf7 and Stat1 transcription factor genes were 

also downregulated by Salmeterol in LPS-activated BV2 cells. These genes and other 

inflammation-related genes were clustered in a heat map showing a clear difference between 

experimental groups (Figure 6.3). Top inflammatory genes regulated by Salmeterol are listed in 

Table 6.1. 
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Figure 6. 3: Salmeterol suppresses a subset of LPS-induced inflammatory response-related 

genes in BV2 cells.  

Heat map is depicting the inflammatory genes (cytokines, chemokines and other immune response-

related genes) that were significantly downregulated by Salmeterol in LPS-stimulated BV2 cells. 

Heat map was generated using ‘pheatmap’ library in R and P<0.05 considered significant. Color 

descending from red to blue. Indicated log10(FPKM+1) from higher to lower value. 
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Table 6. 1: Top inflammatory genes down-regulated by Salmeterol in LPS-activated BV2 

cells.  
Fold change was compared between Sal+LPS and LPS alone experimental group. 

 

 

Gene 

 

 

Gene Name 

Down 

regulated 

genes 

(log2 Fold 

Change) 

 

 

P-value 

NFkBie Nuclear factor kappa-B -0.98119 2.05E-15 

TNFA Tumor necrosis factor-alpha -1.45 1.37E-222 

IL1A Interleukin-1 alpha -1.7562 3.37E-171 

IL1B Interleukin-1 beta -1.814 6.76E-207 

IL6 Interleukin-6 -2.6539 1.06E-171 

IL12b Interleukin-12 beta -1.9234 9.37E-16 

IL18 Interleukin-18 -1.4641 8.26E-18 

IL27 Interleukin-27 -2.8216 6.41E-34 

CXCL10 Chemokine (C-X-C) motif ligand 10 -2.6672 0.0 

CCL2 Chemokine (C-C) motif ligand2 -1.6761 0.0 

CCL3 Chemokine (C-C) motif ligand3 -1.6555 0.0 

CCL4 Chemokine (C-C) motif ligand4 -1.0858 1.33E-137 

CCL5/RANTES Chemokine (C-C) motif ligand5 -1.3583 8.04E-93 

CXCL2 Chemokine (C-X-C) motif ligand2 -2.0216 7.32E-282 

NOS2 Nitric oxide synthase 2 inducible -1.6437 2.12E-145 

IRF5 Interferon regulatory factor 5 -0.45326 6.03E-16 

IRF7 Interferon regulatory factor 7 -1.148 4.78E-121 

MyD88 Myeloid differentiation primary response gene -0.73766 1.34E-29 

IKKb/ ikbkb Inhibitor of kappa B kinase beta -0.69417 9.83E-07 

CD86 CD 86 antigen -0.46215 1.46E-08 

TLR2 Toll-like receptor 2 -0.37191 5.20E-23 

TLR3 Toll-like receptor 3 -1.7251 1.83E-66 

TLR7 Toll-like receptor 7 -0.5125 1.37E-11 

CASP8 Caspase 8 -0.4442 1.27E-12 

RIG-I Retinoic acid inducible gene 1 -0.96925 3.46E-59 

COX2 Cyclooxygenase 2 -2.0063 0.0 

TBK1 TANK-binding kinase 1 -0.3618 3.28E-07 

NLRP3 NLR-family pyrin domain containing 3 -0.87158 5.96E-98 

CD40 CD 40 antigen -1.8114 0.0 

STAT1 Signal transducer and activator of transcription -0.71919 0.0 

CASP7 Caspase 7 -1.0348 1.68E-10 

TRAF1 TNF-receptor associated factor -0.48415 5.42E-12 

CD69 CD 69 antigen -2.9819 1.21E-84 
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6.3.3. Effect of Salmeterol alone on unstimulated/resting BV2 microglia. After binding to 2-

AR, Salmeterol by itself can activate the downstream signaling pathway and related genes. 

Therefore, we thought it was important to examine the effect of Salmeterol alone on the resting 

microglia. Results show that Salmeterol can alter the expression of various genes in the absence 

of LPS-activation and list of genes is shown in Table 6.2. Interestingly, we have found that genes 

related to inflammation and immune response were not significantly affected. However, the 

expression of CD14 which orchestrates functions of TLR4, was enhanced significantly compared 

to untreated resting BV2 cells. Salmeterol also enhances the expression of neurotrophic factors 

such as Vegfa and Fgf1.  
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Table 6. 2: List of top genes regulated by Salmeterol alone in resting BV2 cells. 

 

Gene 

 

Gene Name 

DEGs 

(log2 Fold 

Change) 

P -

value 

Crebrf  CREB3_regulatory_factor 0.63591 5.37E-05 

Crem  cAMP_responsive_element_modulator 0.98312 7.04E-09 

S100a11 S100_calcium_binding_protein_A11 0.74237 4.69E-10 

Vegfa  vascular_endothelial_growth_factor_A 0.70186 8.81E-09 

Stat3  signal_transducer_and_activator_of_transcription_3 0.50112 5.63E-07 

Abca1  ATP-binding_cassette_sub-family 

A_(ABC1)_member_1 

0.76531 8.57E-14 

Arrb2  arrestin_beta_2 0.45036 0.01193 

CD14 CD 40_antigen 1.1017 5.83E-25 

Vim  vimentin 0.355 7.65E-05 

Syn1  synapsin_I 0.58253 4.78E-05 

Cebpe CCAAT/enhancer_binding_protein_(C/EBP)epsilon 0.63756 3.49E-05 

Foxo3 forkhead_box_O3 0.50303 1.76E-05 

Thbs1 thrombospondin_1 2.3903 1.75E-69 

Ube2h ubiquitin-conjugating_enzyme_E2H 0.66766 2.40E-08 

Pde10a phosphodiesterase_10A 0.75922 8.98E-05 

Vdr vitamin_D_receptor 1.4354 7.85E-12 

Csf2rb colony_stimulating_factor_2_receptor_beta 1.1224 1.36E-27 

Creb5 cAMP_responsive_element_binding_protein_5 0.44029 0.014505 

Socs3 Suppressor of cytokine signaling_3 0.47574 0.00650 

Timm9 translocase_of_inner_mitochondrial_membrane_9 -0.61208 2.75E-05 

Timm10 translocase_of_inner_mitochondrial_membrane_10 -0.58783 1.00E-04 

Pcna proliferating_cell_nuclear_antigen -0.66706 1.25E-11 

Usp1 ubiquitin_specific_peptidase_1 -0.51566 6.54E-07 

Aen apoptosis_enhancing_nuclease -0.81698 1.61E-08 

Cdc45 Cell division cycle_45 -0.91161 1.68E-14 

Uchl5 Ubiquitin carboxyl-terminal hydrolase isozyme 

L5 

-0.45739 0.000115 

Trim37 tripartite_motif-containing_37 -0.47712 8.64E-05 
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6.3.4. Effect of Salmeterol treatment and LPS activation on neurodegenerative disease-

related genes. Vegfa, Vegfb, Fgf 1, Gdnf, Fgf 11and Egf stand out among neurotrophic factors 

(NF) gene which were upregulated in Salmeterol+LPS treated group (Figure 6.4). These NFs have 

shown to be neuroprotective and neurorestorative during neuro-inflammatory and degenerative 

conditions. Interestingly, many Rab proteins including Rab5, Rab10, Rab 32, Rab7, and Rab 11 

which regulate protein trafficking and vesicle formation (380), were also upregulated by 

Salmeterol treatment in activated BV2 cells. In addition, Park7, Sncaip, and Syn genes involved 

in PD pathogenesis were also either positively or negatively affected by Salmeterol treatment 

(381–383). Also, Timm23, Timm50, Timm44, Psen1, Psen2, Casp9, and Casp1 involved in 

mitochondrial dysfunction and mitophagy, proteolytic cleavage and apoptosis are found among 

the Alzheimer’s disease (384–386) specific gene affected by Salmeterol treatment (Figure 6.4). 
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Figure 6. 4: Salmeterol regulates a specific subset of genes-related to neuroinflammation and 

degeneration.  

