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ABSTRACT 
 
 

AMANDA RAE BURMEISTER. Detrimental brain inflammation and the role of the 
interleukin 10 family members. (Under the direction of DR. IAN MARRIOTT) 
 
 
 Resident brain cells recognize pathogens and can initiate and/or regulate 

inflammation.  Indeed, we have shown that stimulated glial cells rapidly produce 

inflammatory mediators, followed by the late production of anti-inflammatory cytokines 

such as IL-10.  Here we have investigated the expression and function of other IL-10 

family members in resident cells of the CNS, including IL-20 and IL-24.  We have 

demonstrated that murine glial cells express IL-24 in a delayed manner in response to 

challenge with bacteria or their components.  In addition, we have shown that glia 

constitutively express IL-20/24 receptors, and such expression is elevated in astrocytes 

following bacterial infection.  Importantly, we have demonstrated that IL-24 inhibits the 

production of inflammatory cytokines by astrocytes and promotes the potentially 

neuroprotective functions of this cell type.  In contrast, glial cells produce IL-20 

constitutively and this cytokine acts on astrocytes increasing the expression of canonical 

inflammatory mediators and priming them for subsequent challenge.   

Additionally, we have begun to investigate the ability of substance P (SP) to 

augment the production of cytokines belonging to the IL-10 family.  Here we report that 

non-human primate brain tissue and human glial cells constitutively express the SP 

receptor.  We show that SP can augment the inflammatory and/or neurotoxic responses of 

human glial cells to disparate and clinically relevant bacterial pathogens.  Interestingly, 

we have also demonstrated that SP can augment the production of the 

immunosuppressive cytokine, IL-19.  Taken together, these data suggest that SP has the 



iv 
 

 

potential to affect the initiation and/or resolution of inflammation in human meningitis 

patients.     
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CHAPTER 1: INTRODUCTION 
 

 
1.1 Introduction 

Inflammation within the central nervous system (CNS) has devastating 

consequences, with fatality rates upwards of 30% and nearly 50% of survivors suffering 

from permanent neurological disorders (McGill et al., 2016).  Inflammation typically 

receives designations according to its anatomical location, and within the CNS these 

designations include meningitis, myelitis, and encephalitis that correspond to 

inflammation of the meninges, spinal cord, and brain parenchyma, respectively (Rice, 

2017; Waisman et al., 2015).  Such inflammatory diseases can be aseptic, such as 

ischemic stroke or traumatic brain injury, or result from infection by an array of 

infectious organisms that include bacteria and viruses, protozoan parasites, and fungi.  

While it was once thought that the brain is a victim organ of infiltrating 

leukocytes, it is now appreciated that resident brain cells play a critical role in the 

initiation and/or progression of inflammatory responses within the CNS that contribute to 

disease states.  Resident CNS cells, such as microglia and astrocytes, are able to 

recognize and respond to either pathogen associated molecular patterns (PAMPS) or 

damage associated molecular patterns (DAMPs) via their expression of innate immune 

pattern recognition receptors (PRR) (Bowman et al., 2003; Crill et al., 2015; Serramía et 

al., 2015; Tsung et al., 2014).  Similar to other myeloid immune cells such as 

macrophages, microglia express an array of cell surface, endosomal, and cytoplasmic 

PRRs, allowing them to rapidly respond to the presence of PAMPs and DAMPs in the 

extracellular milieu and within the cytosol.  In addition to the well-studied Toll-like and 

nucleotide-binding oligomerization domain (NOD)-like families of receptors (TLR and 
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NLR, respectively), more recent work has demonstrated the ability of these sentinel cells 

to functionally express molecules that serve as cytosolic sensors for foreign and/or 

damaged nucleic acid motifs that include DNA-dependent activator of interferon-

regulatory factors (DAI), retinoic acid-inducible gene (RIG)-like receptors (RLR), and 

cyclic guanosine monophosphate-adenosine monophosphate synthase (cGAS) (Bowman 

et al., 2003; Crill et al., 2015; Furr et al., 2011; Jeffries and Marriott, 2017; Liu et al., 

2010).  Interestingly, non-leukocytic CNS cells, including astrocytes, can also express 

such innate immune sensing molecules although, in contrast to microglia, such cells 

appear to constitutively express fewer PRR types and expression levels (Bsibsi et al., 

2002, 2006).  However, following activation or infection, astrocytes show rapid 

elevations in the repertoire and levels of expression of PRRs, suggesting that these cells 

may become sensitized to the presence of danger signals (Bsibsi et al., 2002; McKimmie 

and Fazakerley, 2005).   

Acute inflammatory responses play an important role in pathogen clearance in 

peripheral tissues and organs, as discussed elsewhere (Gyurkovska and Ivanovska, 2016; 

Ma et al., 2015; Newton et al., 2016).  While inflammation can similarly be protective 

within the CNS, such responses can have severe detrimental consequences if they are too 

extreme or sustained.  Following activation, glial cells are capable of the rapid production 

of chemokines and cytokines that can alter the integrity of the blood brain barrier (BBB), 

recruit and activate circulating leukocytes to the site of the insult, and cause cerebral 

edema that increases cranial pressure which, in severe cases, can result in death due to 

herniation, blood clots, and subsequent ischemic stroke (Barichello et al., 2012; Bowman 

et al., 2003; Fayeye et al., 2013; Furr et al., 2011; Liu et al., 2010; Minkiewicz et al., 
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2013; Papandreou et al., 2016; Pelegrín et al., 2014; Shah, 2018; Sun et al., 2016; 

Tibussek et al., 2015).  Microglia and astrocytes respond to PAMPs (Furr et al., 2010; Liu 

et al., 2010; Serramía et al., 2015; Sun et al., 2016) and DAMPs (Minkiewicz et al., 2013; 

Tsung et al., 2014) by releasing the signature inflammatory cytokines, interleukin (IL-) 6 

and tumor necrosis factor  (TNF-), and the chemokine IL-8.  While these mediators 

can assist in the recruitment of leukocytes that include those responsible for protective 

adaptive immune responses, long-term exposure to these cytokines results in local tissue 

damage.  As such, it is essential that this acute inflammatory phase is regulated and 

limited to prevent neurological damage.  Here, we will discuss the ability of glial cells to 

produce mediators that can limit or resolve sterile or pathogen-induced 

neuroinflammation. 

1.2 Glia contribute to the resolution phase of immune responses within the CNS 

Inflammation is typically biphasic and features the rapid production of 

inflammatory mediators, followed by a decrease in their release and the subsequent 

delayed expression of immunosuppressive factors that limit the production and/or the 

effect of the inflammatory mediators (Headland and Norling, 2015; Mino and Takeuchi, 

2013; Shen et al., 2013).  Such a change in the cytokine expression profile during this 

resolution phase serves to prevent prolonged exposure to inflammatory mediators and 

limits associated tissue damage.  The transient nature of pro-inflammatory cytokine and 

chemokine production by glia and leukocytes (Barichello et al., 2011b; Conti et al., 2004) 

results, at least in part, by a modification in cytokine mRNA stability by RNA binding 

proteins, which bind to the adenylate-uridylate (AU)-rich elements (ARE) in the 3’ 

untranslated region (UTR) of the mRNA.  For example, the RNA binding protein 
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tristetraprolin (TTP) has been demonstrated to have an anti-inflammatory role as it binds 

to the UTR of mRNA encoding the key pro-inflammatory cytokine TNF-, thereby 

destabilizing it (Liu et al., 2013; Patial et al., 2016).  

In addition to factors that can limit the production of inflammatory mediators in 

the continued presence of activating stimuli, other components can be upregulated in 

cytokine producing cells or their neighbors that attenuate their effects.  Anti-

inflammatory response (AIR) gene products include suppressor of cytokine signaling 

(SOCS) molecules, and these proteins are potent inhibitors of inflammatory mediator 

signaling cascades (Croker et al., 2003; Hutchins et al., 2012).  For example, SOCS3 

functions by binding to the IL-6 family receptor subunit, gp130, and inhibiting the signal 

cascade for this cytokine family (Babon et al., 2014; Wilbers et al., 2017).  Importantly, 

cytokines that are recognized to have immunosuppressive effects, including IL-4 and IL-

13, can induce the expression of SOCS molecules in both peripheral immune cells and 

non-leukocytic cell types, thereby contributing to their anti-inflammatory effects 

(Albanesi et al., 2007; Dickensheets et al., 2007; Hebenstreit et al., 2003; Jackson et al., 

2004).  Additionally, soluble cytokine decoy receptors, such as decoy receptor 3 and IL-2 

receptor 2 (IL-1R2), that can bind inflammatory factors and prevent their interaction with 

target cell receptors, can be produced during this anti-inflammatory period (Bonecchi et 

al., 2016; Francis et al., 2001; Ichiyama et al., 2008; Liu et al., 2015). 

However, a major component in the transition of immune responses from an 

inflammatory to a resolution phase is the delayed secondary production of mediators that 

are immunosuppressive and/or neuroprotective.  For example, pathogen recognition via 

PRRs generates a complex response that includes the production of both inflammatory 
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mediators and factors that can that restore an immunoquiescent environment, such as 

microRNAs (miRNAs).  Once thought of as “junk” RNA that is generated during gene 

transcription, miRNAs have been identified to play a major role in switching off acute 

inflammatory responses, and several have been shown to have such functions within the 

CNS (Cho et al., 2015; Iyer et al., 2012; Ponomarev et al., 2011).  miRNAs appear to 

contribute to the maintenance of an immunoquiescent environment in the CNS by 

reducing the production of inflammatory mediators by microglia, perivascular 

macrophages, and astrocytes, and by downregulating the expression of molecules 

involved in innate immune sensing pathways that render these cells less responsive to 

insult (Cho et al., 2015; Iyer et al., 2012; Lai et al., 2013; Ponomarev et al., 2011; Qin et 

al., 2016; Sun et al., 2015; Zhao et al., 2013). 

In addition, microglia and astrocytes play a critical role in providing neurons with 

a protective homeostatic environment within the brain by expressing excitatory amino 

acid transporters (EAAT), such as glutamate transporter 1 (GLT-1) (Almeida et al., 2005; 

Persson et al., 2005, 2007).  During inflammation, extracellular glutamate levels show 

increases that could potentially be neurotoxic (Zou and Crews, 2005), but EAAT 

expression and glutamate uptake by glia are elevated, thereby protecting neurons from 

excitotoxicity (Moidunny et al., 2016).  

Furthermore, and in contrast to the rapid production of proinflammatory 

mediators, anti-inflammatory cytokines are typically produced at peripheral sites in a 

delayed manner to resolve inflammation.  These suppressive cytokines include IL-4, IL-

10, IL-13, and transforming growth factor  (TGF-), which can significantly reduce the 

level of pro-inflammatory cytokine production by activated CNS cells (Moore et al., 
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2001; Qian et al., 2008).  In addition, these soluble mediators can alter microglial 

phenotype polarization from the predominantly inflammatory “M1” phenotype to a more 

immunoregulatory “M2” phenotype that expresses protective and/or repairing factors 

(Guglielmetti et al., 2016; Qian et al., 2008; Rossi et al., 2018).  Of these anti-

inflammatory cytokines, IL-10 is generally considered to be the quintessential 

immunosuppressive factor produced within the CNS. 

1.3 IL-10 is expressed within the CNS and limits glial inflammatory responses 

It is known that IL-10 plays a critical role in the resolution of peripheral 

inflammation and this molecule has been the most widely studied anti-inflammatory 

cytokine, as discussed in numerous reviews (Headland and Norling, 2015; Hutchins et al., 

2013; Mingomataj and Bakiri, 2016).  IL-10, which was originally designated cytokine 

synthesis inhibitory factor (CSIF), was first found to be produced by activated T helper 2 

(TH2) cells and was demonstrated to regulate inflammatory TH1 responses in a negative 

cross regulation manner (Fiorentino, 1989).  Since its initial discovery, IL-10 has been 

found to be produced by an array of leukocytic cell types, including monocytes and 

granulocytes, as well as non-immune cells such as epithelial cells and keratinocytes 

(Moore et al., 2001; Moser and Zhang, 2008).  The gene encoding human IL-10 is 

located on chromosome 1 and consists of 5 exons, and the 37 kDa soluble protein product 

of this gene is released as a homodimer (Conti et al., 2004).  Importantly, isolated 

microglia and astrocytes have been shown to produce IL-10 in a delayed manner, with 

increases in levels of mRNA encoding IL-10 that are only seen after 8 hours and 

detectible protein release after 24 hours of activation with TLR ligands or microbial 

pathogens (Bsibsi et al., 2006; Gautam et al., 2011; Gutierrez-Murgas et al., 2016; Jack et 
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al., 2005; Park et al., 2007; Rasley et al., 2006; Werry et al., 2011).  In addition, these 

resident CNS cells have been demonstrated to express IL-10 in situ following in vivo LPS 

challenge (Park et al., 2007). 

Interestingly, such delayed IL-10 production by glia appears to occur secondary to 

the release of inflammatory mediators, as we have shown the rapid induction of this 

cytokine following exposure to conditioned media from bacterially challenged cells 

(Rasley et al., 2006).  Furthermore, the inflammatory cytokines IL-6 and TNF- have 

been demonstrated to induce IL-10 production by microglia in a dose dependent manner 

(Sheng et al., 1995).  IL-10 production by cytokine-challenged microglia can be further 

augmented by neurotransmitters including glutamate (Werry et al., 2011), and damage-

associated molecules such as adenosine (Koscso et al., 2012).  In contrast, the 

neuropeptide, substance P (SP), appears to play a role in the reduction of IL-10 levels 

within the CNS that occurs following bacterial infection, as this effect was not seen 

following prophylactic administration of an antagonist for its high affinity receptor 

(Chauhan et al., 2008, 2011).  Such an effect suggests that SP can promote 

neuroinflammation in two ways, first by exacerbating proinflammatory glial and 

infiltrating leukocyte responses (as discussed in our recent review on this topic (Johnson 

et al., 2017)), and second by limiting the expression of immunosuppressive mediator 

production within the brain. 

IL-10 exerts its effects on nearby cells that express receptors for this cytokine that 

are composed of two subunits, IL-10 receptor (IL-10R) 1 and IL-10R2 (Moore et al., 

2001) as shown in Figure 1.  While most cell types are known to express IL-10R2 

constitutively, IL-10R1 expression tends to be restricted to cells of hematopoietic lineage 
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(Moore et al., 2001; Moser and Zhang, 2008; Wolk et al., 2002).  As might be expected, 

given their myeloid lineage, microglia constitutively express both IL-10R1 and IL-10R2 

(Hulshof et al., 2002).  More surprisingly, resting astrocytes also express both IL-10 

receptor subunits (Ledeboer et al., 2002; Molina-Holgado et al., 2001; Perriard et al., 

2015; Xin et al., 2011).  However, such expression by other glial cell types, including 

oligodendrocytes, remains controversial with reports of IL-10R1 expression by rat 

oligodendrocytes but not human cells (Hulshof et al., 2002; Molina-Holgado et al., 2001), 

and neurons may also express IL-10R1 (Sharma et al., 2011). 

Following IL-10 binding to its receptor, this cytokine initiates its cellular effects 

via a canonical Janus kinase/signal transducer and activator of transcription (JAK/STAT) 

pathway that features JAK1 and STAT3, which subsequently induces the expression of 

genes associated with immunosuppression (Hutchins et al., 2013; Moore et al., 2001).  As 

we have demonstrated, STAT3 is phosphorylated in murine microglia following exposure 

to IL-10 (Rasley et al., 2006).  Similarly, STAT3 phosphorylation has been observed in 

cortical neurons and retinal ganglion cells in response to IL-10, although this cytokine 

has been shown to activate other signaling components including Akt in these cells (Boyd 

et al., 2003; Sharma et al., 2011). 

The ability of IL-10 to regulate inflammatory TH1 responses has been well 

characterized (Couper et al., 2008; Moser and Zhang, 2008), and IL-10 deficient mouse 

strains die prematurely due to an uncontrolled inflammation of the gut mucosa that is not 

associated with demonstrable changes in the composition of lymphocyte populations 

(Rennick et al., 1995).  While it was initially hypothesized that such lethality resulted 

from infection, the demonstration that enteric colitis develops in mice even under sterile 
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conditions (Rennick et al., 1995) indicated that IL-10 plays a critical role in maintaining 

immune quiescence at peripheral sites such as the gut.  IL-10 has subsequently been 

demonstrated to exert its immunosuppressive effects by decreasing pro-inflammatory 

mediator production by leukocytes and by reducing the expression of co-stimulatory 

molecules by antigen-presenting cells (Ding et al., 1993; Fiorentino et al., 1991).  

Furthermore, IL-10 has been shown to induce the expression of miRNA-146b by 

monocytes, a molecule that negatively regulates signaling via TLRs (Couper et al., 2008; 

Curtale et al., 2013; Moser and Zhang, 2008; Wilbers et al., 2017). 

Consistent with its role in the periphery, IL-10 plays an important role in 

maintaining homeostasis within the CNS (Gutierrez-Murgas et al., 2016).  It contributes 

to the regulation of synaptic pruning by glial cells (Ellwardt et al., 2016; Lim et al., 2013; 

Schwartz et al., 2013) and limits the damaging effects of neuroinflammation.  

Specifically, IL-10 reduces glial pro-inflammatory mediator production and reactive 

astrogliosis in response to the presence of pathogenic microbes or their components 

(Balasingam and Yong, 1996; Chang et al., 2009; Curtale et al., 2013; Hutchins et al., 

2013; Ledeboer et al., 2000; Rasley et al., 2006).  Furthermore, this cytokine can alter 

microglial and astrocyte phenotypes to those that can limit inflammation, promote the 

production of another immunosuppressive mediator, TGF- by astrocytes, and induce 

mRNA encoding for the negative regulator of cytokine signaling SOCS3 (Balasingam 

and Yong, 1996; Norden et al., 2014; Rasley et al., 2006).  

Consistent with these in vitro findings, the importance of IL-10 in the regulation 

of neuroinflammatory damage has been demonstrated in vivo in animal models of CNS 

disorders.  IL-10 deficient mice show uncontrolled inflammation and increased 
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susceptibility to bacterial, parasitic, and viral infections of the CNS (Gazzinelli et al., 

1996; Gutierrez-Murgas et al., 2016; Martin and Griffin, 2017).  In these studies, 

increased mortality was associated with elevated levels of inflammatory mediators in the 

absence of endogenous IL-10 expression (Gazzinelli et al., 1996).  In addition to 

infectious CNS disorders, a role for IL-10 in limiting detrimental neuroinflammation in 

“sterile” autoimmune diseases, including multiple sclerosis (MS), has been suggested.  

Genetic polymorphisms of the IL-10 gene that result in reduced expression of this 

cytokine have been associated with the incidence of MS in human subjects (Martinez 

Doncel et al., 2002; Myhr et al., 2002; Talaat et al., 2016).  Similarly, increased levels of 

IL-10 in the CNS have been shown to reduce disease severity in mouse models of 

experimental autoimmune encephalomyelitis (EAE) (Klose et al., 2013; O’Neill et al., 

2006). 

Taken together, the available data indicates that IL-10 plays a critical role in 

limiting CNS inflammation in a similar manner to that seen at peripheral sites by altering 

the ability of resident glia and infiltrating leukocytes to respond to activating stimuli, and 

by reducing the production of inflammatory mediators by these cells.  However, IL-10 is 

only one member of a family of cytokines that are grouped together based upon their 

similar structures and their sharing of common receptor subunits (Ouyang et al., 2011; 

Rutz et al., 2014).  This family includes IL-19, IL-20, IL-22, and IL-24 (Ouyang et al., 

2011; Rutz et al., 2014), and these IL-10 relatives are only now being recognized to exert 

a regulatory role within the CNS. 
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1.4 IL-19 may function in a similar immunosuppressive manner to IL-10 in the CNS 

Around the time that IL-10 was discovered, a number of proteins showing a high 

degree of homology to this cytokine were identified that were subsequently categorized 

as the IL-10 family.  Gallagher and colleagues (Gallagher et al., 2000) described a list of 

potential IL-10 family members based upon homologous gene sequences, and this work 

led to the identification of IL-19.  Like IL-10, the IL-19 gene is located on chromosome 1 

in a cluster that also contains the IL-20 and IL-24 genes (Gallagher et al., 2000; Rutz et 

al., 2014).  This IL-10 homolog was determined to be expressed by stimulated monocytes 

(Gallagher et al., 2000) but, unlike IL-10, IL-19 protein monomers are soluble and are 

released as such (Gallagher et al., 2004).  

IL-19 is expressed at the level of mRNA and protein production by bacterial LPS 

challenged immune cells, including monocytes and T and B lymphocytes, and can be 

detected at sites such as the skin following Staphylococcus aureus infection (Gallagher et 

al., 2000, 2004; Reiss-Mandel et al., 2018; Wolk et al., 2002).  Interestingly, elevated 

levels of mRNA encoding IL-19 have been observed in mouse brain parenchyma after 

gamma radiation treatment (Baluchamy et al., 2010), and three studies have shown that 

isolated murine astrocytes express IL-19 mRNA and protein following challenge with 

bacteria or their components (Cooley et al., 2014; Horiuchi et al., 2015; Nikfarjam et al., 

2014).  However, the question of whether microglia are a significant source of IL-19 

remains contentious, with one study reporting the ability of neonatal murine microglia to 

release high levels of IL-19 in response to LPS (Horiuchi et al., 2015), while our own 

work indicates that these cells and a murine microglial cell line express little or no 
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mRNA encoding IL-19 following challenge with either LPS or N. meningiditis (Cooley et 

al., 2014).   

As shown in Figure 1, IL-19 exerts its effects on cells that express a heterodimeric 

receptor that consists of the subunits IL-20 receptor (IL-20R) 1 and IL-20R2 (Rutz et al., 

2014).  While this dimeric receptor is commonly referred to as IL-20R, it has been 

demonstrated that IL-19 binds to the IL-20R2 subunit with a higher affinity than IL-20 

(Dumoutier et al., 2001; Logsdon et al., 2012).  This cognate receptor is constitutively 

expressed in human tissues including the pancreas, liver, and skin (Wolk et al., 2002).  In 

contrast, immune cells express the IL-20R2 subunit but fail to express IL-20R1 either at 

rest or following exposure to LPS (Kunz et al., 2006; Ouyang et al., 2011; Wolk et al., 

2002).  Consistent with this, we have demonstrated that astrocytes constitutively express 

both IL-20R1 and IL-20R2, while microglia exclusively possess the IL-20R2 subunit 

(Cooley et al., 2014).  However, it should be noted that one study has reported the 

contradictory finding that microglia express the cognate receptor while astrocytes express 

just the IL-20R2 subunit (Horiuchi et al., 2015).  To date, the reason for the apparent 

discrepancy in these findings remains unclear.  Finally, we have also detected a novel 

truncated IL-20R1 subunit (IL-20R1 variant) in the mouse cortical brain that lacks the 

cytoplasmic signaling tail (Cooley et al., 2014).  As such, it is possible that this truncated 

protein serves as a decoy receptor for IL-19, and we have reported the intriguing finding 

that the expression of this receptor is downregulated following infection (Cooley et al., 

2014), an effect that could render CNS cells more susceptible to the effects of IL-19.   

Following complexing of IL-19 with IL-20R1/IL-20R2, JAK associates with the 

cytoplasmic tail of IL-20R1 and phosphorylates the transcription factor STAT3 
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(Gallagher, 2010; Rutz et al., 2014; Wegenka, 2010).  Within the CNS, IL-19 has been 

demonstrated to activate JAK/STAT signaling in microglia, as evidenced by STAT3 

phosphorylation in these cells following IL-19 exposure (Horiuchi et al., 2015).  

However, defining the role of IL-19 in inflammatory responses in the periphery and the 

CNS has been hampered by inconsistent reports.  For example, one study has indicated 

that IL-19 treatment elicits the production of the key inflammatory cytokines, IL-6 and 

TNF- by murine monocytes (Liao et al., 2002), while a second failed to show such an 

effect (Horiuchi et al., 2015).  Despite these issues, and evidence that IL-19 can exert 

pleiotropic effects that are dependent on the target cell type and stage of the insult, the 

preponderance of available evidence indicates that IL-19 tends to be immunosuppressive.  

Specifically, IL-19 has been shown to limit inflammatory mediator production by TH1 

lymphocytes, and mice deficient in this cytokine exhibit elevated levels of IL-17, IL-12, 

and granulocyte colony stimulating factor in a model of induced colitis (Gallagher et al., 

2004; Matsuo et al., 2015).   

Similarly, while the reported effects of IL-19 on glial immune responses have 

shown variability, they are generally consistent with an immunosuppressive role for this 

cytokine.  For example, our laboratory showed that IL-19 administration increases the 

expression of mRNA encoding the negative regulator of inflammatory cytokine 

signaling, SOCS3, in primary murine astrocytes, and decreases the production of IL-6 

and TNF- by these cells following stimulation (Cooley et al., 2014).  Furthermore, other 

investigators demonstrated that LPS challenged microglia isolated from IL-19 deficient 

mice produce significantly higher levels of IL-6 and TNF-, consistent with the removal 

of an inhibitory effect on these cells, that was reversible with the addition of recombinant 
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IL-19 (Horiuchi et al., 2015).  However, it should be noted that IL-19 treatment did not 

exert a demonstrable effect on the production of inflammatory mediators by LPS-

challenged astrocytes in this study (Horiuchi et al., 2015). 

Elevated IL-19 expression has been observed in human subjects in a number of 

peripheral inflammatory diseases including psoriasis, rheumatoid arthritis, and asthma 

(Fonseca-Camarillo et al., 2014; Gallagher, 2010; Kragstrup et al., 2016).  However, it is 

unclear whether such expression contributes to tissue inflammation or, rather, represents 

an attempt by the host to limit damaging inflammation.  The latter possibility is supported 

by the observation that IL-19 levels are locally elevated following cutaneous injury in a 

mouse model, and by the demonstration that topical application of this cytokine promoted 

the healing of these wounds (Sun et al., 2013).  Importantly, IL-19 expression within the 

CNS and by isolated glia following challenge demonstrates delayed kinetics of induction, 

which is consistent with a secondary, and perhaps protective, response (Cooley et al., 

2014; Nikfarjam et al., 2014).  Similarly, IL-19 is produced in a delayed manner within 

the brain cortex of mice infected with a parasitic nematode (Yu et al., 2015), although the 

precise function of this cytokine in this model has not been determined. 

Additionally, some evidence suggests that IL-19 may serve to limit CNS damage 

in cases of “sterile” neuroinflammation.  For example, elevations in the expression of 

mRNA encoding IL-19 have been noted in peripheral blood mononuclear cells in an 

animal model of stroke (Rodriguez-Mercado et al., 2012), and IL-19 administration prior 

to ischemia-reperfusion injury has been associated with decreased leukocyte 

activation/infiltration and lessened neurological damage (Xie et al., 2016).  Finally, 

genetic polymorphisms in the IL-19 locus have been associated with the risk of MS 
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development (Khodakheir et al., 2017), similar to that seen for IL-10, although the 

mechanistic link between these and MS neuropathology have not been defined. 

1.5 IL-22 can exert both protective and detrimental effects within the CNS 

IL-22 was first identified as a product of lymphoma cells following exposure to 

IL-9, and its high sequence homology with IL-10 led to this cytokine being initially 

referred to as IL-10-related T cell-derived inducible factor (IL-TIF) (Dumoutier et al., 

2000).  However, unlike other IL-10 family members, the IL-22 gene is located on 

chromosome 12, and clusters with IL-26 and IFN-(Levillayer et al., 2007; Liao et al., 

2002).  Subsequent studies demonstrated that IL-22 is a major product of the TH17 

subpopulation of CD4+ lymphocytes (Liang et al., 2006) and cytokines that promote the 

formation of this phenotype, such as IL-23 and IL-6, can induce the production of IL-22 

by isolated T cells (Liang et al., 2006; Zheng et al., 2007).  Interestingly, the expression 

of this cytokine does not appear to be limited to T-cells.  As discussed in detail in a recent 

review on the topic (Dudakov et al., 2015), other leukocytes including macrophages, 

neutrophils, natural killer T cells, and innate lymphoid cells, are also capable of 

expressing IL-22.  Importantly, while the induction of this cytokine has been described in 

tissues such as the skin, breast, lung, and kidney following infection, constitutive 

expression of IL-22 has been described in the thymus and brain (Dudakov et al., 2015; 

Zenewicz and Flavell, 2008). 

