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Abstract 

In mammals, adult neurogenesis in the subventricular zone (SVZ) of the 

lateral ventricle and the subgranular zone (SGZ) of the dentate gyrus 

produces neurons contribute to learning and memory functions. However, 

more recent evidence suggests that neurogenesis may also happen in other 

regions of the brain such as striatum, spinal cord, and hypothalamus 

(Reviewed in (Riddle, 2007)). It is important to determine if neurogenesis 

also occurs in non-neurogenic regions of the adult brain such as CB and 

3V. This would be of importance for potential future therapeutic 

applications for brain repair, and also to help understand the fundamental 

function of the different regions of the adult brain.  

This thesis tested the hypothesis that neural stem cells (NSCs) are present 

in the mature cerebellum (CB) and the lining of the third ventricle (3V). 

Based on this hypothesis, one of the major goals of this thesis was to 

isolate and characterise NSCs isolated from CB and 3V of adult mouse 

and weather they could generate neuronal and glial cells in vitro. 

Immunohistochemical analysis for NSC-associated markers revealed that 

the mature CB in mouse, chick, and primates contains a population 

exhibiting NSCs characteristics. Results showed that this population was 

the Bergmann glial located in the Purkinje cell layer (PCL) of the 

cerebellar cortex, which express Sox1, Sox2, Sox9, BLBP, and GFAP in a 

similar pattern. Some of these markers are common for neural 

stem/progenitor cells or radial glial cells in other brain regions. 
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Observations in the 3V revealed that tanycytes lining the ependymal layer 

also express NSC and astrocytic markers. Moreover, cells were isolated 

from the CB and 3V of adult GFP+/-Sox1 mice and tested their ability to 

form neurospheres, their response to EGF and FGF-2, and their 

differentiation into neurons, astrocytes, and oligodendrocytes. CB and 3V-

isolated cells were found to grow in culture, expand, and differentiate into 

neuronal and glial phenotypes. It was also observed that CB-derived NSCs 

could survive and differentiate into neuronal and glial lineages after long 

term removal of either EGF or FGF-2, although cultures were optimal in 

the presence of both mitogens. We also observed that cells cultured in 

either EGF or FGF-2 for 3 weeks had different effects on both CB and LV 

cells in terms of cell fate specification toward neuronal and glial lineages. 

This finding suggests the heterogeneity of NSCs population in the adult 

brain. The identification and mapping of the different NSC populations 

present in the adult brain offers some important opportunities for 

regenerative medicine approaches.   

In order to better characterise the cerebellar population of cells identified 

above, adult Bergmann glial was observed in a mouse model of cerebellar 

damage caused by the loss of PCs in pcd
5J

 mutant mice. Calbindin 

immunostaining at different time-points showed that PC degeneration was 

visible at P21, then progressed rapidly and became considerable at P26 

(nearly 70-80% loss), and by P100 all PCs were lost. 

Immunohistochemical analysis on sections of CB from pcd and wild type 

counterparts revealed an increase in Bergmann glia cells at P100 as well as 

the upregulation of GFAP expression. GFAP+ BG exhibited thick 
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disorganised processes in the molecular layer (ML) at P100 in the mutant 

mice, with some cell bodies mispositioned in the ML, and significant 

shrinkage of both ML and internal granular layer (IGL). The increase in 

the number of Sox1+, Sox2+, and Sox9+ BG in 3 month old mutant mice 

was not visible at earlier time points analysed. These findings indicate that 

the PCs loss in pcd
5J

 mice precede and possibly trigger the increase in  the 

Sox1+, Sox2+ and Sox9+ cell population in the CB. Our results also 

showed that no proliferation activity was observed in the pcd mouse CB at 

revealed by Ki67 staining, suggesting that the CB microenvironment 

might not be permissive for neurogenesis even after PCs loss. In vitro 

isolation of NSCs the CB of P21 pcd mice was carried out, and although 

cultures appear slower to establish than wild type controls these cells did 

form neurospheres and express NSC markers. Further characterisation of 

CB-derived NSCs from pcd mice and their growth and differentiation 

potential will help better understand the dynamics and possible therapeutic 

targets for neurodegenerative disorders affecting the CB.  The 

characterisation of CB and 3V derived NSCs from adult mouse CB has 

provided important information regarding their differences with NSCs 

derived from neurogenic region in the brain, the lateral ventricle (LV). 
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1. Introduction 

The discovery of NSCs existence in the adult brain represented a breakthrough in 

the field of neuroscience that opened up a whole new era towards development of 

cellular therapies for neurodegenerative diseases. In rodents the generation of new 

neurons has been extensively studied in the classical neurogenic niches of the 

adult brain: subventricular zone (SVZ) of the lateral ventricle (LV) and the 

subgranular zone (SGZ) of the dentate gyrus (Oyarce et al., 2014). NSCs reside 

the SVZ and SGZ give rise to olfactory interneurons and granule neurons 

respectively (Reviewed in (Lin et al., 2015)). In addition to these well-known 

regions, researchers postulated that other potential regions in the adult brain 

exhibiting neurogenic activity such as the cerebellum (CB), hypothalamic third 

ventricle (3V), spinal cord, substantia nigra, and amygdala (Reviewed in (Oyarce 

et al., 2014)).  

The data reviewed above suggest the presence of NSCs in various areas of adult 

brain (Palmer et al., 1997, Weiss et al., 1996, Morshead et al., 1994). However, it 

remains controversial whether the CB and 3V harbor similar NSCs population as 

the SVZ and SGZ. This thesis focus mainly to identify a population of NSCs in 

the mature CB and 3V compared to well-established NSCs in the adult brain. This 

was performed by investigating the expression of NSCs markers in the CB and 

3V of adult mouse. Furthermore, an in vitro characterisation of NSCs derived 

from both regions was performed in terms of their expansion, response to growth 

factors, and capacity to differentiate into neuronal and glial linages. The second 

part of the present study was aimed at addressing the response of Bergmann glia 

to PCs loss in the CB of Purkinje cell degeneration (pcd
5J

) mutant mice.     
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This chapter gives a detailed background to stem cells types focusing on NSCs in 

terms of their localisation, growth factor requirement, and markers associated 

with them. It also gives insights into the anatomy and physiology of both CB and 

3V regions of adult mouse brain and neurogenesis process in the adult brain. 

 

1.1 Stem cells 

Stem cells are defined as cells capable of unlimited self-renewing through mitotic 

cell division, and by their potential to differentiate into different cell types 

(Ahmed et al., 2011). In terms of differentiation, there are three types of stem 

cells (Fig. 1.1), totipotent (can generate the whole organism), pluripotent (can 

differentiate into derivatives of the 3 germ layers), and multipotent (have limited 

capacity to differentiate and can only generate a subset of different cell types) 

(Shanthly et al., 2006). Examples of pluripotent stem cells are embryonic stem 

cells (ES) and embryonic carcinoma cells. (ES) cells can be defined as 

undifferentiated, with high telomerase activity (Thomson et al., 1998). ES cells 

arise from an inner cell mass of the blastocyst, these cells are the pluripotent cells, 

i.e. they have the ability to generate all 3 germ layers (ectoderm, mesoderm, and 

endoderm) (Evans and Kaufman, 1981). Adult or somatic stem cells are 

multipotent cells able to generate more than one cell type, but they are tissue-

restricted (Bhartiya et al., 2013). Examples of adult stem cells are neural stem 

cells (NSCs) which are able to give rise to neurons, astrocytes, and 

oligodendrocytes and hematopoietic stem cells which are found in bone marrow 

and can differentiate into blood cells and platelets (Toma et al., 2001, Seita and 

Weissman, 2010). Adult stem cells have been isolated from various parts of the 
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body such as the liver, skin, gut, muscle, bone marrow, and adipose tissue 

(Bhartiya et al., 2013). 

1.1.1 Neural stem cells (NSCs) 

The isolation and characterisation of NSCs in various regions of adult brain raised 

the hope for future applications as a therapy in many neurodegenerative diseases. 

Moreover, the demonstration of neurogenesis in some brain regions such as the 

subventricular zone (SVZ) of the lateral ventricle, the dentate gyrus (DG) of the 

hippocampus, provides a window of opportunity into a wider regenerative 

capacity of NSCs (Altman and Das, 1965, Alvarez-Buylla et al., 1990, Kokoeva 

et al., 2007, Ponti et al., 2008).    

NSCs are subset of multipotent cells present in the developing and adult CNS and 

capable of continuously self-renew and differentiate into neurons and glial cells 

(SCHWINDT et al., 2009, Gage, 2000). They are generated by the process of 

neurogenesis from embryonic ectoderm that leads to the formation of 

neuroepithelial cells (Weiner, 2008, Peyre and Morin, 2012). The neuroepithelial 

cells then undergo symmetric and asymmetric division (Peyre and Morin, 2012). 

Symmetric division gives rise to two daughter progenitor cells while asymmetric 

proliferation generates one stem cell and another more differentiated cell such as 

neuron (Rakic, 1995). The neuroepithelial cell layer forms the neural plate which 

folds to form the neural tube that will eventually form the brain and spinal cord 

(Clarke, 2003).  
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1.1.2 Localization of NSCs in the brain 

It has been thought for decades that the regeneration of neurons in the adult brain 

was impossible, notably through the histological and anatomical study of Cajal, 

(1913). The early work of Altman in the 1960s on the rodent brain indicated that 

neurogenesis might take place in the hippocampus, olfactory bulb, the neocortex 

(Fig. 1.2) (Altman, 1969; Altman and Das, 1965; Altman and Das, 1966), and 

SVZ (Alvarez-Buylla and Temple, 1998), thereby contradicting the central dogma 

of Cajal that “Intheadultcenters,thenervepathsaresomethingfixed,ended,and

Figure 0.1 The hierarchy and differentiation potential of embryonic stem cells. The 

inner cell mass of the blastocyst gives rise to pluripotent stem cells which have the 

ability to self-renew and differentiate into all cell lineages of the body, but with 

more progression down the hierarchy, the differentiation potential becomes more 

restricted with the multipotent stem cells (after (Anderson et al., 2001)). 
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immutable. Everythingmay die, nothingmay be regenerated” (Ram nyCajal,

1914). 

In the developing brain, embryonic NSCs exist in different areas such as the VZ, 

SVZ, olfactory bulb, cerebral cortex, cerebellum, and the spinal cord (Bazan et 

al., 2004, Uchida et al., 2000). The specific regions harbouring stem cells in the 

brain are considered as NSC niches, where these NSCs can proliferate and 

differentiate in response to the available growth factors and other local molecules 

(Gritti et al., 2002). In the adult mouse, NSCs have been described in two specific 

brain regions, the subventricular zone (SVZ) of the lateral ventricle (LV) and the 

dentate gyrus (DG) of the hippocampus that continuously generating new neurons 

(Yadirgi and Marino, 2009) (Fig. 1.2). In both regions, stem cells are defined as a 

subset of glial cells known to support neurons in the adult brain (Doetsch, 2003). 

The SVZ generates neuroblasts that migrate along the rostral migratory stream 

(RMS) to the olfactory bulb where they differentiate into mature neurons 

(Doetsch and Hen, 2005). In the hippocampus, subgranular zone (SGZ) 

progenitors generate neurons that migrate to the granular layer and differentiate to 

granule cells (Doetsch, 2003, Doetsch and Hen, 2005). Progenitors in the two 

regions have shown the properties of stem cells in terms of self-renewing capacity 

and multipotentiality (Loeffler and Potten, 1997, Gage et al., 1995, Weiss et al., 

1996). Other reports have further confirmed the conserved presence of NSCs that 

can generate neurons and glial cells throughout life in the LV and the DG regions 

of other species such as rat, human, and non-human primate (Reviewed in (Jin 

and Galvan, 2007, Gage, 2000)).    
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1.1.3 Derivation and culture of NSCs 

Over the past 23 years, different methodologies for the isolation of neural 

stem/progenitor cells from adult brain have been developed by different research 

groups. Reynolds and Weiss were the first to isolate NSCs from the striatum of 

both fetal and adult mouse brain (Reynolds and Weiss, 1992, Reynolds et al., 

1992). The population isolated by these investigators was Nestin-positive and 

showed the ability to differentiate into the 3 phenotypes of the brain cells 

(neurons, astrocytes, and oligodendrocytes). This early study reported that the use 

of culture conditions based on serum free medium on a non-adhesive substrate, 

Figure 0.2 Zones of neurogenesis with their cellular component in mouse adult 

brain. Neurogenesis has been described in two regions of the brain, the 

subgranular zone (SGZ) of the hippocampus and the subventricular zone (SVZ) 

of the lateral ventricle (LV). (a) After (Stolp and Molnar, 2015). 
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supplemented with mitogens such as epidermal growth factor (EGF) or basic 

fibroblast growth factor (bFGF). In these conditions, these NSCs rapidly divided, 

forming a spherical cluster of cells known as neurospheres (Reynolds et al., 

1992). Neurospheres could be dissociated into single cells and when replated into 

a single well, they were able to form secondary neurospheres, a subculturing 

method widely used for NSCs (Reynolds and Weiss, 1992). Few years later, Gage 

et al., (1995) were able to isolate and characterise a new population of NSCs with 

similar properties from the hippocampus of adult rats, which grew as monolayer 

in the presence of FGF-2. Subsequent in vitro studies confirmed the self-renewing 

and multipotent capacity of these populations (Gritti et al., 1996, Palmer et al., 

1997). Following these pioneer studies, multipotent neural stem/progenitor cells 

have been isolated from other areas of adult brain such as the spinal cord (Weiss 

et al., 1996, Taupin, 2006) and the hypothalamus (Xu et al., 2005).  

1.1.4 Neural stem cell markers 

Given the lack of specific markers that can identify NSCs, NSCs can be 

characterised by their ability to self-renew and by their multipotentiality to 

generate neuronal and glial lineages (Loeffler and Potten, 1997).  Many cells in 

the CNS characterised as astrocytes and radial glia may behave like stem cells 

(Gage et al., 1995), a suggestion further supported by Laywell et al., (2000) who 

demonstrated that GFAP
+
 cells identified as astrocytes isolated from different 

brain regions were able to form neurospheres capable of generating neurons and 

glial cells in vitro. 

Based on this observation, markers for astrocytes and radial glia have been used 

as NSC markers (Alvarez-Buylla and Garcia-Verdugo, 2002), however markers 

specific for NSCs are necessary for their identification at different developmental 
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stages since not all radial glia or astrocytes behave like stem cells (Nakano and 

Kornblum, 2003). 

1.1.5 Lineage Markers 

1.1.5.1 Markers for astrocytes and radial glia 

The morphology of astrocytes differs both in vitro and in vivo. In vivo, they 

appear stellate, while in vitro they often appear flattened, polygonal or have long 

extensions (Nakano and Kornblum, 2003). A growing body of evidence suggests 

that radial glia are precursors of astrocytes acting like stem cells (Malatesta et al., 

2000). They may show similar morphology both in vitro and in vivo and can be 

confused with other cells which are bipolar with long processes such as immature 

oligodendrocytes and neurons (Nakano and Kornblum, 2003). Studies have 

shown that radial glial cells might be embryonic stem cells or progenitors of 

astrocytes by their expression of Nestin (a marker expressed by neural 

progenitors) (Lendahl et al., 1990). Another study on the avian brain has showed 

that radial glial cells are found in regions where neurogenesis takes place 

(Alvarez-Buylla et al., 1990).  

The most widely used marker for astrocytes is glial fibrillary acidic protein 

(GFAP), an intermediate filament protein (Eng et al., 2000). However, studies 

have reported that GFAP is expressed in other cells such as Bergmann glia, non-

myelinating Schwann cells, Muller cells (McLendon and Bigner, 1994), and in 

the cerebellar cortex and medulla of adult mouse (Krishnan et al., 2012). GFAP 

may also be expressed by radial glia during embryogenesis and in the adult brain 

(Alvarez-Buylla et al., 1990; Hockfield and McKAY, 1985), and in radial glial 

cells displaying stem cells characteristics, suggesting GFAP as a marker for NSCs 
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(Noctor et al., 2002, Malatesta et al., 2000). Tanycytes, specialised radial glial cell 

lining the wall of the third ventricle (3V) have also shown to express GFAP 

(Rodriguez et al., 2005, Doetsch et al., 1997). Vimentin is another intermediate 

filament protein of the glial cells expressed mainly by immature astrocytes and 

the radial glia during early brain development (Von Bohlen und Halbach, 2011); 

whereas in the adult brain, vimentin is not expressed by the astrocytes but only in 

some radial glia such as Bergmann glial cells and by ependymal cells (Bramanti 

et al., 2010). However, Studies have described Vimentin and GFAP as classical 

markers for gliosis in reactive astrocytes (Zamanian et al., 2012). 

Glutamate-aspartate transporter (GLAST) is another astrocytic marker that is a 

sodium-dependent transporter molecule localized in the cell membrane of mature 

astrocytes where it regulates the concentration of neurotransmitters at the 

excitatory synapses (Nakano and Kornblum, 2003). Studies have reported that 

this marker is expressed in embryonic radial glia and in the mature brain (Hartfuss 

et al., 2001). Other markers that belong to this category are S100B and BLBP and 

RC2, common markers for mature astrocytes (Landry et al., 1989, Anthony et al., 

2005, Patro et al., 2015). S100B is a member of calcium and zinc binding proteins 

which show 97% homology among mammals implicated in the initiation and 

maintenance of glial mediated inflammatory state (Ralay et al., 2006). A very 

recent study by (Patro et al., 2015) presented a clear evidence for the suitability of 

S100B as a radial progenitor marker in the developing brain during the time of 

neurogenesis and gliogenesis. Brain Lipid-Binding Protein (BLBP) is a member 

of ligand-binding proteins family involved in modulating transcription by binding 

with nuclear receptors (Haunerland and Spener, 2004). During development, 

BLBP has been found to be expressed in radial glial cells in many brain regions, 
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and suggested to be a radial-glia-like progenitor marker because its expression is 

not associated with S100B (for mature astrocytes) or neuronal markers such as 

double cortin (DC) or Neuronal Nuclei (NeuN) (Brunne et al., 2010). However, 

studies have shown that BLBP might be expressed in astrocytes (Young et al., 

1996). Anthony et al., (2005) reported high expression of BLBP in the mouse 

brain at E12 in the forebrain and in postnatal day (P6) in the cerebellum 

Bergmann glial cells. RC2 is another radial glial marker that is expressed in the 

majority of precursor cells in the embryonic brain at E12.5 and is then replaced 

with other radial glial markers such as GLAST and BLBP (Noctor et al., 2001, 

Nakano and Kornblum, 2003). 

1.1.5.2 Oligodendrocytes Markers 

Oligodendrocytes are neuroglial cells found within the CNS, characterized by 

small processes. They form myelin as they wrap around the axons (Snaidero and 

Simons, 2014). It is difficult to distinguish between immature (before myelin 

formation), mature oligodendrocytes and other brain cells with small processes 

such as astrocytes, thus a number of antigenic markers have been developed to 

identify each cell type (Baumann and Pham-Dinh, 2001). A number of antibodies 

are available to identify oligodendrocytes at different stages of maturation. 

Oligodendrocytes at early stages of development until maturation can be 

identified by O4 (Nakano and Kornblum, 2003), which allows to differentiate 

between immature neurons and immature oligodendrocytes in a mixed culture 

(Nakano and Kornblum, 2003). Proteolipid Protein (PLP) is a myelin protein in 

the CNS that plays an important role in myelination, and is expressed during the 

early stages of oligodendrocyte development before myelination starts (Reviewed 

in (Baumann and Pham-Dinh, 2001)). Myelin Basic Protein (MBP) has also been 
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shown to be expressed in the mature oligodendrocytes at the end of the first 

postnatal week (Sorg et al., 1987, Baumann and Pham-Dinh, 2001). MBP starts to 

mark oligodendrocytes with the beginning of myelination at P9 in mice, peaking 

at P18, and then remaining low in the adult, suggesting this protein as a major 

constituent of myelin sheath (Sternberger et al., 1978, Sorg et al., 1987). Mature 

oligodendrocytes can also be detected by antibodies against cyclic nucleotide 

phosphodiesterase (CNPase), a membrane bound enzyme found in high 

concentrations in myelin (Dyer et al., 1997). 

1.1.5.3 Neuronal Markers 

Neurons at different stages of maturity can be identified by a subset of markers 

that could differentiate between neurons at committed or postmitotic stages. 

Immature neurons can be detected by some intermediate filaments such as 

neurofilamnets and doublecortins. Neurofilament is an intermediate filament 

within the neurons composed of 3 neuron-specific proteins with molecular 

weights of 70, 50, and 200kDa, and is found in neuronal axon (Reviewed in 

(Yuan et al., 2012). Doublecortin X (DCX) is a 40kDa microtubule-associated 

protein highly expressed in the migrating neuroblasts, and in cell bodies and 

leading processes of migrating neurons, and the axons of differentiating neurons 

in fetal and neonatal mouse brain (Francis et al., 1999, Walker et al., 2007). In 

addition to embryonic brain, DCX is also found in the regions of adult brain 

where neurogenesis is an ongoing process such as the SVZ and the DG suggesting 

it as a marker for both corticogenesis and neurogenesis (Reviewed in (Walker et 

al., 2007)). Thus, DCX is an ideal marker for newly born neurons but not mature 

neurons in the developing and adult brain and its expression found to be 

overlapped with B-tubulin III (Nakano and Kornblum, 2003, Walker et al., 2007). 
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Newly and mature neurons can be detected by antibodies against some 

components of microtubules such as Beta tubulin III (or B-tub3) and Microtubule 

Associated Protein2 (MAP2) respectively (Luskin et al., 1997, Soltani et al., 

2005). B-tub3 is the major component of the microtubule widely used as a marker 

of newly differentiated neurons (Luskin et al., 1997) and antibody commercially 

available for B-tub III is TuJ1. It is also found to be expressed in embryonic cells, 

and in areas where neurogenesis occur like the hippocampus (Menezes and 

Luskin, 1994). These microtubules have alpha and beta tubulin isoforms, each 

about 55kD which are found in both axons and dendrites (Nakano and Kornblum, 

2003). MAP2 belongs to the family of microtubule associated proteins that 

promote the assembly and stabilize microtubules (Soltani et al., 2005). There are 

three isoforms for this marker, MAP2a is found in the late postnatal period in 

mouse and localized in the dendrites (Harada et al., 2002), MAP2b exist during 

all the developmental stages of the brain, and MAP2c are expressed during early 

embryonic development in the axons (Cassimeris and Spittle, 2001). The 

expression of this protein stops when the brain matures except in the olfactory 

bulb and the cerebellum (Nakano and Kornblum, 2003). The available antibodies 

to this protein are found to be immunoreactive in all the 3 isoforms. The 

expression of B-tub III is seen in immature neurons and also in neural progenitor 

cells while MAP2 recognizes more mature neurons (Luskin et al., 1997). 