A heat map representation of differentially expressed genes that were significantly suppressed or 

upregulated by Salmeterol treatment in LPS-activated BV2 cells. Color descending from red to 

blue. Indicated log10(FPKM+1) from higher to lower value. 
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6.3.5. Functional annotation and pathway analysis of Salmeterol treatment in LPS-

stimulated BV2 microglia. Furthermore, the enrichment analysis of DEGs were performed to find 

out which biological functions and pathways are significantly associated with DEGs. The 

functional annotation was performed using GO (gene ontology) enrichment and KEGG (Kyoto 

Encyclopedia of Genes and Genomes) pathway enrichment analysis. Data shows the GO of DEGs 

between the control and LPS stimulated group (Figure 6.5). The major biological processes and 

molecular functions within GO for LPS-stimulated genes were associated with response to 

molecules of bacterial origin, regulation of the innate immune response and cytokine production 

and the defense response to other organisms (Figure 6.5A). Furthermore, genes downregulated by 

Salmeterol in response to LPS-stimulation were functionally classified. Interestingly, we have 

found that majority of genes came under similar biological processes: positive regulation of innate 

immune response, defense response to other organisms and response to molecules of bacterial 

origin (Figure 6.5B). P-value p<0.05 were considered as significant enrichment. Additionally, 

DEGs were subjected to KEGG pathway analysis (Figure 6.6) and total of 58 pathways were 

significantly regulated by Sal in activated BV2 cells (LPS alone vs. Sal+LPS group were 

compared). The top 20 pathways regulated by Salmeterol in LPS-activated BV2 cells are listed in 

Table 6.3. The TLR-signaling pathway is a key pathway which is activated in response to LPS or 

other endotoxins. Genes of the TLR-pathway were upregulated in BV2 cells after LPS stimulation 

(Figure 6.6A) and significantly regulated in BV2 cells treated with both Salmeterol and LPS 

(Figure 6.6B). Most of the elevated cytokines and chemokines were suppressed in Sal+LPS-treated 

experimental group. These result show the anti-inflammatory potential of Salmeterol and its 

therapeutic use against inflammatory diseases. 
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Figure 6. 5: Functional annotation of Salmeterol-mediated down-regulated genes.  

GO-term (gene ontology) enrichment analysis for the ‘biological process’ category of the LPS up-

regulated genes (A) and Salmeterol+LPS down-regulated genes (B). Vertical axis represent the 

functional description of gene ontology. Scatter plot displaying top-20 significant enriched in the 

GO-enrichment analysis. Horizontal axis indicates gene ratio (ratio of differentially expressed 

genes to all genes for this GO-term. The size and color of the points depict the gene count (number 

of differentially expressed gene in respective GO term) and corrected p-value respectively.  
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Table 6. 3: List of top 20 signaling pathway regulated by Salmeterol in LPS-activated BV2 cells. 

  

ID 

 

Description 

No. of 

DEGs 

 

p-value 

1 Mmu04380 Osteoclast differentiation 42 1.16E-13 

2 Mmu03008 Ribosome biogenesis in eukaryotes 32 5.01E-13 

3 Mmu05140 Leishmaniasis 24 7.11E-09 

4 Mmu04621 NOD-like receptor signaling pathway 22 1.63E-08 

5 Mmu00970 Aminoacyl-tRNA biosynthesis 18 4.91E-08 

6 Mmu04623 Cytosolic DNA-sensing pathway 21 6.28E-08 

7 Mmu04666 Fc gamma R-mediated phagocytosis 27 1.14E-07 

8 Mmu04620 Toll-like receptor signaling pathway 29 1.93E-07 

9 Mmu04722 Neurotrophin signaling pathway 35 5.55E-07 

10 Mmu03040 Spliceosome 32 6.61E-07 

11 Mmu04210 Apoptosis 25 8.22E-07 

12 Mmu04612 Antigen processing and presentation 23 1.68E-06 

13 Mmu05160 Hepatitis C 33 2.37E-06 

14 Mmu05145 Toxoplasmosis 31 2.98E-06 

15 Mmu04622 RIG-I-like receptor signaling pathway 21 3.41E-06 

16 Mmu04062 Chemokine signaling pathway 37 3.38E-05 

17 Mmu04010 MAPK signaling pathway 64 3.82E-05 

18 Mmu04145 Phagosome 49 4.14E-05 

19 Mmu03050 Proteasome 14 8.57E-05 

20 Mmu05020 Prion diseases 12 0.000122 
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Figure 6. 6: KEGG pathway analysis.  

Toll-like receptor (TLR) signaling pathway shows significant difference between LPS-activated 

and LPS+Sal-treated group. (A) Genes involved in TLR-signaling affected by LPS in BV2 cells 

(B) Graph shows the genes within the TLR-pathway significantly altered in Sal+LPS experimental 

group when compared with LPS-treated group. 
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6.4. DISCUSSION 

β2-AR agonists such as Salbutamol and Salmeterol, are FDA-approved drugs that are used 

primarily as a bronchodilator for the treatment of COPD.  However, many studies have now 

reported a wider prospective for the use of 2-AR agonists as a therapeutic modality in other 

disease conditions such as acute lung injury (325), IBD (inflammatory bowel disease) (328), 

systemic inflammation (375) and even PD (237). We have studied the neuroprotective and anti-

inflammatory effects of β2-AR in in vitro and in vivo models of PD, and found it to be a highly 

effective therapeutic treatment in animal models of PD (20). In this chapter, we present RNA-Seq 

data that shows Salmeterol downregulates expression of key inflammatory mediators including 

cytokines and chemokines. Our data also verified some of our previous finding as well as revealing 

new inflammatory genes regulated by Salmeterol. Inflammatory genes such as Tnfa, Il1a, Il1b, Il6, 

Il15, Il18, Il27, Il12b and also NF-κB were significantly downregulated by Salmeterol. These 

cytokines have been associated with many neurodegenerative diseases including Parkinson’s, 

Alzheimer’s, Huntington’s, multiple sclerosis, stroke and many others (342). IL-1α and IL-1β 

plays critical role in early-onset of PD and AD and also serve as pathological hallmark of CNS 

inflammation (387). These pro-inflammatory cytokines are critical regulator of microglial 

activation and neuroinflammation. In addition, Salmeterol also downregulates many inflammatory 

chemokines such as Ccl2/Mcp-1, Ccl3, Ccl4, Ccl5, Ccl7, Ccl12, Cxcl2, and Cxcl10 which have 

been associated with progression of neurodegenerative diseases (354). MCP-1, CCL3, CCL4 and 

Cxcl10 influences neuronal loss, progression of the diseases and cognitive impairments in PD 

patients (355,356). Similarly, Salmeterol suppresses TLR-activated increased expression of CD40 

which is critical for immune response and also negatively regulates TLR-mediated inflammasome 
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activation in microglia (388). In addition, other key inflammatory genes like Fcgr1, Ikbkb, Myd88, 

CD86 and CD69 were also significantly downregulated by Salmeterol in LPS-activated BV2 cells.  