Immunohistochemical staining of human brain sections has shown that IL-22 is 

produced throughout the brain, and is present in both grey and white matter in healthy 

individuals (Perriard et al., 2015).  Furthermore, IL-22 expression within the CNS has 

been demonstrated to increase following viral infection (Levillayer et al., 2007; Wang et 
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al., 2012), and it is tempting to speculate that such increases result from local production 

of inflammatory cytokines.  However, such a mechanism of induction has not been 

investigated, and the specific CNS cell type(s) responsible for constitutive and/or 

inducible IL-22 production have yet to be determined. 

The functional receptor for IL-22 is a heterodimer composed of IL-22R1 and IL-

10R2 (Dudakov et al., 2015; Zenewicz and Flavell, 2008) (Figure 1), and binding of IL-

22 to the IL-22R1 subunit allows for IL-10R2 to form a complex that initiates a signaling 

cascade (Dudakov et al., 2015).  The IL-22 receptor is highly expressed in the pancreas, 

kidney, skin, and liver, and the level of such expression can be further upregulated 

following stimuli such as S. aureus infection (Dudakov et al., 2015; Myles et al., 2013; 

Rutz et al., 2014).  While early work failed to detect the presence of IL-22R1 in immune 

cells, subsequent studies have reported the induction of receptor subunit expression in 

myeloid cells following bacterial challenge and the ability of these cells to respond to IL-

22 (Dhiman et al., 2009, 2014; Zeng et al., 2011).  In the brain, BBB endothelial cells, 

astrocytes, and glioblastoma cells have all been shown to constitutively express both the 

IL-22R1 and IL-10R2 subunits (Akil et al., 2015; Kebir et al., 2007; Perriard et al., 2015).   

Decoy receptors are known to play an important role in regulating the effects of 

their associated cytokines, and IL-22 binding protein (IL-22BP) serves as a soluble decoy 

receptor for IL-22 by binding this cytokine with higher affinity than cell associated IL-

22R1 (Martin et al., 2017).  Dendritic cells release IL-22BP and the increased production 

of this decoy receptor has been shown to be associated with decreased disease severity in 

an animal model of psoriasis, indicating a detrimental role for IL-22 in this inflammatory 

condition (Martin et al., 2017).  In contrast, during schistomiasis, IL-22BP levels are 
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decreased, which is associated with high levels of available IL-22 and reduced hepatic 

fibrosis, indicating a protective role for this cytokine during such parasitic infections 

(Sertorio et al., 2015).  In support of this notion, schistomiasis patients with 

polymorphisms within the gene that encodes IL-22BP (IL-22RA2) have been shown to 

exhibit greater susceptibility to hepatic fibrosis (Sertorio et al., 2015).  Similarly, IL-

22BP expression is upregulated in the cerebral spinal fluid (CSF) of patients with active 

MS (Perriard et al., 2015), and mice deficient in the expression of IL-22BP show less 

severe disease in a mouse EAE model (Laaksonen et al., 2014), which suggests that IL-

22 also plays a role in limiting the damaging effects of inflammation within the CNS.  

Consistent with this, increased IL-22BP expression (and hence lower levels of available 

IL-22) correlates with greater macrophage infiltration of the CNS in rat EAE models and 

more severe neuroinflammation (Beyeen et al., 2010). 

Like other IL-10 family members, binding of IL-22 to its transmembrane receptor 

initiates a JAK/STAT signaling cascade in target cells (Dudakov et al., 2015).  Typically, 

tyrosine kinase 2 (Tyk2) and/or JAK1 activation is associated with IL-22 signaling, with 

subsequent promiscuous STAT phosphorylation (Lejeune et al., 2002).  STAT1, STAT3, 

and STAT5 activation have been reported following exposure to IL-22 (Dudakov et al., 

2015; Lejeune et al., 2002).  However, IL-22 has also been demonstrated to activate 

mitogen activated protein kinase (MAPK) and p38 pathways in keratinocytes and 

synovial fibroblasts (Andoh et al., 2009; Ikeuchi et al., 2005).  Consistent with this, 

human glioblastoma cell lines exposed to IL-22 show increases in both STAT3 and Akt 

phosphorylation (Akil et al., 2015).   
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As reviewed elsewhere, IL-22 appears to contribute to host defense at peripheral 

sites (Ouyang et al., 2011; Rutz et al., 2014; Zenewicz and Flavell, 2008).  In the skin, 

keratinocytes demonstrate increased production of antimicrobial peptides including -

defensin 2 and calcium binding proteins belonging to the S100 family in response to IL-

22 exposure, and such responses are further augmented in the presence of the 

quintessential TH17 cytokine, IL-17 (Liang et al., 2006).  In the brain, IL-22 appears to 

function as a cell survival factor as it can protect glioblastoma cells from the apoptosis-

inducing effects of serum starvation and Fas ligand exposure (Akil et al., 2015).  

Similarly, primary human astrocytes treated with IL-22 demonstrate increased survival 

rates following challenge with TNF-(Perriard et al., 2015).  However, IL-22 may also 

disrupt the integrity of BBB tight junctions by reducing the level of expression of 

occludin by endothelial cells, and promote the recruitment of CD4+ lymphocytes by 

elevating the production of CCL2 (MCP-1) by these BBB cells (Kebir et al., 2007).  As 

such, IL-22 may either act in a protective manner or may exacerbate detrimental host 

immune responses. 

Elevated IL-22 levels have been detected in the blood plasma of patients with 

peripheral inflammatory diseases such as psoriasis and Crohn’s disease (Wilson et al., 

2010), and the severity of Guillain-Barré syndrome (GBS) appears to correlate with CSF 

and plasma concentrations of this cytokine (Wilson et al., 2010).  However, it is unclear 

whether such elevations underlie these disorders or, rather, represent a compensatory 

response of the host to limit inflammatory damage.  An absence of IL-22 has been 

associated with decreased IL-23-induced local inflammation in mouse skin tissue (Zheng 

et al., 2007).  In contrast, other studies indicate a protective or reparative function for IL-
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22, with mice deficient in the expression of this cytokine demonstrating increased disease 

severity and decreased epithelial cell repair following influenza infection (Pociask et al., 

2013), while IL-22 treatment has been shown to reduce liver damage in a mouse model of 

acetaminophen-induced hepatoxicity (Scheiermann et al., 2013). 

Within the CNS, it is similarly unclear whether IL-22 provides protection during 

MS/EAE (Beyeen et al., 2010; Laaksonen et al., 2014; Perriard et al., 2015).  Increased 

levels of IL-22 protein have been reported in the serum, but not the CSF, of patients with 

active MS (Perriard et al., 2015), while IL-22 has been found to be expressed in the CNS 

early in the development of EAE in the rat (Almolda et al., 2011).  The finding that IL-22 

expression diminishes during resolution in this rodent model has been taken as an 

indication that this cytokine contributes to the inflammatory phase of this MS-like disease 

(Almolda et al., 2011).  However, it is important to note that mice lacking IL-22 show no 

significant difference in the level of EAE-associated neuroinflammation, suggesting that 

this cytokine is not a major driving force for disease development (Kreymborg et al., 

2007). 

In an animal model of West Nile virus associated encephalitis, mice lacking IL-22 

fail to show significant differences in protective IFN- expression, but do exhibit 

elevated levels of the key inflammatory cytokines, TNF- and IL-6, and have higher viral 

loads following intra-cranial administration (Wang et al., 2012).  However, when such 

mice were infected through the foot pad, they demonstrated less viral dissemination to the 

brain, decreased inflammatory mediator production, reduced leukocytes recruitment to 

the CNS, and lower mortality, compared to that seen in wild type animals (Wang et al., 

2012).  As such, these seemingly contradictory findings may indicate a double-edged role 
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for IL-22 in viral infections, where this cytokine promotes pathogen spread to the CNS, 

but also limits inflammatory damage within the brain once the BBB has been breached. 

1.6 The role of IL-20 and IL-24 in the CNS remains unclear 

While a considerable amount of evidence supports the protective 

immunosuppressive effects of IL-10 and IL-19 within the CNS, and at least some 

evidence supports a similar function for IL-22 in the brain, the role of IL-20 and IL-24 at 

this site remain largely unknown.  IL-20, like IL-19 and IL-22, was first identified based 

upon a gene sequence predicted to yield a helical protein structure similar to IL-10 

(Blumberg et al., 2001).  In contrast, the discovery of IL-24 was based upon the ability of 

this protein to induce apoptosis in cancer cells while having no effect on surrounding 

normal cells (Persaud et al., 2016).  Originally named melanoma differentiation-

associated gene 7 (mda-7), IL-24 was proposed to be a tumor suppressor (Wang and 

Liang, 2005) and remains the subject of extensive research as an oncolytic therapy 

(Buzas et al., 2011; Fisher, 2005; Fisher et al., 2003; Ma et al., 2018; Persaud et al., 2016; 

Sauane et al., 2003).  These studies extend to brain cancers, including neuroblastomas, 

and IL-24 was found to induce apoptosis in these cells when overexpressed following 

gene delivery using viral vectors (Bhoopathi et al., 2017).  Subsequently, this protein was 

found to be secreted by human embryonic kidney cells following activation of the 

oncogene ras, and to have a similar structure to that of IL-10 (Zhang et al., 2000). 

Both IL-20 and IL-24 are clustered on chromosome 1 together with IL-19 

(Blumberg et al., 2001; Rutz et al., 2014; Zenewicz and Flavell, 2008), and these 

cytokine genes are expressed in myeloid cells following stimulation with TLR ligands, 

and activated TH2 lymphocytes (Rutz et al., 2014; Wolk et al., 2002), and non-leukocytic 
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cells such as keratinocytes (Martin et al., 2017; Wolk et al., 2009).  Interestingly, the 

expression of IL-20 and IL-24 by keratinocytes has been reported to be induced by IL-22 

suggesting an ability of IL-10 family members to function in a cooperative manner 

(Martin et al., 2017; Wolk et al., 2009).  However, there are few reports of the expression 

of these cytokines within the CNS.  Hypoxia has been shown to induce the expression of 

IL-20 mRNA and protein by glioblastoma cells (Chen and Chang, 2009), while mixed 

primary glia show a rapid (within 2 hours) and transient expression of mRNA encoding 

IL-20 following challenge with bacterial LPS (Hosoi et al., 2004).  Similarly, we have 

reported the expression of IL-20 mRNA by murine astrocytes exposed to Neisseria 

meningitidis (Cooley et al., 2014).  While IL-24 mRNA expression has also been 

demonstrated in murine astrocytes following alphavirus infection (Das et al., 2015) or 

bacterial challenge (Cooley et al., 2014). 

Neither IL-20 nor IL-24 signal via either of the IL-10R subunits (Zhang et al., 

2000), but unlike the other members of the IL-10 cytokine family that have been 

discussed thus far, IL-20 and IL-24 can both signal through two different heterodimeric 

receptors, IL-20 receptor types 1 and 2, which are composed of IL-20R1 and IL-20R2, 

and IL-22R1 and IL-20R2 subunits, respectively (Ouyang et al., 2011; Rutz et al., 2014) 

(Figure 1).  As mentioned earlier, these receptor subunits are primarily expressed by non-

hematopoietic cells, and have been reported to be present in microglia, astrocytes, and an 

astrocytic glioblastoma (Cooley et al., 2014; Dumoutier et al., 2001; Horiuchi et al., 

2015; Perriard et al., 2015; Wolk et al., 2002).  Following cytokine binding, these 

receptors initiate JAK/STAT signaling pathways in the target cell.  IL-20 and IL-24 

utilizes JAK1 and STAT1 or, more predominantly, STAT3, in embryonic kidney cells 
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and colonic epithelial cells (Andoh et al., 2009; Dumoutier et al., 2001; Parrish-Novak et 

al., 2002).  Additionally, these cytokines can initiate the activation of other intracellular 

signaling cascades.  For example, IL-20 and IL-24 can initiate the phosphorylation of 

ERK1/2 and p38 in keratinocytes (Andoh et al., 2009; Hsu et al., 2015; Lee et al., 2013).  

Similarly, glioblastoma cells exposed to IL-20 demonstrate phosphorylation of STAT3, 

ERK, and Akt (Chen and Chang, 2009).  To date, however, the signaling pathways 

activated in glial cells by IL-24 have not been defined. 

Despite the reported expression of IL-20, IL-24, and their receptors by glial cells, 

little is known about the function of these cytokines within the CNS.  In the periphery, 

elevated IL-20 and IL-24 levels have been detected in the serum of patients with chronic 

inflammatory disorders, such as Crohn’s disease, psoriasis, and rheumatoid arthritis (He 

and Liang, 2010; Rutz et al., 2014), and genetic polymorphisms for these cytokines have 

been identified as risk factors for some of these chronic inflammatory diseases 

(Khodakheir et al., 2017; Kumari et al., 2013).  In the skin, IL-20 and IL-24 have been 

shown to increase the proliferation of keratinocytes (Autieri, 2018; He and Liang, 2010), 

and transgenic mice that overexpress IL-20 or IL-24 show a phenotype that is similar to 

human psoriasis patients, with increased epidermal thickness, inflammatory chemokine 

expression, and monocyte infiltration in the skin (Blumberg et al., 2001; He and Liang, 

2010).  Consistent with this, IL-24 has been demonstrated to act as a chemotactic agent 

that promotes the migration of myeloid cells (Buzas et al., 2011; He and Liang, 2010).  

Furthermore, like IL-19, increased levels of IL-20 and IL-24 have been detected at sites 

of injury resolution, and topical application of IL-20 has been demonstrated to promote 

wound healing (Kolumam et al., 2017; Poindexter et al., 2010; Sun et al., 2013).   
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 Within the CNS, inhibition of IL-20 using a neutralizing antibody has been shown 

to limit the inflammatory damage associated with acute ischemic brain injury (Chen and 

Chang, 2009), and IL-20 exposure has been demonstrated to promote the release of the 

potent chemoattractants MCP-1 and IL-8 by a glioblastoma cell line (Chen and Chang, 

2009).  Clearly, much further work is needed to define the apparently opposing actions of 

IL-20 and IL-24 on glial immune functions. 

1.7 Endogenous factors, such as the neuropeptide substance P, regulate glial 
immune responses 

 During inflammation of the CNS, resident cells are exposed to factors that act in 

an immunomodulatory manner.  One such factor is the neuropeptide, substance P (SP), 

which is comprised of eleven amino acids belonging to the tachykinin peptide hormone 

family and contains a conserved COOH-terminal sequence (-Phe-X-Gly-Leu-Met-NH2, 

X hydrophobic or aromatic) necessary for receptor activation (Johnson et al., 2017).  This 

tachykinin family is expressed as pre-pro-tachykinin (ppt) and is encoded by Tac1 (SP, 

neurokinin A, neuropeptide K, and neuropeptide ), Tac3 (neurokinin B), and Tac4 

(hemokinin-1, endokinin (EK) A, and EKD) (Steinhoff et al., 2014).  Differing 

tachykinins are generated by mRNA splice variants, giving rise to distinct ppt proteins 

that require post-translational processing to generate their active form (Page, 2013).  

Expression of these neuropeptides is widespread in mammals and they have been shown 

to play a role in pain perception and gut motility.  Of these tachykinins, SP is the most 

abundant and exerts its effects on cells that express its high affinity receptor neurokinin-1 

receptor (NK-1R), including endothelial, epithelial, and smooth muscle cells, as well as 

neurons (Mashaghi et al., 2016; Page, 2013; Steinhoff et al., 2014).  NK-1R is a G 

protein-coupled receptor and while SP has the highest affinity for this receptor, it can also 
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activate the other tachykinin receptors neurokinin-2 receptor and neurokinin-3 receptor 

(Pennefather et al., 2004; Regoli et al.).  Interestingly, there is also a truncated variant of 

the NK-1R that is a low-affinity receptor for SP (Johnson et al., 2017; Mashaghi et al., 

2016).  Following activation, the signaling cascade activates MAPK and the transcription 

factor necessary for inflammatory mediator production, nuclear factor  B (NF-B) 

(Johnson et al., 2017; Mashaghi et al., 2016).  Importantly, leukocytes express NK-1R 

and binding of SP has been demonstrated to modulate their immune functions resulting in  

a change in their cytokine production, cell migration, and proliferation (Mashaghi et al., 

2016).  At peripheral sites of inflammation SP expression levels have been shown to be 

increased during infections and in some inflammatory disorders, as seen in inflammatory 

bowel disease (Johnson et al., 2017; Tripp et al., 2002).   This observed increase suggests 

that this neuropeptide may act to exacerbate the immune response in many disease states.   

 It is well appreciated that SP is ubiquitously expressed throughout the brain that is 

consistent with its role in nociception.  Additionally, SP can act on resident CNS cells 

such as murine glial cells that express NK-1R (Rasley et al., 2002).  Similar to its effects 

on leukocytes, SP acts on murine glial cells augmenting their production of pro-

inflammatory mediators, which contributes to the dysregulation of the BBB by altering 

the tight junctions of endothelial cells, and increases the number of infiltrating leukocytes 

(Annunziata et al., 2002; Chauhan et al., 2008, 2011; Mashaghi et al., 2016; Rodriguez et 

al., 2014).  SP has been shown to alter immune responses and it is well appreciated that 

this neuropeptide acts as an immunomodulatory molecule.  For example, human 

monocytes treated with SP induced TNF- release directly, while the ability to augment 

the production of the anti-inflammatory cytokine IL-10 was observed only following LPS 
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challenge with the addition of SP (Ho et al., 1996).  The observed induction of IL-10 may 

be due to the rapid increase of inflammatory mediators, as we have demonstrated that this 

cytokine production is secondary to the initial release of immune factors (Rasley et al., 

2006).  Interestingly, SP has been shown to decrease IL-10 release within the brain of 

wild type mice and in NK-1R deficient mice this SP/NK-1R decrease is lost (Chauhan et 

al., 2008, 2011).  Therefore, we have previously proposed that the presence of SP may act 

to promote neuroinflammation in two ways, by increasing mediators that drive 

inflammation and by decreasing those that limit it (Chauhan et al., 2008, 2011).  

However, it is currently unknown if SP can act to modulate the expression of other 

members of the IL-10 family by glial cells.   

1.8 Concluding Remarks 

Acute inflammatory responses have two phases that are associated with opposing 

cytokine profiles.  First, the rapid production of pro-inflammatory mediators initiates 

inflammation, which gives way to the release of immunosuppressive cytokines that limit 

the damage associated with such responses.  Cytokines notoriously play pleiotropic roles, 

with their effects being dependent on the presence of pathogen-derived and host factors at 

the site of inflammation, and the identity of the target cell type.  As such, it is often 

difficult to attribute a specific role to a particular cytokine.  Despite this, it is generally 

clear that IL-10 and its related cytokines such as IL-19, and perhaps IL-22, play a major 

role in driving the transition of the host immune response to the resolution phase during 

peripheral inflammation.  

  Within the brain, it has become increasing apparent that glial cells contribute both 

to the maintenance of an immunoquiescent environment within the CNS, and to the 
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initiation and progression of potentially damaging neuroinflammation.  It is clear that 

both microglia and astrocytes can be a source of IL-10, and that they are responsive to the 

immunosuppressive actions of this cytokine (Bsibsi et al., 2006; Gautam et al., 2011; 

Gutierrez-Murgas et al., 2016; Jack et al., 2005; Park et al., 2007; Rasley et al., 2006).  

The kinetics of induction of IL-10 are consistent with a role in the resolution of glial 

inflammatory responses, and the association of human patient IL-10 gene polymorphisms 

with neuroinflammatory disorders support such a role for this cytokine (Martinez Doncel 

et al., 2002; Myhr et al., 2002; Talaat et al., 2016).  Likewise, the preponderance of 

available evidence supports a similar role for IL-19, which demonstrates similar delayed 

kinetics of induction and can also limit inflammatory mediator production by glial cells 

(Cooley et al., 2014; Nikfarjam et al., 2014).  However, the roles of other IL-10 family 

members within the CNS are far less defined, with IL-22 being suggested to play a 

protective immunosuppressive role in some instances, and a detrimental pro-

inflammatory role in others, perhaps reflecting the pleiotropic nature of these cytokines 

(Akil et al., 2015; Beyeen et al., 2010; Kebir et al., 2007; Laaksonen et al., 2014; Perriard 

et al., 2015).   

However, it is evident that our current understanding of the role of IL-10 and the 

other members of this cytokine family within the CNS is limited at best.  While it is clear 

that glia can be a significant source of IL-10, and IL-19, and these resident CNS cells are 

responsive to their actions, the role of the IL-10 cytokine family in health and brain 

disorders has been understudied.  Given the available evidence that IL-10 and its relatives 

are present in inflammatory diseases of peripheral organs and tissues, and that they exert 

a significant effect on the incidence and severity of such conditions, it is not unreasonable 
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to suggest that these cytokines could also be important within the CNS during infection 

or other inflammatory brain disorders.  Clearly, more research is warranted to define the 

actions of the IL-10 family within the CNS and their role in the regulation of 

neuroinflammation. 

1.9 Hypothesis and present study 

 Here we have investigated the expression and function of novel IL-10 family 

members in resident cells of the CNS.  In a previous study, we determined the ability of 

glial cells to produce and respond to IL-19 (Cooley et al., 2014).  Additionally, in this 

previous investigation, we showed some evidence to support the expression of other IL-

10 family members, including IL-20 and IL-24, by astrocytes following Neisseria 

meningitidis antigen stimulation (Cooley et al., 2014).  In this present study, I have more 

fully characterized the stimuli that induce the expression of IL-20 and IL-24 by glial 

cells.  I have tested the hypothesis that glial cells challenged with bacteria or their 

products rapidly produce IL-20 while IL-24 expression is delayed.  Additionally, I have 

explored the hypothesis that these cytokines function in an opposing manner, consistent 

with their expression profile, where IL-20 augments inflammatory cytokines while IL-24 

acts to limit inflammation.   

 Since glial cells are exposed to numerous factors in vivo that can act to regulate 

their activities, we have investigated the ability of human glial cells to respond to the 

neuropeptide substance P and the ability of SP to modulate the expression of IL-10 

family members.  Our previous research has demonstrated that SP acts on murine glial 

cells and augments the expression of inflammatory cytokines while limiting the 
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production of IL-10 (Chauhan et al., 2008, 2011).  In this project we have determined 

whether SP can similarly alter the production of IL-10 family members we have first 

investigated whether the SP receptor is expressed in NHP brain tissue and by isolated 

cultures of human glial cells.  Importantly, we have begun to investigate the ability of SP 

to augment the production of cytokines belonging to the IL-10 family to test the 

hypothesis that this neuropeptide can limit IL-19 production by astrocytes.      
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1.10 Figures 

 

Figure 1: The IL-10 family of cytokines exert their effects via heterodimeric 
receptor subunits.  IL-10 signals through a complex of two IL-10R1 and two IL-10R2 
subunits.  IL-22 signals via an IL-22R1 subunit in combination with an IL-10R2 subunit.  
IL-19 signals through the type 1 IL-20R consisting of IL-20R1 and IL-20R2 subunits.  
IL-20 and IL-24 can signal via either type 1 IL-20R or the type 2 IL-20R consisting of 
IL-22R1 and IL-20R2 subunits.  Signaling through these cognate cell surface receptors 
initiates the activation of canonical Janus kinase (JAK)-signal transducer and activator of 
transcription (STAT) signaling pathways.  Additionally, other signaling cascades have 
been identified for this family that includes ERK, Akt, MAPK, and p38.  Potential decoy 
receptors for these cytokines include IL-22 binding protein (IL-22BP) and a truncated IL-
20R1 variant that bind IL-22 and an undetermined ligand, respectively.        
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CHAPTER 2: Materials and Methods 
 
 

2.1 Glial cell isolation and culture 

Primary murine glial cells were isolated as described previously by our laboratory 

(Bowman et al., 2003; Chauhan et al., 2008; Cooley et al., 2014; Crill et al., 2015).  

Briefly, six to eight neonatal C57Bl/6J mouse brains per preparation were dissected free 

of meninges and large blood vessels and finely minced with sterile surgical scissors. The 

minced tissue was then forced through a wire screen and briefly incubated with 0.25% 

trypsin-1 mM EDTA in serum free RPMI 1640 medium for 5 minutes. The cell 

suspension was then washed and this mixed glial culture was maintained in RPMI 1640 

containing 10% fetal bovine serum (FBS) and penicillin-streptomycin mix for 2 weeks. 

Astrocytes were isolated from mixed glial cultures by mild trypsinization (0.25% 

trypsin-1 mM EDTA for 20 minutes) in the absence of FBS as previously described (Crill 

et al., 2015; Saura et al., 2003).  The remaining intact layer of adherent cells was 

demonstrated to be >98% microglia by immunohistochemical staining for the microglial 

surface marker CD11b (Crill et al., 2015; Saura et al., 2003) and the isolated astrocytes 

were determined to be >96% pure based on morphological characteristics and the 

expression of the astrocyte marker glial fibrillary acidic protein (GFAP) as determined by 

immunofluorescence microscopy (Saura et al., 2003).  Microglia were maintained for 1 

week in RPMI 1640 with 10% FBS and 20% conditioned medium from LADMAC cells 

(ATCC number CRL-2420), a murine monocyte-like cell line that secretes colony 

stimulating factor-1 (CSF-1) (Cooley et al., 2014), while astrocytes were cultured in 
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RPMI 1640 containing 10% FBS.  All studies were performed in accordance with 

relevant federal guidelines and institutional policies regarding the use of animals for 

research purposes. 

U87-MG, an immortalized human astrocytic cell line, was obtained from the 

ATCC (HTB-14).  Cells were maintained in Eagle’s Minimum Essential Medium 

supplemented with 10% FBS and penicillin/streptomycin.  The human microglial cell 

line, hglia, was a kind gift from Dr. Jonathan Karn (Case Western Reserve University).  

These cells were derived from primary human cells transformed with lentiviral vectors 

expressing SV40 T antigen and hTERT and have been classified as microglia due to their 

microglia-like morphology; migratory and phagocytic activities; presence of the 

microglial cell surface markers CD11b, TGFR, and P2RY12; and characteristic 

microglial RNA expression profile (Garcia-Mesa et al., 2017).  This cell line was 

maintained in Dulbecco’s modified Eagle medium supplemented with 5% FBS and 

penicillin/streptomycin.  Primary human astrocytes and microglia were purchased from 

ScienCell Research Laboratories (Carlsbad, CA) and were cultured in medium supplied 

by the vendor.  

2.2 Intracranial bacterial administration  

 For in vivo experiments mice were uninfected or infected with S. pneumoniae.  

Bacteria was grown in a liquid culture prior to harvesting by centrifugation and washed in 

PBS.  Three 6-8-week-old female C57BL/6J mice (Jackson Laboratories) were infected 

with bacteria via intracerebral (i.c.) injection of 1 X 107 bacteria as previously described 

(Cooley et al., 2014).  Mice were monitored and weighed twice per day and at 72 hours 

post-infection, animals were euthanized, and whole brain tissue was isolated for analysis.  
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Two female C57BL/6J mice were used as uninfected controls.  All studies were 

performed in accordance with relevant federal guidelines and institutional policies 

regarding the use of animals for research purposes.       

2.3 Bacterial propagation 

Neisseria meningitidis strain MC58 (ATCC BAA-335) was grown on Columbia 

agar plates supplemented with 5% defibrinated sheep blood (BD, Franklin Lakes, NJ) and 

cultured in Columbia broth (BD Biosciences, San Jose, CA) on an orbital rocker at 37oC 

with 5% CO2 overnight prior to in vitro challenge.  A clinical isolate of Streptococcus 

pneumoniae strain CDC CS109 (ATCC 51915) was grown on commercially available 

trypticase soy agar with 5% sheep blood (BD Biosciences) and cultured overnight in 

tryptic soy broth in a similar manner to that described for N. meningitidis. Staphylococcus 

aureus strain UAMS-1 (ATCC 49230) was grown from frozen stock on lysogeny broth 

(LB) agar plates then cultured in tryptic soy broth overnight as described above.  The 

number of colony forming units (CFU) for each bacterial species were determined by 

spectrophotometry using a Genespec3 spectrophotometer (MiraiBio Inc., Alameda CA). 