Neuronal nuclear antigen (NeuN) is a member of the nuclear protein family 

expressed in the neurons (existing mitotic cell division to their final 

differentiation) in most areas of the CNS in adult mice, except in the Purkinje 

cells of cerebellum and olfactory bulb mitral cells (Mullen et al., 1992). This 



Chapter 1: Introduction 

 

13 
 

protein is found in the nuclei and the perinuclear cytoplasm but is absent in both 

axons and dendrites (Mullen et al., 1992).  

Another marker for postmitotic neurons is Calbindin, a D28k intracellular calcium 

binding protein expressed with remarkably high levels in the Purkinje cells in the 

cerebellum and in the granule cells of the DG (Sequier et al., 1988). It is an 

excellent marker for the study of both normal and degenerated PCs since the 

immunoreactivity for this marker did not change in both cases (Verdes et al., 

2010). The expression of Calbindin first appears in the migrating PCs at E14 in 

mice and E17 in rats where these Calbindin
+
 PCs come in contact with the radial 

fibers that guide their migration (Reviewed in (Yamada and Watanabe, 2002)).  

1.1.5.4 Neural stem cell markers 

NSCs can be isolated using the neurosphere assay which identifies these cells 

based on some in vitro characteristics such as self-renewing ability and their 

response to growth factors such as EGF and FGF-2 (Reynolds and Weiss, 1992, 

Weiss et al., 1996). The use of some specific markers makes it possible to 

distinguish stem cells in a mixed population. However, there is no exclusive 

marker for NSCs; but co-expression of several of these markers has been used to 

identify stem cells. Some of the markers used to identify neural stem/progenitor 

cells are described below. 

Sox gene family 

 A family of transcription factor genes involved in many developmental processes 

such as male sex determination, CNS neurogenesis, eye development, and 

chondrogenesis (Kiefer, 2007, Lefebvre et al., 2007). From a total of 30 Sox 

genes identified, 20 have been found in human and mouse genomes (Kiefer, 

2007). In mammals, Sox genes are divided into 8 groups from (A-H) depending 
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on the phylogenetic analysis of their high motility group (HMG) box sequences 

(Pevny and LovellBadge, 1997). Group B is divided into 2 subgroups: SoxB1 

(includes the transcriptional factors Sox1, Sox2 and Sox3) and SoxB2 (includes 

the transcriptional repressors Sox14 and Sox21) (Bowles et al., 2000). Sox 

proteins bind to DNA through their HMG domain, they either activate or repress 

transcription (Kiefer, 2007). SoxB1 (Sox1, Sox2, Sox3) genes are expressed 

during early embryogenesis in the nervous system and they are involved in cell 

fate determination (Uwanogho et al., 1995, Rex et al., 1997). Studies have 

reported that SoxB family are expressed in neural progenitor cells during 

development and in adult (Reviewed in (Graham et al., 2003)).  Sox1 plays a 

critical role in neural determination and differentiation (Pevny et al., 1998). It has 

been shown that Sox1 expression starts with the onset of neural induction and is 

restricted to the neuroectoderm, before it is downregulated as the progenitor cells 

exit from mitosis and differentiate, suggesting Sox1 as a marker of neural 

progenitor cells (Pevny et al., 1998). Studies have shown that Sox1 is expressed 

in a population of GFAP
+
 astrocytes in the SGZ and in CA1 region of the 

hippocampus, adult multipotent NSCs, and putative neural-like stem cells in the 

adult cerebellum (Kan et al., 2007, Venere et al., 2012, Cai et al., 2004, Sottile et 

al., 2006). 

Expression of the transcription factor Sox2 is highly detected in embryonic stem 

cells (Pevny and Placzek, 2005, Masui et al., 2007) and it has been shown that the 

downregulation of Sox2 induces differentiation in mouse ES cells, implicating its 

essential role in maintaining their pluripotency (Masui et al., 2007). Moreover, 

Sox2 expression has been reported in proliferating NSCs and supress their 

differentiation, suggesting its role in maintaining neural progenitor fate (Graham 
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et al., 2003, Pevny and Rao, 2003). Sox2 expression was also detected in 

embryonic radial glia and the expression is maintained in the GFAP positive 

population in the SVZ of adult brain (Pevny and Rao, 2003, Graham et al., 2003).  

  Sox3, the third member of the subfamily SoxB1 genes, seems to be expressed in 

the proliferating progenitor cells during early rodent embryogenesis (Collignon et 

al., 1996, Rex et al., 1997). Sox3 gene expression is found to be important for 

normal brain development and Sox3 null mice display congenital abnormalities in 

some brain parts such as the hippocampus (Reviewed in (Rogers et al., 2013)). 

Sox9 is a member of the SoxE subgroup shown to be expressed in 

prechondrogenic and chondrogenic tissues (Zhao et al., 1997), in male gonads 

(Kent et al., 1996), and in stem/progenitor cells in the adult intestine and liver 

(Reviewed in (Sarkar and Hochedlinger, 2013)). It has been shown that Sox9 is 

critical transcription factors determining glial lineages and found to be expressed 

in the radial glial progenitor of embryonic and adult brain (Stolt et al., 2003, Scott 

et al., 2010).It is also expressed in VZ (Brazel et al., 2005; Pompolo and Harley, 

2001; Ferri et al., 2004), and in the Bergmann glial cells in the PCL of postnatal 

cerebellum (Pompolo and Harley, 2001; Sottile et al., 2006). In all cells of the 

developing CNS and in the NSCs of adult subependymal zone (SEZ), Sox9 is 

reported to be co-expressed with Sox2 (Scott et al., 2010). Sox 9 has been shown 

to be co-expressed with Sox1 and Sox2 in the Bergmann glia in the adult human 

and mouse, suggesting Sox9 as a new candidate marker for NSCs (Sottile et al., 

2006; Alcock et al., 2007). 
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Nestin 

Nestin is recognised as an intermediate filament expressed in progenitor cells 

during neurogenesis (Dahlstrand et al., 1995, Lendahl et al., 1990), and found to 

be also expressed in the proliferating cells in the adult mouse striatum (Reynolds 

and Weiss, 1992). In the developing rat CNS, it is expressed in the 

neuroepithelium at E12, and stops being expressed by E13 and the cells become 

Nestin negative (Hockfield and McKAY, 1985). Following differentiation, Nestin 

expression ceases and is replaced by other intermediate filaments such as GFAP 

in astrocytes and neurofilaments in neurons ((Lendahl et al., 1990, Bazan et al., 

2004). Nestin expression is not reported in the adult brain, however, it has been 

shown to be found in the postnatal rat cerebellum at P2, then slightly decreases at 

P12, and is lost by P21 when the tissue has matured (Hockfield and McKay, 

1985). Rat 401 is a commercially available antibody used to detect Nestin 

(Hockfield and McKAY, 1985). Currently Nestin is regarded as the main marker 

for the identification of neural precursor cells in the CNS (Lendahl et al., 1990). 

Musashi is an RNA binding protein which is highly expressed in the embryonic 

and adult neural stem/progenitor cells (Okano et al., 2005) while, its expression is 

lost in the mature neurons and glial cells (Sakakibara et al., 1996).  

Musashi 

Musashi plays an important role in the self-renewal capacity of NSCs, repressing 

the translation of mRNA encoding genes of some proteins such as tramtrack69 

(TTK69) thereby inhibiting neuronal differentiation, inhibiting the progression of 

mitotic cell division (Okano et al., 2005, Nishimoto and Okano, 2010). Musashi is 

expressed in Nestin-positive cells but is not expressed in mature neurons and 

astrocyte (Crespel et al., 2005). Thus, Musashi might represent an additional 
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marker for neuronal progenitor cells within the brain (Von Bohlen and Halbach, 

2011).  

1.1.5.5 Differentiation of NSCs  

Differentiation is the process by which a neural stem cell can give rise to 

specialised cell type in the CNS (Jin and Galvan, 2007). In vivo, these NSCs 

normally migrate to the sites of differentiation in the mature brain where they 

have two fates, most of them fully differentiate or maintain as quiescent stem 

cells (Jin and Galvan, 2007). Studies have indicated that proliferation and 

differentiation of NSCs is affected by internal and external signalling factors (Liu 

et al., 2012). Defining these signalling factors is very important for promoting the 

desired cell fate, which is of interest for the field of regenerative medicine where 

the directed control of endogenous stem cells is being investigated for therapeutic 

purposes. In vitro, upon the removal of mitogens from the culturing media and 

supplementation with serum, the progenitors have been shown to differentiate into 

neurons, astrocytes, and oligodendrocytes (Yadirgi and Marino, 2009).  

1.1.5.6 Role of NSCs in the adult brain 

Endogenous NSCs normally divide and the new progenitors migrate to the sites of 

differentiation in the mature brain where they have two fates, most of them fully 

differentiate or maintain as quiescent stem cells (Jin and Galvan, 2007). Evidence 

from studies has shown that newly generated neurons in the hippocampus have 

important role in learning and memory (Gould et al., 1999, Shors et al., 2001). 

The latter studies have shown that the generation of cells in some areas of the 

brain such as SVZ, SGZ, and olfactory bulb is regulated by physiological 

conditions such as stress and training that finally improve the learning tasks of the 
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tested animals. In vitro studies suggest that NSCs isolated from the SVZ and SGZ 

of adult brain are able to develop into mature neurons exhibiting functional 

properties (Jin and Galvan, 2007). These neurons were shown to express mature 

neuronal markers such as NeuN and Calbindin, and neuron-specific enolase, 

integrate into existing functional circuitry, receive synaptic input, and play a role 

in memory and learning process (Reviewed in (Jin and Galvan, 2007)). In mice 

expressing GFP under the control of Nestin enhancer showed the ability to 

generate neurons with dopaminergic phenotype both in vitro and in vivo. 

Moreover, infusion of EGF and FGF-2 result in the activation and proliferation of 

endogenous NSCs in the adult mouse SVZ (Craig et al., 1996).  

On the other hand, exogenous NSCs isolated from fetal and adult brain represent 

promising options for the repair of many neurodegenerative disorders. Cultured 

NSCs from different sources such as human NSCs lines, hematopoietic stem cells, 

embryonic stem cells, and neuronal progenitors from rodents can be transplanted 

into injured brain to restore neuronal networks (Reviewed in (Liu et al., 2009). 

Regulation of NSCs proliferation and differentiation would help to understand 

how to recruit endogenous or exogenous NSC for future approaches for 

regenerative medicine. 

1.2 Growth factor responsiveness of NSC  

1.2.1 Fibroblast Growth Factors (FGFs) 

Fibroblast growth factors (FGFs) represent a family of growth factors consisting 

of 23 members of structurally related polypeptides,  of which 10 are found to be 

expressed in the CNS of human and mouse (Ford-Perriss et al., 2001, Dono, 2003, 

Coutu and Galipeau, 2011). FGF-2 was first identified as a mitogen in 1974 after 
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been isolated from bovine pituitary gland (Coutu and Galipeau, 2011). FGFs 

range in size from 17 to 34 kDa with an internal core of 34 highly conserved 

amino acid residues (Reuss and von Bohlen und Halbach, 2003). In mammals, 

members of FGF ligands bind through 4 alternating splice form of tyrosine kinase 

receptors bound to the cell surface (Ford-Perriss et al., 2001; Dono, 2003).  

FGFs bind to their receptors as monomers, resulting in the dimerization and 

phosphorylation of the receptor triggering initiation of an intracellular cascade of 

signal transduction. FGF receptor (FGFR) activation is modulated by heparin-

sulfate proteoglycans, which facilitate the assembly of ligand-receptor complex 

(Coutu and Galipeau, 2011). FGF signaling through the FGF receptors play 

important role during embryonic development including patterning of germ layer,  

coordinating the movement of cells during gastrulation, maintenance of axial and 

paraxial mesoderm formation, induction of organogenesis and morphogenesis 

(Reviewed in (Dorey and Amaya, 2010, Goetz and Mohammadi, 2013)). 

Endocrine FGFs regulate various metabolic functions in the body such as lipid, 

phosphate, and glucose metabolism (Reviewed in (Goetz and Mohammadi, 2013). 

In the CNS, FGF signaling results in neural induction and anterior-posterior (AP) 

patterning through the blocking of bone morphogenetic protein (BMP) signaling ( 

Reviewed in (De Robertis and Kuroda, 2004)).  

FGF signaling has also been described to sustain growth in various cell types 

including those represented in the CNS (Dono, 2003), for which it is thought to 

mediate various cellular responses such as proliferation, differentiation, 

migration, neuronal and glial cell survival (Ciccolini and Svendsen, 1998, Ford-

Perriss et al., 2001, Pollard et al., 2006).  
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1.2.2 Epidermal growth factors (EGFs) 

Epidermal growth factors (EGFs) are a family of growth factor proteins with 

highly similar structural and biological activity, which play an influential role in 

cell growth, proliferation, and differentiation (Harris et al., 2003, Dreux et al., 

2006). It is a 53-amino acid protein with a molecular weight of 6045Da with 6 

cysteine residues that form 3 intramolecular disulphide bonds essential for 

effective receptor binding (Harris et al., 2003). 

EGF receptors (EGFRs) are transmembrane glycoproteins of 4 members of ErbB 

family (ErbB1, ErbB2, ErbB3, and ErbB4) receptors with tyrosine kinase activity 

(Dreux et al., 2006). These polypeptide proteins of about 170 kDa with a single 

chain of 1186 amino acids consist of extracellular receptor domain, a 

transmembrane region, and an intracellular domain with tyrosine kinase activity 

(Herbst, 2004). Ligand binding to EGFR activates tyrosine kinase through 

phosphorylation initiating a signal transduction cascade involved in a variety of 

biological functions such proliferation, survival, differentiation, apoptosis, and 

migration (Yarden and Sliwkowski, 2001). 

Reynold and Weiss, (1992), (1996) showed the first evidence concerning the 

proliferative effect of EGF on adult SVZ neural progenitor cells. They isolated 

cells from mouse LV able to generate neurons and astrocytes only when grown in 

EGF, forming a cluster of proliferating cells called neurospheres. Furthermore, 

infusion of EGF into the adult brain resulted in increased proliferation in the area 

surrounding the ventricles (Craig et al., 1996). They observed that cells stimulated 

by the EGF infusion express EGFR, suggesting the role of EGF on NSCs (Craig 

et al., 1996). 
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1.2.3 Responsiveness of NSCs to EGF and FGF-2  

The responsiveness of NSCs to both EGF and FGF also differ during early and 

late stages of development (Tropepe et al., 1999, Zhu et al., 1999, Qian et al., 

2000). FGF-2 responsive cells appear in mouse early embryonic forebrain (E8.5), 

and then acquire the responsiveness to EGF at later stages of development (Weiss 

et al., 1996). The responsiveness of neural precursor cells to EGF and FGF may 

also be regulated by cross-talks between the two pathways, as EGF 

responsiveness is influenced by FGF-2 early during development (SCHWINDT et 

al., 2009), and then the cells switch in growth factor responsiveness and give rise 

to precursors responding to both EGF and FGF-2 after a number of mitotic cell 

division (Ciccolini and Svendsen, 1998, Ciccolini, 2001). Moreover, many studies 

have revealed that culturing NSCs as neurospheres in EGF and FGF-2 before 

differentiation does generate more neurons and glial cells respectively (Caldwell 

et al., 2004, Tropepe et al., 1999, Whittemore et al., 1999). 

 

1.3 The Cerebellum 

1.3.1 Cerebellar structure 

The cerebellum (Latin cerebellum; little brain) is a part of the CNS located dorsal 

to the brain stem (Herrup and Kuemerle, 1997). It is composed of central vermis 

surrounded by two lateral hemispheres (Fig. 1.3). The vermis and the hemispheres 

are subdivided into numerous parallel fissures defining a special pattern of 10 

lobules (Fig.1.3) (Chizhikov and Millen, 2003, Sudarov and Joyner, 2007).  
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A single folium consists of 3 distinct layers of well-known cell types referred to 

as cerebellar cortex that surround the white matter and deep cerebellar nuclei 

(Sudarov and Joyner, 2007). Three functional lobes can be distinguished in the 

gross anatomy of the cerebellar cortex, these are: (1) the anterior lobe (towards 

the front of the primary fissure), (2) the posterior lobe (dorsal to the primary 

fissure), and (3) the flocculonodular lobe (dorsal to the posterolateral fissure) 

(Fig. 1.3) (Hawkes, 2001, Herrup and Kuemerle, 1997). 

The cerebellum is further subdivided from the rostral to the caudal axis into 10 

vermal lobules mostly indicated by the roman numerals (I-X) (Fig. 1.4), the first 

Figure 0.3 Simplified diagram of the cerebellum showing the fissures and 

lobules (I-X).The vermis and hemispheres are separated by the arrows and 

dotted line. Modified from (Herrup and Kuemerle, 1997). 
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vermal lobules (I-V) starting from the rostral pole of the anterior lobe to the 

primary fissure, next are the central vermal lobules (VI-VIII) found between the 

primary and the secondary fissure, the 3rd lobule (IX) is located between the 

secondary fissure to the posterolateral fissure, and lastly the caudal most lobule 

(X), the flocculus and nodulus (subdivisions of the flocculonodular lobe) (Herrup 

and Kuemerle, 1997; Altman and Bayer, 1997). There is some species variation 

concerning the gross anatomy of the CB (Voogd and Glickstein, 1998). For 

example, the CB appears as single leaf in amphibians and reptiles, while in birds 

and mammals, the CB is foliated in more complex way (Voogd and Glickstein, 

1998).  

 

 

 

 

 

 

 

 

 

 

 

 

Figure 0.4 Sagittal view of mouse cerebellum through the vermis. The lobules (I-V) 

constitute the anterior lobe, the lobules (VI-IX) constitute the posterior lobe, and X 

represent the flocculonodular lobe. After (Hawkes, 2001). 
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1.3.2 Cellular organization of the cerebellar cortex 

The cerebellum is composed of two parts: 

1. Grey matter referred to as cereberal cortex with 5 different types of 

neurons. 

2. White matter or medulla within which 4 pairs of deep cerebellar nuclei are 

embedded. 

The cerebellar cortex is composed of three layers (Fig. 1.5) with 5 different cell 

types: the inner granular layer containing granule cells and Golgi cells, the outer 

molecular layer containing granule cell axons, Purkinje cell dendrite, Bergmann 

glial fibers, basket and stellate cells, and the monolayer of purkinje cells (Sudarov 

and Joyner, 2007). 

The molecular layer contains 2 types of neurons, Basket cells which are located 

near the Purkinje cell bodies, and stellate cells confined to the outer molecular 

layer. The molecular layer also contains the dendrites of both Purkinje and Golgi 

cells beside the axons of granule cells (Astori et al., 2009; Carpenter, 1985). The 

Purkinje layer consists of numerous large cell bodies (Fig. 1.5) with their 

dendrites extending up to the molecular layer and their myelinated axons 

penetrating down to the deep cerebellar nuclei (Carpenter, 1985). While the 

granular layer contains numerous granule cells with chromatic nuclei; these cells 

have unmyelinated axons entering the molecular layer (Apps and Garwicz, 2005; 

Carpenter, 1985). 

1.3.2.1 Purkinje cells (PCs) 

One of the first neurons identified by Purkinje in 1837 (Hawkes, 2001), PCs are 

the largest neurons in the brain but not the most abundant (Hawkes, 2001). They 

are the main source of cerebellar output, forming a monolayer of cells between 
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the molecular and the granular layer of the cerebellar cortex (Sudarov and Joyner, 

2007; Voogd and Glickstein, 1998). Their flask- shaped cell bodies (soma) sizes 

greatly depend on the size of the animal, with larger animals exhibiting larger cell 

bodies (Hawkes, 2001).   

The axons of PCs are myelinated and extend down through the granular layer into 

the deep cerebellar nuclei (Fig. 1.5) (Voogd and Glickstein, 1998; Hawkes, 2001). 

They possess numerous dendrites penetrating the molecular layer, where they 

progressively arborize making multiple synapses (Voogd and Glickstein, 1998). 

These dendrities are composed of smooth shaft on which climbing fibers 

terminate, and a dendritic spine on which the parallel fibers terminate (Hawkes, 

2001). PCs can be detected immunohistochemically with antibodies to the 

calcium binding protein calbindin, which can distinctively label the Purkinje cells. 

1.3.2.2 Granule cell 

The granule cell is the smallest and most abundant cell type in the cortex, with 

their dendrite synapse with the afferent mossy fibres. These densely packed cells 

have unmyelinated axons that extend into the upper molecular layer, bifurcate to 

form horizontal fibers called parallel fibers making synapses with the PCs (Fig. 