It has been shown that NF-B, IRFs and STATs are key transcription factors involved immune 

responses. Interestingly, our results show that Salmeterol reduces the expression of Irf1, Irf2, Irf5, 

Irf7, NF-κB and Stat1. IRF1 and IRF7 are associated with viral response in neuroinflammation 

(389) and M1-like microglia polarization switch (390,391). Similarly, STAT1 is also involved in 

IFN-γ-mediated degeneration of dopaminergic neurons (392). Furthermore, the role of Nlrp3-

associated inflammatory response in PD has been studied by many researchers (393–395) and 

targeting Nlrp3 inflammasome signaling has therapeutic benefits against dopaminergic 

neurodegeneration (396,397) and other inflammation-associated neurological disorders (398). In 

support of these findings, our finding shows that Salmeterol significantly suppresses the expression 

of Nlrp3 and its associated genes such as Il1a and Il1b. Similar to our results, Song et al have 

shown that Salmeterol suppressed LPS-induced systemic inflammation via inhibiting the Nlrp3 

inflammasome (375). In addition, our data also shows that Salmeterol downregulates the 

expression of Casp7 and Casp8 which have been associated with neuronal apoptosis and 

inflammation (399,400). Caspase 8 also mediates amyloid-beta-induced apoptosis in AD model 

(401). Thus, these findings suggest that Salmeterol can be used as therapy against 

neuroinflammation associated with CNS diseases. 

Salmeterol also regulates the expression of variety of Rab proteins including Rab1, Rab5, Rab7, 

Rab10, and Rab32. Over-expression of Rab5 and Rab7 induces the clearance of α-synuclein 

aggregates in A53T mutant mice model of PD (402). Enhanced expression of Rab5 and Rab7 by 

Salmeterol, suggests its therapeutic potential for targeting the synucleopathy. Similar to our results, 

Mittal et has shown that β2-AR agonist Salbutamol and Clenbuterol reduces the expression of 



156 
 

SNCA, the gene responsible for expression of α-synuclein in PD models. They have shown that 

β2-AR agonist reduces SNCA transcription via histone 3 lysine 27 acetylation of its promoter and 

enhancer (237). Our results suggest another potential mechanism by which Salmeterol can regulate 

the over-expression of α-synuclein. Similarly, role of Rab1, Rab 10, and Rab 32 has been studied 

extensively in LRRK2 model of PD (403–405). Interestingly, Salmeterol downregulates the 

expression of Sncaip or Synphilin-1 which inhibits degradation of α-synuclein and has implication 

in PD pathogenesis (406). In addition, the KEGG pathway analysis reveals the potential role of 

Salmeterol in regulating the several important pathways related to human diseases. Data also 

shows that Salmeterol-treatment in activated BV2 cells regulates the proteasome and phagosome 

pathway which is highly associated with several neurodegenerative conditions including PD and 

AD (407). The prion pathway which has been linked with tau pathology and synucleopathy (408), 

was also regulated by Salmeterol treatment. 

The verification of the effect of Salmeterol on select inflammatory gene expression by qPCR 

analysis has been included in the chapter 5 of this thesis document. Altogether, this genome-wide 

analysis by RNA-seq shows that Salmeterol-treatment of LPS-activated BV2 cells regulates the 

expression of inflammatory mediators as well genes-related to neurodegenerative diseases. 

However, further validation of genes regulated by Salmeterol still needs to be performed. Also, in 

vivo experimentation is required to investigate the molecular mechanisms by which Salmeterol 

regulates disease-related genes which have been implicated in inflammation-mediated 

neurodegenerative diseases. In summary, this study is the first to perform a genome-wide analysis 

of Salmeterol’s effect on resting and LPS-activated BV2 cells, and suggests its efficacy in the 

therapeutic application toward the treatment of neurodegenerative diseases. 
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CHAPTER 7 

Salmeterol; A long-acting β2-adrenergic receptor 

agonist inhibits macrophage activation by 

lipopolysaccharide from Porphyromonas 

Gingivalis 

 

This chapter is modified from the published article: 

Sharma, M., Patterson, L., Chapman, E., Flood, P.M., (2017). Salmeterol, a long-acting β2-

adrenergic receptor agonist, inhibits macrophage activation by lipopolysaccharide from 

Porphyromonas gingivalis. J. Periodontology. 88 (7), 681–692. 
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7.1. ABSTRACT 

Background: Salmeterol is a long-acting 2-adrenergic receptor agonist used to treat chronic 

obstructive pulmonary disease. The authors of the current study previously showed that pre-

incubation of primary microglial-enriched cells with Salmeterol could inhibit the inflammatory 

response induced by Escherichia coli lipopolysaccharide (LPS), a Toll-like receptor (TLR)-4 

agonist. In this study, the authors sought to determine if Salmeterol had a similar inhibitory effect 

on the inflammatory response of the murine macrophage cell line RAW264.7 and human 

monocyte THP-1 to LPS from Porphyromonas gingivalis (PgLPS), an oral microbe implicated in 

the pathogenesis of periodontal disease. 

Methods: RAW264.7 and THP-1 cells were pretreated with Salmeterol, followed by PgLPS, and 

monitored for production of inflammatory mediators by enzyme-linked immunosorbent assay. The 

nitric oxide concentration and nuclear factor-kappa B (NF-B) activity were measured by Griess 

method and secretory alkaline phosphatase reporter activity assay, respectively. Reverse-

transcriptase polymerase chain reaction and immunoblot analysis were used to measure messenger 

RNA and protein levels. Nuclear translocation of NF-B was detected by immunofluorescence. 

Results: Pre-treatment with Salmeterol significantly inhibited production of pro-inflammatory 

mediators by RAW264.7 and THP-1 cells. Salmeterol downregulated PgLPS-mediated 

phosphorylation of the extracellular signal-regulated kinase 1/2 and c-Jun N-terminal kinase but 

not p38 mitogen-activated protein kinases (MAPKs). Salmeterol also attenuated activation of NF-

B via inhibition of nuclear translocation of p65-NF-B, the transcriptional activity of NF-B and 

IB phosphorylation. 
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Conclusion: Salmeterol can significantly inhibit activation of macrophage-mediated inflammation 

by PgLPS, suggesting that use of Salmeterol may be an effective treatment in inhibiting or 

lessening the inflammatory response mediated through TLR pathway activation. 
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7.2. INTRODUCTION 

Periodontitis is the most common chronic oral inflammatory disease in humans (409). Periodontal 

disease is usually caused by accumulation of bacterial biofilm and inflammation in tooth 

surrounding tissues. Inflammation spreads deep into tissue, causing loss of tissue and alveolar 

bone, leading to periodontal pocket formation (410). It is well known that the oral anaerobic Gram-

negative bacterium Porphyromonas gingivalis (Pg) is strongly associated with onset of moderate 

and severe periodontitis, and it can also increase the risk of systemic chronic inflammatory 

conditions such as atherosclerosis (411), rheumatoid arthritis (412,413), cancer (414,415), chronic 

kidney disease (416), pneumonia (417,418), COPD (419), and adverse pregnancy outcomes (420). 