First passage Borrelia burgdorferi strain B31 clone 5A19 spirochetes, isolated from an 

ear biopsy of a previously infected mouse, were grown in Barbour-Stoenner-Kelly-H 

medium supplemented with 6% rabbit serum and antibiotics (rifampicin at 45.4 g/mL, 

phosphomycin at 193 g/ml, and amphotericin at 0.25 g/ml; Sigma-Aldrich, St. Louis, 

MO) to late logarithmic phase under microaerophilic conditions.  An inoculum 

containing 1 x 108 spirochetes/ml in RPMI 1640 medium (Invitrogen, USA) was 

prepared as previously described (Ramesh et al., 2009). 
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 2.4 Nonhuman primate frontal cortex brain slice isolation and ex vivo infection 

Freshly harvested frontal cortex tissues were collected at necropsy from four 

rhesus macaques (Macaca mulatta) that were scheduled for euthanasia due to chronic 

idiopathic diarrhea or had undergone trauma.  Animals were euthanized in accordance 

with the recommendations of the American Veterinary Medical Association’s Panel on 

Euthanasia.  The frontal cortex was sliced into 2-mm sections, and each section was 

placed in separate wells of 12-well plates.  Each well contained 2 mL of RPMI 1640 

medium (BioWhittaker, Walkersville, MD) supplemented with 10% FBS, as previously 

described (Bowman et al., 2003).  Tissue sections were exposed to medium alone or to 

medium containing B. burgdorferi (1 x 107 bacteria/mL) and were processed for analysis 

at the indicated time points. 

2.5 In vivo rhesus macaque experiments 

Twenty 2.5 to 5.5-year-old rhesus macaques (Macaca mulatta) of Chinese origin were 

used in this study.  All protocols were approved by the Institutional Animal Care and Use 

Committee of the Tulane National Primate Research Center.  Fifteen rhesus macaques 

were anesthetized and inoculated intrathecally with 1 x 108 live spirochetes into the 

cisterna magna, whereas five rhesus macaques were left uninfected and received 1 ml of 

RPMI 1640 medium after removing an equivalent volume of CSF.  The establishment of 

in vivo B. burgdorferi infection was confirmed by positive culture from at least necropsy 

tissue sample.  The first set of animals were studied for 2 weeks and included two control 

animals (one of which was treated with aprepitant), two infected and untreated animals, 

and two infected animals that were treated with aprepitant.  The second set of animals 



34 
 

 

were studied for 4 weeks and included three control animals (one of which was treated 

with aprepitant), five infected and untreated animals, and four infected animals treated 

with aprepitant.  Animals received an average dose of aprepitant (Merck & Co, Inc., 

Whitehouse Station, NJ) of 28 + 6 mg/kg per day p.o. daily, and treatments were started 2 

days before inoculation.  These doses are consistent with standard veterinary regimens 

for the chosen drugs in NHP, and the 4-week duration of the study precluded the 

development of neural pathology that we have demonstrated occurs at 8 weeks following 

B. burgdorferi infection (Ramesh et al., 2015). 

2.6 In vitro infection of isolated glial cells and exposure to bacterial components and 
recombinant IL-20 or IL-24 
 

Glial cells were exposed to bacteria at multiplicities of infection (MOI) of 1:1, 

1:10, or 1:50 glial cells to bacteria in antibiotic free medium for 2 hours at 37oC with 5% 

CO2.  Following this incubation period, complete RPMI 1640 media supplemented with 

10% FBS and penicillin-streptomycin (MilliporeSigma, St. Louis, MO) was added to kill 

extracellular bacteria (Cooley et al., 2014).  Alternatively, glial cells were exposed to 

Pam3Cys, polyinosinic:polycytidylic acid (poly I:C) sodium salt, bacterial 

lipopolysaccharide (LPS), and/or flagellin, ligands for TLR2, TLR3, TLR4, and TLR5, 

respectively.  Pam3Cys was purchased from InvivoGen (San Diego, CA).  Flagellin 

(isolated from Salmonella typhimurium strain 14028) was purchased from Enzolife 

sciences (Farmingdale, NY).  LPS (isolated from Escherichia coli) and poly I:C were 

purchased from Sigma-Aldrich (St. Louis, MO).  Additionally, to assess the effects of the 

neuropeptide substance P, following infection or exposure to bacterial products, cells 

were then cultured in the presence or absence of SP (Sigma-Aldrich) at a concentration of 
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5 or 10 nM.  In some studies, glial cells were also treated with commercially available 

recombinant murine IL-20 or IL-24 protein (R&D Systems, Minneapolis, MN) at 

concentrations of 1, 10, 30, or 100 ng/ml.  At the indicated time points following 

challenge and/or IL-24 treatment, whole cell protein lysates were collected and RNA was 

isolated for immunoblot analysis and RT-PCR, respectively. 

2.7 RNA extraction and semi-quantitative reverse transcription PCR (RT-PCR) 

Total RNA was isolated from cultured glial cells or whole brain tissue using 

Trizol Reagent (Thermo Fisher Scientific) according to the manufacturer’s instructions 

and quantified using a Nanodrop ND-1000 spectrophotometer.  All RNA samples were 

diluted to the same concentration and reverse transcribed in the presence of random 

hexamers using 200 U of RNase H minus Moloney leukemia virus reverse transcriptase 

(Promega, Madison, WI) in the buffer supplied by the manufacturer.  Semi-quantitative 

RT-PCR was performed on 5% of the reverse-transcribed cDNA product to assess the 

relative levels of expression of mRNA-encoding pre-protachykinin (ppt), truncated and 

full length neurokinin 1 receptor (NK-1R), IL-24, interleukin 22 receptor  (IL-22R, 

cyclooxygenase 2 (COX2), glutamate transporter 1 (GLT-1), suppressor of cytokine 

signaling 3 (SOCS3), IL-20, IL-6, IL-1, TLR4, TLR5, and the housekeeping gene 

glyceraldehyde 3-phosphate dehydrogenase (GAPDH).  Primers were designed spanning 

multiple exons using either Primer-BLAST (National Center for Biotechnology 

Information, Bethesda, MD) or Primer3 web interface (Untergasser et al., 2012) and are 

shown in Table 1.  RT-PCR products were separated by electrophoresis on 1.5% agarose 

gels and imaged using Bio-Rad EZ imaging system and densitometric analysis was 

performed using ImageLab software (Bio-Rad, Hercules, CA).  In addition, real-time RT-
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PCR was performed to quantify IL-24 mRNA expression using a QuantiTect SYBR 

Green approach (Qiagen, Valencia, CA) on a 7500 Fast Real-Time PCR machine (Life 

Technologies) according to the manufacturer’s protocol and as described previously by 

our laboratory (Crill et al., 2015). 

Table 1: Primer sequences used in RT-PCR 

 

2.8 Immunoblot analysis 

Immunoblot analyses for the presence of secreted IL-20 or IL-24 in cell culture 

medium and IL-22R or NK-1R in whole cell protein isolates were performed as 

described previously by our laboratory (Chauhan et al., 2008).  Additionally, 

homogenates from NHP frontal cortical tissue were analyzed by immunoblot analysis as 

we have previously described (Cooley et al., 2014; Rasley et al., 2002).  After incubation 

with a rat monoclonal IgG antibody directed against mouse IL-24 (Clone 303308; R&D 

Systems), a rat monoclonal IgG for murine IL-22R (Clone 496504; R&D Systems), a 

mouse monoclonal antibody directed against murine SOCS3 (Clone 1B2; Milipore), or a 

mouse monoclonal antibody directed against human NK-1R (Clone ZN003; 

ThermoFisher) for 24 hours at 4°C, blots were washed and incubated in the presence of 

appropriate horseradish peroxidase-conjugated secondary antibodies.  Bound enzyme was 
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detected with Advansta Western Bright enhanced chemiluminescence reagent (Advansta, 

Menlo Park, CA) with a Bio-Rad ChemiDoc imaging system (Bio-Rad, Hercules, CA).  

To assess total protein loading in each well, immunoblots were re-probed with a mouse 

monoclonal antibody directed against -actin (Abcam, Cambridge MA).  Immunoblots 

shown are representative of at least three separate experiments and ImageLab software 

(Bio-Rad) was used for densitometric analysis.  IL-24 and IL-22R levels are reported 

relative to levels in unstimulated cells normalized to β-actin expression.  

2.9 Fluorescent immunohistochemical analysis 

NHP frontal cortical tissue samples were fixed with 4% paraformaldehyde, 

mounted in optimal cutting temperature medium and flash frozen, sectioned (16 m) at 

21oC, and subsequently stored at -80 oC.  Randomly selected sections were permeabilized 

with either 0.1% Triton X100 and 0.2% cold-water fish gelatin in 1X phosphate buffered 

saline, or 1:1 methanol to acetone, for 1 h prior to immunofluorescent staining.  Samples 

were blocked with 5% normal goat serum at room temperature and a primary 

fluorochrome conjugated antibody directed against glial fibrillary acidic protein (GFAP) 

(Abcam; clone EPR1034Y) or an unconjugated antibody against NK-1R (ThermoFisher 

Scientific; clone ZN003) was added overnight at 4 oC.  A fluorochrome conjugated 

secondary antibody to detect anti-NK-1R staining was incubated at room temperature for 

1 h and coverslips were mounted with Prolong Gold with DAPI.  Samples were analyzed 

using an Olympus 1X70 Fluoview 1000 confocal microscope, and multiple images were 

captured in five random fields for each section.  Cell-Profiler was utilized to quantify the 

mean fluorescent intensity for confocal images.  Data is shown as mean fluorescent 

intensity normalized to the number of cells (Dao et al., 2016). 
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2.10 Quantification of IL-6, IL-10, and TNF-in glial cell culture supernatants

Specific capture ELISAs were performed to quantify release of murine IL-6, IL-

10, and TNF-.  Commercially available Duoset® ELISA kits were used to measure IL-

10 and TNF- secretion (R&D Systems), while murine IL-6 secretion was measured 

using a rat anti-mouse IL-6 capture antibody (Clone MP5-20F3) and a biotinylated rat 

anti-mouse IL-6 detection antibody (Clone MP5-C2311) (BD Biosciences).  Bound 

antibody was detected by addition of streptavidin-horseradish peroxidase (BD 

Biosciences).  After addition of TMB substrate and H2SO4 stop solution, absorbances 

were measured at 450 nm using a Tecan Sunrise™ (Tecan Group, Männedorf, 

Switzerland) microplate reader.  A standard curve was constructed using varying 

dilutions of recombinant cytokines (BD Biosciences) and the cytokine content of culture 

supernatants determined by extrapolation of absorbances to the standard curve.   

2.11 Flow cytometric analysis 

 U87-MG cells, primary human astrocytes, or hglia cells, seeded in 12-well 

plates (1.5 x 105) were unstimulated or exposed to bacterial products for 2 h prior to 

addition of an enzyme free dissociation buffer (Thermo-Fisher Scientific), washing, and 

blocking (5% normal goat serum).  Cells were then stained with a monoclonal mouse 

antibody directed against NK-1R (clone ZN003, Thermo Scientific) followed by 

incubation with a secondary antibody coupled to either Alexa Fluor 488 or Alexa Fluor 

594, prior to flow cytometric analysis using an Accuri C6 cytometer (BD Biosciences, 

Franklin Lakes, NJ).  FlowJo® software (FlowJo, Ashland, OR) was used to generate the 

mean fluorescence intensity for each population, which was then normalized to 

unstimulated cells.   
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2.12 Cell viability assay  

Cell viability was assessed at 24 and 48 hours following bacterial challenge with a 

CellTiter96®AQueous cell proliferation assay according to the manufacturer’s protocol 

(Promega, Madison, WI) and absorbance values were quantified using a microplate 

reader at 490 nm.  As a positive control, glial cells were treated with Triton X-100 

(Mozafari et al., 2007). 

2.13 Statistical analysis 

 Data is presented as the mean +/- standard error of the mean (SEM).  Statistical 

analyses were performed using Student’s t-test or one-way analysis of variance 

(ANOVA) with Tukey’s post hoc test using commercially available software (GraphPad 

Prism, GraphPad Software, La Jolla, CA).  In all experiments, results were considered 

statistically significant when a P-value of less than 0.05 was obtained. 

 
 

  



40 
 

 

 
CHAPTER 3: Murine astrocytes produce IL-24 and are susceptible to the 

immunosuppressive effects of this cytokine 
 
 

 3.1 RATIONALE 

 Glial cells rapidly respond to invading pathogens by the production of an array of 

inflammatory mediators that include chemokines and cytokines.  Such responses 

influence the integrity of the blood brain barrier, and serve to recruit leukocytes and 

activate them upon arrival at the site of infection (Barichello et al., 2012; Chauhan et al., 

2008).  However, such responses can be detrimental if they are too severe or sustained, 

and this is of particular concern within the confines of the central nervous system (CNS).  

To limit the detrimental effects of inflammation, cell responses transition to a resolving 

phenotype that is typically characterized by a change in the cytokine production profile 

(Amici et al., 2017; Reales-Calderón et al., 2014; Vellozo et al., 2017; Xuan et al., 2015).  

At peripheral sites, such compensatory anti-inflammatory responses are associated with 

the production of key immunosuppressive cytokines including IL-10 (Hutchins et al., 

2013), and elevations in the level of this cytokine accompany host protection following 

bacterial or viral infection of the CNS (Martin and Griffin, 2017; Xu et al., 2017).  

Indeed, we have previously demonstrated that both microglia and astrocytes show 

delayed expression of IL-10 following challenge with clinically relevant bacterial 

pathogens, that functions to limit the inflammatory responses of these cells (Rasley et al., 

2006).  

 IL-10 acts on cells that express its heterodimeric receptor and elevates the 

expression of known anti-inflammatory response gene products, such as suppressor of 

cytokine signaling 3 (SOCS3).  This molecule then inhibits the signaling cascade of 
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members of the pro-inflammatory IL-6 cytokine family (Babon et al., 2014; Barichello et 

al., 2011a).  However, it is now recognized that IL-10 is just one member of a family of 

cytokines that includes IL-19, IL-20, IL-22, IL-24, and IL-26 (Rutz et al., 2014), which 

are grouped together based upon their structural homology and sharing of common 

receptor subunits.  Unlike IL-10, the functions of these other family members are not as 

well defined in general, and their role in the CNS is largely unknown.  Interestingly, we 

have demonstrated that IL-19, like IL-10, is expressed in a delayed manner by astrocytes 

following bacterial challenge and acts on glial cells in an immunosuppressive manner 

(Cooley et al., 2014).   

 IL-24 (also known as melanoma differentiation associated gene 7; MDA-7) has 

been shown to be expressed in the CNS following RNA virus infection (Das et al., 2015), 

but its function has not been determined.  At peripheral sites, IL-24 has been shown to be 

pleiotropic with diverse functions depending on the target cell type and disease state 

(Rutz et al., 2014).  It was first shown to induce melanoma cell apoptosis but has since 

been identified to contribute to both pro- and anti-inflammatory immune responses 

(Bhoopathi et al., 2017; Ma et al., 2018; Pradhan et al., 2017; Sainz-Perez et al., 2008).  

Like other members of the IL-10 family, IL-24 has been shown to be upregulated in 

patients suffering from disorders associated with chronic inflammation, including 

inflammatory bowel disease and psoriasis (Andoh et al., 2009; Myles et al., 2013; Rutz et 

al., 2014).  Furthermore, transgenic mice overexpressing IL-24 have been shown to 

develop psoriasis-like skin lesions, exhibiting thickening of the epidermis and monocyte 

infiltration (He and Liang, 2010; Kumari et al., 2013).  In contrast, Staphylococcus 

aureus skin infections in mice are associated with increased local IL-24 expression, and 
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this cytokine was implicated in decreased levels of the pro-inflammatory cytokines IL-1 

and IL-17 at sites of infection (Myles et al., 2013).  Furthermore, in the same study, it 

was demonstrated that IL-24 increases infection severity, consistent with an 

immunosuppressive role for this IL-10 family member (Myles et al., 2013).  

 In the present study, we have investigated the ability of primary murine glial cells 

to produce IL-24 and to respond to this cytokine.   We demonstrate that astrocytes 

express IL-24 in a delayed manner in response to challenge with bacteria or their 

components.  In addition, we have shown that glia constitutively express IL-24 receptors, 

and such expression is elevated in astrocytes following bacterial infection.  Importantly, 

we have demonstrated that IL-24 inhibits the production of inflammatory cytokines by 

astrocytes and promotes the potentially neuroprotective functions of this cell type.  

Together, these data support a role for IL-24 in limiting detrimental inflammatory 

immune responses to CNS infection. 

3.2 RESULTS 

3.2.1 IL-24 is expressed by murine glial cells following bacterial stimulation 

To begin to assess whether cells within the CNS can express IL-24, we have 

determined whether mRNA encoding IL-24 is present in the CNS either constitutively or 

following bacterial infection.  As shown in Figure 2, mRNA encoding IL-24 was not 

detectable in the brains of uninfected mice as determined by semi-quantitative RT-PCR.  

However, IL-24 mRNA expression was discernable in the brains of all infected animals 

at 72 hours following direct intracranial bacterial administration (Figure 2). 

To determine whether the presence of IL-24 mRNA in the brain following in vivo 

infection is due to the expression of this cytokine by glial cells, we have assessed the in 
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vitro IL-24 expression in isolated primary murine astrocytes and microglia by semi-

quantitative and quantitative real time RT-PCR.  As shown in Figure 3A, murine 

astrocytes constitutively express low levels of IL-24 mRNA but challenge with bacterial 

LPS elicited marked increases in IL-24 mRNA expression.  Such a response was not 

limited to this TLR4 ligand as 6-hour exposure to the TLR2 ligand Pam3Cys and, to a 

lesser extent, the TLR3 ligand polyI:C also elicited significant increases in IL-24 mRNA 

levels in astrocytes (Figure 3B).  However, the TLR5 ligand, flagellin, failed to induce 

IL-24 mRNA expression suggesting at least some specificity in the IL-24 mRNA 

responses to TLR ligands (Figure 3B).  In addition, we have determined that exposure to 

intact viable bacteria can similarly induce IL-24 expression with the demonstration that 

N. meningiditis elicits a significant increase in IL-24 mRNA levels in astrocytes at 6 

hours following bacterial challenge (Figure 4A).  Similar to astrocytes, murine microglia 

constitutively express little to no mRNA encoding IL-24, but exposure to bacteria elicits 

discernable increases in IL-24 mRNA expression, although the responses to Gram-

positive species S. aureus and S. pneumoniae were far more modest than that seen for the 

Gram-negative organism N. meningitidis (Figure 5A). 

Consistent with the low levels of IL-24 mRNA expression observed, resting 

astrocytes (Figure 4A) and microglia (Figure 5A) demonstrated only limited IL-24 

protein production as determined by immunoblot analysis.  Exposure to N. meningitidis 

induced detectable, but highly variable, increases in IL-24 protein production by 

astrocytes that approached statistical significance at 24 hours following bacterial 

challenge (Figure 4B), with approximately 400 pg/ml produced as estimated by 

comparison with immunoblots of standards at known concentrations.  Interestingly, no 
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such increases in IL-24 protein production were detectable in murine microglia (Figure 

5B). 

3.2.2 Primary murine glia express IL-24 receptor subunits 

IL-24 elicits cellular responses via Type I and Type II receptors that are 

composed of IL-20R/IL-20R and IL-22R/IL-20R subunits, respectively (Logsdon et 

al., 2012).  We have previously demonstrated that murine astrocytes can express both IL-

20R and IL-20R, while microglia express IL-20Rbut not IL-20R(Cooley et al., 

2014).  Here, we have determined whether murine glia also express IL-22R.  As shown 

in Figure 6A, primary murine astrocytes constitutively express mRNA encoding IL-22R 

and have low level protein expression of this receptor subunit at rest.  However, such 

expression was elevated following stimulation with LPS (Figure 6A) or challenge with N. 

meningiditis or S. pneumoniae (Figure 6B).  Interestingly, and in contrast to IL-20R, 

primary murine microglia constitutively expressed robust levels of IL-22R protein, and 

such expression was not elevated further following challenge with either Gram-negative 

or Gram-positive bacterial species (Figure 7). 

3.2.3 IL-24 augments the expression of suppressive cytokine signaling components and 
limits inflammatory cytokine production by activated astrocytes  
 
 Having established the ability of astrocytes to express receptors for IL-24, we 

next assessed the effects of this cytokine on astrocyte immune functions.  As shown in 

Figure 8A, treatment of astrocytes with recombinant IL-24 elicited a rapid but transient 

increase in the expression of mRNA encoding the immunosuppressive signaling 

component SOCS3.  Importantly, treatment with IL-24 for 8 hours induced significant 

increases in SOCS3 protein expression in these glial cells (Figure 8B).  In addition, while 
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12 (Figure 9A) or 18-hour (Figure 9B) IL-24 treatment failed to elicit production of IL-6 

or TNF- (Figure 10) by astrocytes, it significantly inhibited the production of this 

inflammatory mediator by astrocytes at 12 hours following LPS challenge (Figure 9A) 

and reduced LPS-induced TNF- production, although this effect was not statistically 

significant at this time point (Figure 10).  This effect was not attributable to changes in 

astrocyte viability as treatment with up to 100 ng/ml IL-24 for 48 hours failed to elicit 

significant effects on cell viability as assessed by MTS assay (Figure 12).  Together, 

these data are consistent with an ability of IL-24 to suppress astrocyte inflammatory 

responses. 

3.2.4 IL-24 increases anti-inflammatory/neuroprotective mediator expression by 
astrocytes 
 

To further determine whether IL-24 promotes inflammatory or protective murine 

astrocyte responses, we assessed the effects of this cytokine on the expression of the 

immunosuppressive factor IL-10.  As shown in Figure 11, N. meningitidis elicits the 

delayed production of IL-10, with low but detectable levels of this cytokine at 24 hours 

following infection consistent with our previous studies (Rasley et al., 2006).  In contrast, 

IL-24 treatment alone failed to elicit IL-10 production by astrocytes at either 24 or 48 

hours (Figure 11).  Importantly, this cytokine significantly elevated the level of IL-10 

release by this cell type at 48 hours after challenge with N. meningitidis (Figure 11).  We 

confirmed that such an effect was not due to differences in cell number or survival 

following bacterial challenge by MTS assay (Figure 12).  Interestingly, we determined 

that IL-24 treatment also elevates the expression of mRNA encoding GLT-1 (Figure 13), 

a transporter for the potentially cytotoxic neurotransmitter glutamate, and COX2 (Figure 

14), the enzyme responsible for the production of prostaglandins that can act in an anti-
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inflammatory manner.  Together, these data are consistent with an ability of IL-24 to 

promote protective/anti-inflammatory astrocyte responses to bacterial pathogens. 

3.3 DISCUSSION 

There is growing appreciation that activated glial cells not only initiate 

inflammatory responses within the CNS, but also play a critical role in limiting sustained 

and/or excessive neuroinflammation.  During the resolution phase of normal host immune 

responses at peripheral sites, immunosuppressive cytokines and tissue repair factors are 

produced that serve to prevent inflammatory damage (Hutchins et al., 2013).  Consistent 

with this, we have demonstrated that glial cells produce the immunosuppressive 

cytokines IL-10 and IL-19 in a delayed manner following bacterial challenge (Cooley et 

al., 2014; Rasley et al., 2006).  In the present study, we demonstrate that primary murine 

astrocytes can express another member of the IL-10 family of cytokines, IL-24, at the 

level of both mRNA expression and protein release, in a delayed manner following 

exposure to bacteria or certain bacterial components.  Such a finding is consistent with 

one published study by Das and coworkers (Das et al., 2015) that showed expression of 

mRNA encoding this cytokine by murine astrocytes following infection with 

Chikungunya virus. 

In a previous study, we showed that murine and human astrocytes constitutively 

express both the IL-20R and IL-20R heterodimeric subunits of the Type I IL-24 

receptor (Cooley et al., 2014).  Here, we have demonstrated that murine astrocytes also 

constitutively express the IL-22R subunit that, together with IL-20R, constitutes the 

Type II receptor for this cytokine (Bosanquet et al., 2012; Logsdon et al., 2012; Myles et 

al., 2013; Rutz et al., 2014).  Interestingly, such constitutive expression can be elevated at 
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the level of mRNA or protein expression by exposure to LPS or bacterial infection.  

These findings are consistent with an earlier study demonstrating that immortalized 

human fetal astrocytes and a glioblastoma cell line express mRNA encoding the three 

subunits that comprise the Type I and II IL-24 receptors (Sauane et al., 2003). Such 

expression is in contrast with microglia that we have shown to express the IL-20R 

subunit but lack IL-20R and so fail to express the Type I IL-24 receptor (Cooley et al., 

2014).  However, in the present study we have demonstrated that microglia constitutively 

express robust levels of the IL-22R subunit protein that cannot be elevated further 

following bacterial challenge.  As such, this glial cell type can express the Type II IL-24 

receptor and studies to assess the effect of this cytokine on microglial functions are 

ongoing. 

IL-24, like IL-10, has been reported to exert pleiotropic effects that include an 

ability to both promote and inhibit inflammation at peripheral sites such as the skin 

(Myles et al., 2013; Ouyang et al., 2011; Rutz et al., 2014).  In our previous studies, we 

have demonstrated that IL-10 and IL-19 can limit inflammatory mediator production by 

astrocytes following exposure to clinically relevant bacterial pathogens (Cooley et al., 

2014; Rasley et al., 2006).  While the delayed production of IL-24 by activated astrocytes 

is similar to the production of IL-10 and IL-19 by these cells following infection (Cooley 

et al., 2014; Rasley et al., 2006), and is consistent with a role in infection resolution, we 

have directly assessed the effect of this cytokine on inflammatory astrocyte responses.  

We have previously shown in astrocytes that IL-10 and IL-19 induce SOCS3 gene 

expression, which is a key inhibitor in the pro-inflammatory IL-6 signaling cascade 

(Cooley et al., 2014; Rasley et al., 2006).  SOCS3 acts by directly inhibiting the Janus 
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kinase/signal transducer and activator of transcription (JAK/STAT) pathway of IL-6 by 

negatively regulating gp130-mediatiated STAT3 activation (Babon et al., 2014).  Here, 

we have shown that IL-24 can also induce the expression of SOCS3 in astrocytes, 

suggesting that IL-24 could similarly play a role in limiting the inflammatory signaling of 

IL-6 in this cell type.  Furthermore, we have shown that IL-24 fails to induce either IL-6 

or TNF- production by unstimulated astrocytes but can significantly reduce IL-6 release 

by LPS challenged cells.  Such a finding is similar to the actions of IL-10 and IL-19 on 

activated astrocytes (Cooley et al., 2014; Rasley et al., 2006) and is consistent with an 

immunosuppressive effect of IL-24 on this resident CNS cell type. 

To further determine whether IL-24 exerts pro-inflammatory or 

immunosuppressive effects on astrocytes, we have investigated the ability of this 

cytokine to promote responses that could limit inflammatory damage and/or protect 

neuronal function.  We have found that, while IL-24 does not promote the release of the 

immunosuppressive cytokine IL-10 by unstimulated astrocytes, it can significantly 

augment the delayed production of this cytokine by cells following bacterial challenge.  

Interestingly, we have shown that IL-24 can also upregulate the expression of other 

molecules that could be neuroprotective.  GLT-1 functions to reduce the level of free 

extracellular glutamate and protects neurons from excitotoxicity associated with 

excessive or sustained elevations in the extracellular levels of this neurotransmitter 

(Persson et al., 2005, 2007; Zou and Crews, 2005).  Here, we have shown that IL-24 can 

elicit a rapid increase in the level of expression of this transporter offering another 

potential mechanism by which this cytokine could confer neuroprotection.  Finally, we 

have determined that IL-24 can also elicit a rapid elevation in the expression of COX2, an 
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enzyme that is critically important for the production of a variety of prostaglandins.  