1.5) (Voogd and Glickstein, 1998). 

1.3.2.3 Basket Cells 

The soma of the basket cells is found in the vicinity of Purkinje cell bodies. Their 

dendrites (Fig. 1.5) enter the molecular layer to form synaptic contact with the 

parallel fibers, and their unmyelinated axons surround the nearby Purkinje cell 

bodies in a basket-like network making inhibitory synaptic contacts with these 

Purkinje cells (Carpenter, 1985, Hawkes, 2001).  
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1.3.2.4 Stellate cells 

Another type of inhibitory interneuron having their soma located in the upper 

molecular layer is the stellate cell (Hawkes, 2001). Their axons make synapses 

with the PC dendrites as well as other stellate cells (Fig. 1.5). They receive 

excitatory inputs from the parallel fibers to inhibit the purkinje cells by GABA 

neurotransmitters (Hawkes, 2001, Astori et al., 2009). 

1.3.2.5 Golgi cell 

The somata of this inhibitory interneuron are located in the granular layer (Fig. 

1.5) (Hawkes, 2001). Their dendrites extend into the molecular layer, where they 

contact the synapses of the parallel fibers, while their axonal ramifications in the 

granular layer form inhibitory synapses with the mossy fibers within the 

glomeruli (Hawkes, 2001). 

1.3.3 Cerebellar deep nuclei 

The cerebellar deep nuclei (DCN) are clusters of neurons embedded within the 

white matter (Herrup and Kuemerle, 1997, Sugihara, 2011). They are the major 

outputs of the cerebellum (Sugihara, 2011, Baumel et al., 2009). It has been 

estimated that 50-100,000 neurons constitute the DCN (Baumel et al., 2009). 

These nuclei were first divided by Stilling (1878) into (from medial to lateral), the 

fastegial, the globose, the emboliform, and the dentate (Larsell and Jansen, 1972; 

Hawkes, 2001). They sustain their inputs, both inhibitory and excitatory, from the 

PCs in the cortex and climbing fibers of the inferior olive neurons (Sugihara, 

2011, Baumel et al., 2009) as well as inputs from mossy fibers (Chan-Palay, 

1977; Sugihara, 2011). Efferent fibers of the DCN leave the cerebellum to the 
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other parts of the brain through the superior and inferior cerebellar peduncles 

(Baumel et al., 2009). 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

1.3.4 Functions of the cerebellum 

The cerebellum maintains the body in an equilibrium state through the 

coordination of motor control, since any failure in the proper function or injury of 

the cerebellum leads to loss of movement control, hypotonia and ataxia 

(Carpenter, 1985, Herrup and Kuemerle, 1997). These functions are promoted by 

the distinctive organization of the cerebellar synapses and its efferent and afferent 

Figure 0.5 Basic cerebellum structure. The figure showing the main types of cells in 

the cortex, their locations and synaptic contacts. The figure also illustrates the 

cerebellar nuclei and their projections into the cortex. Modified from (Kobielak and 

Fuchs, 2004). 
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pathways (Mauk et al., 2000). More recent evidence suggested that the 

cerebellum is involved in the processes of emotion, cognition, and learning (Apps 

and Garwicz, 2005, Sudarov and Joyner, 2007). 

1.4 Development of the cerebellum  

In vertebrates, the CNS arises from an epithelial sheet of cells of dorsal ectoderm, 

the neural plate, which closes (nearly at day E8.5 in mouse) to form the neural 

tube (Herrup and Kuemerle, 1997, Chizhikov and Millen, 2003). During 

development, the anterior end of the neural tube of the mouse embryo forms the 

forebrain which is composed of the telencephalon and the diencephalon, whereas 

the posterior parts of the neural tube give rise to the midbrain, or more often 

called the mesencephlaon, the hindbrain, and the spinal cord (Joyner, 2002). 

The hindbrain is divided into 7 segments called rhombomeres, and the most 

anterior one (rhombomere 1) is called the metencephalon, from which the 

cerebellum arises by the embryonic day E9 in mice (Reviewed in (Sillitoe and 

Joyner, 2007)). The posterior rhombomeres are called the rhombencephalon 

(Chizhikov and Millen, 2003). Between E9-12, the dorsal rhombomere 1 rotates a 

90 degree to form a wing-like cerebellar premordia which unite dorsally to form 

the vermis and lateral hemispheres (Sgaier et al., 2005).The cerebellum is a 

unique structure in the brain because its neurons arise from two germinal zones 

(Goldowitz and Hamre, 1998). The germinal matrix is composed of the 

neuroepithelial ventricular zone and a region known as trigone or rhombic lip, 

which later forms a secondary germinal zone, the external granular layer (EGL) 

(Goldowitz and Hamre, 1998). The EGL forms the internal granular layer (IGL) 

consisting of numerous granule cell neuroblasts that migrate through the 
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molecular layer guided by radial fibers of Bergmann glial cells (Goldowitz and 

Hamre, 1998). 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

The cerebellum is then converted into a curved sausage-shape structure by the 

embryonic day E15.5. Additional structural transformation is achieved by E17, 

and the cerebellum becomes folded into a number of fissures (Fig. 1.6) along its 

anterior- posterior (AP) axis by approximately E18.5 (Sillitoe and Joyner, 2007), 

and the final maturation of the cerebellum is achieved by the third postnatal 

weeks in mice (Sillitoe and Joyner, 2007). 

Figure 0.6 Mouse cerebellar development. After (Sillitoe and Joyner, 2007). 
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1.5 Neuroglia of the cerebellum 

Three basic types of neuroglia have been recognized in the cerebellum, these are: 

(1) astrocytes, (2) microglia, and (3) oligodendrocytes. Moreover, another specific 

type of astrocytic neuroglia has also been identified in the cerebellum called 

epithelial cells of Golgi. Their process was first revealed by Bergmann (1861), 

but much of the knowledge about these radial glial cells was described by Ramon 

y Cajal (1911) and Golgi which then named Golgi epithelial cells (Larsell and 

Jansen, 1972). 

Bergmann glial cells constitutes about 90% of cerebellar glia characterized by 

unipolar ovoid cell bodies located among the Purkinje cells (Fig. 1.7) (Yamada 

and Watanabe, 2002, Lopez-Bayghen and Ortega, 2011). BG processes 

(Bergmann fibers) extend and distribute radially through the molecular layer to 

the pial surface forming conical endfeet at their terminals (Sudarov and Joyner, 

2007), where they make synapses with the PCs dendrites (Voogd and Glickstein, 

1998). It is thought that the Bergmann glia radial fibers guide the granule cells 

migration during development, and provide structural support for Purkinje cells in 

the adult cerebellum (Yamada and Watanabe, 2002). 

1.5.1 Origin of cerebellar astrocytes  

Ramon y Cajal (1911) and later Altman and Bayer (1997) postulated that CB glia 

in rats originated after PC genesis at E17 by proliferating progenitor cells residing 

in the ventricular neuroepithelium (VN), and from NSCs in the mouse WM 

postnatally (Lee et al., 2005).  

Two germinal zones within the VN were identified; the rhombic lip (RL) giving 

rise to glutamatergic neurons, granule cells, and bipolar brush cells; and the 
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ventricular zone from which GABAergic neurons including PCs and inhibitory 

neurons are originating (Reviewed in (Leto et al., 2006)). 

1.5.2 Radial glia as progenitors 

During CNS development, pseudostratified epithelium lining the ventricle 

represents the neural progenitors which become neurons and migrate out guided 

by the radial glial processes (Pollard et al., 2006). During the time of 

neurogenesis, these progenitors undergo differentiation into radial glia (Sild and 

Ruthazer, 2011). These radial glial cells divide asymmetrically and give rise to 

neurons, or intermediate progenitor cells that persist in the SVZ and serve as 

multipotent adult NSCs (Doetsch et al., 1999; Merkle et al., 2004). It is well 

known that during development besides generating astrocytes, radial glia also 

serve as neural progenitors in the developing and adult CNS (Alvarez-Buylla et 

al., 2001, Malatesta et al., 2000, Merkle et al., 2004). Radial glial cells in the adult 

such as Muller cells and spinal cord radial glia are capable of producing neurons 

and oligodendrocytes respectively in response to injury (Sild and Ruthazer, 2011). 

Bergmann glial is another type of radial glial cells in the adult CB that is another 

candidate NSCs based on previous observation demonstrated their expression of 

NSCs markers (Sottile et al., 2006, Alcock and Sottile, 2009) and this population 

will be the main focus of this thesis.   

During early postnatal life, radial glia reside in the subventricular layer (SVL) and 

are capable of generating different cell types such as neurons, astrocytes, 

oligodendrocytes and ependymal cells (Merkle et al., 2004). They used cre-loxP 

system to specifically label radial glial cells in the striatum of neonatal mice 

through the injection of adenovirus expressing the cre-recombinase. This method 

successfully revealed that the radial glial cells in the SVZ were the source of 
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neurons and not only produce NSCs in the adult brain (Merkle et al., 2004). 

Identification of radial glial population that serve as NSCs in other parts of adult 

brain will be important to test whether they can give rise to neurons which may be 

of therapeutic value for neurodegenerative disease.  

1.5.3 Bergmann Glia: Description, Origin and Development 

According to Ramon y Cajal (1911), glia in the cerebellum are grouped into 3 

categories based on their position and morphology (Buffo and Rossi, 2013) 

1. Glial cells located in the white matter (WM) including the 

oligodendrocytes and characterised by their processes being aligned along 

the axonal tract directly. 

2. Granular layer astrocytic cells with star shaped processes. 

3. Bergmann glia located between Purkinje cell (PC) bodies, with long 

radially oriented fibers presenting the upper molecular layer ending on the 

pial surface. 

BG is one of the earliest cells that develop in the cerebellum and persist 

throughout the adult life span (Sild and Ruthazer, 2011). Their cell bodies 

resemble other cerebellar astrocytes and are located in the PC layer (PCL) (Fig. 

1.7) with their numerous processes extending up to the pial surface of the 

molecular layer (ML) (Xu et al., 2013). The BG fibers differ from that of the 

radial glia by possessing multiple fibers (from 3-6/cell) spanning the molecular 

layer (ML) and ending on the pial surface to form palisades parallel to the long 

axis of each folium (Buffo and Rossi, 2013). It is thought that BG originates from 

the radial glia of the ventricular zone (VZ) through the retraction of the 

ependymal processes and displacement of cell bodies toward the cortex (Buffo 

and Rossi, 2013).  
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Although in vivo studies showed that progenitors within the EGL only generate 

granule cells, in Math1/Math1 null chimeras, a specific marker for glutamatergic 

neurons derived from the RL, it was observed that some BG may be derived from 

RL precursors (Reviewed in Buffo and Rossi, 2013). However, studies have 

shown that BG cell bodies (from E14 to P7) migrate together with the PC bodies 

from the VZ crossing the mantle zone forming the PCL (Yamada et al., 2000, 

Yamada and Watanabe, 2002). 

Morphologically, BG are largely similar between mouse, human, and monkey, 

but their fibers length depend on the thickness of the ML (Siegel et al., 1991). 

Human and monkeys have thick ML, thus having longer BG processes, while 

Figure 0.7 Parasagittal section through the cerebellum (A) showing the location of 

Bergmann glia. (B) Bergmann glial cell bodies (green) are located in the PCL 

between the Purkinje cell bodies (red), and their radial fibers are extended up to the 

pial surface of the ML. After (Tanaka et al., 2008). 

PCl, Purkinje cell layer; ml, Molecular layer; gcl, granular cell layer; wm, white 

matter 
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mouse and rats have shorter distance between BG cell bodies and the pial surface 

(Siegel et al., 1991). 

1.5.4 Differentiation of Bergmann Glia 

During rat development, the radial glia somata migrate at E15 from the 

ventricular surface toward the pial surface, this migration coinciding with the 

migration of PCs and granule neurons along the radial glial fibers (Bellamy, 

2006). At P15, granule cells begin to migrate from the external granular layer 

(EGL) to their final position in the internal granular layer (IGL) guided by BG 

fibers (Rakic, 1971). This migration coincides with the start of synaptogenesis by 

which the dendritic tree of PCs elaborates and grows actively (Yamada et al., 

2000). At this time, BG undergo morphological changes in which their rod-like 

fibers transform into more reticular network, ensheathing the newly formed 

synapses on PCs (Yamada et al., 2000). By P25, neuronal migration, 

synaptogenesis, and BG differentiation are achieved (Bellamy et al., 2006).  

1.5.5 Functions of Bergmann glia 

In normal cerebellar cortex, each PC body is surrounded by 8 BG cells with their 

cell bodies interposed between the PC rows, ensheathing somata and dendrites of 

PCs, both inhibitory and excitatory synapse. This leads to the removal of 

glutamate from the synaptic clefts via transporters expression (Buffo and Rossi, 

2013). BG is essential for the correct foliation and layering of CB cortex, and help 

PC dendrites elaboration, a process essential for establishing circuit connectivity 

(Buffo and Rossi, 2013, Reeber et al., 2014). Their radial fibers act as a scaffold 

during CB development guiding the granule cells that migrate inward from the 

EGL to the IGL (Xu et al., 2013). This indicates that BG fibers are associated 
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structurally and functionally with migrating granule cells during development and 

with mature PCs in the adult cerebellum. After development, BG is involved in 

many essential processes such as structural support, plasticity, synapse 

maintenance, and potassium homeostasis through glutamate uptake (Bellamy, 

2006; Reviewed in (Koirala and Corfas, 2010). It is important for proper BG 

function that their fibers outgrowth and layering are based on the tight anchorage 

of their endfeet with subpial basement membrane (Koirala and Corfas, 2010). 

Alteration in BG function results in defective endfoot anchorage of their fibers to 

the basement membrane, which finally leads to a number of phenotypic changes 

including matrix disorganization, fusion of the folia at the pial surface, decreased 

granule cell number and migration failure (Buffo and Rossi, 2013). 

1.5.6 Cerebellar neurons Birthdates 

Goldwitz and Hamre, (1998) assumed that the nuclear neuron is the first neuron 

leaving the VZ and migrating to the cortex, and this is shown to happen during 

E10-12 in mice, while the Purkinje cells are born and depart from the VZ by E11-

13 in mice and E13-16 in rats (Reviewed in Yamada and Watanabe, 2002). The 

deep cerebellar nuclei develop from both the VZ and the rhombic lip (Hoshino et 

al., 2005). According to study from (Altman and Bayer, 1997), the deep nuclei 

neurons are born by E13-15 with the highest rate of production on E14. The deep 

cerebellar nuclei (DCN) neurons that arise from the VZ migrate radially to their 

final destination (Wang et al., 2005), while neurons derived from the rhombic lip 

pass through the cerebellar cortex and finally migrate in a radial fashion to reach 

and settle in the deep cerebellum (Hoshino et al., 2005, Altman and Bayer, 1997). 

Final organization of the cerebellum takes place in late embryonic development 

(E17 in mice and E22 in rats) in which the 3 lobes are produced.  
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1.6 Damage to the Cerebellum 

As discussed earlier in this chapter, the CB is involved in many functions such as 

maintaining motor coordination, emotion, cognition, and learning (Reviewed in 

(Rebber et al., 2013)). Any failure in the proper function or lesions of the 

cerebellum leads to incoordination of balance, gait ataxia, hypotonia, dystonia, 

vertigo, medulloblastoma, and multiple sclerosis (Carpenter, 1985; Herrup and 

Kuemerle, 1997, Reeber et al., 2013). Damage to the cerebellum can occur as a 

result of tumours, inflammation, injuries, ischemia, and hereditary 

neurodegerative diseases (Cendelin, 2014).  

1.6.1 Hereditary cerebellar ataxias  

The hereditary cerebellar ataxias comprise a group of genetic disorders 

characterised by progressive loss of coordination of gait, eye and hand movement, 

and atrophy of the cerebellum (Bird, 2015). It can be classified depending on the 

pattern of inheritance into autosomal recessive, autosomal dominant, 

mitochondrial, and X linked ataxias (Jayadev and Bird, 2013).   

1.6.1.1 Autosomal Recessive Ataxia  

Friedreich Ataxia is the most common ataxia occurring before 25 years of age and 

characterised by slow progression of the disease (Bird, 2015). This type is caused 

by a triplet GAA abnormal expansion in intron 1 of frataxin (FXN) (Jayadev and 

Bird, 2013).  

In Ataxia-telangiectasia, the onset is much earlier, between 1-4 years of age 

(Jayadev and Bird, 2013). It is characterised by an increased risk of cancer such 

as leukaemia and lymphoma, frequent infections, oculomotor apraxia, and 

immunodeficiency (Jayadev and Bird, 2013; Bird, 2015).   
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1.6.1.2 Autosomal Dominant Ataxia  

This type of ataxia, refers to as spinocerebellar ataxias (SCA) are a complex 

group of progressive degenerative diseases occurring during the third and fourth 

decades of age (Durr, 2010, Bird, 2015). SCA can be classified into 30 subtypes, 

of which 7 are caused by expansions of the CAG repeats in SCA genes (Durr, 

2010, Jayadev and Bird, 2013). 

1.6.2 Mouse models of cerebellar degeneration 

Cerebellar development and degeneration can be studied using experimental 

mouse models, which can be spontaneous or induced mutant mouse models.  

1.6.2.1 Spontaneous mutant mouse model  

Mutation models include lurcher, staggerer, reeler, weaver, Purkinje cell 

degeneration (pcd), hot-foot, and nervous (Lalonde and Strazielle, 2007). Except 

for the nervous type, the mutated genes responsible for the ataxia have been 

identified (Lalonde and Strazielle, 2007, Cendelin, 2014). In each model, the 

number of PCs lost differs during the time of development until adulthood 

ranging between 40%-100% (Triarhou et al., 1996). As a consequence of PC loss 

and atrophy, granule cells also degenerate in lurcher and staggerer mutant mice 

(Reviewed in (Lalonde and Strazielle, 2007)).  

1.6.2.2 Induced mutant mouse  

These new mutant animals include induced and targeted mutations, and 

chemically-induced mutations (mutagen substances) (Reviewed in (Cendelin, 

2014)). Many of these mouse models can be genetically engineered to include the 

genes responsible for some human diseases to be studied in detail. 
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1.6.2.2.1 Purkinje Cell Degeneration (pcd): Phenotypic Characteristics 

Purkinje cell degeneration (pcd) is an autosomal recessive mutation characterised 

by postnatal degeneration of all PCs between P15-P45 resulting in motor 

impairment called ataxia (Mullen et al., 1976; Wang et al., 2007; Chakrabarti et 

al., 2008; Baltanas et al., 2011). Homozygous ataxic pcd mice are characterised 

by normal appearance but are smaller in size than their littermate wild-types. 

They can be characterized ultrastructurally by P15 and clinically after P22 

(Mullen et al., 1976). Secondary to PCs loss, thalamic neurons begin to 

degenerate between P50-P60; retinal photoreceptors and mitral neurons in the 

olfactory bulbs exhibit slow degeneration during the first year of postnatal life 

(Reviewed in (Wang and Morgan, 2007)). Beside PC and other cell type loss, 

adult male pcd mice are infertile because of abnormal shaped immotile sperms 

(Mullen et al., 1976, Chakrabarti et al., 2006).  

The pcd was first discovered in mice by Mullen et al., (1976) in the C57BR/cdJ 

strain. In the pcd mice, the cerebellum appears structurally normal at P15 with 

regular synaptic pattern, and the degeneration begins afterward with marked gait 

ataxia at P20 (time of weaning) and then progresses rapidly over a period of 2 

weeks resulting in > 99% of PCs loss by P35 (Mullen et al., 1976, Wang and 

Morgan, 2007, Chakrabarti et al., 2008). To date, 8 phenotypic alleles of pcd have 

been reported (pcd
1J

, pcd
2J
….pcd

8J
) with 3 chemically induced (pcd 

4, 6, Btlr
) and 

one arising spontaneously (Wang and Morgan, 2007, Chakrabarti et al., 2010), 

and the online database resource provided by the Jackson laboratory reported two 

more alleles, pcd
Btlr

 and pcd
JWG

 (Reviewed in (Akita and Arai, 2009)). Most of 

them are severe alleles such as pcd
1J

, pcd
3J

, and pcd
5J

 displaying a dramatic 

locomotive discordance (Chakrabarti et al., 2006).    
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1.6.2.3 Nna1 gene: Structure and Functions 

Nna1 is the mutated gene for the pcd initially described as a protein involved in 

spinal motor neurons axonal regeneration, and loss of its function is considered to 

be the cause of PC neurodegeneration (Harris et al., 2000, Fernandez-Gonzalez et 

al., 2002, Chakrabarti et al., 2006, Wang et al., 2007). Nna1 is a protein of about 

1218 amino acids with highly conserved zinc-dependent carboxypeptidase 

domain crucial for PC survival (Harris et al., 2000, Chakrabarti et al., 2010). It 

has been detected in different tissues such as kidney, testis, developing and adult 

brain (Harris et al., 2000). Nna1 is localised to both nuclear and cytoplasmic 

compartments, where in the nucleus of some homologues encodes a zinc-

carboxypeptidase that contains nuclear localization signals and an ATP/GTP 

binding motif (Harris et al., 2000). In the cytoplasm, Nna1 protein localises to the 

mitochondria and belongs to the M14 family related to zinc-carboxypeptidase 

(Harris et al., 2000, Kalinina et al., 2007, Chakrabarti et al., 2010). It has been 

shown that the substrate and zinc-binding residues are crucial for neuronal 

survival in pcd (Wang et al., 2006, Chakrabarti et al., 2008) and for motor neuron 

regeneration following oxotomy (Harris et al., 2000). Nna1 carboxypeptidase 

activity contributes to autophagy, mitophagy, and mitochondrial abnormalities 

(Reviewed in (Wu et al., 2012)). Chakrabarti et al., (2006) reported that the pcd
5J 

mutation is the result of single amino acid insertion into the Nna1 gene (Fig. 1.8) 

at the position 775 resulting in destabilisation of the Nna1 protein. This mutation 

isanalterationofa„GAC‟tripletinexon17, which encodes aspartic acid amino 

acid near the zinc-carboxypeptidase domain (Chakrabarti et al., 2006).  
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This alteration yields an additional aspartic acid residue beside the 2 already 

existing in Nna1 protein, thereby altering and destabilising its structure (Keefe et 

al., 1993, Chakrabarti et al., 2006). Moreover, pcd
5J

 mutant mice have more 

severe phenotypic alleles than pcd
1J

 and pcd
3J

 and these mice show marked ataxia 

by P25 (Wang and Morgan, 2007). Although Nna1 gene in pcd
5J

 mutant mice has 

Figure 0.8 pcd 
5J

 mutation results from single amino acid insertion. After 

(Chakrabarti et al., 2006). 
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normal level of mRNA compared to the wild type, a dramatic decrease at the 

protein level has been observed (Chakrabarti et al., 2006).  