Macrophages in gingiva are known for phagocytosis of periodontal bacteria. The LPS from 

microorganisms is recognized by Toll-like receptors (TLRs) on the cell surface, which further 

initiates the immune response against pathogens in macrophages; these activated macrophages can 

produce inflammatory mediators in response to pathogens (421,422). One of the virulence factors 

of Pg is LPS (PgLPS), which activates immunity by targeting TLRs on macrophages to initiate 

the inflammatory cascade, resulting in the secretion of inflammatory mediators (423,424). These 

mediators, including TNF-, and NO help mediate immune protection against pathogenic 

infection, but also play a role in tissue destruction (425–427) allowing entry of immune cells, such 

as neutrophils, into the infection site (428), and bone resorption associated with periodontal disease 

(429). Production of inflammatory mediators is regulated by intracellular signaling cascades, the 

most important of which are the NF-B and MAPK pathways (430,431). TLR activation by PgLPS 

can stimulate both the canonical NF-B pathway and the MAPK pathway, and regulation of these 

pathways can be an important therapeutic approach to treatment of periodontal disease (432). LPS-

activated macrophages also induce production of reactive oxygen species, which can also act as a 
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secondary messenger for NF-B activation and further lead to production of inflammatory 

mediators including interleukin (IL)-1, TNF-, and NO (426,433). NO is a ubiquitous free radical 

that is involved in various pathophysiologic processes and also is associated with tissue injury 

(427,433). Immune cells, including gingival macrophages, have a high density of 2-ARs on their 

surface, and engagement of these receptors by 2-AR agonists can result in immunomodulatory 

actions (434). Therefore, the authors have studied the ability of Salmeterol to suppress the pro-

inflammatory response in a range of immune cells, including murine RAW264.7 macrophages and 

human THP-1 monocytes. These 2-AR agonists have been shown to regulate both the NF-B 

and MAPK pathways, resulting in either activation or inhibition of chronic inflammation (435). 

Salmeterol is a long-acting 2-AR agonist that is currently being used as a bronchodilator in the 

treatment of COPD (285,293). Previously, the authors have shown that Salmeterol can inhibit the 

inflammatory activity of microglial cells and can be used as an effective therapy in the treatment 

of chronic inflammatory diseases (20). In a previous study by the authors, LPS from Escherichia 

coli (a TLR-4 agonist) was used to initiate chronic neurodegeneration in a murine model of 

Parkinson disease, and it was determined that Salmeterol can inhibit dopaminergic 

neurodegeneration by inhibiting production of inflammatory mediators through an NF-B- and 

MAPK-dependent mechanism (20). Similarly, other 2-AR agonists like salbutamol and albuterol 

have also been found to be inhibiting the inflammatory cytokine production in human monocytes 

(436). Taken together, these studies demonstrated that Salmeterol and other 2-AR agonists could 

inhibit LPS-mediated activation of macrophages through a TLR-4 dependent pathway. On the 

basis of previous studies, the authors hypothesized that the long-acting 2-AR agonist Salmeterol 

could exhibit anti-inflammatory effects on TLR-mediated inflammation by stimulating the murine 

macrophage cell line RAW264.7 and human monocytes cell line THP-1 with PgLPS. It was found 
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that Salmeterol can significantly suppress the PgLPS induced production of inflammatory 

cytokines and NO in both murine macrophages and human monocytes by inhibiting the 

extracellular signal-regulated kinase (ERK)1/2, c-Jun N-terminal kinase (JNK), and NF-B 

pathways. 

7.3. RESULTS 

7.3.1. Salmeterol inhibits PgLPS-stimulated release of inflammatory cytokines from 

RAW264.7 cells and THP-1 cells. 

To investigate the effect of Salmeterol on PgLPS stimulated inflammatory response, concentration 

of pro-inflammatory cytokines was measured by ELISA. Release of pro-inflammatory cytokines 

was significantly increased upon stimulation with PgLPS in RAW and THP-1 cells. Figure 7.1 

shows elevated concentrations of pro-inflammatory cytokines were significantly decreased by 

pretreatment with Salmeterol in both RAW (TNF- by 1.5-fold, P <0.01; IL-6 by 2.0-fold, P 

<0.05; IL-1 by 2.5-fold, P <0.01; Figs. 7.1A through 1C) and THP-1 cells (TNF- by 1.7-fold, P 

<0.05; IL-6 by 1.8-fold, P <0.05; IL-1 by 1.5-fold, P <0.01; and IL-8 by 1.6- fold, P <0.05; Figs. 

7.1D through 1G).  
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Figure 7. 1: Effect of Salmeterol (Sal) on production of pro-inflammatory cytokines in 

PgLPS‐stimulated RAW264.7 and THP‐1 cells.  

RAW and THP‐1 cells were pretreated with Salmeterol (10−9 M) for 45 minutes and stimulated 

with PgLPS (500 ng/mL). After 24 hours incubation, the levels of TNF‐α, IL‐6, and IL‐1β (A 

through C) in RAW264.7 cell culture supernatant and TNF‐α, IL‐6, IL‐1β, and IL‐8 (D through 

G) in THP‐1 cell culture supernatant were measured by ELISA kits. Data represented as mean ± 

SD of three individual experiments. *P <0.05; †P <0.01; ‡P <0.001 represent a significant 

difference from the unstimulated control group. §P <0.05; ‖P <0.01 represent significant difference 

from the PgLPS‐treated group. 
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As shown in Figure 7.2, messenger RNA (mRNA) expression level of cytokines was upregulated 

upon stimulation with PgLPS in RAW and THP-1 cells. Similar suppressive effects were observed 

on cytokine production when mRNA expression level of cytokines by RT-PCR was measured. 

Data shows that Salmeterol could significantly suppress mRNA level of TNF- (2.3 to 1.1- fold, 

P <0.01), IL-1 (2.1 to 1.4-fold, P <0.05), and IL-6 (1.9 to 1.3-fold, P <0.05) in RAW cells (Figs. 

7.2A through C). Data also showed that Salmeterol could significantly suppress mRNA level of 

TNF- (2.0 to 1.2-fold, P <0.01), IL-1 (2.2 to 1.5-fold, P <0.01), IL-6 (1.9 to 1.3-fold, P <0.05), 

and IL-8 (3.0 to 2.1-fold, P <0.05) in THP-1 cells (Figs. 7.2D through G). This showed significant 

anti-inflammatory effects of Salmeterol against PgLPS-stimulated inflammatory response in both 

RAW and THP-1 cells (Figs. 7.1 and 7.2).  
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Figure 7. 2: Effect of Salmeterol (Sal) on PgLPS‐induced inflammatory mediators.  

TNF‐α, IL‐6, IL‐1β mRNA expression in RAW264.7cells (A through C) and TNF‐α, IL‐6, IL‐8, 

and IL‐1β mRNA expression in THP‐1 cells (D through G). Cells were pretreated with Salmeterol 

(10−9 M) for 45 minutes and stimulated with PgLPS (500 ng/mL) for 6 hours. Cells were harvested, 

and the extracted RNA of cells was subjected to semi-quantitative RT‐PCR (H). The relative 

mRNA levels were normalized to β‐actin and GAPDH. Data represents outcome of three 

individual experiments (as mean ± SD). mRNA data expressed as fold change compared with 

control. *P <0.05 and †P <0.01 indicate significant difference from the unstimulated control group. 

§P <0.05; ‖lP <0.01; ¶P <0.001 represent significant difference from the PgLPS‐treated group. 
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7.3.1. Salmeterol inhibits PgLPS-induced NO production in RAW264.7 and THP-1 Cells  

Effect of Salmeterol on PgLPS-induced NO production in RAW and THP-1 cells was assessed by 

measuring NO2 concentrations using Griess assay. Cells were pretreated with Salmeterol and 

stimulated with PgLPS for 24 hours. Concentration of nitrite in control groups (untreated and 

Salmeterol alone) was undetectable (<1 mM), and it was found that PgLPS stimulation elevated 

the level of NO2 (≤3.1 ± 0.182 SEM mM in RAW cells; P <0.001, and 3.3 ± 0.018 SEM mM in 

THP-1 cells; P <0.001 cells). Figure 7.3 shows that pre-incubation with Salmeterol significantly 

inhibited PgLPS-induced nitrite production in both RAW (down to 1.8 ± 0.125 SEM mM; P <0.01 

[Fig. 7.3A]) and THP-1 (down to 1.9 ± 0.150 SEM mM; P <0.01 [Fig. 7.3B]) cells. RT-PCR was 

used to measure the effect of Salmeterol on expression of mRNA for the regulatory enzyme for 

NO synthesis, the inducible nitric oxide synthase (iNOS). Data showed PgLPS upregulated iNOS 

expression (by 2.0-fold, P <0.01). This upregulation was significantly reduced (down to 1.5-fold, 

P <0.05) by pretreatment with Salmeterol (Fig. 7.3C). 
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Figure 7. 3: Inhibitory effect of Salmeterol (Sal) on production of NO in PgLPS‐stimulated 

RAW264.7 macrophages and THP‐1 monocytes.  