While an induction in COX2 expression and activity is often associated with 

inflammation, the roles of these mediators are notoriously difficult to attribute 

definitively.  Indeed, numerous studies have described the ability of prostaglandins such 

as PGD2, 15d-PGJ2, and even PGE2, to suppress the inflammatory responses of glial 

cells (Caggiano and Kraig, 1999; Gilroy et al., 1999; Kunori et al., 2011; Park et al., 

2003; Ricciotti, Emanuela and FitzGerald, 2011; Scher and Pillinger, 2009).  As such, it 

is possible that the ability of IL-24 to upregulate COX2 expression could result in the 

production of prostaglandins that function to suppress inflammation, although further 

studies will be required to confirm this hypothesis. 

3.4 CONCLUSIONS 

 Taken together, these studies have determined that primary astrocytes can express 

IL-24 in a delayed manner in response to bacterial challenge.  Furthermore, this major 

glial cell population is responsive to this novel IL-10 family member as it expresses the 

subunits that constitute both cognate Type I and Type II receptors for IL-24.  Importantly, 

our results indicate that IL-24, like IL-10 and IL-19, may function to limit the 

inflammatory responses of astrocytes to bacterial pathogens while promoting the 

expression of anti-inflammatory and potentially neuroprotective mediators by this 

resident CNS cell type.  As such, the present study supports the notion that IL-24 

production by astrocytes and/or infiltrating leukocytes could function to regulate or 

resolve CNS inflammation following infection in order to limit neuronal damage.  

However, it remains to be determined whether the effects of IL-24 are direct or indirect, 

or occur alone or in combination with other cytokines, and further studies are clearly 



50 
 

 

warranted to assess the effects of IL-24 on host responses in vivo to clinically relevant 

bacterial pathogens of the CNS. 
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3.5 FIGURES 

 

 

FIGURE 2: IL-24 mRNA expression is induced in the CNS of mice following in vivo 
bacterial infection.  Wild type C57BL/6J mice were uninfected (Control, animal numbers 
1 and 2) or infected by direct intracranial administration with Streptococcus pneumoniae 
(1 x 107 bacteria, animal numbers 3-6).  At 72 hours following infection, whole brain 
tissue was collected and expression of mRNA encoding for IL-24 was determined by 
semi-quantitative RT-PCR, and C57BL/6J mouse whole thymus tissue was used as a 
positive control (+).  Relative IL-24 mRNA expression was determined by densitometric 
analysis and normalized to the level of the housekeeping gene GAPDH and all data 
points and the mean are shown.    
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FIGURE 3: Primary murine astrocytes express IL-24 following exposure to bacterial 
ligands for certain Toll-like receptors.  Panel A: Murine astrocytes were either 
unstimulated or challenged with LPS (5 ng/ml) for 6, 12, or 24 hours, and IL-24 mRNA 
expression was determined by semi-quantitative (top) and real-time quantitative (bottom) 
RT-PCR.  Expression of GAPDH mRNA housekeeping gene product is included and the 
image shown is representative of at least three independent experiments.  Below, real 
time RT-PCR data is shown as mean fold increases in product +/- the SEM of three 
independent experiments and an asterisk indicates a statistically significant difference 
from unchallenged cells (p < 0.05).  Panel B: Astrocytes were either unchallenged or 
challenged with TLR ligands; flagellin (50, and 100 ng/mL; FLG), the lipoprotein 
Pam3Cys (5, and 25 ng/mL; PAM), or dsRNA polyinosinic:polycytidylic acid (0.5 or 1 
g/mL; PIC) for 6 hours, and IL-24 mRNA expression was determined by semi-
quantitative RT-PCR.  Expression of the housekeeping gene GAPDH is shown and 
relative IL-24 mRNA expression was determined by densitometric analysis and 
normalized to unchallenged cells.  Murine whole thymus tissue was used as a positive 
control for IL-24 expression (+).  Asterisks denote statistical significance compared to 
unchallenged cells (p < 0.05). 
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FIGURE 4: Primary murine astrocytes express IL-24 following bacterial challenge.  
Panel A: Astrocytes were uninfected or infected with Neisseria meningitidis (Nm) at 
MOI of 1 or 10 bacteria to glia for 6 hours prior to RNA collection.  IL-24 and GAPDH 
mRNA expression was determined by semi-quantitative RT-PCR and the average of 
three separate experiments is shown as mean relative gene expression as determined by 
densitometric analysis normalized to the expression of the housekeeping gene GAPDH 
+/- SEM.  Panel B: Astrocytes were uninfected or infected with N. meningitidis for 24 or 
48 hours prior to immunoblot analysis of cell medium IL-24 protein content.  Expression 
of an irrelevant protein is shown as a loading control (lc) and the relative IL-24 
expression was determined by densitometric analysis and normalized to untreated cells.  
Data is expressed as the mean +/- the SEM of 3 independent experiments.  Asterisk 
indicates a statistical significance compared to unchallenged cells (p < 0.05). 
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Figure 5: Murine microglia express mRNA encoding IL-24 following bacterial 
challenge. Panel A: Isolated primary murine microglia were uninfected or infected with 
N. meningitidis, Staphylococcus aureus (Sa), or S. pneumoniae (Sp) (MOI of 10:1 
bacteria to microglia) for 8 hours prior to RNA isolation.  C57BL/6J thymus tissue was 
used as a positive control.  Relative IL-24 gene expression was determined by 
densitometric analysis normalized to GAPDH gene expression and is depicted as the 
mean of three individual experiments +/- SEM.  Panel B: Primary murine microglia were 
uninfected or infected with Neisseria meningiditis (Nm; MOI of 1 or 10 bacteria to cells) 
for 48 hours. Cell supernatants were utilized to determine IL-24 protein release via 
Western blot analysis.  Expression of an irrelevant protein is shown as a loading control 
(lc) and the relative IL-24 expression was determined by densitometric analysis.  Data is 
expressed as the mean +/- the SEM of 3 independent experiments.   
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FIGURE 6:  Primary murine glia constitutively express the IL-22R subunit of the Type 
II receptor for IL-24.  Panel A: Murine astrocytes were unstimulated or challenged with 
LPS (1 or 5 ng/ml) for 6 or 24 hours and levels of mRNA encoding IL-22R and 
GAPDH were determined by semi-quantitative RT-PCR.  Panel B. Astrocytes were 
uninfected or infected with N. meningitidis (Nm), S. aureus (Sa), or S. pneumoniae (Sp) 
at MOI of 1, 10, or 50 bacteria to glia for 24 hours prior to immunoblot analysis for IL-
22Rexpression.  Expression of -actin is shown as a loading control and relative IL-
22R expression was determined by densitometric analysis and normalized to untreated 
cells.  Data is expressed as the mean +/- the SEM of 3 independent experiments and an 
asterisk indicates a statistically significant difference from unchallenged cells (p < 0.05).   
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Figure 7: Murine microglia constitutively express the IL-24 receptor subunit, IL-22R. 
Murine microglia were uninfected or infected with N. meningitidis (Nm), S. aureus (Sa), 
or S. pneumoniae (Sp) at MOI of 1, 10, or 50 bacteria to glia for 24 hours prior to 
immunoblot analysis for IL-22R expression.  Expression of -actin is shown as a 
loading control and relative IL-22R expression was determined by densitometric 
analysis and normalized to untreated cells.  Data is expressed as the mean +/- the SEM of 
3 independent experiments.  
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FIGURE 8:  IL-24 augments the expression of suppressive cytokine signaling 
components by murine astrocytes and limits inflammatory cytokine release by these cells.  
Panel A: Astrocytes were untreated or treated with recombinant IL-24 (10, 30, or 100 
ng/mL) for 2 or 4 hours, and SOCS3 mRNA expression was determined by semi-
quantitative RT-PCR.  Expression of the housekeeping gene product GAPDH is shown 
and relative SOCS3 expression was determined by densitometric analysis and normalized 
to untreated cells.  Data is expressed as the mean +/- the SEM of 3 independent 
experiments and an asterisk indicates a statistically significant difference from 
unchallenged cells at each time point (p < 0.05).  Panel B: Astrocytes were untreated or 
treated with recombinant IL-24 (10, 30, or 100 ng/mL) for 8 hours prior to immunoblot 
analysis for SOCS3 protein expression.  Expression of the housekeeping gene -actin is 
shown and relative SOCS3 protein expression was determined by densitometric analysis 
normalized to untreated cells.  Asterisks indicate statistically significant differences from 
unchallenged cells (p < 0.05).   
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Figure 9: IL-24 treatment attenuates IL-6 production by LPS challenged murine 
astrocytes. Astrocytes were untreated or treated with IL-24 (0.5, 3, 10, 30, or 100 ng/mL) 
for 4 hours prior to challenge with bacterial LPS (5 ng/mL) or vehicle control for 12 
(Panel A) or 18 hours (Panel B) and IL-6 secretion was determined by specific capture 
ELISA.  Asterisks indicate a statistically significant difference (p < 0.05) from similarly 
challenged cells in the absence of IL-24 (n = 3).   
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Figure 10: Murine astrocytes were untreated or treated with IL-24 (0, 3, 10, 30, or 100 
ng/ml) for 4 hours.  Subsequently cells were either unchallenged or challenged with 
bacterial LPS for 12 hours and analyzed for TNF- release.  
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FIGURE 11:  IL-24 increases the expression of anti-inflammatory cytokines and 
neuroprotective factors by primary murine astrocytes.  Panel A: Astrocytes were 
untreated or treated with recombinant IL-24 (10, 30, or 100 ng/ml) for 4 hours prior to N. 
meningitidis infection (Nm; MOI of 10:1 bacteria to each astrocyte) or vehicle control.  
At 24 or 48 hours post infection, IL-10 protein release was assessed by specific capture 
ELISA. Asterisks and dagger indicate a statistically significant difference from 
uninfected cells and similarly challenged cells in the absence of IL-24, respectively (n = 
3; p < 0.05).  
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Figure 12: Primary murine astrocytes were untreated or treated with recombinant IL-24 
(10, 30, or 100 ng/mL) for four hours prior to being uninfected or infected with Nm for 
48 hours before cell viability analysis via MTS assay.  Data is presented as the mean 
absorbance +/- SEM for three experiments, 0.1% Triton X-100 was used as a positive 
control and an asterisk indicates a statistically significant difference from unchallenged 
cells in the absence of IL-24 (p < 0.05).   
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Figure 13: Astrocytes were untreated or treated with recombinant IL-24 (10, 30, or 100 
ng/mL) for 2 or 4 hours and mRNA expression of GLT-1 was determined by semi-
quantitative RT-PCR.  Expression of the housekeeping gene product GAPDH is shown 
and relative GLT-1 expression was determined by densitometric analysis and normalized 
to untreated cells.  Data is expressed as the mean +/- the SEM of 3 independent 
experiments and an asterisk indicates a statistically significant difference (p < 0.05) from 
unchallenged cells at each time point.  
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Figure 14: Astrocytes were untreated or treated with recombinant IL-24 (10, 30, or 100 
ng/mL) for 2 hours and mRNA expression of COX2 was determined by semi-quantitative 
RT-PCR.  Data is expressed as the mean +/- the SEM of 3 independent experiments and 
an asterisk indicates a statistically significant difference (p < 0.05) from unchallenged 
cells. 
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CHAPTER 4: Glial cells express IL-20 and are susceptible to the 
immunomodulatory effects of this cytokine 

4.1 RATIONALE 

Resident cells of the central nervous system (CNS), specifically astrocytes and 

microglia, play a major role in the recognition of pathogens and are responsible for 

initiating the inflammatory response.  Such responses are important for pathogen 

clearance and rely on leukocyte recruitment and activation upon arrival at the site of 

infection (Barichello et al., 2012; Chauhan et al., 2008).  It is well appreciated that glial 

cells express innate immune receptors and sensors, including Toll-like receptors (TLRs) 

and nucleotide-binding oligomerization domain (NOD)-like receptors, allowing for these 

cell types to detect invading pathogens.  Following activation, glial cells elicit rapid 

production of pro-inflammatory mediators, which includes the canonical pro-

inflammatory mediators’ interleukin (IL)-6 and tumor necrosis factor  (TNF-).   

However, it is becoming apparent that other less studied cytokines are produced 

that contribute to the initiation and progression of inflammation.  Of particular interest 

are those involved in generating the inflammatory T helper (Th)-17 phenotype, which has 

been demonstrated to contribute to Staphylococcal clearance in a brain abscess mouse 

model (Holley and Kielian, 2012).  Within the periphery, Th17 immune responses have 

been demonstrated to generate robust levels of IL-17 and IL-22 (Nograles et al., 2008; 

Zheng et al., 2007).  Interestingly, these cytokines induce the expression of newly 

identified IL-10 family members, including IL-19, IL-20, and IL-24 (Tohyama et al., 

2009; Wolk et al., 2009).  These IL-10 family members have been shown to be 

upregulated in inflammatory diseases, such as psoriasis, inflammatory bowel disease, and 

rheumatoid arthritis (Kragstrup et al., 2016; Ouyang et al., 2011).  However, the question 
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of whether they contribute to disease progression or are generated as a compensatory 

mechanism has not yet been answered.  Within the CNS, bacterial lipopolysaccharide 

(LPS) has been shown to induce the expression of mRNA encoding IL-20 in mixed glial 

cell cultures, which was demonstrated to be myeloid differentiation factor 88 (MyD88) 

dependent consistent with its induction via TLR4 signaling (Hosoi et al., 2004). 

In the current study, we have investigated the ability of primary murine microglia 

and astrocytes ability to produce IL-20 following bacterial challenge.  Additionally, we 

have extended these studies to human glial-like cell lines.  Here, we demonstrate that 

primary murine and immortalized human astrocytes and microglia express low levels of 

IL-20 constitutively.  Importantly, we have shown that murine astrocytes are responsive 

to the actions of IL-20 by showing that treatment with recombinant IL-20 can augment 

the expression of mRNA encoding the inflammatory mediators IL-6 and IL-1.  Taken 

together, these data support a role for IL-20 in augmenting potentially detrimental 

neuroinflammation.      

4.2 RESULTS 

4.2.1 Murine and human microglia and astrocytes express IL-20 

 To determine whether murine astrocytes and microglia express IL-20 following 

activation, we used bacteria or their components and assessed the expression of mRNA 

encoding for IL-20.  Isolated primary murine astrocytes were uninfected or infected with 

Neisseria meningitidis (Nm), or Staphylococcus aureus (Sa) and total mRNA was 

collected at 6 hours post infection.  Very low levels of IL-20 mRNA were discernible in 

uninfected murine astrocytes (Figure 15) with constitutive protein release of this 

cytokine.  While there were modest increases in the mRNA encoding for IL-20 in Nm 
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infected astrocytes, this increase was not observed in protein release.  Interestingly, 

following bacterial infection with the Gram-positive bacterium S. aureus slight increases 

were observed in IL-20 protein secretion, while it failed to reach significance.  Similarly, 

primary murine microglia expressed very low levels of IL-20 mRNA and protein release 

constitutively (Figure 16).  Interestingly, 8 hours following bacterial challenge elicited a 

marked increase in mRNA encoding for IL-20 which was specific to S. aureus while 

there were no discernible increases in the protein release (Figure 16).   

  Next, we extended these studies to human glial cells.  An astrocytic-like cell line, 

U87-MG, was utilized to determine the production of IL-20 following challenge.  Cells 

were unstimulated or stimulated with bacterial LPS (5 or 10 ng/ml) for 6 hours prior to 

total mRNA isolation and using semi-quantitative RT-PCR we determined the level of 

IL-20 mRNA (Figure 17).  U87-MG cells constitutively express mRNA encoding for IL-

20 and following stimulation this expression was maintained (Figure 17).  As shown in 

Figure 8C, IL-20 protein release by these astrocytic-like cells was determined in 

unchallenged cells with marked increases in cells challenged with LPS (n = 5; p-value 

0.13), which were not seen in primary human astrocytes (data not shown).  Similarly, 

human microglia-like cells constitutively express mRNA encoding for IL-20 and this was 

maintained in bacterially infected cells (Figure 18).  Importantly, as shown in Figure 18 

hglia demonstrated low constitutive protein release however, following challenge with 

LPS there were modest increases in the level of this cytokine (n = 2; p-value 0.10) that 

were not observed in flagellin stimulated cells.   
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4.2.2 IL-20 induces inflammatory mediator expression and primes murine astrocytes for 
subsequent challenge 
  
 Next, we wanted to determine the effects IL-20 has on isolated murine astrocytes.  

In our previous studies, we demonstrated that murine astrocytes express the cognate IL-

20 receptor subunits, suggesting this cell type could be susceptible to the effects of this 

cytokine (Cooley et al., 2014).  Here, we used commercially available recombinant IL-20 

(rIL-20) protein (10, 30, or 100 ng/ml) to treat isolated murine astrocytes for 2 or 4 hours 

prior to total mRNA collection to assess the effects of this cytokine. Low levels of IL-6 

gene expression was detected in astrocytes with significant increases following IL-20 

treatment at 2 and 4 hours (Figure 19).  Additionally, another canonical inflammatory 

cytokine, IL-1, was expressed at low levels by murine astrocytes (Figure 20).  

Following rIL-20 stimulation, mRNA encoding IL-1 was significantly increased after 2 

hours at the highest dose of IL-20 and at 4 hours the trend remained, albeit without 

reaching statistical significance (Figure 20).  Murine astrocytes were unstimulated or 

stimulated with rIL-20 (1, 10, or 100 ng/ml) for 12 hours prior to collecting cell 

supernatants for determining the level of IL-6 cytokine secretion.  We determined that 

there is low level IL-6 protein release by unstimulated murine astrocytes (Figure 21A).  

Importantly, astrocytes stimulated with rIL-20 had two- to four-fold more IL-6 release 

than unstimulated cells (Figure 21B).  

To further investigate the effects of this cytokine, we stimulated astrocytes for 2 

hours prior to mRNA collection.  Toll-like receptor (TLR) expression.  Murine astrocytes 

constitutively express mRNA encoding TLR4 (Figure 22) and TLR5 (Figure 23), which 

respond to bacterial LPS and flagellin, respectively.  Following IL-20 stimulation, mRNA 
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encoding for TLR4 was increased significantly (Figure 22), while TLR5 was modestly 

increased however failed to reach statistical significance (Figure 23).   

4.3 DISCUSSION 

 While, it is well appreciated that activated glial cells initiate inflammatory 

responses within the CNS, the role that many cytokines play during neuroinflammation 

remains unclear.  In the present study, we have investigated the production of IL-20 by 

murine and human glial cells, and started to determine the effects this cytokine has on 

murine astrocyte immune functions.  Here, we have shown that bacterially challenged 

murine astrocytes and microglia express IL-20 and are functionally responsive to this 

cytokine.  This is in agreement with another recent study which demonstrated the ability 

of mixed glial cultures to express mRNA encoding IL-20 following LPS challenge 

(Hosoi et al., 2004).  We have shown that low levels of IL-20 are constitutively expressed 

by primary murine astrocytes and microglia, as well as in human glial-like cell lines.  

Importantly, we have also demonstrated these cells secrete low levels of IL-20 with 

modest increases following challenge with clinically relevant bacteria or their 

components in both primary murine glia and human microglia-like cells.  Interestingly, 

mRNA encoding for IL-20 is upregulated in murine microglia following S. aureus 

infection but not N. meningitidis challenge.  However, the kinetics of induction of IL-20 

appears to be pathogen specific.  For example, N. meningitidis infection elicits limited 

increases in protein release of this cytokine at 10 hours post challenge.  While, S. aureus 

challenge demonstrated increases in IL-20 later, with mRNA induction at 8 hours post 

infection with no demonstrable increases in protein release noted at 10 hours.  This 
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expression was not detected in LPS challenged primary human astrocytes however, such 

stimuli may not be sufficient for inducing IL-20.   

 In our previous research, we showed that murine astrocytes express the subunits 

that constitute both the type 1 and type 2 IL-20 receptors, making these cells susceptible 

to the effects of this cytokine (Cooley et al., 2014).  Here, we have shown that IL-20 

stimulation can directly increase the expression of mRNA encoding canonical 

inflammatory cytokines IL-6 and IL-1.  Importantly, IL-20 stimulated murine astrocytes 

had two- to four-fold increases in IL-6 protein release, suggesting this cytokine acts to 

augment glial inflammatory responses.  Additionally, we determined that IL-20 

stimulation can act on murine astrocytes to prime them for subsequent challenge through 

the upregulation of TLR4 expression and a tendency to increase mRNA encoding for 

TLR5.  The ability of cytokines to modulate innate immune sensor expression is not 

uncommon, and inflammatory cytokines have been shown to upregulate the expression of 

TLR in other cell types (Wolk et al., 2008; Yang et al., 2009).  Taken together, these 

studies have demonstrated that glial cells can express IL-20.  Furthermore, murine 

astrocytes are responsive to the immunomodulatory effects of this cytokine, as we have 

shown that IL-20 acts on astrocytes directly inducing inflammatory mediators and 

priming them for subsequent challenge.  As such, the present study supports the notion 

that IL-20 production by glial cells could function to contribute to the progression of 

neuroinflammation.   
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4.4 FIGURES 

 

Figure 15: Murine astrocytes express IL-20 mRNA and protein. Murine astrocytes were 
uninfected (0) or infected with Neisseria meningitidis (Nm) at multiplicities of infection 
(MOI; 1, or 10 bacteria to glial cell) for 2, 4, or 6 hours and total mRNA was collected to 
analyze IL-20 gene expression and glyceralderhyde 3-phosphate dehydrogenase 
(GAPDH) was used as a housekeeping gene.  At 10 hours post infection with N. 
meningitidis or Staphylococcus aureus (Sa) cell supernatant was used to determine IL-20 
protein release by Western blot analysis.  Five independent experiments were analyzed 
by densitometric analysis and normalized to uninfected cells, which are all relative to a 
non-specific loading control (lc).   
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Figure 16: Primary murine microglia express IL-20 mRNA and protein following 
bacterial challenge. Microglia were uninfected (0) or infected with N. meningitidis, S. 
aureus, or Streptococcus pneumoniae (Sp) at an MOI of 10 bacteria to microglia for 8 
hours prior to complete mRNA collection and levels of mRNA encoding IL-20 were 
determined by semi-quantitative RT-PCR with the housekeeping gene GAPDH shown 
below.  At 10 hours post infection cell medium was collected and used to determine the 
release of this cytokine by Western blot analysis, an average of three independent 
experiments were averaged and shown below, values are normalized to uninfected cells 
relative to a non-specific loading control (lc).   
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Figure 17: Human astrocytic-like cells express constitutive IL-20 mRNA and protein.  A 
human astrocytic-like cell line , U87-MG, was unstimulated (0) or stimulated with 
lipopolysaccharide (LPS; 5 or 10 ng/ml) for 6 hours prior to isolating total mRNA and 
determining the level of IL-20 gene expression by semi-quantitative RT-PCR, the 
housekeeping gene GAPDH is shown below.  After 24 hours of LPS challenge, cell 
supernatants were used to analyze IL-20 protein release via Western blot analysis.  Below 
densitometric analysis was used to determine the relative level of IL-20 protein and 
normalized to unchallenged cells (n = 4, p-value 0.13).   
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Figure 18: Human microglia express IL-20 following challenge with bacterial 
lipopolysaccharide.  Immortalized human microglia, hglia, were uninfected (0) or 
infected with N. meningitidis, S. aureus, or S. pneumoniae prior to total mRNA 
collection.  Subsequently, IL-20 gene expression was determined by semi-quantitative 
RT-PCR at 4 hours post infection and the housekeeping gene GAPDH is shown below.  
Hglia were unchallenged (0) or challenged with a TLR4 ligand (LPS; 5 ng/ml), a TLR5 
ligand (flagellin, FLG; 25 ng/ml), N. meningitidis, S. aureus, or S. pneumoniae for 18 
hours prior to collecting cell medium to determine IL-20 protein release by Western blot 
analysis.  Below densitometric analysis was used to determine the relative level of IL-20 
protein and normalized to unchallenged cells (n = 2, p-value 0.10).   
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Figure 19: IL-20 stimulation increases mRNA encoding IL-6. Murine astrocytes were 
unstimulated or stimulated with recombinant IL-20 (10, 30, or 100 ng/ml) for 2 or 4 
hours and then semi-quantitative RT-PCR was utilized to analyze the expression of IL-6 
gene expression.  Densitometric analysis was used to determine the level of mRNA 
encoding for IL-6 relative to GAPDH expression.  Asterisks denote statistical differences 
from untreated cells.  
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Figure 20: IL-20 stimulation increases inflammatory mediator IL-1 mRNA expression. 
Murine astrocytes were unstimulated or stimulated with recombinant IL-20 (10, 30, or 
100 ng/ml) for 2 or 4 hours and then semi-quantitative RT-PCR was utilized to analyze 
the expression of IL-1 gene expression.  Densitometric analysis was used to determine 
the level of mRNA encoding for IL-1 relative to GAPDH expression.  Asterisks denote 
statistical differences from untreated cells. 
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Figure 21:  Murine astrocytes were unstimulated or stimulated with IL-20 (1, 10, or 100 
ng/ml) for 12 hours and cell supernatants were collected to analyze IL-6 protein release 
by specific capture ELISA (panel A).  The amount of IL-6 released was normalized to 
untreated cells and depicted as normalized IL-6 release (panel B).  Asterisks denote 
statistically significant differences from unstimulated cells.    
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Figure 22: IL-20 sensitizes murine astrocytes for subsequent LPS challenge.  Primary 
murine astrocytes were unstimulated or stimulated with recombinant IL-20 (10, 30, or 
100 ng/ml) for 2 hours prior to analyzing Toll-like receptor (TLR)4 gene expression via 
semi-quantitative RT-PCR and densitometric analysis of TLR4 gene expression relative 
to the housekeeping gene GAPDH normalized to untreated cells is depicted below a 
representative gel.   
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Figure 23: IL-20 treatment primes murine astrocytes for bacterial flagellin stimulation. 
Primary murine astrocytes were unstimulated or stimulated with recombinant IL-20 (10, 
30, or 100 ng/ml) for 2 hours prior to analyzing TLR5 gene expression via semi-
quantitative RT-PCR and densitometric analysis of TLR5 gene expression relative to the 
housekeeping gene GAPDH normalized to untreated cells is depicted below a 
representative gel.   
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CHAPTER 5: NHP brain tissue and human microglia and astrocytes express the 
high-affinity substance P receptor, NK-1R, and are functionally responsive to this 

neuropeptide. 
 
 

5.1 Endogenous factors modulate glial cell immune responses. 

 The neuropeptide substance P (SP) is produced at high levels within the central 

nervous system (CNS) and its selective receptor, the neurokinin-1 receptor (NK-1R), is 

expressed by resident cells such as neurons, microglia, and astrocytes, and by immune 

cells that can infiltrate the CNS including macrophages and lymphocytes (as reviewed in 

(Johnson et al., 2017; Martinez and Philipp, 2016)).  In addition to its functions as a 

neurotransmitter in the perception of pain and its essential role in gut motility, this 

tachykinin is now recognized to exacerbate inflammation at peripheral sites including the 

skin, lung, and gastrointestinal and urogenital tracts.  Indeed, this neuropeptide appears to 

contribute to disease pathology for some infectious agents.  For example, SP increases 

the bronchoconstriction and damaging cardiac inflammation following infection with 

respiratory syncytial virus and encephalomyocarditis virus, respectively (Robinson et al., 

2009).  Likewise, SP contributes to the severity of inflammation associated with 

Trypanosoma brucei infection, and inflammation and granuloma size in a mouse model 

of Tenia solium cysticercosis (Garza et al., 2008, 2010; Kennedy et al., 1997).  

 Recently, a number of studies have identified a similar role for SP and NK-1R 

interactions in neuroinflammation (as discussed in (Johnson et al., 2017; Martinez and 

Philipp, 2016)), and our data suggest that SP exacerbates damaging inflammation elicited 

within the CNS in response to disparate bacterial pathogens.  We determined that the 

absence of SP/NK-1R interactions in SP receptor-deficient mice or prophylactic 
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pharmacological NK-1R inhibition in wild type animals significantly reduces bacteria-

induced neuroinflammation and resultant CNS damage (Chauhan et al., 2008, 2011).  