 

1.6.3 Mechanisms of Purkinje cell death 

It has been reported that PCs death occurs through the activation of apoptotic 

signalling pathways including DNA fragmentation and the activation of the 

caspase-3 (Reviewed in (Akita and Arai, 2007)). Other studies have reported 

alternative pathways such as endoplasmic reticulum (ER) stress-specific apoptotic 

pathway and caspase-12 activation (Morishima et al., 2002), and Chakrabarti et 

al., (2009) reported increase in the autophagy pathway activity. Systemic 

administration of IGF-I resulted in the restoration of behavioural function in 

animal models of neurodegenerative disorders through exercise activation of 

endogenous homeostatic mechanisms that abolish the neurodegeneration process 

(Reviewed in (Akita and Arai, 2007)).  
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1.7 The hypothalamus: anatomy and function 

The hypothalamus is located at the base of the brain ventral to the thalamus and 

form the floor and ventral wall of the third ventricle (3V) (Daniel, 1976, Yuan 

and Arias-Carrion, 2011). It consists of distinct nuclei each with various functions 

and occupy the anterior, tuberal, and posterior regions of the hypothalamus 

(Halterman, 2005). The hypothalamus is involved in the regulation of body 

homeostasis and reproduction through the regulation of pituitary glands hormones 

(Kandel, 2000). Examples include eating, drinking, water balance, body 

temperature, and sexual activity (Yuan and Arias-Carrion, 2011).  

 

1.8 Tanycytes population in the third ventricle  

Theword „tanycyte‟ comes from thegreekword (tanus=elongated)due to their

shape and their long processes (Horstmann, 1954). They are a unique cell type 

located in the hypothalamic lining of the 3V (Rodriguez et al., 2010). Tanycytes 

are specialized unciliated cells lining the 3V wall and connecting with the 

hypothalamic neurons and blood vessels (Doetsch et al., 1997). Ultrastructure 

studies have shown that they have microvilli on their luminal surface with 

irregular nuclei containing dark chromatin aggregations (Rodriguez et al., 2005, 

Doetsch et al., 1997). The cytoplasm of the tanycytes contains numerous 

organelles such as mitochondria, golgi complex, lysosomes, and rough 

endoplasmic reticulum (RER) (Doetsch et al., 1997). 

1.8.1 Tanycytes: ontogeny, development and radial glia 

Early studies in rats have reported that tanycytes and radial glia start 

differentiation on embryonic day 18 (E18) and reach their full differentiation 

during the first postnatal month. Most tanycytes are produced during the 1st 



Chapter 1: Introduction 

 

43 
 

postnatal week, while only few of them are generated during the 2nd postnatal 

week (Reviewed in (Rodriguez et al., 2005)). It has been postulated that tanycytes 

are transient embryonic radial glia descendants (Rodriguez et al., 2005, Rodriguez 

et al., 2010). Radial glia are the neuronal progenitors that serve as a scaffold for 

the newly formed neurons and guide them to their along their smooth processes to 

their final destination (Elias et al., 2007, Dale, 2011). During development, radial 

glial cells reside in the ventricular and subventricular zone of the brain, and then 

transformed into astrocytes and neurons except for small subpopulations which 

differentiate into tanycytes in the hypothalamus, Bergmann glia in the mature 

cerebellum (CB), and Muller cells in the retina (Li et al., 2004, Merkle et al., 

2004, Rodriguez et al., 2005, Rodriguez et al., 2010). Although tanycytes share 

some features with radial glia, they possess morphological and functional 

characteristics (as outlined below) that distinguish them as a special radial glial 

cells (Rodriguez et al., 2010).   

1.8.2 Types of Tanycytes 

A review by Rodriguez et al., (2005) classified tanycytes into 4 subpopulations 

based on their location and morphological features (Fig. 1.9): 

1. α1 tanycytes are located along the area of the ventromedian nucleus

(VMN) and a small part of the dorsomedian nucleus (DMN), with their 

basal processes projecting into these nuclei. 

2. α2 tanycytes are located adjacent to the arcuate nucleus (AN) spanning 

their processes into it. 

3. β1tanycytesarefoundalongthelateral invaginations in the infundibular 

recess, with their processes ending on the perivascular space surrounding 

the portal capillaries located lateral to the median eminence (ME). 
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4.  β2tanycytesare the ventral most located tanycytes, with their cell bodies 

lining the floor of the infundibular recess and their long projections sent 

into the portal capillaries of the median zone of the ME.  

1.8.3 Ependymal Cells 

Another type of ciliated cells are located at the dorsal region of the 3V wall, they 

differ from tanycytes in that they possess functional cilia and they only have short 

processes directed into the hypothalamic parenchyma (Dale et al., 2011).  

1.8.4 Tanycytes Functions 

Tanycytes are morphologically related to radial glia in that they possess a cell 

body lining the ventricle and a long basal process penetrating the hypothalamic 

parenchyma (Rodriguez et al., 2010).  Tanycytes are involved in endocrine 

functions such as the regulation of feeding and energy balance, appetite control 

(Frayling et al., 2011, Argente-Arizón et al., 2015). β2 tanycytes have an

important role in the regulation of gonadotropin-releasing hormone (GnRH) 

secretion (Prevot et al., 2010). Tanycytes are able to detect any changes in the 

glucose levels thereby regulating glucose metabolism (Argente-Arizon et al., 

2015). Tanycytes are one of the important components of the blood-CSF barrier at 

the level of the ME to prevent the leakage of blood-borne molecules into the CSF 

(Argente-Arizon et al., 2015).  

1.8.5 Markers expressed by tanycytes 

Tanycytes express a number of transporter markers such as glucose transporters 

GLUT-1 and GLUT-2 and Glast (Reviewed in (Rodriguez et al., 2005)), and P85, 

a 85 kDa protein expressed specifically by hypothalamic tanycytes (Blazquez et 

al., 2002). Tanycytes also express a number of molecules and markers common to 
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radial glia such as cytoskeletal intermediate filaments like vimentin, GFAP 

(Robins et al., 2013), and Nestin (Lee et al., 2012). 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

1.8.6 Neurogenesis in the adult cerebellum and third ventricle 

In the brain, the neurogenic niches such as SVZ and SGZ should contain 

proliferating cells capable of self-renewing and differentiating into fully 

functional neurons. Under normal conditions, NSCs in these regions contribute to 

the generation of neurons that migrate and differentiate in the olfactory bulb and 

DG respectively contributing in memory and learning functions (Reviewed in 

(Migaud et al., 2010, Bonfanti and Peretto, 2011)).  

Figure 0.9 Coronal section through the third Ventricle. (a) immunostaining with 

vimentin antibody in the 3V showing tanycytes processes. (b) A cartoon of the 

types of tanycytes and their location along the ependymal layer of the 3V: purple 

(α1tanycytes); green(dα1tanycytes);blue(vα1tanycytes);red(βtanycytes).After 

(Robins et al., 2013). 
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In mammals, neurogenesis in the CB is thought to be limited to the early 

developmental stages of postnatal life, coinciding with the gradual disappearance 

of the external granule cell layer (EGL) soon after birth (Walton, 2012). However, 

studies in the intact CB of New Zealand white rabbits have revealed remarkable 

neurogenesis around puberty time and then decrease with age (Ponti et al., 2008). 

In the CB of non-mammal species such as adult teleost fish, neurons are 

generating throughout life and the brain showing striking ability for regeneration 

and tissue repair (Zupanc, 2006, Schmidt et al., 2013). In mammals, 

transplantation studies have shown that the environment within the CB may not 

provide specific instructive cues for the donor cells both in normal and injured CB 

(Suhonen et al., 1996b, Carletti and Rossi, 2005). Although the CB regarded as a 

static structure for many years, recent studies have indicated some neurogenic 

activity and the presence of NSCs in the CB of adult mouse (Alcock and Sottile, 

2009). Under culture conditions, NSCs isolated from embryonic and adult mouse 

CB are self-renewing and capable of generating neurons and glial cells (Klein et 

al., 2005, Lee et al., 2005). However, in vivo studies indicated that these cells are 

quiescent and do not contribute to neuron generation under physiological 

conditions (Su et al., 2014). This may suggest that the lack of neurogenesis in 

normal mature CB might be due to un-permissive environment rather than 

absence of neural progenitor cells. Nevertheless, the discovery of endogenous 

stem cells in the adult brain may play regenerative roles leading to structural 

repair by new neurons generation in response to CB damage.  

 

 In the adult hypothalamus, neurogenesis has also been reported in mice (Kokoeva 

et al., 2007, Pierce and Xu, 2010), rats (Xu et al., 2005), birds and fish (Grandel et 
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al., 2006, Kaslin et al., 2008). Given the fact that the hypothalamus location is 

adjacent to the 3V, it is conceivable that cells constituting the ependymal lining of 

the 3V might be the source of proliferating cells.  The fact that the ependymal 

cells lining the lateral ventricle function as NSCs further support the possibility 

that cells lining the ependymal layer of the 3V could also be a source of NSCs in 

the hypothalamus (Yuan and Corrion, 2011). Tanycyte populations lining the 3V 

wall have been hypothesised as neural progenitor cells generating neurons 

migrating into the surrounding hypothalamus in adult rats (Xu et al., 2005). 

Recent reports have identified the medial and ventral portion of the 3V as a 

neurogenic region contributes to new neurons generation (Perez-Martin et al., 

2010, Lee et al., 2012). It is known that tanycytes are not homogenous population 

but rather they have 4 subtypes and that radial glia cell linages proved to be 

heterogeneous population in different parts of the brain (Kriegstein and Gotz, 

2003, Rodriguez et al., 2005). Xu et al., (2005) observed that injection of GFP-

recombinant adenovirus into the 3V wall labelled tanycytes population. After 2 

weeks, few GFP
+
 cells with neuronal morphology were detected in the 

hypothalamus, suggesting these came from the migration and differentiation of 

tanycytes (Xu et al., 2005).  
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1.9 Aims of the project 

The evidence reviewed above queries the presence of neural stem cells in areas of 

the adult brain beyond the lateral ventricle and hippocampal populations. These 

observations suggest that despite the absence of reported neurogenesis in the adult 

mouse cerebellum, it may harbour a population displaying stem cell 

characteristics. Furthermore, evidence of some proliferative activity within the 

third ventricle of the hypothalamus may indicate the presence of NSCs. 

Cerebellar and 3V derived neural stem cells have been described to a lesser extent 

than stem cells in other brain regions such as the subventrcular zone and the 

dentate gyrus. The work outlined in this thesis will investigate populations 

showing stem cell characteristics in adult cerebellum and 3V, focussing on the 

following points:  

1. Investigating the the existence of neural stem cells in the cerebellum and 

third ventricle of adult mouse using stem cells associated markers to 

determine their location and nature. 

2. Isolating and characterisating neural stem cell populations derived from 

the cerebellum and third ventricle of adult mouse, and comparing them 

with those derived from a well-established NSC region, the lateral 

ventricle. 

3. Investigating the effect of both EGF and FGF-2 for long term propagation 

of NSCs populations isolated from the CB and 3V parts of the adult brain. 

4.  Evaluating the response of NSC population identified in the CB to tissue 

degeneration.
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2. Materials and Methods 

2.1. Chemicals, reagents, and medium 

Chemicals were purchased from Sigma-Aldrich unless otherwise stated. A list of 

chemicals, reagents, buffers, and media compositions is presented in Appendix I.  

2.2. Tissue slide preparation 

All mice were housed at the Biochemical Services Unit (BMSU), University of 

Nottingham, the adult chick samples were kindly provided by Dr C. Lopez-

Margolles, and the primate samples were obtained from Twycross Zoo according 

to UK and EU legal requirements. 

Brain cerebellar tissues of adult wild type primate (33-44 years), chick (D39), 

Sox1-GFP +/- (adult range from 4-12 weeks), and pcd
5J

 mice (2-12 weeks) were 

dissected, fixed in 4% PFA for 2hr for cryosectioing or for overnight when 

embedded in paraffin wax (appendix II). Serial 5 or 10µm thickness sagittal 

sections for the cerebellum and coronal sections for third ventricle were cut using 

Leica microtome. 

2.2.1. Cryosectioning 

The brain samples of adult GFP+/- Sox1 mice fixed in 4%PFA for 2h, washed 

with PBS to remove the PFA and then transferred to sucrose solution  (15% 

Sucrose in PBS), and stored at4˚Cfor overnight. The tissues were then moved to 

another sucrose solution (30% sucrose in PBS), and stored at 4˚C until tissue

sank. Tissues were then embedded in OCT compound and were frozen in a bath 

of isopentane which had been cooled down in liquid Nitrogen. The samples were 
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stored at -20˚C until the time of sectioning. Sections were cut at 5μm and 

collected onto super frost plus slides and stored at -20 ˚Cuntil staining. 

2.3. Immunohistochemistry 

2.3.1. Indirect immunohistochemistry 

Sections were dewaxed, rehydrated (Carson, 1997), and then washed  twice for 5 

min in PBT (PBS+ 0.1% tween 20), followed by heat induced antigen retrieval 

step (Shi et al., 1993, Namimatsu et al., 2005) using sodium citrate buffer at pH 

6.0 (appendix II). Endogenous peroxidase activity was blocked by incubating the 

sections in 3% H2O2 for 10-20min followed by 3 washes with PBS for 5 min 

each. Slides were then blocked in 0.1% fetal calf serum (FCS) blocking solution 

prepared in PBS for 1hr at room RT. Subsequently, the slides were incubated with 

the primary antibody diluted in blocking solution as described in (Table1) for 

overnight at 4°C. Sections were then washed extensively with PBS for 1 hr, 

incubated with secondary antibodies (see Table2) for 1hr at room temperature, 

and then washed 3 times with PBS for 15min each. For single immunostaining, 

slides were treated with DAB (3,3'-Diaminobenzidine) peroxidase substrate kit 

(Vector Laboratories) according to the manufacturer‟s instructions until brown 

color developed for 2-10mins (time was optimized for each primary antibody), 

followed by two 5min PBS washes and then mounted with (4',6-Diamidino-2-

Phenylindole) Dapi-containing Vectashield (Vector Laboratories). 

For double immunostaining, 2 different substrates were used for the detection of 

each of the antigens analysed. Slides were first incubated with DAB until brown 

color developed for the first antigen detection. The sections were washed 3 times 

with PBT and then incubated with alkaline phosphatase substrate kit (appendix II) 

in the dark for 20-40 min until blue color was developed for detection of the 
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second antigen. Finally the slides were washed with PBT 3 times, each for 5 min, 

and mounted with Dapi mounting medium. Primary and secondary antibodies 

used in this study and their respective dilutions are listed in table (2.1) and (2.2) 

respectively. 

2.3.2. Immunostaining analysis:  

For quantification of Bergmann glial cells, Sox1, Sox2, and Sox9 positive cells 

were counted for each pcd mouse with age-matched wild type littermates from 5 

sagittal sections (5μm). For the assessment of Purkinje cell numbers, Calbindin-

positive cells were counted for each pcd mouse with age-matched wild type 

littermates from 5 sections (5μm)  (n=2). Values were shown as the number of 

cells per field of view ± SEM and statistical analysis was performed using Prism 

software (GraphPad version 6). The P-values were calculated using t-test or one 

way ANOVA with normally distributed data.  
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Table 2.1 List of primary antibodies used in IHC and their dilutions. 

Abbreviation: DSHB, Developmental Studies Hybridoma Bank. 

 

Primary 

antibody 

Host species Localization Dilution Provider 

Sox1 Goat Nuclear 1:100 R&D system 

Sox1 Goat Nuclear 1:50 Santa Cruz 

Sox2 Rabbit Nuclear 1:100 Millipore 

Sox9 Rabbit Nuclear 1:100 Millipore 

Calbindin Mouse Cytoplasmic 1:200 Sigma 

S100 Rabbit Cytoplasmic 1:200 Dako 

GLAST Rabbit Cell membrane 1:200 abcam 

GFAP Rabbit Cytoplasmic 1:200 Dako 

BLBP Rabbit Nuclear& 

Cytoplasmic 

1:200 Millipore 

Nestin(Rat401) Mouse Cytoplasmic 1:100 DSHB 

DCX Rabbit Cytoplasmic 1:100 Abcam 

B-tubulin 3 Mouse Cytoplasmic 1:100 Chemicon 

MAP2-A488 Mouse Cytoplasmic 1:100 Exbio 

CNPase Mouse membrane 1:100 abcam 

Ki67 Rabbit Nucleus 1:100 Vector lab. 

GFP-Fitc Goat Cytoplasm 1:100 Abcam 

MBP Mouse Cytoplasm 1:200 Abcam 



Chapter 2: Materials and Methods 

 

5 
 

 

 

 

 

Table 2.2 List of secondary antibodies used for immunohistochemistry and 

their dilutions. 

 

 

 

 

 

Secondary 

antibody 

Host species Concentration Provider 

HRP Rabbit 1:200 sigma 

HRP 

Anti-mouse 

Mouse 1:200 sigma 

HRP 

Anti-goat 

Goat 1:200 sigma 

TRed-goat Goat 1:200 Vector lab. 

TRed-mouse Mouse 1:200 Vector lab. 

TRed-Rabbit Rabbit 1:200 Vector lab. 

Fitc-Rabbit Rabbit 1:200 Vector lab. 

Alkaline 

phosphatase 

Mouse 1:200 Vector lab. 

Alkaline 

phosphatase 

Rabbit 1:200 Vector lab. 
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2.4. Cell Culture 

2.4.1. NSCs preparation 

mNSCs were isolated from adult GFP+/- Sox1 and  P21 pcd
5J

 mice (Fig. 2.1). The 

animals were sacrificed using CO2 gas and the brains were extracted and 

transferred to petri dishes containing PBS. Cerebellum, lateral ventricle, and third 

ventricle tissues were isolated and the tissues were minced, washed in PBS and 

digested with accumax for 30 min at 37 °C. Tissues were then transfered to a tube 

and centrifuged for 5 min. to remove the accumax. After centrifugation, the 

supernatant was discarded and the cells were dissociated and washed with PBS, 

and transferred into 6 well plates containing 2 ml of NSC medium. The culture 

plate was maintained in an incubator at 37 °C under 5% CO2
 
and fresh medium 

was added every 3 days. Uncoated 25cm
2 

flasks were used to continuously grow 

NSCs. For NSCs culture medium composition see appendix II. 

2.4.2. Passaging and freezing of NSCs 

To passage NSCs, confluent cultured cells were treated with accutase for 3-5 min. 

at RT, washed with PBS and centrifuged at 200g for 5min. The supernatant was 

discarded and the pellet was re-suspended in 1ml NSC medium, and re-plated in 

25cm
2
 flasks at 1:4 to 1:5 ratio every 3-4 days. For freezing NSCs, cells were 

treated with accutase, centrifuged and re-suspended in 1ml NSCs medium. Cells 

were counted and 500 ml of the cell suspension at a concentration of 1x10
6  

were 

added
 
to freezing vials containing 500 ml of freezing medium (appendix II) to get 

a final volume of 1ml. Cells stored in -80˚C freezer for overnight and then 

transferred to liquid nitrogen. The cells were maintained as a monolayer culture in 

the presence of EGF and FGF-2 up to 40 passages without any changes in the 



Chapter 2: Materials and Methods 

 

7 
 

morphology compared to the control LV culture. After re-seeding the cells into 

the culture flasks they began to form neurospheres after one day in vitro and then 

forming a single monolayer culture the next day (Fig. 4.1).   

 

 

 

 

 

 

 

 

 

 

 

Figure 2.1 Images showing the 3 regions in the adult brain dissected to derive NSCs. 

NSCs were isolated from third ventricle (3V) (A), lateral ventricle (LV) (B), and 

cerebellum (CB) (C). 

From http://www.mbl.org/atlas170/atlas170_frame.html 

 

 

LV 

3V 

CB 

A B 
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1.10 Differentiation of NSCs 

To induce differentiation, confluent cultures (80-90%) were dissociated with 

accutase and centrifuged for 5 min. The resultant cell suspension was counted 

using a haemocytometer and reseeded at 75 × 10
3
 cells/ml onto gelatin coated 

glass coverslips in 24 well plates. The cells were allowed to grow for 2 days in 

NSCs medium. After cells became nearly confluent, EGF and FGF-2 were 

removed and medium replaced with differentiation medium (appendix II). Cells 

were allowed to differentiate for either 4, 5, 6 or 11 days. Coverslips were then 

fixed with 4% cold PFA for 20 min at RT, washed twice with PBS and then 

stored at 4ºC until immunostaining. 