Cells were pretreated with Salmeterol (10−9 M) for 45 minutes and stimulated with PgLPS (500 

ng/mL) for 24 hours. Supernatant was collected and the level of NO was measured by Griess 

reaction assay. Bar graphs represent the concentration of NO in supernatant of A) RAW and B) 

THP‐1 cells. C) The mRNA level of iNOS in RAW264.7 macrophages was also measured by real‐

time PCR. Bar graph represents iNOS mRNA levels in indicated conditions and GAPDH mRNA 

levels were used to normalize iNOS mRNA level. Data expressed as mean ± SD of three individual 

experiments. ‡P <0.01; ‖P <0.001 indicate significant difference from the unstimulated control 

group. †P <0.05; §P <0.01 indicate significant difference from PgLPS‐stimulated group. 
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7.3.3. Salmeterol inhibits activation of the MAPK pathway in PgLPS-stimulated RAW264.7 

cells. The mechanism by which Salmeterol inhibits cytokine and NO production in RAW cells was 

examined by investigating the effect of Salmeterol on activation of the major inflammatory 

signaling pathways MAPK. In Figure 7.4, the immunoblot analysis indicated that the PgLPS 

stimulated group showed significant upregulation of phosphorylation of ERK1/2 (7.1-fold, P 

<0.01), JNK (2.2-fold, P <0.01), and p38 (11.3-fold, P <0.05) MAPKs, whereas the group 

pretreated with Salmeterol attenuated the PgLPS-induced phosphorylation of ERK1/2 (down to 

5.3-fold, P <0.05) and JNK (down to 1.5-fold, P <0.05) significantly. Interestingly, 

phosphorylation of p38 was not significantly inhibited (Fig. 7.4). 
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Figure 7. 4: Pre-treatment with the β‐adrenergic receptor agonist Salmeterol (Sal) 

suppresses PgLPS‐induced activation of MAPKs in RAW264.7cells.  

A) Cells were treated with Salmeterol 45 minutes prior to PgLPS (500 ng/mL) and harvested 45 

minutes after PgLPS stimulation. MAPKs and phosphorylation of MAPKs were detected by 

Western blot analysis. B) Bar graphs represent fold change compared with control, where p‐ERK, 

p‐p38, p‐JNK signals were normalized with ERK, p38, JNK signals respectively. Data expressed 

as fold change compared with control. Results are representative of four individual experiments 

(mean ± SD). †P <0.05; *P <0.01 indicate significant difference from the unstimulated control 

group. §P <0.05 represents significant difference from the PgLPS‐treated group. NS = not 

significant. 
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7.3.4. Salmeterol inhibits activation and expression of NF-κB pathway in PgLPS-stimulated 

RAW264.7 cells. Immunofluorescence staining was performed to image NF-B (p65) 

translocation from cytoplasm to nucleus in RAW cells treated with PgLPS and Salmeterol, and 

data represents the decreased nuclear translocation of NF-B in response to pretreatment with 

Salmeterol (Figure 7.5A). The suppressive effect of Salmeterol on the activation of NF-B 

transcriptional activity was examined using RAW cells. It was found that the increased (≤0.5 OD 

635 nm ± 0.020 SEM; P <0.001) SEAP production observed in PgLPS-treated cells was 

significantly suppressed (≤0.1 OD 635 nm ± 0.024 SEM; P <0.001) by pre-incubation with 

Salmeterol (Fig. 7.5B). The effect of Salmeterol on activation of the NF-B pathway induced by 

PgLPS was examined by measuring IB phosphorylation and nuclear translocation of NF-B 

(p65). RAW cells stimulated with PgLPS showed a 13-fold increase (P <0.001) in phosphorylation 

of IB, and pretreatment with Salmeterol showed a significant inhibition (by 1.6-fold, P <0.01) 

of phosphorylation of IB (Fig. 7.5C). Similarly, the PgLPS-stimulated group showed increased 

nuclear translocation of NF-B (p65) (by ≤2.5-fold, P <0.05), and pretreatment with Salmeterol 

reduced nuclear translocation to 1.7-fold (P <0.05; Fig. 7.5D). In addition, expression of NF-B 

was reduced (to 0.6-fold, P <0.01) in cytosol in response to PgLPS stimulation, and pretreatment 

with Salmeterol abolished the effect of PgLPS by enhancing (≤0.9-fold, P <0.01) expression of 

NF-B in cytosol (Fig. 7.5E). Taken together, these results indicate that Salmeterol suppresses 

phosphorylation and degradation of IB and nuclear translocation of NF-B (p65). 
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Figure 7. 5: Effect of Salmeterol (Sal) on PgLPS‐mediated activation of NF‐κB in RAW cells: 

(A) Immunofluorescence staining (nuclear and cytoplasmic p65) demonstrate NF‐κB (p65) 

nuclear translocation. Scale bar, 10 μm. (B) NF‐κB activation by reporter gene assay (SEAP 

activity): RAW cells were incubated with PgLPS after 45 minutes pre-incubation with Salmeterol. 

Supernatant was collected after 24 hours, and SEAP activity was measured spectrophotometrically 

at 635 nm. Bar graph represents colorimetric change in culture supernatant of RAW cells after 

PgLPS stimulation. PBS = phosphate‐buffered saline. (C through F) Western blots and quantitative 

analysis of effect of Salmeterol on NF‐κB p65 nuclear translocation and IκBα phosphorylation in 

RAW264.7 cells. The expression of IκBα and p‐IκBα protein measured from whole cell lysate. 

Cells were pre-incubated with Salmeterol and stimulated with PgLPS. Bar graphs represent fold 

change compared with control. The H3 and β‐actin were used as the loading control for nuclear 

and cytoplasmic p65, respectively. Data represent the average of three replicates and are mean ± 

SD of three different experiments. †P <0.05; *P <0.01; ‡P <0.001 indicate significant difference 

from the unstimulated control group. ‖P <0.05; §P <0.01; ¶P <0.001 represent significant 

difference from the PgLPS‐treated group. 
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7.4. DISCUSSION 

Pg is a Gram-negative anaerobic bacterium that has been found to be a major oral pathogen 

associated with periodontal disease (437). Pg can activate innate immune cells by production of 

LPS, and this LPS has been found to activate primarily via the TLR signaling pathway 

(423,424,438). The exact TLR-mediated mechanism of PgLPS stimulation is still somewhat 

controversial, with previous results suggesting that PgLPS can stimulate both TLR-2 and TLR 4 

(438–441). A previous study by the authors has shown that a number of 2-AR agonists, such as 

Salmeterol, can significantly inhibit the inflammatory response of primary microglia-enriched cell 

culture induced by the TLR-4 agonist LPS from E. coli (20). In the results presented here, it is 

shown that Salmeterol can also significantly inhibit the Pg-LPS-induced inflammatory response 

of monocytes/macrophages, both murine and human, by inhibiting production of inflammatory 

cytokines as well as NO, and by reducing activation of two major inflammatory signaling 

pathways, MAPK and NF-B. These results are identical to the anti-inflammatory effects the 

authors have observed with Salmeterol using E. coli LPS and suggests the effect of Salmeterol 

may not be limited to inhibition of only TLR-4-mediated inflammation on murine microglial cells, 

but may be a more general anti-inflammatory agent that also inhibits the TLR-2/4-mediated 

inflammatory responses in both murine and human macrophage/ monocytes. 