NK-1R null mice and mice treated with an NK-1R antagonist showed reduced 

inflammatory and maintained immunosuppressive, cytokine production, as well as 

decreased astrogliosis, cellularity, and demyelination following intracerebral 

administration of the Gram-negative bacterial pathogens Neisseria meningiditis and 

Borrelia burgdorferi, or the Gram-positive bacterium Streptococcus pneumoniae 

(Chauhan et al., 2008, 2011).  These rodent studies therefore indicate that SP/NK-1R 

interactions are essential for the progression of damaging inflammation following 

bacterial CNS infection and raise the intriguing possibility that targeting the NK-1R 

could be useful as an adjunctive therapy for such conditions. 

 We have previously demonstrated that murine glial cells functionally express the 

NK-1R (Rasley et al., 2002).  Importantly, we have shown that SP can exacerbate the 

inflammatory responses of both murine microglia and astrocytes to N. meningitidis and B. 

burgdorferi (Chauhan et al., 2008).  In the present study, we have assessed the role 

played by endogenous SP/NK-1R interactions in damaging CNS inflammation in an 

established nonhuman primate (NHP) model of Lyme neuroborreliosis using the specific 

NK-1R antagonist, aprepitant (Aapro et al., 2015).  We have previously demonstrated 

that this NHP model faithfully reproduces the key features of neuroborreliosis including 

the development of pleocytosis, as well as the classical lesions associated with 

leptomeningitis of the brain and spinal cord and radiculitis observed in human patients 

with B. burgdorferi-associated CNS infection (Ramesh et al., 2009).  We demonstrate 

that inhibition of SP/NK-1R interactions limits inflammatory nervous system immune 
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responses associated with intrathecal B. burgdorferi administration in rhesus macaques.  

This ability, and the availability of centrally acting NK-1R inhibitors that are approved 

for clinical use, raises the intriguing possibility that targeting SP/NK-1R interactions 

could be useful as an adjunctive therapy for the treatment of bacterial CNS infections.  

Additionally, we report that primary human glia and immortalized human glial cell lines, 

as well as NHP brain tissue, constitutively express robust levels of full-length NK-1R.  

Furthermore, we show that SP can augment the inflammatory and/or neurotoxic 

responses of human microglia and astrocytes to disparate and clinically relevant bacterial 

pathogens.  Taken together, these results are consistent with our animal model studies 

and indicate that SP/NK-1R interactions could play a significant role in the initiation 

and/or progression of damaging inflammation in humans following bacterial CNS 

infection. 

5.2 RESULTS  

5.2.1 The full-length NK-1R isoform is constitutively and robustly expressed in the NHP 
brain, and SP levels are elevated following challenge with B. burgdorferi 

 We have previously demonstrated the ability of an NK-1R antagonist to 

ameliorate CNS inflammation associated with in vivo CNS infection in a NHP model 

(Martinez et al., 2017).  To begin to determine whether resident CNS cells, as distinct 

from infiltrating leukocytes, are responsive to SP, we have determined the constitutive 

expression of SP and NK-1R in rhesus macaque frontal cortical tissue and assessed the 

level of expression of these molecules following ex vivo bacterial challenge.  As shown 

in Figure 24A, I have demonstrated that NHP cortical tissue showed robust constitutive 

expression of mRNA encoding NK-1R isoform (fNK-1R) in particular, in addition to pre-
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pro-tachykinin (PPT) mRNA that encodes SP.  While levels of fNK-1R and PPT mRNA 

tended to increase at 2 h following exposure to B. burgdorferi, this effect was not 

statistically significant (Figure 24A). Importantly, the expression of NK-1R mRNA was 

reflected in robust levels of fNK-1R, but not the truncated NK-1R isoform (tNK-1R), in 

uninfected brain tissue.  Such expression was not significantly altered at 2 h (Figure 24B) 

or 4 h (as determined by others (Burmeister et al., 2017)).  However, as others showed 

that B. burgdorferi challenge did significantly elevate SP protein expression in NHP 

brain tissue above the high basal levels and within 4 h (Burmeister et al., 2017).  

5.2.2 Cortical brain NK-1R expression increases in a SP/NK-1R interaction-dependent 
manner in a non-human primate model of Lyme neuroborreliosis 

 To begin to determine the role of SP/NK-1R interactions in neuroinflammation 

associated with B. burgdorferi infection of the CNS in NHPs, we assessed NK-1R 

expression levels in the brain cortex of rhesus macaques at rest and following intrathecal 

B. burgdorferi infection (1 x 108 bacteria).  As shown in Figure 25, expression of mRNA 

encoding NK-1R was significantly increased in the brain cortex at 2 weeks following 

infection and an elevation in NK-1R protein expression was observed although this effect 

failed to reach statistical significance.  The effect of B. burgdorferi on NK-1R mRNA 

expression was reversed by 4 weeks following infection (Fig 11A, B).  Interestingly, the 

increases in NK-1R mRNA expression and the tendency to increase NK-1R protein levels 

at 2 weeks following infection, were not seen in animals that received treatment with the 

NK-1R-specific antagonist aprepitant (125 mg daily p.o) (Figure 25). 
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5.2.3 B. burgdorferi-induced decreases in cortical astrocyte marker expression are 
attenuated by NK-1R antagonist treatment 

 To further assess the role of SP/NK-1R interactions in neuroinflammation in 

NHPs, we assessed the relative expression of the astrocyte marker GFAP in the brain 

cortex of uninfected animals and following B. burgdorferi infection.  Immunofluorescent 

staining of NHP frontal cortex tissue demonstrated that levels of GFAP expression are 

decreased at 2 and 4 weeks following B. burgdorferi administration (Figure 26).  

Interestingly, infection-associated decreases in GFAP expression were significantly 

attenuated in animals that received the NK-1R antagonist aprepitant.  

5.2.4 Human astrocytes constitutively express NK-1R, and bacterial challenge can 
elevate cell surface expression of this receptor by these cells 

 To begin to determine the ability of human astrocytes to respond to SP, we have 

assessed the expression of NK-1R by this cell type.  As shown in Figure 27A, I have 

shown that the human astrocytic cell line U87-MG constitutively expresses mRNA 

encoding NK-1R, and these cells were subsequently shown to contain fNK-1R isoform 

protein in the absence of demonstrable tNK-1R expression (Burmeister et al., 2017).  

Activation of U87-MG cells with bacterial LPS elicited a transient increase in NK-1R 

mRNA levels at 2 h post-challenge (Figure 27A), but this TLR4 ligand did not 

reproducibly elicit significant elevations in total cellular fNK-1R expression by these 

cells (Burmeister et al., 2017).  Interestingly, I also showed that LPS and combination of 

the TLR2 and TLR5 ligands, Pam3Cys and bacterial flagellin, were able to significantly 

increase NK-1R expression on the surface of U87-MG cells as determined by flow 

cytometry (Figure 27B). 
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 Importantly, our laboratory has extended these studies to primary human 

astrocytes and we have shown that they also constitutively express fNK-1R, but not tNK-

1R (Burmeister et al., 2017), while I demonstrated that LPS treatment can similarly 

increase relative NK-1R mRNA expression levels (0.32 + 0.03 versus 0.43 + 0.05 in 

untreated and LPS treated cells, respectively; p < 0.05, n = 5) and cell surface NK-1R 

protein expression on these cells (Figure 28).  In contrast to U87-MG cells, however, LPS 

challenge elicited modest but significant increases in the level of total cellular NK-1R 

protein levels in primary human glial cells to disparate bacterial pathogens tended to 

increase fNK-1R expression, and this effect was particularly marked in cells challenged 

with S. aureus (Burmeister et al., 2017).  However, stimulation of primary human 

astrocytes with polyI:C, a double-stranded RNA mimetic and TLR3 ligand, yielded 

equivocal results with inconsistent effects on total fNK-1R protein expression 

(Burmeister et al., 2017) and cell surface NK-1R levels (Figure 28). 

5.2.5 The neuropeptide substance P augments IL-19 production by human primary 
astrocytes 

 In our previous studies, we have demonstrated that SP acts on murine glial cells to 

augment the production of pro-inflammatory mediators elicited by NK-1R activation and 

exacerbates CNS inflammation in an animal model of meningitis (Chauhan et al., 2008, 

2011).  Additionally, in these studies we demonstrated that levels of the anti-

inflammatory cytokine, IL-10, are greatly reduced following NK-1R/SP interactions.  In 

the present study, we demonstrate that SP augments the production of IL-19 following 

LPS challenge by primary human astrocytes (Figure 29).  As shown in Figure 15A, 

primary human astrocytes constitutively express low levels of mRNA encoding for IL-19, 

and following LPS stimulation levels are increased.  Interestingly, in the presence of SP, 
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LPS challenged astrocytes had increased mRNA encoding IL-19 (Figure 29A), and 

significant increases in the release of this cytokine (Figure 29B).  

5.3 DISCUSSION 

 Bacterial infections of the CNS constitute a group of highly damaging and often 

life-threatening diseases.  What makes the etiology of these diseases so perplexing is that 

severe CNS inflammation can be initiated by bacterial species that are generally regarded 

to be of low virulence (Chauhan and Marriott, 2007).  While such responses may be 

protective, inflammation elicited by infectious agents often results in progressive CNS 

damage.  Indeed, we have recently demonstrated that inflammation plays a key role in 

pathogenesis in a NHP model of acute Lyme neuroborreliosis (Ramesh et al., 2015).  A 

hallmark of developing inflammation is the synergistic interaction between cells and their 

products that can amplify the response.  It is now widely accepted that SP, the most 

abundant tachykinin in the CNS, can exacerbate the inflammatory responses of both 

leukocytes and resident glial cells via the high affinity NK-1R (as reviewed in (Johnson 

et al., 2017; Martinez and Philipp, 2016)).  Importantly, we have demonstrated that SP 

can augment proinflammatory mediator production by murine glia in response to B. 

burgdorferi (Chauhan et al., 2008).  Consistent with this finding, we have shown that 

endogenous SP/NK-1R interactions are required for maximal proinflammatory cytokine 

expression in vivo following direct CNS administration of this spirochete in mice 

(Chauhan et al., 2008).  More recently, we have shown that an NK-1R antagonist can 

attenuate the neuronal and glial production of inflammatory mediators including CCL2 

and IL-6 in rhesus macaque frontal cortex explants and isolated DRG cells following B. 

burgdorferi challenge (Martinez et al., 2015). 
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 Our laboratory has recently confirmed that levels of gene expression of select 

inflammatory cytokines and chemokines, including CCL2, CXCL13, IL-17A, and IL-6, 

are increased in the DRG and spinal cord tissue samples and the CSF from rhesus 

macaques at 2 to 4 weeks following intrathecal B. burgdorferi administration (Martinez 

et al., 2017).  An increase in IL-17A gene expression following infection is particularly 

interesting since cell signaling mediated by this cytokine plays a key role in regulating 

the expression of other inflammatory mediators, such as IL-6, via a mechanism that 

involves NF-B-mediated transcription (Onishi and Gaffen, 2010).  Consistent with our 

previous studies using frontal cortex explants and isolated DRG cells (Ramesh et al., 

2015), treatment with the NK-1R antagonist, aprepitant, was able to significantly 

attenuate the transcription of inflammatory mediators in our in vivo NHP model of Lyme 

neuroborreliosis (Martinez et al., 2017).  Taken together, these data support the 

contention that endogenous SP/NK-1R interactions play a significant role in the initiation 

and/or progression of neuroinflammation associated with B. burgdorferi infection of the 

CNS. 

 Interestingly, my data also demonstrates that NK-1R expression is increased in 

the NHP brain cortex at 2 weeks following infection and that this effect can be abolished 

by treatment with aprepitant.  While the mechanisms underlying the ability of B. 

burgdorferi to increase NK-1R expression are not clear, this finding is in agreement with 

previous studies demonstrating the ability of bacteria and/or their products to upregulate 

NK-1R expression by leukocytes (Marriott and Bost, 2000; Weinstock et al., 2003).  

However, the ability of aprepitant to prevent increases in NK-1R expression suggests that 

B. burgdorferi-induced effects occur secondary to a response that is, at least in part, 
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dependent upon SP/NK-1R interactions.  This would be consistent with the documented 

ability of inflammatory mediators to increase NK-1R expression by leukocytes (Marriott 

and Bost, 2000; Weinstock et al., 2003) and glial cells (Guo et al., 2004). 

 Furthermore, my immunohistochemistry analysis of NHP frontal cortex tissue 

demonstrates that the number and/or activation level of astrocytes as determined by 

GFAP expression is decreased in NHPs at 2- and 4-weeks following B. burgdorferi 

administration.  While the mechanisms underlying this effect are unclear, decreases in 

astrocyte number/activation may result from increased apoptotic death of this population 

following infection or could occur as a result of the compensatory production of 

suppressive mediators, such as IL-10 and IL-19, that have been shown to be produced in 

a delayed manner by B. burgdorferi-challenged microglia and/or astrocytes (Cooley et 

al., 2014; Rasley et al., 2006).  Interestingly, treatment with aprepitant prevented B. 

burgdorferi-induced decreases in GFAP expression indicating that this effect, either 

directly or indirectly, is mediated by endogenous SP/NK-1R interactions. 

 Additionally, I have confirmed the robust expression of fNK-1R in NHP cortical 

brain tissue, with negligible expression of the truncated low affinity isoform (as described 

in (Douglas and Leeman, 2011) that has been reported to lack the ability to elicit 

proinflammatory responses in other cell types (DeFea et al., 2000; Lai et al., 2008).  In 

contrast to my studies in the NHP brain cortex at 2 weeks following in vivo B. 

burgdorferi infection and a report in the rat spine following chronic stress (Bradesi et al., 

2009), we have shown that acute ex vivo challenge with B. burgdorferi infection did 

elicit a statistically significant elevation in SP protein levels within brain tissue, 
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indicating that the expression of neurokinin signaling components can be modulated in 

situ in response to bacterial challenge. 

We have previously documented the functional expression of NK-1R by 

peripheral myeloid immune cell types including macrophages and dendritic cells 

(Marriott and Bost, 2000, 2001).  However, the expression of the SP receptor by 

microglia has been more contentious.  Early findings indicated the absence of NK-1R 

expression by activated rat microglia following cerebral ischemia (Stumm et al., 2001).  

In contrast, one study reported the presence of NK-1R by primary murine microglia 

(Rasley et al., 2002).  In the present study, our laboratory has demonstrated the 

constitutive expression of full-length NK-1R protein by both a human microglial cell line 

and primary human microglia as determined by immunoblot analysis, 

immunohistochemical staining, and flow cytometry, at robust levels that could not be 

further elevated by exposure to bacterial ligands for TLR2, TLR4, and TLR5, either alone 

or in combination with SP treatment (Burmeister et al., 2017).  In agreement with our 

results in ex vivo NHP cortical brain tissue, our laboratory was not able to detect 

significant levels of the truncated NK-1R isoform in human microglial cells.  

Furthermore, we have proved that fNK-1R is functionally expressed by human microglial 

cells with the demonstration that SP can elicit the activation of the critical 

proinflammatory transcription factor NF-B, which is consistent with our prior studies in 

murine macrophages, dendritic cells, and microglia (Marriott et al., 2000; Rasley et al., 

2002).   

 In contrast to microglia, the expression of NK-1R by astrocytes has been more 

clearly established with the demonstration of this receptor in primary cortical mouse and 
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rat astrocytes (Beaujouan et al., 1991; Marriott and Wilkin, 1993; Torrens et al., 1989).  

Furthermore, human brain astrocytes have been reported to express NK-1R, albeit at 

markedly lower levels than that seen in spinal cord cells (Palma et al., 1997).  However, it 

should be noted that the NK-1R isoform expressed was not defined in these studies, and 

at least one group has failed to detect the presence of this receptor in activated rat 

astrocytes following an ischemic insult (Stumm et al., 2001).  Here, we show that both 

U87-MG human astrocytic cells and primary human cortical astrocytes express NK-1R 

mRNA and the full-length isoform protein as determined by immunoblot analysis and 

flow cytometry.  Interestingly, I have found that exposure to bacterial components that 

serve as ligands for TLRs can elevate NK-1R mRNA expression and cell surface protein 

expression by U87-MG cells.  Furthermore, challenge with bacteria or their products can 

elevate total cellular and cell surface NK-1R protein levels by primary human astrocytes 

following exposure to activating stimuli is consistent with the documented ability of 

inflammatory mediators to increase NK-1R levels in U87-MG cells and primary rat 

astrocytes (Guo et al., 2004) and leukocytes (Marriott and Bost, 2000; Weinstock et al., 

2003). 

 In accord with previous studies in human spinal astrocytes and primary rat 

astrocytes (Luber-Narod et al., 1994; Palma et al., 1997), SP failed to induce significant 

IL-6 production by either U87-MG cells or primary human astrocytes when used as the 

sole stimulus.  However, SP significantly augmented cytokine responses by both cell 

types following exposure to bacterial TLR ligands.  This finding is in agreement with the 

work of Luber-Narod and colleagues (Luber-Narod et al., 1994) in rat astrocytes, but 

contrasts with another early report that SP does not affect the responses of human cortical 



90 
 

 

astrocytes (Palma et al., 1997).  Importantly, our laboratory has shown that SP can 

significantly elevated the production of IL-6 or soluble neurotoxic mediators induced by 

disparate Gram-negative and Gram-positive bacterial pathogens of the CNS, including B. 

burgdorferi, N. meningitidis, S. pneumoniae, and to a lesser extent, S. aureus (Burmeister 

et al., 2017). 

 In our murine model of meningitis, our laboratory has determined that SP/NK-1R 

interactions significantly increased inflammatory mediators while decreasing IL-10 

production (Chauhan et al., 2008, 2011).  In contrast, here I have demonstrated the ability 

of the neuropeptide substance P to augment the expression of the immunosuppressive 

cytokine IL-19 at the level of mRNA and protein by cultured primary human astrocytes.  

This raises the intriguing possibility that substance P may also augment cytokines 

responsible for driving the resolution of inflammation.  However, it is not clear if this is a 

direct or indirect effect since inflammatory cytokines have been shown to directly induce 

IL-10 production (Sheng et al., 1995).  As such it is possible that substance P may also 

play a role in limiting neuroinflammation.  
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5.4 FIGURES 

 

Figure 24: The full-length NK-1R isoform is expressed at robust levels in uninfected ex 
vivo rhesus macaque frontal cortical tissue, and SP levels are elevated in this tissue 
following B. burgdorferi infection.  Cultured NHP brain tissue was uninfected (-) or 
infected (+) with B. burgdorferi (Bb, 1 x 107 bacteria; n = 4).  Panel A At 2 h following 
infection, tissue expression of mRNA encoding the combined isoforms of NK-1R (NK-
1R), the full-length isoform of NK-1R (fNK-1R), and pre-pro-tachykinin (PPT), was 
determined by RT-PCR and relative expression normalized to GAPDH levels was 
determined by densitometric analysis.  Panel B At 2 h, protein expression of fNK-1R, the 
truncated NK-1R isoform (tNK-1R), and the housekeeping gene product -actin, was 
determined by immunoblot analysis for each of the four brain tissue samples (1 through 
4) either constitutively or following ex vivo infection.  Expression in HeLa human 
epithelial (H) and CATH.a mouse neuronal (C) cell lines is included as positive controls.  
With an extended imaging exposure time, low-level tNK-1R expression could be 
discerned in the representative blot shown (middle bands).   
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Figure 25:  In vivo NHP infection with B. burgdorferi increases NK-1R expression in the 
CNS, and such increases are prevented by treatment with the NK-1R antagonist 
aprepitant.  Rhesus macaques were uninfected (n = 2 animals) or infected with B. 
burgdorferi (Bb, 1 x 108 bacteria; n = 8), and infected animals were either untreated (n = 
4) or treated with aprepitant (n = 4) for 2 or 4 weeks prior to euthanasia.  Expression of 
mRNA encoding NK-1R in frontal cortical tissue samples was determined by RT-PCR 
(A) and relative expression normalized to GAPDH levels was determined by 
densitometric analysis (B).  NK-1R protein expression was determined in tissue samples 
by immunoblot analysis and normalized to -actin expression (C).  Data is expressed as 
the mean + SD.  Asterisk and pound symbols indicate statistically significant difference 
from uninfected animals and untreated infected animals, respectively (p < 0.05). 
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Figure 26:  Aprepitant treatment attenuates B. burgdorferi infection-induced reductions 
in astrocyte activity/numbers.  Rhesus macaques were uninfected or infected intrathecally 
with B. burgdorferi (Bb, 1 x 108 bacteria) and were untreated or treated with aprepitant 
(Ap) for 2 or 4 weeks prior to euthanasia.  GFAP expression in frontal cortical tissue 
samples at 2 (A) and 4 (B) weeks following infection was determined by 
immunofluorescence microscopy.  Relative GFAP expression in two fields of three 
sections from an animal in each group is shown and data is expressed as the mean + SD.  
Asterisk and pound symbols indicate statistically significant difference from uninfected 
animals and untreated infected animals, respectively (p < 0.05).  
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Figure 27: U87-MG astroglioma cells constitutively express NK-1R, and expression of 
this receptor is increased following exposure to bacterial components.  Panel A U87-MG 
cells were untreated (C) for 24 h or exposed to LPS (5 or 10 ng/mL) for 24 h and protein 
expression of fNK-1R, tNK-1R, and the housekeeping gene product b-actin, was 
determined by immunoblot analysis (n = 3).  Expression in mouse heart tissue (mh) is 
included as a positive control for tNK-1R.  Panel B Cells were untreated (0) or exposed 
to LPS (5 ng/mL) or bacterial flagellin plus PAM3Cys at 100 ng/mL and 500 ng/mL (lo) 
or 200 ng/mL and 1000 ng/mL (hi), respectively, and cell surface NK-1R expression was 
determined at 2 h by flow cytometry.  Data is shown relative to cell surface NK-1R 
expression on untreated cells (n = 5).  Data is expressed as the mean + SEM and asterisks 
indicate statistically significant differences between untreated and treated cells (p < 0.05).   
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Figure 28:  NK-1R cell surface expression in primary human astrocytes is 
upregulated following bacterial ligand challenge. Cells were untreated (0) or exposed 
to LPS (5 or 10 ng/mL) or polyI:C (100 or 200 ng/mL), and cell surface NK-1R 
expression was determined at 2 h by flow cytometry.  Data is shown relative to cell 
surface NK-1R expression on untreated cells (n = 3).  Data is expressed as the mean + 
SEM and asterisks indicate statistically significant differences between untreated and 
treated cells (p < 0.05). 
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Figure 29: Substance P augments the production of IL-19 by challenged primary human 
astrocytes.  Panel A Primary human astrocytes were unchallenged or challenged with 
bacterial LPS (1, 5, or 10 ng/ml) in the presence or absence of SP (5 nM).  Expression of 
mRNA encoding for IL-19 was determined via semi-quantitative RT-PCR at 12 hours 
post challenge. Panel B Human astrocytes were unstimulated or stimulated with LPS (5 
ng/ml) in the presence or absence of SP (5 nM) and IL-19 protein secretion was 
determined by specific capture ELISA at 24 hours post stimulation.  Asterisks denote 
statistically significant differences as compared to challenged cells in the absence of SP.   
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CHAPTER 6 SUMMARY AND CONCLUSIONS 
 
 

6.1 Glial cells produce IL-24 and are functionally responsive to its 
immunosuppressive effects.  

 Within the brain, it has become increasingly apparent that glial cells contribute 

both to the maintenance of an immunoquiescent environment within the CNS, and to the 

initiation and progression of potentially damaging neuroinflammation.  In an animal 

model of bacterial meningitis, we have shown that IL-24 is upregulated in the CNS of 

infected animals as compared to uninfected animals.  Importantly, in vitro experiments 

with isolated primary murine astrocytes and microglia demonstrate that both of these cell 

types express low levels of IL-24 constitutively, but bacterial challenge elicited increases 

in IL-24 production by astrocytes in a delayed manner (Figure 30).  Furthermore, we 

have determined that astrocytes express the subunits that constitute both cognate Type I 

and Type II receptors for IL-24, consisting of IL-20R and IL-20Rsubunits (Cooley et 

al., 2014), or IL-22R and IL-20Rsubunits, respectively (Table 3).  Unlike astrocytes, 

primary murine microglia express only IL-22R and IL-20R.  Importantly, our data also 

demonstrates that both astrocytes and microglia are functionally responsive to this 

cytokine.  Our results indicate that IL-24, like IL-10 and IL-19, may function to limit the 

inflammatory responses of astrocytes to bacterial pathogens while promoting the 

expression of anti-inflammatory and potentially neuroprotective mediators by this 

resident CNS cell type.  We have shown that IL-24 treatment induces the 

immunosuppressive molecule, SOCS3, and the neuroprotective protein, GLT-1 in murine 

astrocytes.  Importantly, IL-24 treatment reduces the release of the pro-inflammatory 
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cytokine IL-6 by LPS challenged astrocytes, although the precise mechanism underlying 

this effect remains to be elucidated.   

 As such, the present study supports the notion that delayed IL-24 production by 

astrocytes and/or infiltrating leukocytes could function like IL-10 and IL-19 to regulate or 

resolve CNS inflammation following infection in order to limit neuronal damage.  Our 

data suggests that IL-24 acts in two ways, first to limit the pro-inflammatory signaling of 

IL-6 in astrocytes and second to diminish the release of IL-6 by this major glial cell 

population.  However, it remains to be determined whether the effects of IL-24 are direct 

or indirect, or occur alone or in combination with other cytokines, and further studies are 

clearly warranted to assess the effects of IL-24 on host responses in vivo to clinically 

relevant bacterial pathogens of the CNS.  

6.2 Glial cells produce IL-20 and are responsive to the immunomodulatory effects of 
this cytokine. 

 In these studies we have also shown that murine and human glial cells express IL-

20 constitutively at low levels, but following challenge with clinically relevant bacteria or 

their components IL-20 expression is increased.  Importantly, we have demonstrated the 

ability of this cytokine to directly up-regulate mRNA encoding for IL-6 and IL-1, and to 

increase IL-6 protein release.  Furthermore, IL-20 stimulation induced significant 

increases in mRNA encoding for TLR4, and a tendency to upregulate TLR5, suggesting 

that IL-20 can sensitize astrocytes making them more susceptible to subsequent infection.  

As such, the present study supports the notion that IL-20 production by glial cells and/or 

infiltrating leukocytes could function to initiate and/or augment neuroinflammation, 

thereby potentially contributing to the damaging effects of glial immune responses.  
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 It is evident that our current understanding of the role of IL-10 and the other 

members of this cytokine family within the CNS is limited at best.  While it is clear that 

glia can be a significant source of IL-10, IL-19, and perhaps IL-20 and IL-24, and these 

resident CNS cells are responsive to their actions (as summarized in Figure 16), the 

functions of the IL-10 cytokine family in health and brain disorders have been 

understudied.  Given the available evidence that IL-10 and its relatives are present in 

inflammatory diseases of peripheral organs and tissues, and that they exert a significant 

effect on the incidence and severity of such conditions, it is not unreasonable to assume 

that these cytokines are similarly important within the CNS during infection or other 

inflammatory brain disorders.  Clearly, more research is warranted to define the actions 

of the IL-10 family within the CNS and their role in the regulation of neuroinflammation. 

6.3 NHP and human brain cells express NK-1R, making them susceptible to the 
effects of substance P 

In this present study, we have demonstrated that NHP and human glial cells 

express the high-affinity receptor for substance P, the neurokinin 1 receptor (NK-1R).  

Additionally, we have determined that SP/NK-1R interactions augments inflammatory 

mediator production in NHP brain tissue.  Consistent with our findings in our murine 

meningitis model (Chauhan et al., 2008, 2011), inflammatory mediator production was 

significantly reduced in rhesus macaques treated with aprepitant.  Furthermore, our data 

demonstrates that following B. burgdorferi infection, astrocyte number/activation is 

significantly decreased, which may be facilitated by SP/NK-1R interactions.   