2.4.3. Immunocytochemistry and cell counting 

For staining, coverslips were washed once with (PBS+ 0.1% tween 20) for 10 

minutes at room temperature (RT). Cells were then blocked in 0.1% fetal calf 

serum (FCS) blocking solution for 30 min at room RT. The cells were then 

incubated with the primary antibody prepared from the blocking solution for 

overnight at 4 ˚C. After 3 washes with PBS, each for 10 min, the cells then 

incubated with the secondary antibody prepared in PBT solution and incubated in 

the dark for 1 hr at RT.  Coverslips were then rinsed 3 times in PBS for 15 each. 

The coverslips then mounted with (4',6-Diamidino-2-Phenylindole) Dapi-

containing Vectashield (Vector Laboratories). Primary and secondary antibodies 

used in this study are listed in table (2.1) and (2.2) respectively. 

For counting, immunoreactive cells for Nestin, b-tubulin, Calbindin, DCX, and 

MAP-2 were counted as percentages of the total dapi stained nuclei. In each 

experiment, at least 6 fields of view per coverslip were selected randomly for 
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counting, and the data expressed as the percentage of cells ± SEM, with P value 

calculated using one way anova.  

2.4.4. Cell Viability Assay 

Cell viability assay was performed using Prestoblue to evaluate the growth of 

NSCs in different culture conditions by measuring the metabolic cell activity in 

each well (Boncler et al., 2014). For this purpose, cells were seeded in gelatin-

coated 24 well plates (three replicate well were seeded for each condition) at a 

density of 75 × 10
3
 cells/ml in normal NSCs medium and allowed to grow for 2-3 

days. Medium was then aspirated from the 24 well plates, 400µl of Prestoblue 

reagent was added in each well and incubated from 20-40 min. The 10X stock 

reagent was diluted 1 in 10 in HBSS to get a final concentration of 1X. The 

reaction was stopped after 40 min, and the solution was transferred into 96 well 

plates, each well received 100µl to get a final number of 9 wells/ each condition. 

The fluorescent intensity was measured at excitation 560 nm, emission 590 nm 

using microplate reader.  

2.4.5. Image analysis and microscopy  

Brightfield and fluorescent images in this study were taken with Nikon Eclipse 

90i fluorescent microscope using Velocity imaging software version 5.2.1 (2007) 

and 6.1.1 (2012) (PerkinElmer). 
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3 Investigating the presence and distribution of neural stem 

cells in the mature cerebellum of mouse, primate, and chick 

3.1 Introduction 

It has been known for many years that neurogenesis is not taking place in the 

mammalian brain and that neuron generation after birth is impossible ( am ny

Cajal, 1914).This has proven incorrect when the generation of neurons and glia 

was described in two known niches of adult brain: the subventricular zone (SVZ) 

of the lateral ventricle (LV) and the dentate gyrus (DG) of the hippocampus 

(Reviewed in (Migaud et al., 2010, Bonfanti and Peretto, 2011)). Studies have 

reported that cells in both niches are able to generate various types of neurons 

such as excitatory glutamatergic neurons in the DG and inhibitory GABAergic 

neurons in the olfactory bulb (Reviewed in (Grandel and Brand, 2013). Evidence 

suggests that a population of cells migrating from the SVZ into the cortex 

contribute to brain repair and regeneration (Parent, 2002). Following these 

discoveries, new brain regions were explored regarding neurogenesis or the 

existence of neural stem/progenitor cells such as the spinal cord, 3rd and 4th 

ventricle (Weiss et al., 1996), cerebellum, and the hypothalamus (Reviewed in 

(Migaud et al., 2010, Bonfanti and Peretto, 2011, Yuan and Arias-Carrion, 

2011)).  

Until recently, there has been little evidence concerning the existence of stem 

cells in the postnatal cerebellum (CB); however, NSCs have been isolated from 

the white matter of embryonic (P7) and adult (P>42) mouse CB (Klein et al., 

2005, Lee et al., 2005) displaying NSCs characteristics such as self-renewing 
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ability and multipotentiality. However, these neural stem-like cells are quiescent 

and failed to show any in vivo generation of neurons and astrocytes under 

physiological conditions (Su et al., 2014). Alcock et al., (2007) and Sottile et al., 

(2006) were able to locate these cells identified by Lee et al., (2005) at P7 in the 

white matter by their coexpression of Sox1 and Sox2 in the mature tissue as 

overlapping with the Bergmann glia (BG) in the PCL based on their expression of 

NSC markers Sox1, Sox2, and Sox9. It is important to understand in vivo adult 

NSCs in non-neurogenic niches which may provide useful information regarding 

their in vitro proliferation, expansion and signalling factors that may provide 

suitable environment for stem cell transplantation. Thus, investigating the 

existence of stem cells in the adult CB may provide an important source of 

neurons, astrocytes, and oligodendrocytes for possible therapeutic applications for 

neurodegenerative disorders. Based on the observations regarding the existence of 

NSCs in the adult mouse CB, it is important to analyse in more details the 

molecular profile of this population regarding the expression of NSCs associated 

markers which will be the main focus of this chapter. 

There are common markers which have been used to assess the presence of stem 

cells in brain regions such as lateral ventricle (LV) and dentate gyrus (DG). Based 

on the analysis of NSC-associated marker expression in the LV and DG, we 

investigated the presence of NSC-like cells in the adult cerebellum from mouse, 

primate, and chick origin, and compared their relative distribution across the 3 

species. Among these markers are GFAP, an intermediate filament specific for 

astrocytes but can be also expressed by radial glia displaying stem cells 

characteristics (Noctor et al., 2002, Malatesta et al., 2000); Nestin, an 

intermediate filament expressed by neuroepithelial cells and proliferating cells in 
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the adult rodent brain (Reynolds and Weiss, 1992); SoxB genes, a subfamily of 

SOX transcription factors including Sox1, Sox2, and Sox3 genes (Pevny et al., 

1998). These genes are expressed during early embryogenesis in the nervous 

system, and are involved in cell fate determination and differentiation (Uwanogho 

et al., 1995, Rex et al., 1997, Pevny and Placzek, 2005, Koirala and Corfas, 

2010). Sox1 is one of the earliest identified markers for neural precursors in the 

mouse embryo as well as in the adult (Pevny and Rao, 2003). Sox2 is required for 

maintaining NSCs and its expression is conserved in the mature CNS (Collignon 

et al., 1996). Co-expression of Sox1 and Sox2 in the adult brain seems to persist 

only in the neurogenic areas, the lateral ventricle and the hippocampus (Barraud 

et al., 2005, Brazel et al., 2005). However, recent studies have shown that BG in 

the adult mouse and human CB also express Sox1 and Sox2 (Sottile et al., 2006, 

Alcock et al., 2009). Sox9 is a member of the SoxE subgroup shown to be 

expressed in prechondrogenic and chondrogenic tissues (Zhao et al., 1997), and in 

male gonads (Kent et al., 1996). In the cerebellum, Sox9 has been shown to be co-

expressed with Sox1 and Sox2 in the BG in the adult human and mouse, 

suggesting Sox9 as complementary candidate marker for NSCs (Sottile et al., 

2006; Alcock et al., 2007).  
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In order to further investigate the characteristics of NSC-like cells in the mature 

CB, which could help better evaluate the repair capacity in the CB, a comparative 

study was carried out to: 

1. Investigate the expression of the NSC markers in the adult mouse 

cerebellum  

2. Determine the precise location and nature of this cerebellar population 

using double immunohistochemical analysis with a list of well-known 

markers for NSCs and glial cell lineage determination. 

3. Assess whether the same population of cells might exist in other species 

chick and primate and weather Sox gene expression is preserved across 

different species. 
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3.2 Results 

In this chapter, we investigated the expression of commonly used NSC markers, 

such as Sox1, Sox2, Sox9, Nestin, and Ki67, in adult mouse, primate, and chick 

cerebellum tissue. Sagittal tissue sections were generated and used to detect NSC 

markers as well as other markers associated with cerebellar populations such as 

GFAP, S100, GLAST, BLBP, RC2, Vimentin and Calbindin single and double 

immunohistochemical techniques.  

3.2.1 Sox1, Sox2, and Sox9 localisation in the postnatal cerebellum 

Immunohistochemical analysis for Sox1 and Sox2 showed that both genes were 

expressed in the mouse cerebellar cortex, in a pattern restricted to the Bergmann 

glial (BG) cells, between the Calbindin-positive PC bodies (Fig. 3.1A, 3.2A 

respectively). Similarly, the expression of Sox1 and Sox2 was detected in the 

cerebellar cortex of the adult primate (Fig. 3.1B, 3.2B respectively) and chick 

(Fig 3.1C, 3.2C respectively) cerebellum tissue. In both cases, the Sox1and 

Sox2positive populations were found in the same location to that observed in 

mouse cerebellum corresponding to BG present between the Calbindin-positive 

PC bodies.  

Next, we attempted to analyse Sox9, another transcription factor previously 

shown to be expressed in the cerebellum of adult mouse (Sottile et al., 2006). In 

the adult mouse cerebellum, expression of Sox9 followed the same pattern to that 

observed for Sox1 and Sox2 (Fig. 3.3A), which were detected in the BG in the 

PCL, matching previous observations in the adult mice cerebellum (Sottile et al., 

2006, Alcock et al., 2009). Sox9 positive cells were also observed in the LV of 

the SVZ (Pompolo and Harley, 2001), a region known to harbour precursors and 
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radial glia (Kordes et al., 2005), as previously reported (Stolt et al., 2003, 

Pompolo and Harley, 2001). Sox9 expression was also observed in a similar 

pattern in primate and chick cerebellum (Fig. 3.3B and C, respectively).  

In mouse, the expression of Nestin, another marker for stem/progenitor cells 

could also be expressed by Bergmann glial cells, was then investigated to 

determine whether BG population was positive for this NSC marker, and whether 

this may correspond to Ki67 expression, a marker of proliferating cells. For this 

purpose, double immunostaining for Calbindin with Nestin and then Ki67 was 

performed on sagittal sections of adult mouse cerebellum. No detectable signal 

was observed for Nestin or Ki67 (Fig. 3.5A and B respectively)  in Bergmann glia 

from the adult mouse cerebellum, and the only staining observed for Nestin was 

some unspecific binding in the ML (Fig. 3.5A). This negative result was in 

contrast with the Ki67 signal observed on positive control sections analysed 

alongside. 
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Figure 3.1 Sox1 detection in sagittal sections of mature cerebellum from mouse, non-human primate, and chick origin (A, B, and C 

respectively). Double immunostaining with Sox1 (brown) and calbindin (blue) confirmed that the expression Sox1 was limited to the Bergmann 

glia (yellow arrows) located between the cell bodies of the Purkinje cells). The pattern of Sox1expression was similar in mouse, primate and 

chick tissue.  

Scale bar = 200 μm 

IGL, internal granular layer; ML, molecular layer; PCL, Purkinje cell layer; WM, white matter. 

 

ML 

IGL 

PCL 

ML 

IGL 

PCL Sox1 

Mouse Chick Primate 

ML 

IGL 

PCL 

A B C 



Chapter 3: Results 
 

17 
 

  

Figure 3.2 Sox2 detection in sagittal sections of mature cerebellum tissue from mouse, non-human primate, and chick origin (A, B, 

and C respectively). Double immunostaining with Sox2 (brown) and calbindin (blue) confirmed that the expression in the Bergmann glia 

(yellow arrows) in the PCL between PC bodies. In the 3 species, Sox2 expression followed the same pattern in the cerebellar cortex.  

Scalebar=200μminAandC;34μminB 

IGL, internal granular layer; ML, molecular layer; PCL, Purkinje cell layer; WM, white matter. 
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Figure 3.3 Sox9 detection in sagittal sections of mature cerebellum tissue from mouse, non-human primate, and chick origin (A, B, 

and C respectively). Similar to Sox1 and Sox2 in (Fig.3.2 and 3.3 respectively), double immunostaining with Sox9 and calbindin confirmed that 

the expression in the Bergmann glia (yellow arrows) found in the PCL between PC bodies (blue with anti-calbindin antibody in A and C; brown 

in B). In the 3 species, Sox9 expression followed the same pattern of staining as Sox1 and Sox2 in the cerebellar cortex.  

Scalebar=200μm 

IGL, internal granular layer; ML, molecular layer; PCL, Purkinje cell layer; WM, white matter. 
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Figure 3.4 Negative controls for Fig (3.2, 3.3, and 3.4). Only secondary antibodies were applied and sections were counterstained with 

nuclear hematoxylin staining.    

Scale bar = 200 μminAandB;34μminC 

IGL, internal granular layer; ML, molecular layer; PCL, Purkinje cell layer; WM, white matter. 
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Figure 3.5 Sagittal sections of mature mouse cerebellum stained for Nestin (A) and Ki67 (B) with Calbindin 

(blue). Signals for Nestin and Ki67 were not detected in the Bergmann glial cells located in the PCL between the PC bodies. 

(C) Represent negative control incubated without primary antibody, (D) Represents positive control for Ki67 in the small 

intestine of adult mouse. 

 Scale bar = 200 μm 

IGL, internal granular layer; ML, molecular layer; PCL, Purkinje cell layer; WM, white matter. 
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3.2.2 The expression of markers commonly associated with neural stem cell markers 

To further identify the nature of these Sox1, 2, 9 positive cells in the cerebellar cortex, we 

analysed the expression of radial glia/astrocyte linage markers previously shown to stain 

NSCs and radial glia in the mature cerebellum such as BLBP and GFAP (Yamada et al., 

2000, Imura et al., 2003, Hachem et al., 2007). Antibodies against GFAP strongly labelled 

cells located in the PCL in the mouse cerebellar cortex (Fig. 3.6A), with prominent brown-

colored radial processes in the ML corresponding to the BG fibers. The location of GFAP
+
 

cells in the PCL was confirmed by the PC-specific Calbindin marker which intensely labelled 

the PC bodies in the PCL and their dendrites in the upper ML (Fig. 3.6 A). GFAP
+
 astrocytes 

were also detected in the IGL of the cerebellar cortex. Sections from adult primate and chick 

cerebellum revealed strong evidence of GFAP expression in a manner closely resembling that 

seen in the adult mouse PCL (Fig. 3.6 B and C respectively), with long brown stained BG 

processes extending into the ML of cerebellar cortex as previously reported (Kotai et al., 

1989). Some astrocytes with their processes were also detected in the IGL in a manner 

indistinguishable to that observed in the adult mouse cerebellum (Fig. 3.6 B and C 

respectively). These results show that GFAP detection revealed a similar pattern of staining 

in the mature cerebellum of the three species investigated.  

BLBP is a member of a family of hydrophobic ligand-binding proteins known to be 

expressed by radial glial cells in different regions of the brain (Anthony et al., 2005), and it 

was shown to be a marker associated with the BG (Yamada and Watanabe, 2002, Hachem et 

al., 2007). To further confirm the nature and the location of Sox1, 2, 9 cells in the cerebellar 

cortex of adult mouse, primate and chick, expression of this radial glial marker was analysed 

in these species. In the adult mouse cerebellum, BLBP highlighted a population of cells in the 
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cerebellar cortex (Fig. 3.7A). The expression was restricted to BG in the PCL in a pattern 

consistent with published report (Hachem et al., 2007). The ML showed signal for BLBP-

stained processes and no signal was detected in the IGL and the WM. Similar results was 

observed in the primate and chick cerebellum, where BLBP signal was found in the cell 

bodies of BG between the calbindin stained PCs (Fig. 3.7 B and C respectively), and visible 

brown staining was also observed in the ML corresponded to the radial glial fibers 

intermingled between the PC dendrites.  

Other radial glial markers were also examined in the mouse cerebellum in this study such as 

S100, GLAST, RC2, and Vimentin. GLAST is an astrocyte-specific glutamate transporter 

marker shown to be expressed in radial glia and highly concentrated in the cerebellum 

(Shibata et al., 1997). In the adult mouse cerebellar cortex, GLAST-labeled cells in the PCL 

were identified as BG located between the negative PC bodies (Fig. 3.8A). The staining was 

only detected in the cell body but no staining was observed in the BG processes. Both IGL 

and the WM showed some immunoreactivity for GLAST (Fig. 3.8A) but no signal was 

detected in the ML. RC2 and Vimentin did not produce any signal in the BG in adult mouse 

(Fig. 3.8 B and C respectively).  

Similarly to BLBP and GLAST, expression of S100 was detected in the cerebellar cortex of 

mouse and primate tissue (Fig. 3.9A and B). As previously shown for the other genes, S100 

followed similar pattern of staining and marked the BG cell bodies in the PCL. However, I 

have repeated the protocol for more than 4 times and it seemed that signals observed in the 

chick tissue for S100 marked PC cells unspecifically and no staining was detected for BG  

(Fig. 3.9C), and suggested artefactual staining.  

In summary, my data demonstrated the presence of a number of NSCs markers in the BG 

population of mature cerebellum. These markers have been reported for mouse and human 

(Sottile et al., 2006, Alcock et al., 2009), and here in other species such as adult chick and 
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primate. The results presented here also suggest that the BG population is not proliferating in 

normal mice and its proliferative activity needs to be examined after brain injury.       
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Figure 3.6 Double immunolabelling of calbindin and GFAP in the mature cerebellar cortex of mouse (A) , primate (B), and chick (C). In all 

species, GFAP expression (brown) is detected in the Bergmann glia (yellow arrows) between the cell bodies of Purkinje cells (stained blue with anti-

calbindin antibody and highlighted with asterisks in the controls) in the Purkinje cell layer (PCL) of the cerebellar cortex. GFAP also showed intense 

signals in the Bergmann glia radial processes (brown, white arrows) extending up into the molecular layer (ML). In addition, GFAP expression in the 

astrocytes of the internal granular layer (IGL) was also detected.  Negative controls (with secondary antibody only, counterstained with hematoxylin) for 

each species are shown in D, E, and F. scale bar = 200 μm. 

IGL, internal granular layer; ML, molecular layer; PCL, Purkinje cell layer; WM, white matter. 
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Figure 3.7 Double immunolabelling of BLBP and Calbindin in the mature cerebellar cortex of mouse (A), primate (B) and chick 

(C). Double immunostaining for BLBP with calbindin showed numerous brown stained Bergmann glial cells (yellow arrows) between the 

Purkinje cell bodies (highlighted in blue with anti-calbindin antibody and asterisks in the controls) in the Purkinje cell layer (PCL). Bergmann 

glia also showed brown signal in their processes which traverse the molecular layer (ML). As it can be observed, the expression pattern for this 

marker was similar in the cerebellar cortex for both adult primate (B) and chick (C). Negative controls (with secondary antibody only, 

counterstained with hematoxylin) for each species is shown in D, E, andF.scalebar=34μminD;200μmintherest. 

IGL, internal granular layer; ML, molecular layer; PCL, Purkinje cell layer; WM, white matter. 
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Figure 3.8 Immunostaining on sagittal sections of adult mouse cerebellum showing the 

expression of GLAST (A), RC2 (B), and Vimentin (C). GLAST-positive Bergmann glia 

located (arrows) in the PCL between Purkinje cell bodies (stars) in a pattern similar to S100 and 

BLBP. No signal for RC2 or Vimentin was detected in the cerebellar cortex. (D) Negative control 

incubated without the primary antibody.  

ScaleBar=200μm.IGL, internalgranular layer;ML,molecularlayer;PCL,Purkinjecell layer;

WM, white matter. 
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Figure 3.9 S100 immunodetection on cerebellar sagittal sections of adult mouse (A), primate (B), and chick (C). In the 

cerebellar sections of mouse and primate tissue, S100 (brown) showed similar pattern of expression in the Bergmann glial cells (arrows) 

between the PC bodies (stars). Signal for S100 in the adult chick was identified as unspecific binding. (D) and (E) Negative controls for 

mouseandprimaterespectivelyincubatedwithouttheprimaryantibody.ScaleBar=140μmin(B);70μm.IGL,internalgranular layer; 

ML, molecular layer; PCL, Purkinje cell layer; WM, white matter. 
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3.3 Discussion 

In this chapter, immunohistochemical analysis was used to study the presence of a 

population of cells in the adult cerebellum expressing NSC markers, and to 

compare tissue from mouse, non-human primates, and chick.  

3.3.1 Population of cells in the adult cerebellum expressing NCS markers  

In all of the 3 species, Sox1, Sox2, and Sox9 were expressed in the Bergmann glia 

cells in the cerebellar cortex as previously reported in mice (Sottile et al., 2006; 

Alcock et al., 2007). Analysis in adult human cerebellum revealed the same cell 

population were positive for Sox1/Sox2/Sox9 (Alcock et al., 2009). Interestingly, 

similar observations were reported for Sox2 expression in the Bergmann glia in 

rabbits (Ponti et al., 2008), and for Sox9 in rats (Pompolo and Harley, 2001). In 

order to further examine the properties of the Sox1, Sox2, and Sox9 positive 

population, we extended the comparative marker expression analysis to other 

markers associated with NSCs such as BLBP and GFAP in the cerebellar cortex 

of adult mice, non-human primates namely gorilla and chimps, and chick (D39). 

There is to date no report in the literature describing the expression of NSC 

markers in the adult primate and chick cerebellum, except for a study in human 

mature cerebellum previously mentioned (Alcock et al., 2009), and another study 

which demonstrated the expression of Sox1 and Sox2 in the SVZ of adult 

monkey, but not in the cerebellum (Tonchev et al., 2006).  