The increase in expression of pro-inflammatory cytokines and NO is one of the essential features 

of the inflammatory response by innate immune cells. Exposure of bacterial products, such as LPS, 

can trigger an inflammatory response, which includes release of cytokines and other inflammatory 

mediators (442). It is thought that release of LPS by Gram-negative bacteria in the gingival biofilm 

is a significant risk factor in the progression of periodontal disease. Consequently, PgLPS has been 

widely used in the study of inflammatory etiology of periodontal diseases and on the effectiveness 
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of anti-inflammatory agents used to treat periodontitis. It is well known that TNF-, IL-1, IL-6, 

and IL-8 are associated with periodontal inflammation and help recruit inflammatory cells to the 

site of infection (443,444). Results from the current study indicate that Salmeterol, a long-acting 

2-AR agonist, may have significant efficacy in controlling release of pro-inflammatory mediators 

TNF-, IL-1, IL-6, and IL-8 (Figure 7.1). Salmeterol appears to reduce expression of these pro-

inflammatory cytokines through its regulation of inflammatory gene production at the 

transcriptional level since mRNA expression for these cytokines is also greatly reduced (Figure 

7.2). NO is another important inflammatory mediator involved in periodontitis and plays a critical 

role in macrophage activation (445,446). NO is generated from L-arginine by iNOS during 

inflammatory reactions in macrophages (447,448). iNOS-derived NO has been indicated in 

regulating progression of bone resorption in a murine model of apical periodontitis (449). It has 

been proven that NO modulates release of pro-inflammatory cytokines such as TNF- and 

interferon-γ during inflammation (450). In concordance with results obtained here, it is suggested 

that Salmeterol may be a highly effective anti-inflammatory agent in controlling production, not 

only of inflammatory cytokines, but also NO. Results from the current study suggest that one 

mechanism for this inhibition of NO is through its effect on the expression of iNOS mRNA at the 

transcriptional level. Previous work of the authors using E. coli LPS on primary microglia-enriched 

cultures has shown that Salmeterol, and other long-acting 2-AR agonists, exert a strong anti-

inflammatory effect on microglia when used at concentrations of 10-8 to 10-10 M by inhibiting 

activation of two key pro-inflammatory signaling pathways, the NF-B pathway and the MAPK 

pathway (20). It is well known that MAPKs and NF-B are involved in PgLPS-induced cytokine 

expression (450,451), so it seemed logical that Salmeterol would mediate its anti-inflammatory 

effect on murine and human macrophages via the same basic cellular mechanism. It has been well 
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documented that production of pro-inflammatory cytokines and NO is primarily regulated at the 

transcriptional level, and expression of genes, including TNF-, IL-1, IL-6, IL-8, and iNOS, in 

macrophages and microglial cells is strongly regulated by the NF-B classic pathway (452).  

Previous results from studies with Salmeterol by the authors have shown that TLR-4-driven 

activation of microglia, the target of inhibition for Salmeterol is p65 phosphorylation and nuclear 

translocation. Determination of IB protein by immunoblotting analysis showed that 

pretreatment with Salmeterol prevented the stimulated phosphorylation and degradation of IB. 

After PgLPS stimulation IB was phosphorylated and degraded, but the immunoblotting analysis 

of cytosolic and nuclear NF-B (p65) showed that Salmeterol also prevented nuclear translocation 

of NF-B stimulated by PgLPS in macrophages (Figs. 7.5C and 7.5D). In addition, when the 

transcriptional activity of NF-B was measured with an NF-B reporter gene assay, it was found 

that Salmeterol also inhibited PgLPS-mediated NF-B transcriptional activity (Fig. 7.5B).  

Therefore, data from the current study, using murine macrophages, is consistent with the 

observations that Salmeterol inhibits PgLPS-mediated inflammatory mediator production through 

inactivation of NF-B by reducing IB phosphorylation and degradation. The differential 

inhibitory effect of Salmeterol on the MAPK pathways was surprising. MAPKs are conserved 

family of proteins, which includes ERK1/2, p38, and JNK. Results from the current study show 

that Salmeterol significantly inhibited phosphorylation of ERK1/2 and JNK MAPK, but not p38 

in PgLPS stimulated RAW macrophages (Figure 7.4). The authors have previously found that 

Salmeterol mediates its inhibitory effect on the MAPK pathway through inhibition of TAK-1 (20), 

whose activation leads to the downstream phosphorylation of ERK1/2, JNK, and p38. Therefore, 

it is not clear why p38 phosphorylation is not affected by Salmeterol inhibition. In addition, given 

the relationship between the NF-B and MAPK pathways in inflammation, both pathways activate 
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and promote the nuclear translocation of transcription factors (NF-B [p65] and AP- 1), which are 

essential for transcription of inflammatory genes and further release of cytokines and chemokines 

in response to stimuli. Activation of the NF-B pathway is a common downstream component of 

the cellular response to many different innate immune stimuli and is used frequently in these cells 

as a biochemical detection and quantification method to study innate immune cellular activation 

(453). In the present study, it was found that Salmeterol inhibited activation of both NF-B and 

MAPK pathways, and the mechanism of action of Salmeterol in response to PgLPS in murine 

macrophages is summarized in Figure 7.6. 
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Figure 7. 6: Schematic layout of anti‐inflammatory effects of Salmeterol in PgLPS‐induced 

inflammatory response in murine macrophages.  

PgLPS activates macrophages through its interaction with TLR‐2/4. It results in the binding with 

key adaptor proteins (MyD88, TRAM, or TIRAP) and leads to activation of downstream signaling 

molecules (TRAF6, IRAK1/4). This further activates both NF‐κB and MAPK pathways. 

Salmeterol suppresses phosphorylation and activation of ERK1/2 and JNK MAPK, which inhibits 

nuclear translocation of AP1 (not examined in this study). It also inhibits the phosphorylation and 

degradation of IκBα, which attenuates the activation and nuclear translocation of NF‐κB (p65). 

This collectively inhibits the transcription of inflammatory genes such as TNF‐α, IL‐1β, IL‐6, IL‐

8, and iNOS and eventually leads to inhibition of the inflammatory cytokine/chemokine production 

and suppressed immune response against PgLPS. 
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Another important observation made in this study is that Salmeterol has the same inhibitory effect 

on human monocytes/macrophages as has been observed with murine responses. Previous work 

of the authors has shown that the use of Salmeterol in vivo can be very effective in the treatment 

of LPS-induced chronic dopaminergic neurodegeneration (20), a murine model for Parkinson 

disease. Results from the current study demonstrate that this effectiveness is also found in human 

cells; this suggests that Salmeterol may be a very effective treatment for a number of human 

chronic inflammatory conditions, including periodontal disease. Salmeterol and other long-acting 

2-AR agonists are normally used to treat COPD, and results from the current study suggest that 

chronic use of long-acting 2-AR agonists like Salmeterol or Formoterol, or even the new 

generation of super long-acting agonists such as Vilanterol or Indacaterol, can be used to help 

control the inflammatory component of periodontal disease. Experimentation to determine the 

effects of 2-AR treatment on murine models of periodontal disease is now underway. 