The robust constitutive and functional expression of the full-length NK-1R 

isoform by human microglia and astrocytes, and the ability of SP to augment 
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inflammatory signaling pathways and mediator production by these cells, support the 

contention that SP/NK-1R interactions play a significant role in the damaging 

neuroinflammation and neurological sequelae associated with bacterial infections of the 

CNS in human subjects.  The functional expression of NK-1R by human glial cells may 

have broader implications.  As such, in this study we have also shown that SP can act to 

augment IL-19 production by human astrocytes, which has been shown to act as an 

immunosuppressive cytokine (Cooley et al., 2014).  Therefore, this data suggests that SP 

plays a more complex role and has the ability to augment the production of both pro- and 

anti-inflammatory cytokines.  However, it remains to be elucidated if the increase in IL-

19 production is due to the SP/NK-1R interaction or whether it’s a result of the increased 

signaling of inflammatory mediators. Clearly, further investigation of the ability of SP to 

augment CNS inflammation following infection and the benefits of targeting NK-1R in 

such clinical conditions is warranted.   

6.4 Importance and future directives 

Understanding the pathogen-associated inflammatory response within the CNS is 

critical and is currently not well understood.  Due to the severity of bacterial meningitis 

and the high incidence of associated co-morbidities, it is imperative that we determine the 

mechanisms that limit and/or resolve brain inflammation to identify new potential 

therapeutic targets for use in conjunction with antibiotics.  In the present study we have 

begun to investigate the expression of cytokines belonging to the IL-10 family and 

identifying their effects on glial cells.   



101 
 

 

Bacterial infections within the brain are devastating, therefore treatments often 

precede the confirmation of species identification and patients are treated with antibiotics 

commonly before the collection of cerebral spinal fluid (Tadesse et al., 2017).  In 

addition, corticosteroids have been used in combination with antibiotics however, without 

a reduction in observed mortality (Brouwer et al., 2015).  The current treatment for 

bacterial meningitis is not effective, and we need to identify potential targets that can 

limit the damaging effects of neuroinflammation.  Our results from the present study 

identifies the potential role of two previously understudied cytokines within the CNS 

during infection.  Interestingly, we have determined that these cytokines have opposing 

effects.  While, IL-24 acts in an immunosuppressive manner similar to IL-10 and IL-19, 

IL-20 acts to directly increase canonical inflammatory cytokines.  Therefore, if we could 

block the effects of IL-20 we could potentially limit neuroinflammation.   

Additionally, our data suggests two potential therapeutic targets.  First, IL-10, a 

key anti-inflammatory cytokine, or other immunosuppressive IL-10 family members 

including IL-19 and/or IL-24 may be utilized to limit inflammation.  Therefore, it is not 

surprising that many studies have employed prophylactic IL-10 treatment in an attempt to 

limit inflammation.  However, treatments that introduce recombinant IL-10 protein have 

had limited success (Liesz et al., 2014; Saxena et al., 2015).  This is especially true for 

CNS inflammation, since the BBB makes delivery of this potential treatment particularly 

challenging.  However, if we could induce immunosuppressive IL-10 family members, 

such as IL-24, earlier then we may be able to overcome the detrimental effects of 

bacterial-induced acute neuroinflammation.  Recently, numerous studies have started to 

revitalize the therapeutic potential of utilizing viruses to kill bacteria (Jończyk-Matysiak 
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et al., 2015; Thom et al., 2018; Viertel et al., 2014).  Interestingly, viral homologs for 

both IL-10 and IL-24 have been identified (Avdic et al., 2016; Bartlett et al., 2004).  

Therefore, if we employ phage therapy during brain infections, we may be able to induce 

bacterial death while limiting inflammation through the expression of these 

immunosuppressive homologs (Avdic et al., 2016; Bartlett et al., 2004; Pires et al., 2016).  

Further research needs to be conducted to determine the efficacy and safety of this 

treatment.   

Second, repurposing an already approved drug, such as the NK-1R antagonist 

aprepitant, that has been demonstrated to have central effects may prove promising in 

conjunction with antibiotics.  Importantly, we have demonstrated that prophylactic 

aprepitant administration prevented the diminished IL-10 production in murine brain 

tissue and decreased the severity of neuroinflammation in both our murine and NHP 

meningitis models (Chauhan et al., 2008, 2011; Martinez et al., 2015).  Since this drug 

has previously been used in human patients and has shown decreased damage in NHP 

brain infections, it is intriguing to speculate that utilizing aprepitant as a co-therapy with 

antibiotics may serve to limit host-induced damage while inhibiting bacterial 

proliferation.        
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6.2 FIGURES 

 

FIGURE 30: Members of the IL-10 family of cytokines are produced by glia in 
response to CNS insult, either directly or in a delayed indirect manner, to 
exacerbate or limit neuroinflammation.  Glial cells, including microglia (Mg) and 
astrocytes (Ast), respond to insult via pattern recognition receptors (PRR), including cell 
surface and cytosolic receptors.  Following activation, glia release pro-inflammatory 
cytokines, including IL-6, TNF-, IL-20, and perhaps IL-22.  These mediators act to 
promote the clearance of the initial insult by altering the integrity of the blood brain 
barrier and recruiting leukocytes from the circulation.  In addition, inflammatory 
mediators act in an autocrine and/or paracrine manner to promote the delayed expression 
of IL-10, IL-19, and IL-24 by glia.  These cytokines act via their cognate receptors 
expressed by astrocytes and microglia, and perhaps oligodendrocytes (OD) and neurons 
(Neu), to curtail the inflammatory responses of these cells and/or recruited leukocytes.      
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Table 2: Glial sources of IL-10 family of cytokines 

 
In this present study, we determined the expression of IL-20 and IL-24 by astrocytes and 
microglia.  Additionally, our data demonstrates astrocytes ability to express both IL-20 
receptor types.  Importantly, this research has shown that microglia are also capable of 
responding to these cytokines via the constitutive expression of the Type 2 IL-20 receptor 
consisting of IL-22R1 and IL-20R2 subunits.  The information gained from our studies 
has been denoted as bolded text in the above table.  
  



105 
 

 

REFERENCES 

Aapro, M., Carides, A., Rapoport, B., Schmoll, H.-J., Zhang, L., and Warr, D. (2015). 
Aprepitant and Fosaprepitant : A 10-Year Review of Efficacy and Safety. 
Oncologist 20, 450–458. doi:10.1634/theoncologist.2014-0229. 

Akil, H., Abbaci, A., Lalloué, F., Bessette, B., Costes, L. M. M., Domballe, L., et al. 
(2015). IL22/IL-22R pathway induces cell survival in human glioblastoma cells. 
PLoS One 10, 1–16. doi:10.1371/journal.pone.0119872. 

Albanesi, C., Fairchild, H. R., Madonna, S., Scarponi, C., De Pita, O., Leung, D. Y. M., 
et al. (2007). IL-4 and IL-13 Negatively Regulate TNF- - and IFN- -Induced  -
Defensin Expression through STAT-6, Suppressor of Cytokine Signaling (SOCS)-1, 
and SOCS-3. J. Immunol. 179, 984–992. doi:10.4049/jimmunol.179.2.984. 

Almeida, R. D., Manadas, B. J., Melo, C. V., Gomes, J. R., Mendes, C. S., Grãos, M. M., 
et al. (2005). Neuroprotection by BDNF against glutamate-induced apoptotic cell 
death is mediated by ERK and PI3-kinase pathways. Cell Death Differ. 12, 1329–
1343. doi:10.1038/sj.cdd.4401662. 

Almolda, B., Costa, M., Montoya, M., González, B., and Castellano, B. (2011). Increase 
in th17 and t-reg lymphocytes and decrease of il22 correlate with the recovery phase 
of acute eae in rat. PLoS One 6, e27473. doi:10.1371/journal.pone.0027473. 

Amici, S. A., Dong, J., and Guerau-de-Arellano, M. (2017). Molecular mechanisms 
modulating the phenotype of macrophages and microglia. Front. Immunol. 8, 1–18. 
doi:10.3389/fimmu.2017.01520. 

Andoh, A., Shioya, M., Nishida, A., Bamba, S., Tsujikawa, T., Kim-mitsuyama, S., et al. 
(2009). Expression of IL-24, an Activator of the JAK1/STAT3/SOCS3 Cascade, Is 
Enhanced in Inflammatory Bowel Disease. J. Immunol. 183, 687–695. 
doi:10.4049/jimmunol.0804169. 

Annunziata, P., Cioni, C., Santonini, R., and Paccagnini, E. (2002). Substance P 
antagonist blocks leakage and reduces activation of cytokine-stimulated rat brain 
endothelium. J. Neuroimmunol. 131, 41–49. doi:10.1016/S0165-5728(02)00262-X. 

Autieri, M. V. (2018). IL-19 and other IL-20 family member cytokines in vascular 
inflammatory diseases. Front. Immunol. 9, 700. doi:10.3389/fimmu.2018.00700. 

Avdic, S., Mcsharry, B. P., Steain, M., Poole, E., Sinclair, J., Abendroth, A., et al. (2016). 
Human Cytomegalovirus-Encoded Human Interleukin-10 (IL-10) Homolog 
Amplifies Its Immunomodulatory Potential by Upregulating Human IL-10 in 
Monocytes. J. Virol. 90, 3819–3827. doi:10.1128/JVI.03066-15.Editor. 

Babon, J. J., Varghese, L. N., and Nicola, N. A. (2014). Inhibition of IL-6 family 
cytokines by SOCS3. Semin. Immunol. 26, 13–19. doi:10.1016/j.smim.2013.12.004. 

Balasingam, V., and Yong, V. W. (1996). Attenuation of astroglial reactivity by 
interleukin-10. J. Neurosci. 16, 2945–2955. 



106 
 

 

Baluchamy, S., Zhang, Y., Ravichandran, P., Ramesh, V., Sodipe, A., Hall, J. C., et al. 
(2010). Differential oxidative stress gene expression profile in mouse brain after 
proton exposure. In Vitro Cell. Dev. Biol. Anim. 46, 718–25. doi:10.1007/s11626-
010-9330-2. 

Barichello, T., Fagundes, G. D., Generoso, J. S., Paula Moreira, A., Costa, C. S., Zanatta, 
J. R., et al. (2012). Brain-blood barrier breakdown and pro-inflammatory mediators 
in neonate rats submitted meningitis by Streptococcus pneumoniae. Brain Res. 1471, 
162–168. doi:10.1016/j.brainres.2012.06.054. 

Barichello, T., Lemos, J. C., Generoso, J. S., Cipriano, A. L., Milioli, G. L., Marcelino, 
D. M., et al. (2011a). Oxidative stress, cytokine/chemokine and disruption of blood-
brain barrier in neonate rats after meningitis by streptococcus agalactiae. 
Neurochem. Res. 36, 1922–1930. doi:10.1007/s11064-011-0514-2. 

Barichello, T., Pereira, J. S., Savi, G. D., Generoso, J. S., Cipriano, A. L., Silvestre, C., et 
al. (2011b). A kinetic study of the cytokine/chemokines levels and disruption of 
blood-brain barrier in infant rats after pneumococcal meningitis. J. Neuroimmunol. 
233, 12–17. doi:10.1016/j.jneuroim.2010.10.035. 

Bartlett, N. W., Dumoutier, L., Renauld, J. C., Kotenko, S. V., McVey, C. E., Lee, H. J., 
et al. (2004). A new member of the interleukin 10-related cytokine family encoded 
by a poxvirus. J. Gen. Virol. 85, 1401–1412. doi:10.1099/vir.0.79980-0. 

Beaujouan, J.-C., Teutsch, B., Saffroy, M., Petitet, F., Torrens, Y., and Glowinski, J. 
(1991). NK-1 receptors are the only class of tachykinin receptors found on mouse 
cortical astrocytes. Peptides 12, 813–820. doi:10.1016/0196-9781(91)90139-G. 

Beyeen, A. D., Adzemovic, M. Z., Ockinger, J., Stridh, P., Becanovic, K., Laaksonen, H., 
et al. (2010). IL-22RA2 Associates with Multiple Sclerosis and Macrophage 
Effector Mechanisms in Experimental Neuroinflammation. J. Immunol. 185, 6883–
6890. doi:10.4049/jimmunol.1001392. 

Bhoopathi, P., Lee, N., Pradhan, A. K., Shen, X.-N., Das, S. K., Sarkar, D., et al. (2017). 
mda-7/IL-24 induces cell death in neuroblastoma through a novel mechanism 
involving AIF and ATM. Cancer Res 76, 3572–3582. doi:10.1158/0008-5472.CAN-
15-2959. 

Blumberg, H., Conklin, D., Xu, W., Grossmann, A., Brender, T., Carollo, S., et al. 
(2001). Interleukin 20 : Discovery , Receptor Identification , and Role in Epidermal 
Function. Cell 104, 9–19. 

Bonecchi, R., Garlanda, C., Mantovani, A., and Riva, F. (2016). Cytokine decoy and 
scavenger receptors as key regulators of immunity and inflammation. Cytokine 87, 
37–45. doi:10.1016/j.cyto.2016.06.023. 

Bosanquet, D. C., Harding, K. G., Ruge, F., Sanders, A. J., and Jiang, W. G. (2012). 
Expression of IL-24 and IL-24 receptors in human wound tissues and the biological 
implications of IL-24 on keratinocytes. Wound Repair Regen. 20, 896–903. 
doi:10.1111/j.1524-475X.2012.00840.x. 



107 
 

 

Bowman, C. C., Rasley, A., Tranguch, S. L., and Marriott, I. (2003). Cultured astrocytes 
express toll-like receptors for bacterial products. Glia 43, 281–291. 
doi:10.1002/glia.10256. 

Boyd, Z. S., Kriatchko, A., Yang, J., Agarwal, N., Wax, M. B., and Patil, R. V. (2003). 
Interleukin-10 Receptor Signaling through STAT-3 Regulates the Apoptosis of 
Retinal Ganglion Cells in Response to Stress. Investig. Ophthalmol. Vis. Sci. 44, 
5206–5211. doi:10.1167/iovs.03-0534. 

Bradesi, S., Svensson, C., Steinauer, J., Pothoulakis, C., Yakish, T., and Mayer, E. 
(2009). Role of spinal microglia in visceral hyperalgesia and NK1R upregulation in 
a rat model of chronic stress. Gastroenterology 136, 1339-e2. 
doi:10.1016/j.dci.2009.07.003.Characterization. 

Brouwer, M. C., McIntyre, P., Prasad, K., and van de Beek, D. (2015). Corticosteroids 
for Acute Bacterial Meningitis. Cochrane Database Syst Rev, CD004405. 
doi:10.1002/14651858.CD004405.pub5. 

Bsibsi, M., Persoon-Deen, C., Verwer, R. W. H., Meeuwsen, S., Ravid, R., van Noort, J. 
M., et al. (2006). Toll-like receptor 3 on adult human astrocytes triggers production 
of neuroprotective mediators. Glia 53, 688–695. doi:10.1002/glia.20328. 

Bsibsi, M., Ravid, R., Gveric, D., and van Noort, J. M. (2002). Broad Expression of Toll-
Like Receptors in the Human Central Nervous System. J. Neuropathol. Exp. Neurol. 
61, 1013–1021. doi:10.1093/jnen/61.11.1013. 

Burmeister, A. R., Johnson, M. B., Chauhan, V. S., Moerdyk-Schauwecker, M. J., 
Young, A. D., Cooley, I. D., et al. (2017). Human microglia and astrocytes 
constitutively express the neurokinin-1 receptor and functionally respond to 
substance P. J. Neuroinflammation 14, 245. doi:10.1186/s12974-017-1012-5. 

Buzas, K., Oppenheim, J. J., and Howard, O. M. Z. (2011). Myeloid cells migrate in 
response to IL-24. Cytokine 55, 429–434. doi:10.1016/j.cyto.2011.05.018. 

Caggiano, A. O., and Kraig, R. P. (1999). Prostaglandin E Receptor Subtypes in Cultured 
Rat Microglia and Their Role in Reducing Lipopolysaccharide-Induced Interleukin-
1 ␤ Production. J. Neurochem. 72, 565–575. doi:10.1046/j.1471-
4159.1999.0720565.x. 

Chang, J., Kunkel, S. L., and Chang, C.-H. (2009). Negative regulation of MyD88-
dependent signaling by IL-10 in dendritic cells. Proc. Natl. Acad. Sci. U. S. A. 106, 
18327–18332. doi:10.1073/pnas.0905815106. 

Chauhan, V. S., Kluttz, J. M., Bost, K. L., and Marriott, I. (2011). Prophylactic and 
therapeutic targeting of the neurokinin-1 receptor limits neuroinflammation in a 
murine model of pneumococcal meningitis. J. Immunol. 186, 7255–7263. 
doi:10.4049/jimmunol.1100721. 

Chauhan, V. S., and Marriott, I. (2007). Bacterial infections of the central nervous 
system: a critical role for resident glial cells in the initiation and progression of 



108 
 

 

inflammation. Curr. Immunol. Rev. 3. 

Chauhan, V. S., Sterka, D. G., Gray, D. L., Bost, K. L., and Marriott, I. (2008). 
Neurogenic exacerbation of microglial and astrocyte responses to Neisseria 
meningitidis and Borrelia burgdorferi. J. Immunol. 180, 8241–8249. 
doi:10.4049/jimmunol.180.12.8241. 

Chen, W.-Y., and Chang, M.-S. (2009). IL-20 Is Regulated by Hypoxia-Inducible Factor 
and Up-Regulated after Experimental Ischemic Stroke. J. Immunol. 182, 5003–5012. 
doi:10.4049/jimmunol.0803653. 

Cho, K. J., Song, J., Oh, Y., and Lee, J. E. (2015). MicroRNA-Let-7a regulates the 
function of microglia in inflammation. Mol. Cell. Neurosci. 68, 167–176. 
doi:10.1016/j.mcn.2015.07.004. 

Conti, B., Tabarean, I., Andrei, C., and Bartfai, T. (2004). Cytokines and fever. Front. 
Biosci. 9, 1433–49. doi:10.2741/1341. 

Cooley, I. D., Chauhan, V. S., Donneyz, M. A., and Marriott, I. (2014). Astrocytes 
produce IL-19 in response to bacterial challenge and are sensitive to the 
immunosuppressive effects of this IL-10 family member. Glia 62, 818–828. 
doi:10.1002/glia.22644. 

Couper, K. N., Blount, D. G., and Riley, E. M. (2008). IL-10: The Master Regulator of 
Immunity to Infection. J. Immunol. 180, 5771–5777. 
doi:10.4049/jimmunol.180.9.5771. 

Crill, E. K., Furr-Rogers, S. R., and Marriott, I. (2015). RIG-I is required for VSV-
induced cytokine production by murine glia and acts in combination with DAI to 
initiate responses to HSV-1. Glia 63, 2168–2180. doi:10.1002/glia.22883. 

Croker, B. A., Krebs, D. L., Zhang, J. G., Wormald, S., Willson, T. A., Stanley, E. G., et 
al. (2003). SOCS3 negatively regulates IL-6 signaling in vivo. Nat. Immunol. 4, 
540–545. doi:10.1038/ni931. 

Curtale, G., Mirolo, M., Renzi, T. A., Rossato, M., Bazzoni, F., and Locati, M. (2013). 
Negative regulation of Toll-like receptor 4 signaling by IL-10-dependent 
microRNA-146b. Proc. Natl. Acad. Sci. 110, 11499–11504. 
doi:10.1073/pnas.1219852110. 

Dao, D., Fraser, A. N., Hung, J., Ljosa, V., Singh, S., and Carpenter, A. E. (2016). 
CellProfiler Analyst: Interactive data exploration, analysis and classification of large 
biological image sets. Bioinformatics 32, 3210–3212. 
doi:10.1093/bioinformatics/btw390. 

Das, T., Hoarau, J. J., Bandjee, M. C. J., Marianne, M., and Gasque, P. (2015). 
Multifaceted innate immune responses engaged by astrocytes, microglia and resident 
dendritic cells against Chikungunya neuroinfection. J. Gen. Virol. 96, 294–310. 
doi:10.1099/vir.0.071175-0. 

DeFea, K. A., Vaughn, Z. D., O’Bryan, E. M., Nishijima, D., Dery, O., and Bunnett, N. 



109 
 

 

W. (2000). The proliferative and antiapoptotic effects of substance P are facilitated 
by formation of a beta -arrestin-dependent scaffolding complex. Proc. Natl. Acad. 
Sci. 97, 11086–11091. doi:10.1073/pnas.190276697. 

Dhiman, R., Indramohan, M., Barnes, P. F., Nayak, R. C., Paidipally, P., Rao, L. V. M., 
et al. (2009). IL-22 Produced by Human NK Cells Inhibits Growth of 
Mycobacterium tuberculosis by Enhancing Phagolysosomal Fusion. J. Immunol. 
183, 6639–6645. doi:10.4049/jimmunol.0902587. 

Dhiman, R., Venkatasubramanian, S., Paidipally, P., Barnes, P. F., Tvinnereim, A., and 
Vankayalapati, R. (2014). Interleukin 22 inhibits intracellular growth of 
mycobacterium tuberculosis by enhancing calgranulin a expression. J. Infect. Dis. 
209, 578–587. doi:10.1093/infdis/jit495. 

Dickensheets, H., Vazquez, N., Sheikh, F., Gingras, S., Murray, P. J., Ryan, J. J., et al. 
(2007). Suppressor of cytokine signaling-1 is an IL-4-inducible gene in 
macrophages and feedback inhibits IL-4 signaling. Genes Immun. 8, 21–27. 
doi:10.1038/sj.gene.6364352. 

Ding, L., Linsley, P. S., Huang, L. Y., Germain, R. N., and Shevach, E. M. (1993). IL-10 
inhibits macrophage costimulatory activity by selectively inhibiting the up-
regulation of B7 expression. J. Immunol. 151, 1224–1234. 

Douglas, S. D., and Leeman, S. E. (2011). Neurokinin-1 receptor: functional significance 
in the immune system in reference to selected infections and inflammation. Ann. N. 
Y. Acad. Sci. 1217, 83–95. doi:10.1111/j.1749-6632.2010.05826.x.Neurokinin-1. 

Dudakov, J. A., Hanash, A. M., and van den Brink, M. R. M. (2015). Interleukin-22: 
Immunobiology and Pathology. Annu. Rev. Immunol. 33, 747–785. 
doi:10.1146/annurev-immunol-032414-112123. 

Dumoutier, L., Leemans, C., Lejeune, D., Kotenko, S. V., and Renauld, J.-C. (2001). 
Cutting Edge: STAT Activation By IL-19, IL-20 and mda-7 Through IL-20 
Receptor Complexes of Two Types. J. Immunol. 167, 3545–3549. 
doi:10.4049/jimmunol.167.7.3545. 

Dumoutier, L., Louahed, J., and Renauld, J.-C. (2000). Cloning and Characterization of 
IL-10-Related T Cell-Derived Inducible Factor (IL-TIF), a Novel Cytokine 
Structurally Related to IL-10 and Inducible by IL-9. J. Immunol. 164, 1814–1819. 
doi:10.4049/jimmunol.164.4.1814. 

Ellwardt, E., Walsh, J. T., Kipnis, J., and Zipp, F. (2016). Understanding the Role of T 
Cells in CNS Homeostasis. Trends Immunol. 37, 154–165. 
doi:10.1016/j.it.2015.12.008. 

Fayeye, O., Pettorini, B. L., Smith, M., Williams, H., Rodrigues, D., and Kay, A. (2013). 
Meningococcal Encephalitis associated with cerebellar tonsillar herniation and acute 
cervicomedullary injury Case report. Br. J. Neurosurg. 27, 513–515. 
doi:10.3109/02688697.2013.764967. 



110 
 

 

Fiorentino, D. F. (1989). Two types of mouse T helper cell. IV. Th2 clones secrete a 
factor that inhibits cytokine production by Th1 clones. J. Exp. Med. 170, 2081–
2095. doi:10.1084/jem.170.6.2081. 

Fiorentino, D. F., Zlotnik, A., Vierira, P., Mosmann, T. R., Howard, M., Moore, K. W., et 
al. (1991). IL-10 acts on the antigen-presenting cell to inhibit cytokine production by 
Th1 cells . J. Immunol. 146, 3444–3451. 

Fisher, P. B. (2005). Is mda-7/IL-24 a “Magic Bullet” for cancer? Cancer Res. 65, 
10128–10138. doi:10.1158/0008-5472.CAN-05-3127. 

Fisher, P. B., Gopalkrishnan, R. V., Chada, S., Ramesh, R., Grimm, E. A., Rosengeld, M. 
R., et al. (2003). mda-7/IL-24, a novel cancer selective apoptosis inducing cytokine 
gene: from the laboratory into the clinic. Cancer Biol. Ther. 2, 23–37. 

Fonseca-Camarillo, G., Furuzawa-Carballeda, J., Granados, J., and Yamamoto-Furusho, 
J. K. (2014). Expression of interleukin ( IL ) -19 and IL-24 in inflammatory bowel 
disease patients : a cross-sectional study. Clin. Exp. Immunol. 177, 64–75. 
doi:10.1111/cei.12285. 

Francis, J., MohanKumar, P. S., and MohanKumar, S. M. J. (2001). Lipopolysaccharide 
stimulates norepinephrine efflux from the rat hypothalamus in vitro: Blockade by 
soluble il-1 receptor. Neurosci. Lett. 308, 71–74. doi:10.1016/S0304-
3940(01)01903-6. 

Furr, S. R., Chauhan, V. S., Moerdyk-Schauwecker, M. J., and Marriott, I. (2011). A role 
for DNA-dependent activator of interferon regulatory factor in the recognition of 
herpes simplex virus type 1 by glial cells. J. Neuroinflammation 8, 99. 
doi:10.1186/1742-2094-8-99. 

Furr, S. R., Moerdyk-schauwecker, M., Grdzelishvili, V. Z., and Marriott, I. (2010). RIG-
I mediates non-segmented negative-sense RNA virus-induced inflammatory immune 
responses of primary human astrocytes. Glia 58, 1620–1629. 
doi:10.1002/glia.21034. 

Gallagher, G. (2010). Interleukin-19: Multiple roles in immune regulation and disease. 
Cytokine Growth Factor Rev. 21, 345–352. doi:10.1016/j.cytogfr.2010.08.005. 

Gallagher, G., Dickensheets, H., Eskdale, J., Izotova, L. S., Mirochnitchenko, O. V., Peat, 
J. D., et al. (2000). Cloning, expression and initial characterisation of interleukin-19 
(IL-19), a novel homologue of human interleukin-10 (IL-10). Genes Immun. 1, 442–
450. 

Gallagher, G., Eskdale, J., Jordan, W., Peat, J., Campbell, J., Boniotto, M., et al. (2004). 
Human interleukin-19 and its receptor: A potential role in the induction of Th2 
responses. Int. Immunopharmacol. 4, 615–626. doi:10.1016/j.intimp.2004.01.005. 

Garcia-Mesa, Y., Jay, T. R., Checkley, M. A., Luttge, B., Dobrowolski, C., Valadkhan, 
S., et al. (2017). Immortalization of primary microglia: a new platform to study HIV 
regulation in the central nervous system. J. Neurovirol. 23, 47–66. 



111 
 

 

doi:10.1007/s13365-016-0499-3. 

Garza, A., Tweardy, D. J., Weinstock, J., Viswanathan, B., and Robinson, P. (2010). 
Substance P signaling contributes to granuloma formation in taenia crassiceps 
infection, a murine model of cysticercosis. J. Biomed. Biotechnol. 2010. 
doi:10.1155/2010/597086. 

Garza, A., Weinstock, J., and Robinson, P. (2008). Absence of the SP/SP Receptor 
Circuitry in the Substance P-Precursor Knockout Mice or SP Receptor, Neurokinin 
(NK)1 Knockout Mice Leads to an Inhibited Cytokine Response in Granulomas 
Associated with Murine Taenia crassiceps Infection. J. Parasitol. 94, 1253–1258. 
doi:10.1645/GE-1481.1. 

Gautam, A., Dixit, S., Philipp, M. T., Singh, S. R., Morici, L. A., Kaushal, D., et al. 
(2011). Interleukin-10 alters effector functions of multiple genes induced by 
Borrelia burgdorferi in macrophages to regulate lyme disease inflammation. Infect. 
Immun. 79, 4876–4892. doi:10.1128/IAI.05451-11. 