The staining pattern of the NSC and radial glial markers in all species studied 

indicated that the immunoreactive cells were the radial glial cells in the postnatal 

cerebellum, the Bergmann glial cells in the PCL. However, in the adult mouse 
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cerebellum, cells positive of Sox1, 2, and 9 were negative for Nestin and Ki67, 

two markers associated with proliferating progenitor cells (Reynolds and Weiss, 

1992, Morshead et al., 1994, Skardelly et al., 2014), suggesting that the Sox-

positive population in the cerebellum might be quiescent in the normal tissue. 

This may be compatible with reports that the BG population could undergo 

reactive gliosis after neurodegeneration (Lafarga et al., 1998, Baltanas et al., 

2013).  

Sox1 and Sox2 are members of SoxB family shown to be involved in the early 

stages of CNS development and have an important role in maintaining NSCs 

identity (Pevny and Placzek, 2005; Koirala and Corfas, 2010). Sox1 expression 

starts with the neural plate induction and is downregulated as the neural stem cells 

begin to differentiate, suggesting this gene as a marker for neural progenitor cells 

(Pevny et al., 1998). Sox2 is required for maintaining NSCs and the expression is 

conserved in the developing CNS (Collignon et al., 1996). Studies have reported 

that downregulation of Sox2 induces neural progenitors to quit from cell cycle by 

losing neural progenitor markers and to start expressing neuronal differentiated 

markers, whereas continuous expression of Sox2 prevent progenitor 

differentiation (Graham et al., 2003). Thus, the mechanism by which SoxB1 

family maintains the neural progenitor pool seems to be related to their role in cell 

cycle by regulating the timing of their exit from mitosis (Pevny and Placzek, 

2005). Sox1 is widely used as NSC marker to identify neural progenitor cells both 

in vitro and in vivo (Li et al., 2001; Barraud et al., 2005). Furthermore, both Sox1 

and Sox2 are detected in the neurogenic areas of postnatal brain such as the SVZ 

and the DG of the hippocampus in mice (Ferri et al., 2004; Ellis et al., 2004; 

Brazel et al., 2005), and Sox2 positive populations in these regions have NSCs 
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characteristics and behaviour in vivo (Suh et al., 2007). Reports have shown that 

Sox2 expression is lost upon neurospheres differentiation suggesting Sox2 as a 

NSC marker in the neurogenic areas in the brain (Brazel et al., 2005).  

Our data has confirmed the expression of Sox1/Sox2 in the Bergmann glia of 

adult mouse cerebellum consistent with previous studies in the adult mice (Sottile 

et al., 2006; Alcock et al., 2007; Alcock and Sottile, 2007), human (Alcock et al., 

2009), rabbit (Ponti et al., 2008), suggesting Sox1 and Sox2 as a general marker 

for Bergmann glia in the mature cerebellum. Our data also showed that the 

Sox1/Sox2/Sox9 positive cells in the mature cerebellum expressed other markers 

associated with Bergmann glia such as BLBP and GFAP as previously observed 

(Feng et al., 1994, Gimenez et al., 2000). This phenotype is shared with other 

radial glia, suggesting that Bergmann cells glia are radial glial cells that might be 

a source of NSCs in the mature cerebellum. Furthermore, reports in the literature 

have shown that in immature cerebellum, Sox1 and Sox2 positive cells were 

found in the white matter and become absent when cerebellum matures (Lee et 

al., 2005; Brazel et al., 2005), suggesting that they might be progenitors of 

Bergmann glia which then migrate toward their final destination in the PCL 

(Yamada and Watanabe, 2002). 

Stem cells isolated from postnatal cerebellum were reported to be able to generate 

astrocytes, oligodendrocytes, and neurons upon their transplantation into the 

cerebellum in vitro (Lee et al., 2005, Klein et al., 2005); these findings suggest 

that stem-like cells in the cerebellum share functional characteristics with known 

adult NSCs. Neural stem progenitor cells have been isolated from different 

regions (but not the cerebellum) of the adult rhesus macaque brain characterized 

by their expression of some transcription factors such as Oct-4, Rex-1, and Sox-2 
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(Davis et al., 2006). Our observations in these species suggest that Sox gene 

expression in the cerebellum might be conserved among vertebrate species.  

3.3.2  Stem cells in the mature cerebellum are of glial origin 

The preliminary results of this chapter strongly implicate Bergmann glia as the 

stem cell population of the adult cerebellum. These unipolar cells present in the 

cerebellar cortex located in the Purkinje cell layer between the Purkinje cell 

bodies and their radial fibers extend through the molecular layer terminating at 

the pial surface (Yamada and Watanabe, 2002). Bergmann glial cells have been 

shown to arise from glial lineages as they express BLBP, GLAST, Nestin, 

Vimentin, and RC2 (Hockfield and McKay, 1985, Pixley and de Vellis, 1984, 

Hartfuss et al., 2001). In our study, GFAP, BLBP, and GLAST were detected in 

the adult primate and mouse cerebellum, but no Vimentin and RC2 expression. 

Lack of expression of these markers while retaining only GFAP expression 

happens after the transformation of nearly all radial glia in the brain into mature 

astrocytes (Parnavelas and Nadarajah, 2001). Moreover, with further 

development, the progeny of GFAP
+
 radial glial precursors changes alongside a 

decrease in RC2 and increase in BLBP and GLAST, which would seem to fit with 

our observations (Malatesta et al., 2000). In the developing chick midbrain, (Gray 

and Sanes, 1992) have reported that radial glial cells are the earliest component of 

multipotential stem cells that contain neurons and glia suggesting that stem cells 

are either radial glia or become radial glia. Furthermore, a study in the avian CNS 

has shown the presence of radial glial precursors in the regions generating new 

neurons, suggesting a strong link between radial precursors and neurogenesis 

(Alvarez-Buylla et al., 1990).   
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 Evidence has recently indicated that the radial glia function as neuronal 

precursors in the cerebral cortex and throughout CNS development (Malatesta et 

al., 2000; Anthony et al., 2004), and that stem cells in the adult brain might be of 

glial origin (Doetsch et al., 1999). A study by Malatesta et al., (2000) has shown 

that cells isolated from transgenic mouse expressing GFP under the control of the 

GFAP promoter were able to generate neurons and astrocytes in vitro, suggesting 

that radial glia are a heterogenous population of precursor cells (Malatesta et al., 

2000). Moreover, these transgenic precursors under GFAP promoter control also 

contained cells positive for other glial markers that are later restricted to 

astrocytes such as GLAST and BLBP. The long fibers of radial glia guide 

neuronal migration during the development of the central nervous system (Hatten, 

1999). This fact is also true for Bergmann glia radial fibers, which guide the 

migration of the granule cells and act as scaffold supporting the structure of the 

Purkinje cells (Yamada and Watanabe, 2002). After the process of migration is 

finished, radial glia are transformed into astrocytes except for retinal Muller cells, 

cerebellar Bergmann glia, and tanycytes of the third ventricle, suggesting that 

these radial glial cells may have another postnatal function and their role may not 

be restricted to neuronal guidance (Li et al., 2004; Merkle et al., 2004; Rodriguez 

et al., 2005; Rodriguez et al., 2010). In the cerebellum, it is possible that after the 

process of granule cell migration is completed around the second postnatal week 

(Hatten, 1999), Bergmann glia stop proliferation and they finally transform into a 

radial scaffold for the surrounding Purkinje cells. Studies have also reported that 

the transformation of the radial glial cells into astrocytes can be reverted, and that 

Bergmann glia may re-expresses RC2 after neurodegeneration, and Nestin after 

grafting embryonic Purkinje cells into the cerebellum of 3-4 months old pcd 
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mutant mouse (Sotelo et al., 1994), suggesting the quiescent state of Bergmann 

glial cells in the mature tissue. These studies appear to support our results that BG 

showed no reactivity for RC2 and Nestin in the steady state environment of the 

normal adult cerebellum, and opens the question of whether these cells might be 

activated after cerebellum injury. Altogether, results gathered here for the markers 

expression confirmed Bergmann glia as a Sox-positive radial glia population that 

is conserved across mouse, primate and chick species, and may represent 

quiescent stem cells in the mature cerebellum. 
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3.4 Conclusions  

Our results confirmed the presence of a population of cells in the mature 

cerebellum of adult mouse, non-human primates, and chick expressing several 

markers known to be expressed by neural progenitor cells. Moreover, our data 

reveal no differences in the staining pattern of Sox1, Sox2, and Sox9 between 

mouse, primate and chick, and the staining location was confined to the BG cells 

in the mature cerebellum. These were Sox1
+
 cells were detected as to be 

Bergmann glial cells located around the cell bodies of PCs. Furthermore, the 

expression pattern for the radial glial markers in Bergmann glia is consistent with 

radial glial phenotype in other brain regions suggesting that Bergmann glia are the 

radial glial cells of the mature cerebellum. Our results suggest that the Bergmann 

glia may represent a NSC-like population in the adult cerebellum in several 

species, and that Sox gene expression is highly conserved across these species. 

These observations highlight the importance of carrying out a thorough analysis 

to determine whether these Sox1 positive cells can be activated in response to the 

degeneration of Purkinje cells and investigate their specification, migration and 

differentiation capacity toward the damaged areas which provide the rationale for 

the next two chapters in this thesis.   
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4 Isolation and characterisation of cerebellar derived neural 

stem cells of adult GFP+/- Sox1 mouse 

4.1 Introduction 

Neural stem cells (NSCs) have been isolated from different regions of the 

developing (Reynolds et al., 1992; Uchida et al., 2000) and adult (Reynolds and 

Weiss, 1992; Gritti et al., 1999) mouse brain. They can be expanded and 

maintained in vitro in serum free medium in the presence of mitogens such as 

EGF and FGF-2 in vitro (Reynolds and Weiss, 1992; Weiss et al., 1996; Gritti et 

al., 1999). True NSCs are clonogenic with self-renewing and proliferative 

capacity, and they can be induced to differentiate into neuronal and glial lineages 

(Reynolds et al., 1992, Gage, 2000, Gritti et al., 2002). More recently, cells with 

NSC characteristics have also been isolated from embryonic and postnatal mouse 

cerebellum (Klein et al., 2005, Lee et al., 2005).  

The cerebellum is one of the brain parts in which embryonic progenitors remain 

as radial glial cells throughout postnatal life (Malatesta et al., 2000, Anthony et 

al., 2004). NSCs differ in their requirements for growth factors in different parts 

of the brain; for example, multipotent precursors from either embryonic or adult 

mouse striatum can be expanded in EGF (Reynolds and Weiss, 1992). However, 

FGF-2 has shown to support the expansion of multipotent precursors from adult 

striatum and spinal cord, or both embryonic and adult hippocampus progenitors 

(Reviewed in (Ciccolini and Svendsen, 1998)). Other studies have shown that the 

combination of both mitogens are required for expansion and proliferation of 

NSCs isolated from forebrain or spinal cord of embryonic and adult rodents 

(Reviewed in (Tropepe et al., 1999)) .  
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Although NSCs are found in numerous regions of the adult brain such as the LV 

and the hippocampus, they appear to have a restricted potential regarding their 

differentiation into different neuronal subtypes (Doetsch, 2003a, Alvarez-Buylla 

and Garcia-Verdugo, 2002). Purkinje cells (PCs) are the largest neuron in the 

brain and main output of motor coordination of cerebellar cortex (Altman and 

Bayer 1997; Sudarov and Joyner, 2007). Various cerebellar disorders are linked to 

PC degeneration such as injuries, ischemia, intoxication, and hereditary cerebellar 

ataxia including Purkinje cell degeneration (pcd) (Cendelin, 2014). Stem cell 

transplantation in the cerebellum or other brain region depends on the ability of 

the grafted cells to integrate and differentiate into specific cell types. Embryonic 

cerebellar cell suspension grafted into the cerebellum of pcd mice resulted in the 

generation of new PCs with improved motor function (Reviewed in (Tao et al., 

2010)).  Generation of PC precursors from ESCs has been reported in vitro using 

a method of serum free culture of embryoid body-like aggregates (SFEB) treated 

with factors such as BMP4, Fgf8b, and Wnt3a (Su et al., 2006; Salero and Hatten, 

2007; Tao et al., 2010). To date, there has been no report that describe the in vitro 

generation of PCs from NSCs isolated from mature CB. Thus, it would be of 

interest to test the ability of CB derived NSCs to generate PCs and to identify the 

in vitro culture conditions which may provide a suitable environment for their 

differentiation into mature PCs. In vitro differentiation of PCs would be important 

for the development of new therapeutic strategies for Purkinje cell degeneration 

disorders. 
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Aims of this chapter 

1. To compare NSCs from adult mouse cerebellum with those derived from 

other regions in the brain, analysing their in vitro characterisation in terms 

of proliferation, morphology, potential differentiation, and growth factor 

requirements. 

2. To compare the in vitro characteristics of NSC population analyses in this 

study with those of the population identified in Chapter 3. 

3. To evaluate the in vitro differentiation potential of CB-derived NSCs into 

specific types of neurons in the cerebellum such as PCs.



Chapter 4: Results 
 

38 
 

4.2 Results 

Although NSCs derived from adult cerebellum have been described (Alcock and 

Sottile, 2009), the growth factor responsiveness of CB-NSCs has not been 

examined. This chapter aimed to further characterise these NSC-like cells 

focusing on the responsiveness of mouse CB-NSCs to EGF and FGF-2. 

Furthermore, their potential ability to generate different types of neurons such as 

PCs in vitro has been examined as it could be of therapeutic value for some 

neurodegeneration diseases such as Purkinje cell degeneration (pcd).  

4.2.1 Primary culture of NSCs derived from mature cerebellum 

Cells from mature mouse cerebellum were isolated alongside NSCs isolated from 

the lateral ventricles (LV) and used as control in our experiments. Both CB and 

LV NSCs were cultured as monolayer and maintained in NSCs medium with EGF 

and FGF-2. The morphology of CB-NSCs in culture was similar to LV-NSCs, 

and both showed similar tendency to attach to the culture flasks within 24 hours 

of culturing (Fig. 4.1).   
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4.2.2 Selection of the optimal seeding density for CB-NSCs experiments 

In order to determine the optimal seeding density for CB-NSCs, various seeding 

densities were tested in this study. Dissociated cells were seeded onto 0.1% 

gelatin coated  24 well plates (with 0.5 ml of media) at seeding densities of 0.5 

x10
4
, 0.25 x10

5
, 7.5 x10

4
, and 1 x10

5
 cells/ml and then the cells were allowed to 

grow for 2 days in culture. The optimum seeding density observed was 7.5x10
4
 

cells/ml (Fig. 4.2). Cells grown at 0.5 x10
4
 were found to be compromised in the 

24 well plates and were died after 2 days (Fig. 4.2A). When seeded at 0.25x10
5
 

cell/ml, the cells appeared healthy but large spaces were seen between the cells 

andtheycouldn‟treach thenumberrequiredforourexperimentsafter2daysin

Figure 4.1 Brightfield image showing the morphology of CB and LV NSCs in culture. 

Both CB and LV cells formed neurospheres after 24 hr of passaging (A) and (B) 

respectively and they showed similar tendency to attach to culture flasks after 2 days in 

culture (C) and (D) respectively. Scale bar=50 µm. 
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culture (Fig. 4.2B). Cells seeded at 1 x10
5
 cells/ml became 90% confluent the 

next day because of high cell number seeded (Fig. 4.2D). Only at 7.5x10
4 

cells/ml 

did the cells display the same morphology and characteristics (Fig. 4.2C). Based 

on this finding, we used 7.5x 10
4
 as the best density for all the experiments 

performed in this study.  
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Figure 4.2 The Morphology of CB-NSCs grown at different seeding densities imaged 2 days after 

seeding. Cells seeded in 0.1% gelatin coated 24 well plates at 5x103, 25x103, 75x103, and 100x103 

cells/ml. At very low density, the cells were compromised and couldn‟t survive beyond day2 in

culture (A), while at high density (D), the culture reached confluency the next day. The density 

selected for subsequent experiments was 75x10
4 
cells/ml. Scale bar =50µm   
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4.2.3 Quantification of CB-NSCs grown on gelatin and laminin coated 

culture flasks 

To evaluate the effect of gelatine and laminin coating on the growth of CB-NSCS, 

CB-NSCs were seeded in 0.1% gelatine or laminin coated 24 well plates at a 

density of 75000cell/ml. After 2 days in culture, the cells were counted as well as 

analysed by a metabolic assay. There was no morphological difference between 

the cells grown on gelatin or laminin (Fig. 4.3A and B). Quantification of cell 

number showed no significant increase in cell number between the cells seeded 

on gelatin or laminin coated plates (Fig. 4.3C) indicating that CB-NSCs could 

attach on both laminin and gelatin coated plates without affecting there viability. 

Cell metabolic assay also showed that there was no significant difference between 

the cells grown on both coating agents (Fig.4.3D). 

4.2.4 Effect of EGF and FGF-2 on CB derived NSCs 

It is well known that EGF and FGF-2 are effective mitogens for the proliferation 

and maintaining NSCs in an undifferentiated state (McKay, 1997, Gage, 2000). 

Removal of these mitogens from the culture medium induces the differentiation of 

the cells into neurons and glia (Gritti et al., 1995, Schwindt et al., 2009). In vitro 

studies have shown that NSCs from the mature brain might be EGF (Reynolds 

and Weiss, 1992; Weiss et al., 1996a), FGF-2 (Gritti et al., 1996), or EGF+FGF-2 

responsive (Lillien and Raphael, 2000). Thus, the aim of this experiment was to 

determine whether CB derived NSCs are EGF or FGF-2 responsive, or whether 

both growth factors are required for their expansion and proliferation. Moreover, 
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we also tested whether EGF and FGF-2 act in an additive manner on the 

proliferation of CB NSCs. 
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Figure 4.3 The effect of gelatin and laminin on the morphology and proliferation of CB NSCs. 

Cells seeded on gelatin (A) or laminin (B) coated plates. Cell number (C) and metabolioc activity (D) 

was not significantly different when CB cells grown for 2 days on gelatin or laminin. Data represent 

means ± SEM analysed by unpaired, 2 tailed student t test. 
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4.2.4.1 Effect of EGF and FGF-2 withdrawal on the metabolic cell activity 

of CB-NSCs 

The effect of EGF and FGF-2 removal from the culture media was investigated 

for CB-NSCs and the control LV cells.  To examine whether the removal of EGF 

or FGF-2 had an effect on the morphology and proliferation rate of CB-NSCs in 

monolayer culture, cells were cultured in medium with 20ng/ml of EGF, FGF-2, 

EGF+FGF-2 (control), or no growth factors (GFs) for 2 or 3 days followed by a 

cell metabolic assay. Both CB and LV NSCs cultured in EGF started to form 

neurospheres from day 1 in vitro (DIV1) and attached next day (DIV2) (Fig. 4.4). 

Morphologically, LV cells cultured in EGF resembled their control culture but 

they grew at lower rate (Fig. 4.4A), while EGF treatment induced hypertrophy to 

the CB cells which appeared as single cells extended from small neurospheres 

compared to their control culture (Fig. 4.4A). Interestingly, CB and LV cells 

grown in FGF-2 lost the spindle shaped morphology and appeared shrunken with 

long extensions with signs of spontaneous differentiation (Fig. 4. 4B). These cells 

showed similar morphology in both cultures although the CB cells were less 

confluent than the LV cells seeded at the same density. Cells didn‟t survive in 

medium without GFs and they died after 24 hr (Fig. 4.4D). Only the control 

culture containing both EGF and FGF showed typical morphology of NSCs (Fig. 

4.4C). Cell metabolic assay performed after 3 days showed that GFs withdrawal 

had the same effect on the proliferation of CB and LV NSCs after 3 days in 

culture (Fig. 4. 5A and B respectively). The maximum proliferation rate was seen 

in the control culture when both GFs were added to the medium. However, CB 

and LV cells grown in EGF showed significantly higher metabolic activity than 

those cultured in FGF-2 and -GFs (Fig. 4.5A and B respectively).  
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Figure 4.4 Brightfield image showing the morphology of CB and LV NSCs grown in different growth factor conditions. CB and LV cells were 

expanded for 2 days in EGF (20ng/ml) (A), FGF-2 (20ng/ml) (B), EGF+FGF-2 (C), and in mitogen free (-GFs) medium (D). Compared to the control 

culture (C), marked changes in the morphology were observed for CB and LV cells cultured in either EGF or FGF-2. (B) Cells grown in FGF-2 showed 

reduction in size and extended longer processes than other culture condition. When both mitogens were withdrawn from the medium, both cultures died 

andcouldn‟tsurviveafter24hours. EGF= epidermal growth factor; FGF-2= fibroblast growth factor. Scale bar =50µm 
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Figure 4.5 Effects of different growth factor conditions on the proliferation of CB (A) and LV (B) NSCs. Cell 

metabolic assay of CB and LV cells grown for 3 days in EGF, FGF-2, EGF+FGF-2, and mitogen free (-GFs) 

medium. The graphs show that both cells grew better in EGF than FGF-2 but the highest rate of proliferation was 

observed when both mitogens were added to the medium. Data are presented as means ± SEM using one-way 

ANOVAwithTukey‟smethodtocomparethemeanofeachgroup(****P<0.0001). EGF= epidermal growth 

factor; FGF-2= fibroblast growth factor. (n=9) EGF= epidermal growth factor; FGF-2= fibroblast growth factor.  
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4.2.4.2 Dose-dependent effect of combined EGF and FGF-2 in the culture 

on the morphology and proliferation of CB-NSCs  

The previous dataset clearly revealed that both EGF and FGF-2 were required for 

CB-NSCs proliferation (see Fig. 4. 4 and 4.5 for detail). The concentration of the 

GFs used for normal growth and expansion of NSCs was 20ng/ml. Since the 

literature does not describe the effect of different doses of EGF and FGF-2 on the 

morphology and proliferation of CB-NSCs in adult mouse, we tested the response 

of CB derived NSCs to EGF and FGF-2 in a dose dependent manner by 

increasing the concentration of both GFs in the media. For this purpose, CB and 

LV NSCs were seeded onto gelatin coated coverslips for 2 days in medium 

containing EGF and FGF-2 at different concentrations (2, 5, 10, and 20 ng/ml of 

EGF+FGF-2). Brightfield images were taken at day2 in vitro to evaluate the 

morphology of these cells in each medium condition (Fig.4.6). At each 

concentration used, CB cells showed growth and the same morphology but with 

clear differences in cell number, which appeared to increase gradually with 

increasing the GFs doses (Fig. 4.6). Cell metabolic assay showed that the 

difference in the proliferation was only significant at 2ng/ml, whereas the slight 

differences between 5, 10, and 20ng/ml was not significant (Fig. 4.7). This 

finding suggests that the exposure to EGF and FGF-2 stimulated the proliferation 

at 2ng/ml and the saturation achieved at 5ng/ml for both CB and LV cells. 