These results demonstrate the ability of the 2-AR agonist Salmeterol to inhibit the inflammatory 

response of both the murine macrophage cell line RAW264.7 and the human monocytes cell line 

THP-1 stimulated with PgLPS. The mechanism of action, which includes inhibition of two 

important signaling pathways in the activation of inflammation, the MAPK and NF-B pathways, 

is consistent with previous observations on the mode of action of Salmeterol on murine microglial 

cells. These results suggest that Salmeterol can inhibit chronic inflammation and that Salmeterol 

may be an effective treatment for chronic inflammatory disease such as periodontal disease. 
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8.1. Summary of the most important findings 

Research studies supporting the repurposing of β2-AR agonist towards neurodegenerative 

conditions including PD are rapidly growing. Our previous and current observations clearly 

suggest the therapeutic efficacy of β2-AR agonists, specifically Salmeterol, for the treatment of 

PD. We have shown the neuroprotective and anti-inflammatory properties of Salmeterol in PD 

models. Further, results from this thesis show the mechanisms underlying the anti-inflammatory 

effects of Salmeterol. We have found that Salmeterol not only suppress the pro-inflammatory 

response, but also enhances the anti-inflammatory response using distinct signaling pathways 

(Figure 8.1). The suppression of pro-inflammatory response or M1-like phenotype is dependent 

on the non-canonical/β-arrestin pathway of GPCR signaling (263). In contrast, the enhancement 

of anti-inflammatory response is dependent on the classical or cAMP/PKA/CREB pathway of 

GPCR signaling, but also with contribution from the PI3K and p38 MAPK signaling pathways. 

Furthermore, RNA-seq analysis also shows the differential expression of inflammatory and non-

inflammatory genes regulated by Salmeterol in microglial cells, and reaffirms our findings that 

Salmeterol is a potent anti-inflammatory drug.  We have confirmed that Salmeterol exerts similar 

anti-inflammatory effects on other chronic inflammatory conditions by using a periodontal disease 

model, suggesting the use of Salmeterol and by extension other β2-AR agonists as a class of 

universal anti-inflammatory drugs. 
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Figure 8. 1: Schematic of mechanisms underlying immunomodulatory effects by Salmeterol 

in activated BV2 cells.  

Stimulation of microglia with LPS triggers TLR4 signaling pathway through TAK1, leading to the 

activation of NF-κB microglia, which further enhances the production of pro-inflammatory 

cytokines and chemokines (TNF-, IL-1, IL-6, IL-18, MCP-1, CCL3, CCL4, ROS and 

CXCL10/IP-10. However, microglial cells treated with Salmeterol enhances the expression of β-

arrestin2 and leads to its increased interaction with TAB1, preventing formation of the 

TAB1/TAK1 complex, and inhibiting the activation of NF-κB and production of inflammatory 

mediators. Lack of β-arrestin2 (knockdown using siRNA against Arrb2) in BV2 cells abrogates 

the anti-inflammatory effects of the Sal/β2-AR/β-arrestin2 pathway and leads to increased 

production of TNF-, IL-1and NO in response to inflammatory stimuli. In contrast, treatment of 
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LPS-activated microglia with Salmeterol also increases the production of anti-inflammatory 

cytokines and chemokines IL-10, arginase-1, and CXCL14. Inhibition of classical signaling 

(cAMP/PKA/CREB) pathway of 2-AR via silencing CREB by siRNA and inhibiting protein 

kinase A (PKA) abrogates Salmeterol-mediated production of IL-10. Similarly, blockade of PI3K 

and p38 also inhibit the Salmeterol mediated IL-10 enhancement. In contrast, silencing of -

arrestin2 via siRNA does not affect the Salmeterol-mediated production of IL-10. 
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From bench to bedside: challenges in translation to the clinic 

The β2-AR agonists are FDA and Health Canada-approved for the treatment of respiratory 

diseases such as asthma and COPD, but none of these β2-AR agonists are specifically developed 

for PD. In one landmark study, Mittal et al. have found in a Norwegian population that long-term 

use of Salbutamol, a SABA, lowers the risk of developing PD whereas the long-term use of 

Propranolol, a β2-AR antagonist (commonly used to treat hypertension and certain other forms of 

heart disease) was associated with increased risk of PD. Specifically, this risk of developing PD 

was dependent on the duration of Salbutamol intake in those patients (237). In the patient 

population who used Salbutamol for at least 6 months, it was expected that 43 would develop PD, 

but only 23 patients were ultimately diagnosed with the disease (rate ratio 0.66). On the other hand, 

in the cohort who used Salbutamol for 2 months or less, there was no decreased risk of developing 

PD in this population. In contrast, patients on Propranolol (which is also used as therapeutic for 

tremors in PD) for at least 1 year showed a significantly increased risk of developing PD compared 

to patients not on propranolol (rate ratio 2.2) (237). Similar results were found by Gronich et al 

(377) on a population of patients in Israel. Therefore, it is clear that patients on long-term 

Salbutamol (a β2-AR agonist) had significantly decreased the risk of developing PD, while patients 

on long-term propranolol (a β2-AR antagonist) therapy had significantly higher rates of PD, 

suggesting that β2-AR inhibition is a highly significant risk factor in developing PD. When we 

compared the effectiveness of Salbutamol to Salmeterol (a more lipophilic drug) in animal models 

of PD, Salmeterol was much more effective both in vitro and in vivo in dopaminergic 

neuroprotection (20). More importantly, we found that animals given Salmeterol treatment well 

before the appearance of symptoms in a long-term model of PD showed little evidence of 

dopaminergic neurodegeneration compared to untreated animals (20). Taken together, this data 
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suggests that administration of β2-AR agonists may have a profound preventative effect on the 

development of PD. Since the blood-brain-barrier penetration is a major obstacle in the 

development of therapeutics targeting CNS disorders, it will be important to consider the 

importance of lipophilic properties, concentration within the CNS, as well as the specificity, half-

life and safety in using β2-AR agonists in older patients before and after the initial appearance of 

symptoms associated with PD. Consequently, these drugs require further investigation in a large 

cohort study to assess their utility as a potential therapeutic for PD and other neurodegenerative 

diseases.  

8.2 Future Directions 

The findings from this thesis study introduce several intriguing questions and hypotheses for the 

exploration of neuroprotective effects of β2-AR agonists. The following are the possible steps 

forward to test the therapeutic potential of Salmeterol which can lead to clinical trials in patients 

with symptoms of PD. 

8.2.1. The immunological conversion by Salmeterol is required for the protection of dopaminergic 

neurons 

One of the important findings from this study is that Salmeterol not only shows neuroprotective 

effects but also elicit anti-inflammatory effects via suppression of TNF-α and upregulation of IL-

10, termed as phenotypic conversion. IL-10 also promotes the M1-like to M2-like phenotypic 

transition of macrophages and has been found as a neurotrophic and anti-inflammatory agent. IL-

10 has been shown to prevent glutamate-induced excitotoxicity in brain ischemia (454). IL-10 is 

also known to protect LPS-induced dopaminergic neurodegeneration in SN and mesencephalic 

culture (301). We have found the increased levels of IL-10 in Salmeterol treated and LPS-

stimulated microglial cells (Figure 5.3), and these findings give further credence to the idea that 
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the neuroprotective role of Salmeterol is not only due to the inhibition of the pro-inflammatory 

phenotype in microglia but also to the enhanced production of IL-10. Therefore, to confirm this, 

we would propose to use in vitro approaches which inhibit IL-10 production and/or function, and 

mouse models which express a targeted genetic deletion of IL-10, to examine the effects of 

Salmeterol on neuroprotection in these mice. Since both in vitro and in vivo models lacking IL-10 

activity would no longer exhibit the anti-inflammatory and neurotrophic properties normally 

associated with this cytokine, these experiments would help delineate the central role of IL-10 in 

Salmeterol-mediated neuroprotection. Furthermore, we can examine the role of inflammatory 

conversion by using the IL-10-/- KO mice model by looking at the loss of the M1-type phenotype 

and the expression of M2-like markers such as arginase-1 and CXCL14 in nigral microglia 

following initiation of neurodegeneration, and elucidate the effect of Salmeterol on PD pathology 

and neuroinflammation by conducting molecular, structural and behavioral studies. As we have 

hypothesized, if inflammatory conversion is critical for the protection of DA-neurons by 

Salmeterol and one of the key cytokine involved in inflammatory conversion is IL-10, as we would 

expect significant neurodegeneration and impaired motor skills in Salmeterol-treated IL-10 

knockout mice compared to their respective control mice. Results from these studies will show 

another mechanism underlying the neuroprotective effects mediated by Salmeterol. 