Gazzinelli, R. T., Wysocka, M., Hieny, S., Scharton-kersten, T., Cheever, A., Kuhn, R., 
et al. (1996). In the absence of endogenous IL-10, mice acutely infected with 
Toxoplasma gondii succumb to a lethal immune response dependent on CD4+ T 
cells and accompanied by overproduction of IL-12, IFN-gamma and TNF-alpha. J. 
Immunol. 157, 798–805. 

Gilroy, D. W., Colville-Nash, P. R., Willis, D., Chivers, J., Paul-Clark, M. J., and 
Willoughby, D. A. (1999). Inducible cyclooxygenase may have anti-inflammatory 
properties. Nat. Med. 5, 698–701. doi:10.1038/9550. 

Guglielmetti, C., Le Blon, D., Santermans, E., Salas-Perdomo, A., Daans, J., De Vocht, 
N., et al. (2016). Interleukin-13 immune gene therapy prevents CNS inflammation 
and demyelination via alternative activation of microglia and macrophages. Glia 64, 
2181–2200. doi:10.1002/glia.23053. 

Guo, C.-J., Douglas, S. D., Gao, Z., Wolf, B. A., Grinspan, J., Lai, J.-P., et al. (2004). 
Interleukin-1beta upregulates functional expression of neurokinin-1 receptor (NK-
1R) via NF-kappaB in astrocytes. Glia 48, 259–66. doi:10.1002/glia.20079. 

Gutierrez-Murgas, Y. M., Skar, G., Ramirez, D., Beaver, M., and Snowden, J. N. (2016). 
IL-10 plays an important role in the control of inflammation but not in the bacterial 
burden in S. epidermidis CNS catheter infection. J. Neuroinflammation 13, 1–9. 
doi:10.1186/s12974-016-0741-1. 

Gyurkovska, V., and Ivanovska, N. (2016). Distinct roles of TNF-related apoptosis-
inducing ligand (TRAIL) in viral and bacterial infections: from pathogenesis to 
pathogen clearance. Inflamm. Res. 65, 427–437. doi:10.1007/s00011-016-0934-1. 

He, M., and Liang, P. (2010). IL-24 Transgenic Mice: In Vivo Evidence of Overlapping 
Functions for IL-20, IL-22, and IL-24 in the Epidermis. J. Immunol. 184, 1793–
1798. doi:10.4049/jimmunol.0901829. 



112 
 

 

Headland, S. E., and Norling, L. V. (2015). The resolution of inflammation: Principles 
and challenges. Semin. Immunol. 27, 149–160. doi:10.1016/j.smim.2015.03.014. 

Hebenstreit, D., Luft, P., Schmiedlechner, A., Regl, G., Frischauf, A.-M., Aberger, F., et 
al. (2003). IL-4 and IL-13 induce SOCS-1 gene expression in A549 cells by three 
functional STAT6-binding motifs located upstream of the transcription initiation 
site. J. Immunol. 171, 5901–7. doi:10.4049/jimmunol.171.11.5901. 

Ho, W. Z., Kaufman, D., Uvaydova, M., and Douglas, S. D. (1996). Substance P 
augments interleukin-10 and tumor necrosis factor-alpha release by human cord 
blood monocytes and macrophages. J Neuroimmunol 71, 73–80. doi:S0165-
5728(96)00132-4 [pii]. 

Holley, M. M., and Kielian, T. (2012). Th1 and Th17 Cells Regulate Innate Immune 
Responses and Bacterial Clearance during Central Nervous System Infection. J. 
Immunol. 188, 1360–1370. doi:10.4049/jimmunol.1101660. 

Horiuchi, H., Parajuli, B., Wang, Y., Azuma, Y. T., Mizuno, T., Takeuchi, H., et al. 
(2015). Interleukin-19 acts as a negative autocrine regulator of activated microglia. 
PLoS One 10, e0118640. doi:10.1371/journal.pone.0118640. 

Hosoi, T., Wada, S., Suzuki, S., Okuma, Y., Akira, S., Matsuda, T., et al. (2004). 
Bacterial endotoxin induces IL-20 expression in the glial cells. Mol. Brain Res. 130, 
23–29. doi:10.1016/j.molbrainres.2004.07.005. 

Hsu, Y.-H., Wu, C.-Y., Hsing, C.-H., Lai, W.-T., Wu, L.-W., and Chang, M.-S. (2015). 
Anti-IL-20 Monoclonal Antibody Suppresses Prostate Cancer Growth and Bone 
Osteolysis in Murine Models. PLoS One 10, e0139871. 
doi:10.1371/journal.pone.0139871. 

Hulshof, S., Montagne, L., De Groot, C. J. a, and Van Der Valk, P. (2002). Cellular 
localization and expression patterns of interleukin-10, interleukin-4, and their 
receptors in multiple sclerosis lesions. Glia 38, 24–35. doi:10.1002/glia.10050. 

Hutchins, A. P., Diez, D., and Miranda-Saavedra, D. (2013). The IL-10/STAT3-mediated 
anti-inflammatory response: Recent developments and future challenges. Brief. 
Funct. Genomics 12, 489–498. doi:10.1093/bfgp/elt028. 

Hutchins, A. P., Poulain, S., and Miranda-Saavedra, D. (2012). Genome-wide analysis of 
STAT3 binding in vivo predicts effectors of the anti-inflammatory response in 
macrophages. Blood 119, 110–120. doi:10.1182/blood-2011-09-381483. 

Ichiyama, T., Shoji, H., Takahashi, Y., Matsushige, T., Kajimoto, M., Inuzuka, T., et al. 
(2008). Cerebrospinal fluid levels of cytokines in non-herpetic acute limbic 
encephalitis: Comparison with herpes simplex encephalitis. Cytokine 44, 149–153. 
doi:10.1016/j.cyto.2008.07.002. 

Ikeuchi, H., Kuroiwa, T., Hiramatsu, N., Kaneko, Y., Hiromura, K., Ueki, K., et al. 
(2005). Expression of interleukin-22 in rheumatoid arthritis: Potential role as a 
proinflammatory cytokine. Arthritis Rheum. 52, 1037–1046. doi:10.1002/art.20965. 



113 
 

 

Iyer, A., Zurolo, E., Prabowo, A., Fluiter, K., Spliet, W. G. M., van Rijen, P. C., et al. 
(2012). MicroRNA-146a: A Key Regulator of Astrocyte-Mediated Inflammatory 
Response. PLoS One 7, e44789. doi:10.1371/journal.pone.0044789.g001. 

Jack, C. S., Arbour, N., Manusow, J., Montgrain, V., Blain, M., McCrea, E., et al. (2005). 
TLR Signaling Tailors Innate Immune Responses in Human Microglia and 
Astrocytes. J. Immunol. 175, 4320–4330. doi:10.4049/jimmunol.175.7.4320. 

Jackson, S. H., Yu, C.-R., Mahdi, R. M., Ebong, S., and Egwuagu, C. E. (2004). 
Dendritic Cell Maturation Requires STAT1 and Is under Feedback Regulation by 
Suppressors of Cytokine Signaling. J. Immunol. 172, 2307–2315. 
doi:10.4049/jimmunol.172.4.2307. 

Jeffries, A. M., and Marriott, I. (2017). Human microglia and astrocytes express cGAS-
STING viral sensing components. Neurosci. Lett. 658, 53–56. 
doi:10.1016/j.neulet.2017.08.039. 

Johnson, M. B., Young, A. D., and Marriott, I. (2017). The Therapeutic Potential of 
Targeting Substance P / NK-1R Interactions in Inflammatory CNS Disorders. Front. 
Cell. Neurosci. 10, 296. doi:10.3389/fncel.2016.00296. 

Jończyk-Matysiak, E., Łusiak-Szelachowska, M., Kłak, M., Bubak, B., Międzybrodzki, 
R., Weber-Dąbrowska, B., et al. (2015). The effect of bacteriophage preparations on 
intracellular killing of bacteria by phagocytes. J. Immunol. Res. 2015. 
doi:10.1155/2015/482863. 

Kebir, H., Kreymborg, K., Ifergan, I., Dodelet-Devillers, A., Cayrol, R., Bernard, M., et 
al. (2007). Human TH17 lymphocytes promote blood-brain barrier disruption and 
central nervous system inflammation. Nat. Med. 13, 1173–1175. 
doi:10.1038/nm1651. 

Kennedy, P. G., Rodgers, J., Jennings, F. W., Murray, M., Leeman, S. E., and Burke, J. 
M. (1997). A substance P antagonist, RP-67,580, ameliorates a mouse 
meningoencephalitic response to Trypanosoma brucei brucei. Proc. Natl. Acad. Sci. 
U. S. A. 94, 4167–70. doi:10.1073/pnas.94.8.4167. 

Khodakheir, T. N., Pourtalebi-firoozabadi, A., and Sangtarash, M. H. (2017). Association 
Between Interleukin-19 ( IL-19 ) and Interleukin-20 ( IL-20 ) Genes Polymorphisms 
with Multiple Sclerosis in an Iranian Population. Gene cell tissue 4, e11957. 
doi:10.5812/gct.11957.Research. 

Klose, J., Schmidt, N. O., Melms, A., Dohi, M., Miyazaki, J. ichi, Bischof, F., et al. 
(2013). Suppression of experimental autoimmune encephalomyelitis by interleukin-
10 transduced neural stem/progenitor cells. J. Neuroinflammation 10, 117. 
doi:10.1186/1742-2094-10-117. 

Kolumam, G., Wu, X., Lee, W. P., Hackney, J. A., Zavala-Solorio, J., Gandham, V., et al. 
(2017). IL-22R ligands IL-20, IL-22, and IL-24 promote wound healing in diabetic 
db/db mice. PLoS One 12, e0170639. doi:10.1371/journal.pone.0170639. 



114 
 

 

Koscso, B., Csoka, B., Selmeczy, Z., Himer, L., Pacher, P., Virag, L., et al. (2012). 
Adenosine augments interleukin-10 production by microglial cells through an A2B 
adenosine receptor-mediated process. J. Immunol. 188, 445–453. 
doi:10.4049/jimmunol.1101224. 

Kragstrup, T. W., Greisen, S. R., Nielsen, M. A., Rhodes, C., Stengaard-Pedersen, K., 
Hetland, M. L., et al. (2016). The interleukin-20 receptor axis in early rheumatoid 
arthritis: novel links between disease-associated autoantibodies and radiographic 
progression. Arthritis Res. Ther. 18, 61. doi:10.1186/s13075-016-0964-7. 

Kreymborg, K., Etzensperger, R., Dumoutier, L., Haak, S., Rebollo, A., Buch, T., et al. 
(2007). IL-22 Is Expressed by Th17 Cells in an IL-23-Dependent Fashion, but Not 
Required for the Development of Autoimmune Encephalomyelitis. J. Immunol. 179, 
8098–8104. doi:10.4049/jimmunol.179.12.8098. 

Kumari, S., Bonnet, M. C., Ulvmar, M. H., Wolk, K., Karagianni, N., Witte, E., et al. 
(2013). Article Tumor Necrosis Factor Receptor Signaling in Keratinocytes Triggers 
Interleukin-24-Dependent Psoriasis-like Skin Inflammation in Mice. Immunity 39, 
899–911. doi:10.1016/j.immuni.2013.10.009. 

Kunori, S., Matsumura, S., Okuda-Ashitaka, E., Katano, T., Audoly, L. P., Urade, Y., et 
al. (2011). A novel role of prostaglandin E2 in neuropathic pain: Blockade of 
microglial migration in the spinal cord. Glia 59, 208–218. doi:10.1002/glia.21090. 

Kunz, S., Wolk, K., Witte, E., Witte, K., Doecke, W. D., Volk, H. D., et al. (2006). 
Interleukin (IL)-19, IL-20 and IL-24 are produced by and act on keratinocytes and 
are distinct from classical ILs. Exp. Dermatol. 15, 991–1004. doi:10.1111/j.1600-
0625.2006.00516.x. 

Laaksonen, H., Guerreiro-Cacais, A. O., Adzemovic, M. Z., Parsa, R., Zeitelhofer, M., 
Jagodic, M., et al. (2014). The multiple sclerosis risk gene IL22RA2 contributes to a 
more severe murine autoimmune neuroinflammation. Genes Immun. 15, 457–465. 
doi:10.1038/gene.2014.36. 

Lai, J.-P., Lai, S., Tuluc, F., Tansky, M. F., Kilpatrick, L. E., Leeman, S. E., et al. (2008). 
Differences in the length of the carboxyl terminus mediate functional properties of 
neurokinin-1 receptor. Pnas 105, 12605–12610. doi:10.1073/pnas.0806632105. 

Lai, L., Song, Y., Liu, Y., Chen, Q., Han, Q., Chen, W., et al. (2013). MicroRNA-92a 
negatively regulates toll-like receptor (TLR)-triggered inflammatory response in 
macrophages by targeting MKK4 kinase. J. Biol. Chem. 288, 7956–7967. 
doi:10.1074/jbc.M112.445429. 

Ledeboer, A., Brevé, J. J. P., Poole, S., Tilders, F. J. H., and Dam, A. V. A. N. (2000). 
Transforming Growth Factor- beta Differentially Regulate Production of Pro-
Inflammatory Cytokines and Nitric Oxide in Co-Cultures of Rat Astroglial and 
Microglial Cells. Glia 142, 134–142. 

Ledeboer, A., Brevé, J. J. P., Wierinckx, A., Van Der Jagt, S., Bristow, A. F., Leysen, J. 
E., et al. (2002). Expression and regulation of interleukin-10 and interleukin-10 



115 
 

 

receptor in rat astroglial and microglial cells. Eur. J. Neurosci. 16, 1175–1185. 
doi:10.1046/j.1460-9568.2002.02200.x. 

Lee, S., Cho, S., Lee, E., Kim, S., Lee, S., Lim, J., et al. (2013). Interleukin-20 Promotes 
Migration of Bladder Cancer Cells through Extracellular Signal-regulated Kinase 
(ERK) -mediated MMP-9 Protein Expression Leading to Nuclear Factor ( NF-kB ) 
Activation by Inducing the Up-regulation of p21 WAF1 Protein Expression. J. Biol. 
Chem. 288, 5539–5552. doi:10.1074/jbc.M112.410233. 

Lejeune, D., Dumoutier, L., Constantinescu, S., Kruijer, W., Schuringa, J. J., and 
Renauld, J. C. (2002). Interleukin-22 (IL-22) activates the JAK/STAT, ERK, JNK, 
and p38 MAP kinase pathways in a rat hepatoma cell line: Pathways that are shared 
with and distinct from IL-10. J. Biol. Chem. 277, 33676–33682. 
doi:10.1074/jbc.M204204200. 

Levillayer, F., Mas, M., Levi-Acobas, F., Brahic, M., and Bureau, J. F. (2007). 
Interleukin 22 is a candidate gene for Tmevp3, a locus controlling Theiler’s virus-
induced neurological diseases. Genetics 176, 1835–1844. 
doi:10.1534/genetics.107.073536. 

Liang, S. C., Tan, X.-Y., Luxenberg, D. P., Karim, R., Dunussi-Joannopoulos, K., 
Collins, M., et al. (2006). Interleukin (IL)-22 and IL-17 are coexpressed by Th17 
cells and cooperatively enhance expression of antimicrobial peptides. J. Exp. Med. 
203, 2271–2279. doi:10.1084/jem.20061308. 

Liao, Y.-C., Liang, W.-G., Chen, F.-W., Hsu, J.-H., Yang, J.-J., and Chang, M.-S. (2002). 
IL-19 Induces Production of IL-6 and TNF-a and Results in Cell Apoptosis Through 
TNF-a. J. Immunol. 169, 4288–4297. doi:10.4049/jimmunol.169.8.4288. 

Liesz, A., Bauer, A., Hoheisel, J. D., and Veltkamp, R. (2014). Intracerebral interleukin-
10 injection modulates post-ischemic neuroinflammation: An experimental 
microarray study. Neurosci. Lett. 579, 18–23. doi:10.1016/j.neulet.2014.07.003. 

Lim, S. H., Park, E., You, B., Jung, Y., Park, A. R., Park, S. G., et al. (2013). Neuronal 
synapse formation induced by microglia and interleukin 10. PLoS One 8, e81218. 
doi:10.1371/journal.pone.0081218. 

Liu, J., Sisk, J. M., Gama, L., Clements, J. E., and Witwer, K. W. (2013). Tristetraprolin 
expression and microRNA-mediated regulation during simian immunodeficiency 
virus infection of the central nervous system. Mol Brain 6, 40. doi:1756-6606-6-40 
[pii]\r10.118. 

Liu, X., Chauhan, V. S., Young, A. B., and Marriott, I. (2010). NOD2 mediates 
inflammatory responses of primary murine glia to Streptococcus pneumoniae. Glia 
50, 839–847. doi:10.1002/glia.20968. 

Liu, Y. J., Shao, L. H., Zhang, J., Fu, S. J., Wang, G., Chen, F. Z., et al. (2015). The 
combination of decoy receptor 3 and soluble triggering receptor expressed on 
myeloid cells-1 for the diagnosis of nosocomial bacterial meningitis. Ann. Clin. 
Microbiol. Antimicrob. 14, 17. doi:10.1186/s12941-015-0078-0. 



116 
 

 

Logsdon, N. J., Deshpande, A., Harris, B. D., Rajashankar, K. R., and Walter, M. R. 
(2012). Structural basis for receptor sharing and activation by interleukin-20 
receptor-2 (IL-20R2) binding cytokines. Proc. Natl. Acad. Sci. 109, 12704–12709. 
doi:10.1073/pnas.1117551109. 

Luber-Narod, J., Kage, R., and Leeman, S. E. (1994). Substance P enhances the secretion 
of tumor necrosis factor-alpha from neuroglial cells stimulated with 
lipopolysaccharide. J. Immunol. 152, 819–824. 

Ma, C., Zhao, L.-L., Zhao, H.-J., Cui, J.-W., Li, W., and Wang, N.-Y. (2018). Lentivirus 
‑ mediated MDA7 / IL24 expression inhibits the proliferation of hepatocellular 
carcinoma cells. Mol. Med. Rep. 17, 5764–5773. doi:10.3892/mmr.2018.8616. 

Ma, Z., Zhang, E., Yang, D., and Lu, M. (2015). Contribution of Toll-like receptors to the 
control of hepatitis B virus infection by initiating antiviral innate responses and 
promoting specific adaptive immune responses. Cell. Mol. Immunol. 12, 273–282. 
doi:10.1038/cmi.2014.112. 

Marriott, D. R., and Wilkin, G. P. (1993). Substance P Receptors on O-2A Progenitor 
Cells and Type-2 Astrocytes In Vitro. J. Neurochem. 61, 826–834. 
doi:10.1111/j.1471-4159.1993.tb03593.x. 

Marriott, I., and Bost, K. L. (2000). IL-4 and IFN-  Up-Regulate Substance P Receptor 
Expression in Murine Peritoneal Macrophages. J. Immunol. 165, 182–191. 
doi:10.4049/jimmunol.165.1.182. 

Marriott, I., and Bost, K. L. (2001). Expression of authentic substance P receptors in 
murine and human dendritic cells. J. Neuroimmunol. 114, 131–141. 
doi:10.1016/S0165-5728(00)00466-5. 

Marriott, I., Mason, M. J., Elhofy, A., and Bost, K. L. (2000). Substance P activates NF-
kappaB independent of elevations in intracellular calcium in murine macrophages 
and dendritic cells. J. Neuroimmunol. 102, 163–71. doi:S0165572899001824 [pii]. 

Martin, J. C., Wolk, K., Bériou, G., Abidi, A., Witte-Händel, E., Louvet, C., et al. (2017). 
Limited Presence of IL-22 Binding Protein, a Natural IL-22 Inhibitor, Strengthens 
Psoriatic Skin Inflammation. J. Immunol. 198, 3671–3678. 
doi:10.4049/jimmunol.1700021. 

Martin, N. M., and Griffin, D. E. (2017). Interleukin-10 Modulation of Virus Clearance 
and Disease in Mice with Alphaviral Encephalomyelitis. J. Virol. 92, e01517-17. 
doi:10.1128/jvi.01517-17. 

Martinez, A. N., Burmeister, A. R., Ramesh, G., Doyle-Meyers, L., Marriott, I., and 
Philipp, M. T. (2017). Aprepitant limits in vivo neuroinflammatory responses in a 
rhesus model of Lyme neuroborreliosis. J. Neuroinflammation 14, 37. 
doi:10.1186/s12974-017-0813-x. 

Martinez, A. N., and Philipp, M. T. (2016). Substance P and Antagonists of the 
Neurokinin-1 Receptor in Neuroinflammation Associated with Infectious and 



117 
 

 

Neurodegenerative Diseases of the Central Nervous System. J. Neurol. 
neuromedicine 1, 29. Available at: 
http://www.ncbi.nlm.nih.gov/pubmed/27430034%5Cnhttp://www.pubmedcentral.ni
h.gov/articlerender.fcgi?artid=PMC4943220%5Cnhttps://www.ncbi.nlm.nih.gov/pm
c/articles/PMC4943220/. 

Martinez, A. N., Ramesh, G., Jacobs, M. B., and Philipp, M. T. (2015). Antagonist of the 
neurokinin-1 receptor curbs neuroinflammation in ex vivo and in vitro models of 
Lyme neuroborreliosis. J. Neuroinflammation 12, 1–9. doi:10.1186/s12974-015-
0453-y. 

Martinez Doncel, A., Rubio, A., Arroyo, R., De las Heras, V., Martín, C., Fernandez-
Arquero, M., et al. (2002). Interleukin-10 polymorphisms in Spanish Multiple 
Sclerosis patients. J. Neuroimmunol. 131, 168–172. 

Mashaghi, A., Marmalidou, A., Tehrani, M., Grace, P. M., Pothoulakis, C., and Dana, R. 
(2016). Neuropeptide substance P and the immune response. Cell. Mol. Life Sci. 73, 
4249–4264. doi:10.1007/s00018-016-2293-z. 

Matsuo, Y., Azuma, Y. T., Kuwamura, M., Kuramoto, N., Nishiyama, K., Yoshida, N., et 
al. (2015). Interleukin 19 reduces inflammation in chemically induced experimental 
colitis. Int. Immunopharmacol. 29, 468–475. doi:10.1016/j.intimp.2015.10.011. 

McGill, F., Heyderman, R. S., Panagiotou, S., Tunkel, A. R., and Solomon, T. (2016). 
Acute bacterial meningitis in adults. Lancet 388, 3036–3047. doi:10.1016/S0140-
6736(16)30654-7. 

McKimmie, C. S., and Fazakerley, J. K. (2005). In response to pathogens, glial cells 
dynamically and differentially regulate Toll-like receptor gene expression. J. 
Neuroimmunol. 169, 116–125. doi:10.1016/j.jneuroim.2005.08.006. 

Mingomataj, E., and Bakiri, A. H. (2016). Regulator Versus Effector Paradigm: 
Interleukin-10 as Indicator of the Switching Response. Clin. Rev. Allergy Immunol. 
50, 97–113. doi:10.1007/s12016-015-8514-7. 

Minkiewicz, J., de Rivero Vaccari, J. P., and Keane, R. W. (2013). Human astrocytes 
express a novel NLRP2 inflammasome. Glia 61, 1113–1121. 
doi:10.1002/glia.22499. 

Mino, T., and Takeuchi, O. (2013). Post-transcriptional regulation of cytokine mRNA 
controls the initiation and resolution of inflammation. Biotechnol. Genet. Eng. Rev. 
29, 49–60. doi:10.1080/02648725.2013.801236. 

Moidunny, S., Matos, M., Wesseling, E., Banerjee, S., Volsky, D. J., Cunha, R. A., et al. 
(2016). Oncostatin M promotes excitotoxicity by inhibiting glutamate uptake in 
astrocytes : implications in HIV-associated neurotoxicity. J. Neuroinflammation 13, 
144. doi:10.1186/s12974-016-0613-8. 

Molina-Holgado, E., Vela, J. M., Arevalo-Martin, A., and Guaza, C. (2001). LPS / IFN-g 
cytotoxicity in oligodendroglial cells : role of nitric oxide and protection by the anti-



118 
 

 

in ¯ ammatory cytokine IL-10. Eur. J. Neurosci. 13, 493–502. 

Moore, K. W., de Waal Malefyt, R., Coffman, R. L., and O’Garra, A. (2001). Interleukin-
10 and the interleukin-10 receptor. Annu. Rev. Immunol. 19, 683–765. 

Moser, D. M., and Zhang, X. (2008). Interleukin 10: new perspectives on an old 
cytokines. Immunol. Rev. 226, 205–218. doi:10.1111/j.1600-065X.2008.00706.x. 

Mozafari, M. R., Reed, C. J., and Rostron, C. (2007). Cytotoxicity evaluation of anionic 
nanoliposomes and nanolipoplexes prepared by the heating method without 
employing volatile solvents and detergents. Pharmazie 62, 205–209. 
doi:10.1691/ph.2007.3.6045. 

Myhr, K. M., Vagnes, K. S., Maroy, T. H., Aarseth, J. H., Nyland, H. I., and Vedeler, C. 
A. (2002). Interleukin-10 promoter polymorphisms in patients with multiple 
sclerosis. J Neurol Sci 202, 93–97. 

Myles, I. A., Fontecilla, N. M., Valdez, P. A., Vithayathil, P. J., Naik, S., Belkaid, Y., et 
al. (2013). Signaling via the IL-20 receptor inhibits cutaneous production of IL-1 b 
and IL-17A to promote infection with methicillin-resistant Staphylococcus aureus. 
Nat. Immunol. 14, 804–811. doi:10.1038/ni.2637. 

Newton, A. H., Cardani, A., and Braciale, T. J. (2016). The host immune response in 
respiratory virus infection: balancing virus clearance and immunopathology. Semin. 
Immunopathol. 38, 471–482. doi:10.1007/s00281-016-0558-0. 

Nikfarjam, B. A., Ebtekar, M., Sabouni, F., Pourpak, Z., and Kheirandish, M. (2014). 
Detection of Interleukin-19 mRNA in C57BL/6 mice astroglial cells and brain 
cortex. Basic Clin. Neurosci. 5, 88–95. doi:10.1227/NEU.0000000000000201. 

Nograles, K. E., Zaba, L. C., Guttman-Yassky, E., Fuentes-Duculan, J., Suárez-Fariñas, 
M., Cardinale, I., et al. (2008). Th17 cytokines interleukin (IL)-17 and IL-22 
modulate distinct inflammatory and keratinocyte-response pathways. Br. J. 
Dermatol. 159, 1092–1102. doi:10.1111/j.1365-2133.2008.08769.x. 

Norden, D. M., Fenn, A. M., Dugan, A., and Godbout, J. P. (2014). TGF beta produced 
by IL-10 re-directed astrocytes attenuates microglial activation. Glia 62, 881–895. 
doi:10.1002/glia.22647. 

O’Neill, E. J., Day, M. J., and Wraith, D. C. (2006). IL-10 is essential for disease 
protection following intranasal peptide administration in the C57BL/6 model of 
EAE. J. Neuroimmunol. 178, 1–8. doi:10.1016/j.jneuroim.2006.05.030. 

Onishi, R. M., and Gaffen, S. L. (2010). Interleukin-17 and its target genes: Mechanisms 
of interleukin-17 function in disease. Immunology 129, 311–321. 
doi:10.1111/j.1365-2567.2009.03240.x. 

Ouyang, W., Rutz, S., Crellin, N. K., Valdez, P. A., and Hymowitz, S. G. (2011). 
Regulation and Functions of the IL-10 Family of Cytokines in Inflammation and 
Disease. Annu. Rev. Immunol. 29, 71–109. doi:10.1146/annurev-immunol-031210-
101312. 



119 
 

 

Page, N. M. (2013). Tachykinins. Second Edi. Elsevier Inc. doi:10.1016/B978-0-12-
385095-9.00125-1. 