However, a lower proliferation rate was observed when no mitogen was added in 

the medium, confirming them as pivotal factors for NSCs growth (Fig. 4. 6 and 

4.7).  
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Figure 4.6 Brightfield images showing the dose dependent effect of EGF+FGF-2 on the morphology and proliferation of CB and LV NSCs.  The 

morphology of CB cells differed in in different doses of growth factors. LV cells revealed lower rate of proliferation at 2 and 5ng/ml, and the proliferation rate 

was increased at higher doses of EGF and FGF-2. No growth was observed in the mitogen free media (-GFs).  

EGF= epidermal growth factor; FGF-2= fibroblast growth factor. Scale bar =50µm 
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Figure 4.7 Dose dependent effect of EGF and FGF-2 on the proliferation and cell viability of CB (A) 

and LV (B) NSCs. EGF and FGF-2 supported proliferation at 2ng/ml and the saturation was observed at 

5ng/ml for both LV and CB cells. Data are the mean ± SEM, with at least nine replicates within each 

condition. Data are presented as means ± SEM using one-wayANOVAwithTukey‟smethodtocompare

the mean of each group (**** P < 0.0001, ***P<0.0002, P< 0.0253). EGF= epidermal growth factor; 

FGF-2= fibroblast growth factor. 
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4.2.4.3 Dose-dependent effect of either EGF or FGF-2 in the culture on the 

morphology and proliferation of CB-NSCs  

4.2.4.3.1 CB and LV NSCs culture in the presence of EGF  

In order to further investigate the requirement of CB-NSCs for EGF and FGF-2 

for their expansion, the effects of each of the mitogens were measured in a dose 

dependent manner. For this purpose, both cell types were seeded at a density of 

75x10
4
 on gelatin coated coverslips in 24 well plates and cultured for 2 days in 

different growth factors concentrations as shown in (Fig. 4.8). After 2 days in 

vitro the proliferation rate was measured by prestoblue cell metabolic assay (see 

methods 2.4.5 for detail). When cells were exposed to increasing doses of EGF, 

brightfield images taken at Day1 in vitro showed no obvious changes in the 

morphology or cell number of CB and LV cells in all medium conditions, except 

for LV cells grown as neurospheres at 20ng/ml EGF. Images at day 2 in vitro 

showed no morphological difference between different doses of EGF for CB and 

LV cells compared to the control (EGF+FGF-2) (Fig. 4.8) and all cells exhibited 

spindle shaped morphology except for LV at 20ng/ml which grew as 

neurospheres as Day1 (Fig. 4.8). However, we noticed slight increase in cell 

number between CB cells cultured in 5, 10, and 20ng/ml and LV control culture, 

but surprisingly LV cultures at 2ng/ml appeared to show higher cell numbers 

compared with their EGF+FGF control (Fig. 4.8). Most importantly, the 

metabolic assay showed that the response to EGF was similar between CB and 

LV cells, with the effect of 2ng/ml nearly as strong as (EGF+FGF-2) at 20ng/ml 

and the response to EGF being maximal at 5ng/ml (Fig. 4.9).  
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Figure 4.8 Brightfield images showing the dose dependent effect of EGF on the morphology of CB and LV NSCs. When CB and LV cells were cultured for 

2 days in different concentrations of EGF (omitting FGF-2 from the media), they didn‟t show any morphological alteration compared to their controls

(EGF+FGF-2). Interestingly, 2ng/ml of EGF was sufficient to stimulate the growth of CB and LV cells although LV cells showed lower cell number compared 

to CB cells seeded at the same density and they grew as neurospheres at 20ng/ml.  

EGF= epidermal growth factor; FGF-2= fibroblast growth factor. Scale bar =50µm. 
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Figure 4.9 Dose dependent effect of EGF on the proliferation and metabolic activity of CB (A) and LV (B) 

NSCs. CB and LV cells were grown for 2 days in different doses of EGF but no FGF-2 was added to the 

media except for the control culture (EGF+FGF-2 20ng/ml). The mitogenic effect of EGF was readily 

detectable at 2ng/ml and maximal at 5ng/ml for both cells. Data are the mean ± SEM, with at least nine 

replicates within each condition, one-wayANOVAwithTukey‟smethodtocomparethemeanofeachgroup.

(**** P< 0.0001, *** P<0.0003, P< 0.0158).  
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4.2.4.3.2 CB and LV NSCs culture in the presence of FGF-2  

In order to test whether adding FGF-2 in a dose dependent manner had the same 

effect as EGF in the previous section (4.1.5.3.1), a similar experiment was carried 

out but here EGF was omitted from the medium and increased FGF-2 

concentration used as shown in brightfield images (Fig. 4.10). The data indicated 

that cells cultured in FGF-2 alone displayed dramatic changes in morphology 

compared to those cultured in EGF alone (Fig. 4. 8). At low FGF-2 doses (2 and 

5ng/ml), the cells appeared smaller in size and extended long neurites compared 

with their control, with high rate of cell death and spontaneous differentiation 

(Fig. 4.10).  However, the majority of the cells were able to grow and survive in 

all doses used, and cells at 20ng/ml FGF were found to adopt the spindle shaped 

NSC morphology similar to the control culture. Metabolic cell activity showed 

that FGF-2 stimulated the proliferation at the lowest dose used and increased 

gradually with the maximum achieved at 20ng/ml. These findings strongly 

suggested that FGF-2 was a strong mitogen for both CB and LV cells (Fig. 4.11).    
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Figure 4.10 Brightfield images showing the dose dependent effect of FGF-2 on the morphology of CB and LV NSCs. CB and LV cells cultured for 2 days in 

different concentrations of FGF-2 (omitting EGF from the media), showed clear morphological alteration compared to their controls (EGF+FGF-2). 2ng/ml of FGF-

2 was sufficient to stimulate the growth of CB and LV cells but the cells were atrophied and extended very long cell processes. As the dose of FGF-2 was increased 

gradually, the cells adopted the normal morphology as they appeared in the control culture (EGF+FGF-2 20ng/ml) although the cell number was not greatly affected 

when the dose of FGF-2 was increased.  

EGF= epidermal growth factor; FGF-2= fibroblast growth factor. Scale bar =50µm 
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Figure 4.11 Dose dependent effect of FGF-2 on the proliferation and metabolic activity of CB (A) and LV 

(B) NSCs. Increasing concentrations of FGF-2 were added to the culture medium for CB and LV cells. The 

mitogenic effect of FGF-2 was readily detectable at 2ng/ml and the maximal response was observed in the 

control culture when both mitogens were used at 20ng/ml. Data are the mean ± SEM, with at least nine 

replicates within each condition, one-wayANOVAwithTukey‟smethodtocomparethe mean of each group 

(**** P< 0.0001, *** P<0.0001, P< 0.0017).  
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4.2.4.3.3 CB and LV NSCs in EGF culture at smaller doses 

The previous experiments indicated that EGF effect as a mitogen was not dose 

dependent on CB and LV cells although the saturation was detected as to be 

5ng/ml. To see if lower concentrations could stimulate cell proliferation, the 

experiment in section (4.1.5.3.1) was repeated using lower doses of EGF for 

culturing CB and LV cells for 2 days and removing FGF-2 from the medium to 

avoid interfering with EGF. The EGF doses used are shown in (Fig. 4.12). Both 

CB and LV cells showed similar morphology at very low doses (0.1, 0.2, and 

0.5ng/ml) and both appeared hypertrophied except for LV cells which grew as 

neurospheres at 20ng/ml as previously described in this study (see Fig. 4. 8 for 

detail). Cell metabolic assay showed that the stimulation of CB and LV cells was 

observed readily at 0.1ng/ml and increased with dose increase up to 2ng/ml for 

CB cells and 5ng/ml for LV cells (Fig.4.13). However, the maximum proliferation 

rate was detected when both mitogens were added to the media.  

 

 

 

 

 

 

 

 

 

 

 
  



Chapter 4: Results 
 

58 
 

0.1ng/ml ng/ml 0.2 ng/ml 

EGF+FGF 20ng/ml -GF 

2 ng/ml 0.5 ng/ml 

CB cells 

20 ng/ml 

LV cells 

CB cells 

LV cells 

50µm 

-FGF EGF 

dose 

 

Figure 4.12 Brightfield images showing the dose 

dependent effect of EGF on the morphology of CB and 

LV NSCs. CB and LV cells were cultured for 2 days in 

different concentrations of EGF (omitting FGF-2 from 

the media). At very low concentrations (0.1, 0.2, and 

0.5 ng/ml), cells showed marked morphological 

alteration compared to their controls (EGF+FGF-2). 

The LV cells appeared more compromised at the lower 

doses with lots of cell debris and most of the cells 

underwent spontaneous differentiation (arrows). LV 

cells grew as neurospheres when 20ng/ml of EGF was 

added to the culturing medium. EGF= epidermal 

growth factor; FGF-2= fibroblast growth factor. Scale 

bar =50µm. 
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Figure 4.13 Dose dependent effect of EGF on the proliferation and cell viability of CB (A) and LV 

(B) NSCs. CB and LV cells were grown for 2 days in different doses of EGF but no FGF-2 was 

added to the media except for the control culture (EGF+FGF-2 20ng/ml). The mitogenic effect of 

EGF was readily detectable at 0.1ng/ml for both cells and the saturation was observed at 2ng/ml for 

CB cells and 5ng/ml for the LV cells. Data are presented as means ± SEM using one-way ANOVA 

with Tukey‟s method to compare the mean of each group (**** P < 0.0001, *** P <0.0003, 

**P<0.0026, *P< 0.0156). EGF= epidermal growth factor; FGF-2= fibroblast growth factor. 
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4.2.4.4 Longer term effect of EGF and FGF-2 withdrawal on the 

proliferation of CB-mNSCs  

We have previously shown that EGF and FGF-2 stimulate the growth and 

proliferation of CB and LV NSCs after 2-3 days culturing in vitro,  and that CB 

and LV cells displayed different morphology when cultured in the presence of 

either EGF (20ng/ml) or FGF-2 (20ng/ml) compared with the control culture 

(EGF+FGF-2, 20ng/ml each). To determine whether the cells could be expanded 

for extended periods in EGF, FGF-2, EGF+FGF-2, or in mitogen free media 

conditions, a 3-week withdrawal of EGF and FGF-2 was tested on CB and their 

control LV NSCs followed by metabolic activity measurement and in vitro 

differentiation for 6 days, in order to identify the phenotype of the differentiated 

cells. For this purpose, CB and LV NSCs were plated into T25 flasks and let to 

grow for 5 passages in medium with EGF, FGF-2, EGF+FGF-2, and no GFs. 

After 5 passages, the cells were seeded onto gelatin coated glass coverslips at a 

density of 7.5 x 10
4 

and in the same conditions (EGF, FGF-2, EGF+FGF-2, and 

no GFs) and let to grow for 2 days until the cells became confluent (Fig. 4.14 A 

and B). After that the medium was changed to differentiation medium and the 

cells were allowed to differentiate for 6 days. After fixation with 4% PFA, 

immunocytochemistry was performed with specific markers to identify the 

differentiated cell types. The brightfield images (Fig.4.14) showing the 

morphology of CB and LV NSCs grown in different medium conditions for 5 

passages. CB and LV NSCs grown in EGF medium showed decreasing numbers 

over the period of the 5 passages, but the morphology of the cells was similar to 

the control condition (EGF+FGF-2) (Fig. 4.14). However, cells grown in FGF-2 
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only showed very different morphology with smaller cell bodies extending long 

cellular extensions compared to those grown in the normal media (Fig. 4.14). I 

also noticed the formation of large neurospheres in the LV NSCs cultured in EGF 

at P3, which was not observed in the CB culture. CB and LV NSCs cultured in 

normal medium with EGF and FGF-2 showed constant degree of proliferation and 

morphology suggesting it as the optimum media condition for their growth and 

expansion. Cell viability analysis was assessed at each passaging and the data of 

all the metabolic cell activity measurements were averaged. Results showed 

significant increase in the proliferation of CB cells in EGF alone compared with 

FGF-2 culture, and whereas LV cells showed the same level of proliferation in 

EGF or FGF-2 culture (Fig. 4.15 A and B respectively). Both CB and LV cells 

showed significant increase and achieved highest rate of growth and proliferation 

in the control culture media when both mitogens were added (Fig. 4.15 A and B 

respectively). Moreover, cells couldn‟t grow in the absence of both mitogens

suggesting EGF and FGF-2 are important survival factors for the growth and 

expansion of CB and LV NSCs. 
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Figure 4.14 Brightfield images showing the morphology of CB and LV cells (A, B respectively) grown for 3 weeks (5 passages) in EGF, 

FGF-2, EGF+FGF-2, and mitogen free medium.  Both CB and LV NSCs can be expanded in EGF (20ng/ml) or FGF-2 (20ng/ml) alone for 

5 passages but displayed different morphologies in each medium condition compared to the control culture containing both mitogens with 

large amounts of cell debris were found in each culture. LV cells tended to grow as neurospheres in EGF culture after passage 3. Both cells 

failed to grow in the absence of growth factors. Moreover, in FGF-2 culture, both cells reduced in size and appeared atrophied. Scale bar= 

50µm. 



Chapter 4: Results 
 

65 
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B 

A 
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Figure 4.15 Effect of 3-week withdrawal of EGF and FGF-2 on the proliferation of mouse CB 

(A) and LV (B) NSCs. Averaged data of cell metabolic assay revealed that maximum 

proliferative rate was achieved when both growth factors were combined. There was significant 

increase in the proliferation between CB cells cultured in EGF and FGF-2 after 3 weeks in these 

cultures, whereas no significant difference was observed between LV cells grown in either in 

EGF or FGF-2.  Data are presented as means ± SEM using one-way ANOVA with Tukey‟s

method to compare the mean of each group  (**** P < 0.0001, ** P <0.0037). EGF= epidermal 

growth factor; FGF-2= fibroblast growth factor.  
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4.2.4.5 Longer term effect EGF and FGF-2 withdrawal on the 

differentiation of CB-mNSCs  

In this study, we tested the hypothesis that growth factor starvation could have an 

effect on the differentiation capacity of NSCs. 3 weeks of EGF or FGF-2 

treatments were applied before analysing the differentiation potential and the type 

of cells generated for both CB and LV cells. To achieve this, CB and LV NSCs 

were cultured in the presence of EGF (20ng/ml), FGF-2 (20/ml), or EGF+FGF-2 

(20ng/ml for each) for 3 weeks, before applying a  6 days of in vitro 

differentiation treatment of CB and LV cells (Fig. 4.16). Images at D6 of 

differentiation, showed heterogeneous populations of neuronal and glial cells. To 

determine the phenotype of these cells, immunostaining was performed with 

different markers listed in table (4.1).  

Analysis of immunostaining results revealed that CB and LV cells cultured for 5 

passages in EGF, FGF-2, or EGF+FGF-2 did not impair their differentiation 

capacity toward neuronal and glial generation (Fig. 4.16A and B respectively). 

After 6 days of differentiation in each treatment, Nestin expression was not 

detected but both cultures showed expression of B-tub3, DCX (neuronal 

markers), and GFAP (astrocytic marker) (Fig.4.16A and B). Interestingly, FGF-2 

culture greatly enhanced neurite extension which was more obvious in the LV 

cells as revealed by B-tub3 and DCX staining (Fig. 4.16A and B). The 

immunostaining analysis for GFAP also showed that slightly more astrocytes 

were generated in FGF-2 culture for CB cells while LV cells generated higher 

number of astrocytes in EGF culture. 



Chapter 4: Results 
 

67 
 

However, there appeared to be a difference in the neuronal proportion between 

the type of mitogen used for both CB and LV cells (Fig. 4.18). To assess if this 

variation was statistically significant, the percentage of B-tub3
+ 

cells was 

quantified for each treatment for both cell types.  Interestingly, we noticed clear 

variation in the percentage of CB and LV cells adopted neuronal phenotype 

between the EGF, FGF-2, and EGF + FGF-2 culture conditions (Fig. 4.18 A and 

B respectively).  CB cells cultured in EGF generated more neurons than FGF-2 

and EGF+FGF-2 culture (Fig. 4.18A), whereas more B-tub3
+
 cells were detected 

in LV cells cultured in FGF-2 alone (Fig. 4.18B). Moreover, when the percentage 

of B-tub3
+
 cells were compared between CB and LV cells, CB cells produced 

significantly higher percentage of neurons in the EGF and EGF+FGF-2 culture 

than LV cells, while both cells generated nearly the same percentage of B-tub3 

neurons in the FGF-2 culture (Fig. 4.18C). 

 

Table 4.1 The list of primary antibodies used in this chapter 

 

 

 

 

 

Primary Antibody Host species Dilution Provider 

GFAP Rabbit 1:200 Dako 

Nestin (Rat401) Mouse 1:50 DSHB 

DCX Rabbit 1:100 Abcam 

Calbindin Mouse 1:100 Sigma 

MAP2ab-A488 Mouse 1:100 Exbio/Axxora 

B-tub3 Rabbit 1:100 Cell signalling 

MBP Mouse 1:200 Abcam 

Sox2 Rabbit 1:200 Active Motif 
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Figure 4.16 Brightfield images of CB (A) and LV (B) cells at D0 and D6 of in vitro differentiation 

following 3weeks culture in different growth factor conditions. CB and LV cells adopted the morphology of 

differentiated cells at D6. Culturing in EGF or FGF-2alonedidn‟taffectthedifferentiationcapacityof both 

cell types. Scale bar= 50µm 
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Figure 4.17 Effect of 3-week withdrawal of 

EGF and FGF-2 on the differentiation potential 

of CB and LV NSCs (A) and (B) respectively. 

CB and LV cells were cultured for 5 passages in 

EGF, FGF-2, and EGF+FGF-2 (20ng/ml) 

followed by 6 days of in vitro differentiation in 

the presence of BDNF, EC23 and serum. After 

fixation, cells were immunostained for Nestin 

(neural stem cell marker), and GFAP (astrocyte 

marker), B-tub3 and DCX (neuronal markers) 

counterstained with dapi (blue). 

Immunocytochemical analysis showed that 

culturing CB and LV cells in EGF or FGF-2 for 

3 weeks did not affect the differentiation 

capacity toward the generation of glia and 

neurons. In both cell types, Nestin expression 

was absent at D6.  

EGF= epidermal growth factor; FGF-2= 

fibroblast growth factor. Scale bar =60µm  
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Figure 4.18 Quantitative analysis of B-tub3
+
 neurons after 5 passages in EGF, FGF-2, and 

EGF+FGF-2 for CB (A) and LV (B) cells respectively. CB and LV cells cultured in these medium 

conditions for 3 weeks followed by 6 days of differentiation. Immunostaining was performed for B-

tub3 (neuronal marker) and cells were counted in 6 random fields for both cells. CB cells differentiated 

for 6 days generated more neurons in EGF culture while LV cells generated more neurons in FGF-2 

culture. (C) Data from A and B were used to compare the effect of different growth factor conditions 

on the proportion of neurons generated after 6 days of in vitro differentiation of CB and LV NSCs. The 

percentage of B-tub3 positive cells was significantly higher in the EGF and EGF+FGF-2 cultures for 

CB cells compared to LV cells. Data are the mean ± SEM, with at least nine replicates within each 

condition, one-way ANOVA with Tukey‟s method to compare the mean of each group (***P < 

0.0005, ** P< 0.0033, *P<0.0232), n=9. 
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4.2.5 In vitro differentiation and immunohistochemical analysis of CB-

NSCs 

A key feature of NSCs is their multipotent ability to give the 3 major cell types in 

the brain (Gage, 2000). In this experiment, undifferentiated CB and LV NSCs 

were seeded on gelatine coated coverslips in 24 well plates and allowed to grow 

for 2 days in culture in the presence of EGF and FGF-2 (20ng/ml). The cells were 

then induced to differentiate by removal of growth factors from the media and 

exposure to differentiation medium containing brain derived neurotrophic factors 

(BDNF), fetal calf serum (FCS), and retinoic acid analogue (EC23). The cells 

were maintained in the neurogenic medium for 4, 5 or 6 days before fixing and 

staining. To identify cell types after differentiation, we performed fluorescent 

immunostaining using a number of markers for neuronal and glial lineages (table 

4.1). At D0, the undifferentiated cells showed immunoreactivity for Nestin but no 

reactivity for differentiated markers such as GFAP, B-tub3 (Fig. 4.19). After 4 

and 5 days of differentiation (4.19A and B, 4.20A and B respectively), no Nestin 

expression was detected but the cells were immunopositive for GFAP and B-tub3 

suggesting that cultures contained differentiated cells.  
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Figure 4.19 Multi-lineage differentiation analysis of NSCs derived from CB and LV of adult mouse. 