8.2.2. The effects of Salmeterol on dopaminergic neuronal protection in genetic mouse models of 

PD. 

It is clear that inflammation plays a major role in the progressive degeneration of neurons (314), 

but there are other associated factors which may also play an important role in the etiology of the 

disease such as Lewy body formation (aggregated α-synuclein) (57) and genetic alteration of key 

proteins involved in normal dopaminergic neuronal function (e.g. mutations in LRRK2, SNCA, 
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PINK1, DJ-1, and PARK-genes) (160). A number of animal models have been developed with 

genetic alterations in these critical genes, but and all these current animal models of PD do not 

completely mimic all clinical and neuropathological symptoms of human PD. Here, we propose to 

use different animal models of PD, other than inflammation model, to test the efficacy of 

Salmeterol on all major neuropathological features of PD. 

Findings from previous and current studies clearly show the neuroprotective effects of Salmeterol 

in LPS and neurotoxin-based (MPTP) models of PD (20,263). We can next investigate the effects 

of Salmeterol in genetic mouse models of PD such as SNCA*A53T and LRRK2 to examine whether 

Salmeterol has similar protective effects in these models as the LPS and MPTP models of PD. 

These are the well-established models to study the pathogenesis of PD. These genetic mouse 

models more represent the familial form of PD, which represent only about 15% of all cases of 

human PD, but it is also important to know whether Salmeterol can protect against 

neurodegeneration in these forms of PD. To perform the in vivo studies we can propose the use of 

the SNCA*A53T and LRRK2*G2019S mice models, given the central role of -synuclein in most 

forms of disease, and the role of LRRK2 in the pathogenesis of several forms of familial PD 

(45,81). Similar to our previous work, molecular and behavioral studies would be conducted to 

test the effects of Salmeterol on PD pathology in these models. 

8.2.3. The effect of Salmeterol on neurogenesis of dopaminergic neurons. 

Enhancing neurogenesis would be another key step to halt the progression of PD. We have shown 

that Salmeterol protects DA-neurons form degeneration; next it is important to study if and how 

β2-AR agonists can promote neurogenesis. It has previously been found that the activation of β2-

AR by the agonist Clenbuterol enhances hippocampal neurogenesis in mouse model of 

Alzheimer’s disease (236). We can look for expression of markers of neurogenesis such as NeuN 
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(neuronal nuclei), BrdU (bromodeoxyuridine) and DCX (doublecortin) in mouse models of PD. 

Another important observation would be to examine the long-term effects of Salmeterol. To test 

this, mice should first be treated with Salmeterol and after recovery from the disease symptoms, 

Salmeterol treatment would be terminated. These animals would then be kept under observation 

to determine whether they suffer a relapse in symptomology by observing whether they exhibit the 

behavioral changes of neurodegeneration or the reoccurrence of dopaminergic neurodegeneration 

in absence of continued Salmeterol treatment. These experiments would provide some insight as 

to the long-term protective of the acute Salmeterol treatment against degeneration of DA-neurons. 

8.2.4. Investigate other mechanisms by which Salmeterol exhibits neuroprotective effects. 

Results from our RNA-seq analysis have revealed that Salmeterol regulates several genes which 

have been associated with PD pathology. One of the genes is Rab7 which was significantly 

upregulated by Salmeterol in resting and LPS-activated microglia. Rab7 has been shown to induce 

the clearance of α-synuclein in SNCA*A53T model of PD and over-expression of Rab7 is 

beneficial in PD (402). Therefore, it will be interesting to investigate whether Salmeterol can 

reduce the -synuclein aggregation by regulating the expression of Rab proteins. Findings from 

this study would result in a mechanism by which Salmeterol can protect dopaminergic neurons 

from abnormal protein aggregation and degeneration. We know that Salmeterol has therapeutic 

potential against PD due to its immunoregulatory properties but results from this study may 

provide another perspective of the therapeutic potential of Salmeterol other than one of 

immunologic conversion. 
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8.3. Study limitations 

As an immune cell of the CNS, microglial cells are widely used to study the neuroinflammation. 

In our study we have used an immortalised murine microglial cell line BV2 which is a standard in 

vitro model to investigate the biology of primary microglia cells. This cell line also reduces the 

rigorous procedures involved in the isolation and maintenance of primary microglia and animal 

experimentation models. Transcriptome and proteome analysis of LPS-stimulated BV2 cells 

showed high similarity when compared with LPS-stimulated primary microglia. However, the 

average up-regulation of some inflammatory genes was less pronounced in BV2 cells compare to 

primary microglia. Overall, results from this study suggest BV2 cells as a valid substitute for 

primary microglia cell cultures for studying the molecular mechanism of LPS and Salmeterol 

action (455). 

In contrast, another transcriptome sequencing analysis reveals that primary microglia express a 

unique cluster of transcripts in response to LPS stimulation while this distinct pattern was not 

observed in BV2 microglia. Das et. al have identified that a large number of transcripts including 

immunoregulatory genes, transcription factors and epigenetic regulators which were significantly 

altered in primary microglia when compared to BV2 cells. Furthermore, they have showed several 

specific genes involved in immune response that were altered only in primary microglia and not 

BV2 cells after LPS stimulation (456). However, the genes we primarily investigated in this thesis 

were found by Das et. al to show parallel immunoregulatory effects in both primary microglia and 

BV2 cells when stimulated by LPS (456). These results suggest that BV2 cells may not be a 

complete representation of primary microglia, and therefore verification of our results in primary 

microglia and in vivo settings still needs to be addressed. 
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8.4. Conclusion 

Extensive previous investigations into the etiology of PD demonstrate a central role for the 

inflammatory microglial cell in the progression of PD. Thus, targeting neuroinflammation 

mediated by microglia may serve as a potential therapeutic benefit in the treatment of PD. 

Traditional treatment for PD is aimed at controlling the disease symptoms. Therefore, the search 

for effective neuroprotective therapies is receiving significant attention. This study was aimed to 

promote the development of a novel therapeutic approach and aid in the drug discovery for 

neurodegenerative conditions such as PD. Natural or synthetic activation or inhibition of the β2-

AR can have profound effects on the development and progression of Parkinson’s disease, a 

chronic neurodegenerative disorder which involves both neuroinflammatory and cellular 

mechanisms in dopaminergic neurotoxicity. Results from this study clearly suggest that the 

therapeutic use of β2-AR agonists can both inhibit the cause of neurodegeneration and activate a 

mechanism that can enhance recovery of patients with this disease, and serves as an important new 

therapeutic approach for the treatment of chronic neurodegenerative disorders. 
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