Palma, C., Minghetti, L., Astolfi, M., Ambrosini, E., Siberstein, F. C., Manzini, S., et al. 
(1997). Functional characterization of substance P with cytokines in inducing 
interleukin-6 and prostaglandin E2 production. Glia 21, 183–193. 

Papandreou, A., Hedrera-Fernandez, A., Kaliakatsos, M., Chong, W. K., and Bhate, S. 
(2016). An unusual presentation of paediatric Listeria meningitis with selective 
spinal grey matter involvement and acute demyelinating polyneuropathy. Eur. J. 
Paediatr. Neurol. 20, 196–199. doi:10.1016/j.ejpn.2015.08.004. 

Park, E. J., Park, S. Y., Joe, E. hye, and Jou, I. (2003). 15d-PGJ2 and rosiglitazone 
suppress Janus kinase-STAT inflammatory signaling through induction of 
suppressor of cytokine signaling 1 (SOCS1) and SOCS3 in glia. J. Biol. Chem. 278, 
14747–14752. doi:10.1074/jbc.M210819200. 

Park, K. W., Lee, H. G., Jin, B. K., and Lee, Y. B. (2007). Interleukin-10 endogenously 
expressed in microglia prevents lipopolysaccharide-induced neurodegeneration in 
the rat cerebral cortex in vivo. Exp. Mol. Med. 39, 812–9. 
doi:10.1038/emm.2007.88. 

Parrish-Novak, J., Xu, W., Brender, T., Yao, L., Jones, C., West, J., et al. (2002). 
Interleukins 19, 20, and 24 signal through two distinct receptor complexes: 
Differences in receptor-ligand interactions mediate unique biological functions. J. 
Biol. Chem. 277, 47517–47523. doi:10.1074/jbc.M205114200. 

Patial, S., Curtis, A. D., Lai, W. S., Stumpo, D. J., Hill, G. D., Flake, G. P., et al. (2016). 
Enhanced stability of tristetraprolin mRNA protects mice against immune-mediated 
inflammatory pathologies. Proc. Natl. Acad. Sci. 113, 1865–1870. 
doi:10.1073/pnas.1519906113. 

Pelegrín, I., Moragas, M., Suárez, C., Ribera, A., Verdaguer, R., Martínez-Yelamos, S., et 
al. (2014). Listeria monocytogenes meningoencephalitis in adults: analysis of factors 
related to unfavourable outcome. Infection 42, 817–827. doi:10.1007/s15010-014-
0636-y. 

Pennefather, J. N., Lecci, A., Candenas, M. L., Patak, E., Pinto, F. M., and Maggi, C. A. 
(2004). Tachykinins and tachykinin receptors: A growing family. Life Sci. 74, 1445–
1463. doi:10.1016/j.lfs.2003.09.039. 

Perriard, G., Mathias, A., Enz, L., Canales, M., Schluep, M., Gentner, M., et al. (2015). 
Interleukin-22 is increased in multiple sclerosis patients and targets astrocytes. J. 
Neuroinflammation 12, 119. doi:10.1186/s12974-015-0335-3. 

Persaud, L., De Jesus, D., Brannigan, O., Richiez-Paredes, M., Huaman, J., Alvarado, G., 
et al. (2016). Mechanism of action and applications of interleukin 24 in 
immunotherapy. Int. J. Mol. Sci. 17, e869. doi:10.3390/ijms17060869. 

Persson, M., Brantefjord, M., Hansson, E., and Ronnback, L. (2005). Lipopolysaccharide 



120 
 

 

Increases Microglial GLT-1 Expression and Glutamate Uptake Capacity In Vitro by 
a Mechanism Dependent on TNF- a. Glia 51, 111–120. doi:10.1002/glia.20191. 

Persson, M., Brantefjord, M., Liljeqvist, J., Bergstrom, T., Hannson, E., and Ronnback, 
L. (2007). Microglial GLT-1 is Upregulated in Response to Herpes Simplex Virus 
Infection to Provide an Antiviral Defence via Glutathione. Glia 55, 1449–1458. 
doi:10.1002/glia.20560. 

Pires, D. P., Cleto, S., Sillankorva, S., Azeredo, J., and Lu, T. K. (2016). Genetically 
Engineered Phages: a Review of Advances over the Last Decade. Microbiol. Mol. 
Biol. Rev. 80, 523–543. doi:10.1128/MMBR.00069-15. 

Pociask, D. A., Scheller, E. V., Mandalapu, S., McHugh, K. J., Enelow, R. I., Fattman, C. 
L., et al. (2013). IL-22 is essential for lung epithelial repair following influenza 
infection. Am. J. Pathol. 182, 1286–1296. doi:10.1016/j.ajpath.2012.12.007. 

Poindexter, N. J., Williams, R. R., Powis, G., Jen, E., Caudle, A. S., Chada, S., et al. 
(2010). IL-24 is expressed during wound repair and inhibits TGF alpha induced 
migration and proliferation of keratinocytes. Exp. Dermatol. 19, 714–722. 
doi:10.1111/j.1600-0625.2010.01077.x. 

Ponomarev, E. D., Veremeyko, T., Barteneva, N., Krichevsky, A. M., and Weiner, H. L. 
(2011). MicroRNA-124 promotes microglia quiescence and suppresses EAE by 
deactivating macrophages via the C/EBP-α-PU.1 pathway. Nat. Med. 17, 64–70. 
doi:10.1038/nm.2266. 

Pradhan, A. K., Talukdar, S., Bhoopathi, P., Shen, X.-N., Emdad, L., Das, S. K., et al. 
(2017). mda-7/IL-24 mediates cancer cell-specific death via regulation of miR-221 
and the beclin-1 axis. Cancer Res 77, 949–959. doi:10.1002/mc.22651.Molecular. 

Qian, L., Wei, S.-J., Zhang, D., Hu, X., Xu, Z., Wilson, B., et al. (2008). Potent Anti-
Inflammatory and Neuroprotective Effects of TGF- 1 Are Mediated through the 
Inhibition of ERK and p47phox-Ser345 Phosphorylation and Translocation in 
Microglia. J. Immunol. 181, 660–668. doi:10.4049/jimmunol.181.1.660. 

Qin, Z., Wang, P. Y., Su, D. F., and Liu, X. (2016). miRNA-124 in immune system and 
immune disorders. Front. Immunol. 7, 406. doi:10.3389/fimmu.2016.00406. 

Ramesh, G., Borda, J. T., Gill, A., Ribka, E. P., Morici, L. A., Mottram, P., et al. (2009). 
Possible role of glial cells in the onset and progression of Lyme neuroborreliosis. J. 
Neuroinflammation 6, 23. doi:10.1186/1742-2094-6-23. 

Ramesh, G., Didier, P. J., England, J. D., Santana-Gould, L., Doyle-Meyers, L. A., 
Martin, D. S., et al. (2015). Inflammation in the pathogenesis of lyme 
neuroborreliosis. Am. J. Pathol. 185, 1344–1360. doi:10.1016/j.ajpath.2015.01.024. 

Rasley, A., Bost, K. L., Olson, J. K., Miller, S. D., and Marriott, I. (2002). Expression of 
functional NK-1 receptors in murine microglia. Glia 37, 258–267. 
doi:10.1002/glia.10034. 

Rasley, A., Tranguch, S. L., Rati, D. M., and Marriott, I. (2006). Murine Glia Express the 



121 
 

 

Immunosuppressive Cytokine, Interleukin-10, Following Exposure to Borrelia 
burgdorferi or Neisseria meningitidis. Glia 53, 583–592. doi:10.1002/glia.20314. 

Reales-Calderón, J. A., Aguilera-Montilla, N., Corbí, Á. L., Molero, G., and Gil, C. 
(2014). Proteomic characterization of human proinflammatory M1 and anti-
inflammatory M2 macrophages and their response to Candida albicans. Proteomics 
14, 1503–1518. doi:10.1002/pmic.201300508. 

Regoli, D., Nguyen, K., and Calo, G. Neurokinin Receptors Binding , and Molecular 
Biology. Ann. N. Y. Acad. Sci. 812, 144–146. 

Reiss-Mandel, A., Rubin, C., Zayoud, M., Rahav, G., and Regev-Yochay, G. (2018). 
Staphylococcus aureus colonization induces strain-specific suppression of 
interleukin-17. Infect. Immun. 86, e00834-17. doi:10.1128/IAI.00834-17. 

Rennick, D., Davidson, N., and Berg, D. (1995). Interleukin-10 gene knock-out mice: a 
model of chronic inflammation. Clin. Immunol. Immunopathol. 76, 174–178. 
doi:10.1016/S0090-1229(95)90144-2. 

Ricciotti, Emanuela and FitzGerald, G. A. (2011). Prostaglandins and Inflammation. 
Arter. Thromb Vasc Boil 31, 986–1000. 
doi:10.1161/ATVBAHA.110.207449.Prostaglandins. 

Rice, P. (2017). Viral meningitis and encephalitis. Med. (United Kingdom) 45, 664–669. 
doi:10.1016/j.mpmed.2017.08.009. 

Robinson, P., Garza, A., Moore, J., Eckols, T. K., Parti, S., Balaji, V., et al. (2009). 
Substance P is required for the pathogenesis of EMCV infection in mice. Int. J. Clin. 
Exp. Med. 2, 76–86. 

Rodriguez-Mercado, R., Ford, G. D., Xu, Z., Kraiselburd, E. N., Martinez, M. I., 
Eterović, V. A., et al. (2012). Acute neuronal injury and blood genomic profiles in a 
nonhuman primate model for ischemic stroke. Comp. Med. 62, 427–438. 

Rodriguez, P. L., Jiang, S., Fu, Y., Avraham, S., and Avraham, H. K. (2014). The 
proinflammatory peptide substance P promotes blood-brain barrier breaching by 
breast cancer cells through changes in microvascular endothelial cell tight junctions. 
Int. J. Cancer 134, 1034–1044. doi:10.1002/ijc.28433. 

Rossi, C., Cusimano, M., Zambito, M., Finardi, A., Capotondo, A., Garcia-Manteiga, J. 
M., et al. (2018). Interleukin 4 modulates microglia homeostasis and attenuates the 
early slowly progressive phase of amyotrophic lateral sclerosis article. Cell Death 
Dis. 9, 250. doi:10.1038/s41419-018-0288-4. 

Rutz, S., Wang, X., and Ouyang, W. (2014). The IL-20 subfamily of cytokines-from host 
defence to tissue homeostasis. Nat Rev Immunol 14, 783–795. doi:doi: 
10.1038/nri3766. 

Sainz-Perez, A., Gary-Gouy, H., Gaudin, F., Maarof, G., Marfaing-Koka, A., de Revel, 
T., et al. (2008). IL-24 Induces Apoptosis of Chronic Lymphocytic Leukemia B 
Cells Engaged into the Cell Cycle through Dephosphorylation of STAT3 and 



122 
 

 

Stabilization of p53 Expression. J. Immunol. 181, 6051–6060. 
doi:10.4049/jimmunol.181.9.6051. 

Sauane, M., Gopalkrishnan, R. V., Lebedeva, I., Mei, M. X., Sarkar, D., Su, Z. Z., et al. 
(2003). Mda-7/IL-24 induces apoptosis of diverse cancer cell lines through 
JAK/STAT-independent pathways. J. Cell. Physiol. 196, 334–345. 
doi:10.1002/jcp.10309. 

Saura, J., Tusell, J. M., and Serratosa, J. (2003). High-Yield Isolation of Murine 
Microglia by Mild Trypsinization. Glia 44, 183–189. doi:10.1002/glia.10274. 

Saxena, A., Khosraviani, S., Noel, S., Mohan, D., Donner, T., and Hamad, A. R. A. 
(2015). Interleukin-10 paradox: A potent immunoregulatory cytokine that has been 
difficult to harness for immunotherapy. Cytokine 74, 27–34. 
doi:10.1016/j.cyto.2014.10.031. 

Scheiermann, P., Bachmann, M., Goren, I., Zwissler, B., Pfeilschifter, J., and Mühl, H. 
(2013). Application of interleukin-22 mediates protection in experimental 
acetaminophen-induced acute liver injury. Am. J. Pathol. 182, 1107–1113. 
doi:10.1016/j.ajpath.2012.12.010. 

Scher, J. U., and Pillinger, M. H. (2009). The Anti-Inflammatory Effects of 
Prostaglandins. J. Investig. Med. 57, 703–708. doi:10.231/JIM.0b013e31819aaa76. 

Schwartz, M., Kipnis, J., Rivest, S., and Prat, A. (2013). How Do Immune Cells Support 
and Shape the Brain in Health, Disease, and Aging? J. Neurosci. 33, 17587–17596. 
doi:10.1523/JNEUROSCI.3241-13.2013. 

Serramía, M. J., Muñoz-fernández, M. Á., and Álvarez, S. (2015). HIV-1 increases TLR 
responses in human primary astrocytes. Sci. Rep. 5, 17887. doi:10.1038/srep17887. 

Sertorio, M., Hou, X., Carmo, R. F., Dessein, H., Cabantous, S., Abdelwahed, M., et al. 
(2015). IL-22 and IL-22 binding protein (IL-22BP) regulate fibrosis and cirrhosis in 
hepatitis C virus and schistosome infections. Hepatology 61, 1321–1331. 
doi:10.1002/hep.27629. 

Shah, G. S. (2018). Pyogenic Ventriculitis and Meningitis Caused by Streptococcus 
Acidominimus in Humans : A Case Report. Am. J. Case Rep. 19, 329–334. 
doi:10.12659/AJCR.908000. 

Sharma, S., Yang, B., Xi, X., Grotta, J. C., Aronowski, J., and Savitz, S. I. (2011). IL-10 
directly protects cortical neurons by activating PI-3 kinase and STAT-3 pathways. 
Brain Res. 1373, 189–194. doi:10.1016/j.brainres.2010.11.096. 

Shen, H., Kreisel, D., and Goldstein, D. R. (2013). Processes of Sterile inflammation. J. 
Immunol. 191, 2857–2863. doi:10.4049/jimmunol.1301539. 

Sheng, W. S., Hu, S., Kravitz, F. H., Peterson, P. K., Chao, C. C., Sheng, W. E. N. S., et 
al. (1995). Tumor necrosis factor alpha upregulates human microglial cell 
production of interleukin-10 in vitro . These include : Tumor Necrosis Factor Alpha 
Upregulates Human Microglial Cell Production of Interleukin-10 In Vitro. Clin. 



123 
 

 

Diagn. Lab. Immunol. 2, 604–608. 

Steinhoff, M. S., von Mentzer, B., Geppetti, P., Pothoulakis, C., and Bunnett, N. W. 
(2014). Tachykinins and Their Receptors: Contributions to Physiological Control 
and the Mechanisms of Disease. Physiol. Rev. 94, 265–301. 
doi:10.1152/physrev.00031.2013. 

Stumm, R., Culmsee, C., Schafer, M. K., Krieglstein, J., and Weihe, E. (2001). Adaptive 
plasticity in tachykinin and tachykinin receptor expression after focal cerebral 
ischemia is differentially linked to gabaergic and glutamatergic cerebrocortical 
circuits and cerebrovenular endothelium. J. Neurosci. 21, 798–811. Available at: 
http://www.ncbi.nlm.nih.gov/pubmed/11157066. 

Sun, D. P., Yeh, C. H., So, E., Wang, L. Y., Wei, T. S., Chang, M. S., et al. (2013). 
Interleukin (IL)-19 promoted skin wound healing by increasing fibroblast 
keratinocyte growth factor expression. Cytokine 62, 360–368. 
doi:10.1016/j.cyto.2013.03.017. 

Sun, Y., Li, N., Zhang, J., Liu, H., Liu, J., Xia, X., et al. (2016). Enolase of Streptococcus 
Suis Serotype 2 Enhances Blood–Brain Barrier Permeability by Inducing IL-8 
Release. Inflammation 39, 718–726. doi:10.1007/s10753-015-0298-7. 

Sun, Y., Luo, Z.-M., Guo, X.-M., Su, D.-F., and Liu, X. (2015). An updated role of 
microRNA-124 in central nervous system disorders: a review. Front. Cell. Neurosci. 
9, 193. doi:10.3389/fncel.2015.00193. 

Tadesse, B. T., Foster, B. A., Shibeshi, M. S., and Dangiso, H. (2017). Empiric 
Treatment of Acute Meningitis Syndrome in a Resource- Limited Setting : Clinical 
Outcomes and Predictors of Survival or Death. Ethiop J Heal. Sci. 27. 
doi:http://dx.doi.org/10.4314/ejhs.v27i6.3 INTRODUCTION. 

Talaat, R. M., Alrefaey, S. A., Bassyouni, I. H., Ashour, M. E., and Raouf, A. A. (2016). 
Genetic polymorphisms of interleukin 6 and interleukin 10 in Egyptian patients with 
systemic lupus eythematosus. Lupus 25, 255–264. doi:10.1177/0961203315615219. 

Thom, G., Hatcher, J., Hearn, A., Paterson, J., Rodrigo, N., Beljean, A., et al. (2018). 
Isolation of blood-brain barrier-crossing antibodies from a phage display library by 
competitive elution and their ability to penetrate the central nervous system. MAbs 
10, 304–314. doi:10.1080/19420862.2017.1409320. 

Tibussek, D., Sinclair, A., Yau, I., Teatero, S., Fittipaldi, N., Richardson, S. E., et al. 
(2015). Late-Onset Group B Streptococcal Meningitis Has Cerebrovascular 
Complications. J. Pediatr. 166, 1187–1192.e1. doi:10.1016/j.jpeds.2015.02.014. 

Tohyama, M., Hanakawa, Y., Shirakata, Y., Dai, X., Yang, L., Hirakawa, S., et al. 
(2009). IL-17 and IL-22 mediate IL-20 subfamily cytokine production in cultured 
keratinocytes via increased IL-22 receptor expression. Eur. J. Immunol. 39, 2779–
2788. doi:10.1002/eji.200939473. 

Torrens, Y., Daguet De Montety, M. C., El Etr, M., Beaujouan, J. C., and Glowinski, J. 



124 
 

 

(1989). Tachykinin Receptors of the NK1 Type (Substance P) Coupled Positively to 
Phospholipase C on Cortical Astrocytes from the Newborn Mouse in Primary 
Culture. J. Neurochem. 52, 1913–1918. doi:10.1111/j.1471-4157.1989.tb07276.x. 

Tripp, R. A., Barskey, A., Goss, L., and Anderson, L. J. (2002). Substance P receptor 
expression on lymphocytes is associated with the immune response to respiratory 
syncytial virus infection. J Neuroimmunol 129, 141–153. doi:S0165572802001698 
[pii]. 

Tsung, A., Tohme, S., and Billiar, T. R. (2014). High-mobility group box-1 in sterile 
inflammation. J. Intern. Med. 276, 425–443. doi:10.1111/joim.12276. 

Untergasser, A., Cutcutache, I., Koressaar, T., Ye, J., Faircloth, B. C., Remm, M., et al. 
(2012). Primer3-new capabilities and interfaces. Nucleic Acids Res. 40, 1–12. 
doi:10.1093/nar/gks596. 

Vellozo, N. S., Pereira-Marques, S. T., Cabral-Piccin, M. P., Filardy, A. A., Ribeiro-
Gomes, F. L., Rigoni, T. S., et al. (2017). All-Trans Retinoic Acid Promotes an M1- 
to M2-Phenotype Shift and Inhibits Macrophage-Mediated Immunity to Leishmania 
major. Front. Immunol. 8. doi:10.3389/fimmu.2017.01560. 

Viertel, T. M., Ritter, K., and Horz, H. P. (2014). Viruses versus bacteria-novel 
approaches to phage therapy as a tool against multidrug-resistant pathogens. J. 
Antimicrob. Chemother. 69, 2326–2336. doi:10.1093/jac/dku173. 

Waisman, A., Liblau, R. S., and Becher, B. (2015). Innate and adaptive immune 
responses in the CNS. Lancet Neurol. 14, 945–955. doi:10.1016/S1474-
4422(15)00141-6. 

Wang, M., and Liang, P. (2005). Interleukin-24 and its receptors. Immunology 114, 166–
170. doi:10.1111/j.1365-2567.2005.02094.x. 

Wang, P., Bai, F., Zenewicz, L. A., Dai, J., Gate, D., Cheng, G., et al. (2012). IL-22 
Signaling Contributes to West Nile Encephalitis Pathogenesis. PLoS One 7, e44153. 
doi:10.1371/journal.pone.0044153. 

Wegenka, U. M. (2010). IL-20: Biological functions mediated through two types of 
receptor complexes. Cytokine Growth Factor Rev. 21, 353–363. 
doi:10.1016/j.cytogfr.2010.08.001. 

Weinstock, J. V, Blum, A., Metwali, A., Elliott, D., and Arsenescu, R. (2003). IL-18 and 
IL-12 signal through the NF-kappaB pathway to induce NK-1R expression on T 
cells. J. Immunol. 170, 5003–5007. doi:10.4049/jimmunol.170.10.5003. 

Werry, E. L., Liu, G. J., Lovelace, M. D., Nagarajah, R., Hickie, I. B., and Bennett, M. R. 
(2011). Lipopolysaccharide-stimulated interleukin-10 release from neonatal spinal 
cord microglia is potentiated by glutamate. Neuroscience 175, 93–103. 
doi:10.1016/j.neuroscience.2010.10.080. 

Wilbers, R. H. P., van Raaij, D. R., Westerhof, L. B., Bakker, J., and Smant, G. (2017). 
Re-evaluation of IL-10 signaling reveals novel insights on the contribution of the 



125 
 

 

intracellular domain of the IL-10R2 chain. PLoS One 12, e0186317. 
doi:https://doi.org/10.1371/journal.pone.0186317. 

Wilson, M. S., Feng, C. G., Barber, D. L., Yarovinsky, F., Cheever, A. W., Sher, A., et al. 
(2010). Redundant and Pathogenic Roles for IL-22 in Mycobacterial, Protozoan, and 
Helminth Infections. J. Immunol. 184, 4378–4390. doi:10.4049/jimmunol.0903416. 

Wolk, K., Kunz, S., Asadullah, K., and Sabat, R. (2002). Cutting Edge: Immune Cells as 
Sources and Targets of the IL-10 Family Members? J. Immunol. 168, 5397–5402. 
doi:10.4049/jimmunol.168.11.5397. 

Wolk, K., Witte, E., Warszawska, K., Schulze-Tanzil, G., Witte, K., Philipp, S., et al. 
(2009). The Th17 cytokine IL-22 induces IL-20 production in keratinocytes: A 
novel immunological cascade with potential relevance in psoriasis. Eur. J. Immunol. 
39, 3570–3581. doi:10.1002/eji.200939687. 

Wolk, K., Witte, K., Witte, E., Proesch, S., Schulze-Tanzil, G., Nasilowska, K., et al. 
(2008). Maturing dendritic cells are an important source of IL-29 and IL-20 that may 
cooperatively increase the innate immunity of keratinocytes. J. Leukoc. Biol. 83, 
1181–1193. doi:10.1189/jlb.0807525. 

Xie, W., Fang, L., Gan, S., and Xuan, H. (2016). Interleukin-19 alleviates brain injury by 
anti-inflammatory effects in a mice model of focal cerebral ischemia. Brain Res. 
1650, 172–177. doi:10.1016/j.brainres.2016.09.006. 

Xin, J., Wainwright, D. A., Mesnard, N. A., Serpe, C. J., Sanders, V. M., and Jones, K. J. 
(2011). IL-10 within the CNS is necessary for CD4+T cells to mediate 
neuroprotection. Brain. Behav. Immun. 25, 820–829. doi:10.1016/j.bbi.2010.08.004. 

Xu, D., Lian, D., Wu, J., Liu, Y., Zhu, M., Sun, J., et al. (2017). Brain-derived 
neurotrophic factor reduces inflammation and hippocampal apoptosis in 
experimental Streptococcus pneumoniae meningitis. J. Neuroinflammation 14, 1–13. 
doi:10.1186/s12974-017-0930-6. 

Xuan, W., Qu, Q., Zheng, B., Xiong, S., and Fan, G.-H. (2015). The chemotaxis of M1 
and M2 macrophages is regulated by different chemokines. J. Leukoc. Biol. 97, 61–
69. doi:10.1189/jlb.1A0314-170R. 

Yang, H., Wei, J., Zhang, H., Song, W., Wei, W., Zhang, L., et al. (2009). Upregulation 
of toll-like receptor (TLR) expression and release of cytokines from P815 mast cells 
by GM-CSF. BMC Cell Biol. 10, 37. doi:10.1186/1471-2121-10-37. 

Yu, L., Wu, X., Wei, J., Liao, Q., Xu, L., Luo, S., et al. (2015). Preliminary expression 
profile of cytokines in brain tissue of BALB/c mice with Angiostrongylus 
cantonensis infection. Parasites and Vectors 8, 328. doi:10.1186/s13071-015-0939-
6. 

Zenewicz, L. A., and Flavell, R. A. (2008). IL-22 and inflammation: Leukin’ through a 
glass onion. Eur. J. Immunol. 38, 3265–3268. doi:10.1002/eji.200838655. 

Zeng, G., Chen, C. Y., Huang, D., Yao, S., Wang, R. C., and Chen, Z. W. (2011). 



126 
 

 

Membrane-Bound IL-22 after De Novo Production in Tuberculosis and Anti-
Mycobacterium tuberculosis Effector Function of IL-22+ CD4+ T Cells. J. 
Immunol. 187, 190–199. doi:10.4049/jimmunol.1004129. 

Zhang, R., Tan, Z., and Liang, P. (2000). Identification of a novel ligand-receptor pair 
constitutively activated by ras oncogenes. J. Biol. Chem. 275, 24436–24443. 
doi:10.1074/jbc.M001958200. 

Zhao, Y., Bhattacharjee, S., Jones, B. M., Dua, P., Alexandrov, P. N., Hill, J. M., et al. 
(2013). Regulation of TREM2 expression by an NF-kB-sensitive miRNA-34a. 
Neuroreport 24, 318–323. doi:10.1097/WNR.0b013e32835fb6b0. 

Zheng, Y., Danilenko, D. M., Valdez, P., Kasman, I., Eastham-Anderson, J., Wu, J., et al. 
(2007). Interleukin-22, a TH17 cytokine, mediates IL-23-induced dermal 
inflammation and acanthosis. Nature 445, 648–651. doi:10.1038/nature05505. 

Zou, J. Y., and Crews, F. T. (2005). TNF a potentiates glutamate neurotoxicity by 
inhibiting glutamate uptake in organotypic brain slice cultures : neuroprotection by 
NF kB inhibition. Brain Res. 1034, 11–24. doi:10.1016/j.brainres.2004.11.014. 

 

  



127 
 

 

 

 

 

APPENDIX: 

 
Publications 

Burmeister, A. R., Johnson, M. J., and Marriott, I. 2018. “Glial cells produce IL-20 
following bacterial challenge and are susceptible to this cytokine.” Manuscript in 
preparation.  
 
Burmeister, A. R., Johnson, M. J., Yaemmongkol, J. J., and Marriott, I. 2018. “Murine 
astrocytes produce IL-24 and are susceptible to the immunosuppressive effects of this 
cytokine.” Submitted for publication. 
 
Burmeister, A. R., and Marriott, I. 2018. “The interleukin-10 family of cytokines and 
their role in the CNS.” Frontiers in Cellular Neuroscience. (12) 458. doi: 
10.3389/fncel.2018.00458. 
 
Burmeister, A. R., Johnson, M. B., Chauhan, V. S., Moerdyk-Schauwecker, M. J., 
Young, A. D., Cooley, I. D., Martinez, A. N., Ramesh, G., Philipp, M. T., and Marriott, I. 
2017. “Human microglia and astrocytes constitutively express the neurokinin-1 receptor 
and functionally respond to substance P.” Journal of Neuroinflammation. (14) 245. doi: 
10.1186/s12974-017-1012-5. 
 
Burmeister, A. R., Martinez, A., Ramesh, G., Doyle-Meyers, L., Marriott, I., and Philipp, 
M. T. 2017. “Aprepitant limits in vivo neuroinflammatory responses in a rhesus model of 
Lyme neuroborreliosis.” Journal of Neuroinflammation. (14) 37. doi: 10.1186/s12974-
017-0813-x. 
 