Immunofluorescence images of CB (A) and LV (B) NSCs after 4 days of exposure to differentiation 

medium. CB and LV cells were cultured for 2 days in the presence of EGF and FGF-2 followed by 4 days 

in the presence of BDNF, EC23 and serum. After fixation, cells at D0 (control) and D4 were 

immunostained for Nestin and Sox2 (neural stem cell marker), and GFAP (astrocyte marker) counterstained 

with dapi (blue). In both cell types, Nestin expression was detected only at D0 but Sox2 expression was 

detected at D0 and D4, as well and GFAP expression was detected at D4 in both cultures. (C) and (D) 

Negative controls for 4 days differentiation of CB and LV cells. In these images no primary antibodies 

were added for both D0 and D4. Cells were stained only with Texas red (TR) secondary antibody and 

counterstained with dapi. 
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Figure 4.20 Multi-lineage differentiation analysis of NSCs derived from CB (A) and LV (B) of adult mouse. 

Immunofluorescence images of CB and LV NSCs after 5 days of differentiation. CB and LV cells were cultured 

for 2 days in the presence of EGF and FGF-2 followed by 4 days of in vitro differentiation in the presence of 

BDNF, EC23 and serum. After fixation, cells at D0 (control) and D5 were immunostained for Nestin (neural stem 

cell marker), B-tub3 (neuronal marker), and GFAP (astrocyte marker) counterstained with dapi (blue). The 

bottom panel showing the negative control stained with secondary antibody only. In both cell types, Nestin 

expression was detected only at D0. GFAP and B-tub3 expression was observed at D5 and the staining pattern 

was similar between CB and LV cells. Scale bar =60µm 
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4.2.6 Effect of EC23 treatment on CB-NSCs differentiation  

EC23 is a synthetic retinoid analogue which has been developed by (Christie et 

al., 2008)  and found to induce neuronal differentiation via the activation of all 

retinoic acid receptor pathways (Maltman et al., 2009). Christie et al., (2011) have 

shown that human pluripotent stem cell treated with 1µM of EC23 for 3 weeks 

induced neuronal differentiation similar to all-trans retinoic acid (ATRA). To 

analyse the effect of EC23 on the neuronal differentiation, CB and LV NSCs were 

differentiated with and without EC23 for 16 days followed by immunstaining 

with specific markers (listed in table 4.1) for neuronal and glial linages to identify 

the phenotype present in these cultures (Fig. 4.21). Furthermore, the number of B-

tub3, MAP2, and DCX, Calbindin (selectively labels Purkinje cells) and Nestin 

positive cells were counted in 5 random fields of view in order to determine the 

percentage of the positive cells for each of these markers. Immunofluorescent 

staining revealed the existence of neurons, astrocytes, and oligodendrocytes in the 

CB and LV NSCs culture after 16 days in the presence and absence of EC23 (Fig. 

4.21A and B and 4.22A and B respectively). Nestin staining was observed at D0 

but lost in the differentiated cells, indicating that CB and LV NSCs were 

differentiated after treatment. GFAP
+
 cells were the most abundant among all 

differentiated cultures, while the less abundant cell type were oligodendrocytes as 

observed by MBP immunostaining (Fig.4.21 and 4.22). Importantly, the presence 

of Calbindin-expressing cells was observed in CB-NSCs treated for 16 days in the 

presence and absence of EC23 (Fig. 4.21A and 4.22A respectively) but not in the 

LV culture (Fig. 4.21B and 4.22B respectively). Moreover, differentiation 

medium containing EC23 generated more Calbindin-positive cells than in the 
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absence of EC23, but this difference was proven to be non-significant 

(Fig.4.23A).  

 We noticed that when EC23 was omitted from the differentiation medium, the 

proportion of neurons was found to be increased in both CB and LV cells (Fig. 

4.22 A and B respectively). However, statistically the difference in the percentage 

of B-tub3, MAP2, DCX, and Calbindin markers was not significant among CB or 

LV cells in the presence or absence of EC23 (Fig. 4.23 A and B respectively). 

Moreover, the highest percentage of neuronal marker detected in LV cells was 

DCX in +EC23 (16.61 ± 1.4% and –EC23 (15.62 ± 2.4%), and DCX in CB cells 

in +EC23 (42.89 ± 1.6%) and –EC23 (40.99 ± 5.8%) treatments respectively (Fig. 

4.23). Statistical analysis revealed that the difference in neuronal number was 

highly significant between CB and LV cells for the selected neuronal markers 

used in this study (Fig.4.23 C ) (Mean ±SEM is shown in table 4.2).   

 

Table 4.2 Percentage of different neuronal markers after 16 days of 

differentiation in the presence of EC23. Values represent means ± SEM of 

cell counts obtained from 5 stained fields of view/marker 

 

 

 B-tub3 MAP-2 DXC Calbindin 

CB-

NSCs  

34.8 ± 2.2 30.8 ± 2.5 42.8 ± 1.6 15.8 ± 4.9 

LV-

NSCs 

16.6 ± 1.4 14.2 ± 1.5 19.3 ± 2.2 0 
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Figure 4.21 The effect of EC23 treatment on the in vitro differentiation response of CB and LV NSCs. Immunofluorescence images of CB  (A) and LV 

(B) NSCs cultured for 2-3 days in the presence of EGF and FGF-2 followed by 16 days of differentiation in the presence of EC23 along with 

BDNF+serum. After fixation, cells were immunostained for Nestin (neural stem cell marker), GFAP (astrocyte marker), MBP (oligodendrocytes marker), 

and B-tub3, MAP2, DCX, Calbindin (neuronal markers), with dapi counterstained (blue). In both cell types, Nestin expression was absent at D16 indicating 

their differentiation.. All the neuronal markers used were detected at D16 in CB and LV cells. Interestingly, Calbindin
+
 cells were detected in the CB 

culture only suggesting that 16 days of differentiation promoted Purkinje cells (PCs) differentiation, a cerebellar neuron type. Surprisingly, MBP expression 

was detected in CB cells only and was absent from the LV culture. BDNF: brain derived neurotrophic factor; DCX: Doublecortin X; MBP: Myelin basic 

protein. (C) Negative controls for 16 days differentiation of CB and LV cells. In these images no primary antibodies were added for both D0 and D4. Cells 

were stained only with Texas red secondary antibody counter stained with dapi. (A) (C) represent control for TR anti rabbit in CB and LV cells 

respectively; (B) (D) represent control for TR anti mouse in CB and LV cells respectively. Scale bar =60µm 
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Figure 4.22 The effect of EC23 (retinoic acid analogue) withdrawal on the in vitro differentiation capacity of CB and LV NSCs (A) and (B) respectively. 

Immunofluorescence images of CB and LV NSCs after 16 days of differentiation in the absence of EC23. CB and LV cells were cultured for 2-3 days in the presence 

of EGF and FGF-2 followed by 16 days of in vitro differentiation in the absence of EC23 along with BDNF+serum. After fixation, cells were immunostained for 

Nestin (neural stem cell marker), GFAP (astrocyte marker), MBP (oligodendrocytes marker), and B-tub3, MAP2, DCX, Calbindin (neuronal markers) counterstained 

with dapi (blue). In both cell types, Nestin expression was absent at D16 indicating their differentiation. Removing EC23 treatment from the differentiation medium 

accounted for more neuronal generation. All the neuronal markers used were expressed at D16 in CB and LV cells. Calbindin+ cells were detected in the CB culture 

only indicating that 16 days of differentiation produced Purkinje cells (PCs). Surprisingly, oligodendrocytes were detected using MBP marker in CB cells only and was 

absent from the LV culture at this differentiation point. BDNF: brain derived neurotrophic factor; DCX: Doublecortin X; MBP: Myelin basic protein. (C) Negative 

controls for 16 days differentiation of CB and LV cells. In these images no primary antibodies were added for both D0 and D4. Cells were stained only with Texas red 

secondary antibody counter stained with dapi. (A) (C) represent control for TR anti rabbit in CB and LV cells respectively; (B) (D) represent control for TR anti mouse 

in CB and LV cells respectively.  Scale bar =60µm 
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Figure 4.23 The effect of EC23 on lineage marker expression after 16 days of in vitro 

differentiation of CB and LV NSCs. CB (A) and LV (B) cells were differentiated for 16 days in the 

presence and absence of EC23, followed by immunostaining with Nestin (NSC marker) and 

neuronal markers (B-tub3, MAP2, DCX, and Calbindin). No significant effect was observed on the 

percentage of neurons generated in the presence and absence of EC23 for both cell types.  (C) data 

from A and B were used for quantitative analysis of different neuronal markers after 16 days of in 

vitro differentiation of mouse CB and LV NSCs. CB and LV NSCs were differentiated for 16 days 

in the presence of BDNF, FCS, and EC23 followed by immunostaining with Nestin (NSC marker) 

and neuronal markers (B-tub3, MAP2, DCX, and Calbindin).The proportion of B-tub3, MAP2, 

DCX, and Calbindin were significantly higher in CB cells compared with LV cells. In both cell 

types, DCX
+
 cells were significantly higher than the other neuronal markers. Calbindin (specific 

marker for PCs) was detected only in CB cells but not in LV cells. PCs: Purkinje cells. Data are 

presented as means ± SEM using Two-way ANOVA with Bonferroni method to compare the mean 

of each group (**** P < 0.0001), (n=5). 
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4.3 Discussion 

In this study, in vitro characteristics of NSCs isolated from the cerebellum of 

adult mouse were assessed and compared to those isolated from the lateral 

ventricle, used as control. The main focus of this chapter was to determine the 

optimum culture conditions for the growth and expansion of cells in regard to 

growth factor requirements, and also to test their differentiation potential toward 

the generation of neurons, astrocytes, and oligodendrocytes.  

4.4 Characterisation of NSCs derived from mature cerebellum 

Cerebellum derived NSCs grown in cultures in the presence of EGF and FGF-2 

were similar to the control NSCs derived from the LV. The optimum density 

determined in this study to produce the best culture for culture expansion was 

7.5x 10
4 

cells/ml in either T25 or 24 well plates. When the cells were seeded at 

verylowdensity,theybecamecompromisedandcouldn‟tsurviveafter2daysin

culture with large distances between the cells being observed. This could be due 

to the fact that cell-to-cell paracrine signalling is greatly affected by the cell 

seeding density (Kim et al., 2009). When the cells were seeded at high densities, 

LV cells became over confluent next day, while the CB cells were not due to the 

differences in the growth rate of both cell types. Evidence from the literature 

suggests that seeding cells at high density leads to rapid depletion of the nutrients 

and alteration in pH of the medium due to high metabolic rate of the cells and this 

can finally affect their viability (Gritti et al., 2001). Cells isolated from the CB 

were able to form neurospheres similar to the control culture as previously 

reported by Alcock and Sottile, (2009). However, the formation of neurospheres 
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was not enough to confirm the stem cell nature of these cells as some transit-

amplifying cells are also able to form neurospheres (Doetsch et al., 2002). 

4.4.1 Effect of retinoic acid analogue (EC23) on the neuronal differentiation 

of CB NCS 

It is well known that retinoic acid (RA), a metabolite of vitamin A, induces 

neuronal differentiation as well as other important functions such as axonal out 

growth, and neural patterning (Maden, 2007). EC23, an analogue of RA, has also 

more recently been found to induce neuronal differentiation via RA functional 

pathways (Maltman et al., 2009).  In this study, it appeared that removing of 

EC23 from the differentiation medium had no obvious effect on the neuronal 

differentiation of both CB and LV cells. We have also shown that more neurons 

were generated in the absence of EC23 than in the presence of EC23 although the 

difference was not statistically significant. The concentration of EC23 used in this 

study was 1 µM, and this dose was shown to be toxic to embryonic stem cells 

(Christie, 2008) which might explain the lower proportion of neurons generated in 

the presence of EC23 than in the absence of EC23 observed in our study. 

Alternatively, it might be other factors used in the differentiation medium which 

enhanced the differentiation of CB and LV cells, such as serum and BDNF. The 

addition of serum-born factors along with BDNF are reported to be strong 

inducers of stem cell differentiation (Zhang et al., 2011).  Furthermore, our results 

demonstrated that when CB and LV cells were differentiated for 16 days in the 

presence and absence of EC23, the proportion of neuronal population for CB cells 

was significantly higher than LV cells.  
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4.4.2 Effect of EGF and FGF-2 on CB-NSCs in culture proliferation and 

differentiation 

Growth and cell proliferation for CB and LV NSCs were found to be significantly 

decreased when one of the growth factors was removed from the media compared 

to the control cells grown in normal media with both mitogens suggesting that 

these cells are EGF+FGF-2 dependent. Studies have shown that EGF and FGF-2 

may act synergistically to promote NSCs growth and proliferation (Gritti et al., 

1996, Weiss et al., 1996). However, compared with CB and LV cells expanded in 

EGF alone, FGF-2 culture revealed more heterogeneous morphology with smaller 

cell sizes. Cell proliferation assay also showed that CB-NSCs subjected to 

removal of one of the growth factors did not grow as well as the control culture. 

Addition of both growth factors to the culturing medium significantly increased 

the proliferation of CB and LV NSCs due to the synergistic effect compared with 

EGF or FGF-2 alone in line with previous observations (Weiss et al., 1996, Gritti 

et al., 1996). 

These results suggest that although EGF and FGF-2 alone support the growth of 

both CB and LV derived NSCs, but the two mitogens need to be combined to 

approach maximum proliferation capacity. Previous studies have shown that 

FGF-2 responsive cells can be isolated from the neural plate in the developing 

mouse at E8.5 (Tropepe et al., 1999) or adult mouse striatum (Gritti et al., 1996). 

Other studies have reported that NSCs from adult striatum could be isolated in the 

presence of EGF alone (Reynolds and Weiss, 1992, Morshead et al., 1994), 

whereas stem cells derivation from the spinal cord for example require 

EGF+FGF-2 (Weiss et al., 1996).Thus, further studies would be important to test 

the possibility of using either EGF or FGF-2 for the isolation of NSCs from 
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embryonic and adult mouse CB compared to the previously mentioned regions of 

the brain. 

4.4.3 Dose dependent effect of EGF and FGF-2 on the proliferation of CB-

NSCs 

Our results demonstrated that both mitogens acted on CB and LV derived NSCs 

in a low range at 2ng/ml. This observation suggests that they may be reacted with 

their receptors but not with a related receptor system. It might be that at very low 

doses both mitogens may act as survival factors and at higher doses as mitogens 

(Kalyani et al., 1998). In our study, FGF-2 showed more dose dependent effect on 

CB and LV NSCs than EGF consistent with previous observation for E10 cortical 

precursors previously reported (Qian et al., 1997a). Consistent with (Tropepe et 

al., 1999), the proliferation of both CB and LV cells were found to increase  when 

both mitogens were combined in a dose dependent manner although the change 

was non-significant among 5, 10, and 20 (ng/ml) doses for both cells. This finding 

suggests that these mitogens can be used at lower than 20ng/ml for the expansion 

of adult NSCs without affecting much of their proliferative capacity.  

Removing one growth factor and increasing the other in a dose dependent manner 

appeared to be additive only for FGF-2 when EGF was removed from the medium 

and the proliferation was saturated at 20ng/ml for both cells. Whereas omitting 

FGF-2 and increasing EGF in a dose dependent manner did not seem to have the 

same effect as FGF-2, and the effect of 5ng/ml of EGF was nearly as great as 

EGF+FGF-2 at 20ng/ml for both cells. Irrespective of the type of mitogen used, 

our data demonstrated that both EGF and FGF-2 are mitogens and can support the 

growth and expansion of CB and LV cells similar to stem cells in other regions of 

embryonic and adult brain (Reviewed in Gage et al. 1995). However, our data 
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suggested that FGF-2 might be more mitogenic for these cells than EGF as 

previously observed for embryonic hippocampal and adult subependymal layer 

stem cells (Kitchens et al., 1994, Johe et al., 1996).  

4.5 Prolonged withdrawal of EGF and FGF-2 on CB derived NSCs 

proliferation and differentiation 

4.5.1 Effect of withdrawal of EGF and FGF-2 on CB derived NSCs 

proliferation 

After demonstrating the short term effect of EGF and FGF-2 on the metabolic 

activity of both CB and LV NSCs, we then sought to determine the effect of 

prolonged withdrawal of the two mitogens on the proliferation and the 

differentiation capacity of CB and LV cells. It was obvious from our results that 

CB and LV cells were morphologically similar regarding their response to each 

media condition (EGF, FGF-2, or EGF+FGF-2). However, the cell metabolic 

assay after 5 passages in each condition showed that the proliferation of LV cells 

were nearly similar in either EGF or FGF-2 culture condition whereas CB cells 

showed significant difference in the proliferation between the two groups. The 

result for LV cells conflicts our previous observation when cells grown in EGF 

alone showed a significantly higher rate of proliferation compared to FGF alone. 

This may be because after 3 weeks of expansion in EGF, the cells tended to form 

large neurospheres at the last passage that might have prevented the penetration of 

the reagent into the core of the neurospheres and thus lead to misleading result. 

Nevertheless, NSCs survived for 3 weeks after the removal of either EGF or FGF-

2 from the culturing medium while retaining their proliferative capacity and the 

ability to differentiate into neurons and astrocytes in line with a study on NSCs 
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isolated from the striatum of postnatal mice (Einstein et al., 2006). Many in vitro 

studies support our result that both EGF and FGF-2 are able to maintain 

progenitor cells in mitotic cell division and thus keep them in an undifferentiated 

state (Reviewed in Kuhn et al., 1997).  However, the present study showed that 

the proliferation capability was decreased significantly after EGF or FGF-2 

removal. This finding was also observed in embryonic mouse neural precursor 

cells maintained in suspension (SCHWINDT et al., 2009). It might be the fact that 

mitogen withdrawal may cause down regulation of EGF and FGF-2 receptors 

after differentiation and as a result glial and neuronal markers show upregulation 

(Kalyani et al., 1998). We also noticed that CB-NSCs in FGF-2 alone did not 

grow as much as in EGF alone. We also noticed that short term removal of FGF-2 

appeared to promote neurite extension observed by B-tub3 marker 

immunodetection (Schwindt et al., 2009). One of the most defining characters of 

stem cells is their ability to divide asymmetrically to produce one stem and one 

differentiated daughter cell or symmetrically in which a stem cell generates two 

stem or two differentiated cells (Morrison and Kimble, 2006). These two models 

of divisions can occur in any given population (Loeffler and Potten, 1997). 

Subcloning experiments by Gritti et al., (1999) have shown that culturing in EGF 

produces greater rate of progeny with stem cell characteristics than does FGF-2. 

The same study revealed that SVZ stem cells show significantly faster rate of 

expansion when cultured in the presence of EGF than in FGF-2, perhaps because 

symmetric division occurs more frequently in EGF culture than FGF-2. Similar 

mechanisms may have occurred in the present study, as both CB and LV NSCs 

showed similar results regarding their response to EGF and FGF-2.    
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4.5.2 Effect of short term withdrawal of EGF and FGF-2 on CB derived 

NSCs differentiation 

CB and LV derived NSCs grown in EGF, FGF, and EGF+FGF-2 for 5 passages 

did not appear to drastically differ in their differentiation potential toward the 

generation of neuronal and glial lineages. Surprisingly, culturing CB NSCs in 

EGF for 3 weeks generated more neurons than FGF-2 or EGF+FGF-2 although 

the difference with EGF+FGF-2 was not significant. Our result regarding CB 

cells does not appear to support the existing studies which demonstrated that 

culturing neural progenitors isolate from the SVZ and striatum of embryonic and 

adult rodent or developing human cortex in EGF and FGF-2 biased the 

differentiation toward glial and neuronal lineages respectively (Burrows et al., 

1997, Kuhn et al., 1997, Ostenfeld and Svendsen, 2004). A study by (Garcez et 

al., 2009) has shown that EGF and FGF-2 stimulate neuronal and glial 

differentiation respectively. However, results obtained for LV cells were in line 

with these studies in that FGF-2 exposure could generate more neurons than EGF 

culture. Moreover, these studies showed the effect of these mitogens on 

neurospheres and observations suggest that FGF-2 may not efficiently penetrate 

into the core of the neurosphere which might lead to some neuronal 

differentiation prior of plating (Ostenfeld and Svendsen, 2004). Combination of 

the two mitogens did not account for more neuronal or glial generation compared 

to EGF or FGF-2 cultures for CB and LV derived NSCs. Furthermore, studies 

have reported that FGF-2 has an important role in promoting gliogenesis, 

skeletogenesis, and chondrogenesis (Reviewed in (Garcez et al. 2009)).  It 

remains to mention that the effects exerted by these mitogens on NSCs 

proliferation and differentiation have been shown to differ among neural 
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progenitor cells in long term expanded culture and fresh one (Ostenfeld and 

Svendsen, 2004). These effects depend largely on the developmental age of these 

progenitors, ligand concentration, and the level of EGFR (number/density) 

(Burrows et al., 2000).   

Further characterization of CB derived NSCs in regard to the effect of EGF and 

FGF-2 withdrawal on their self-renewal, multipotentiality, and fate restriction is 

important to develop novel therapies for cell regeneration in some incurable 

cerebellar disorders. 

4.6 In vitro differentiation of CB derived NSCs 

One of the most important features of NSCs is their differentiation capacity to 

generate the 3 major cell types in the brain. In these experiments, 

immunohistochemical analysis revealed that CB-derived NSCs were able to 

differentiate into neurons, astrocytes, and oligodendrocytes. The absence of 

Nestin positive cells after differentiation was expected because NSC proliferation 

was reported to decline after GFs removal and the start of differentiation 

(SCHWINDT et al., 2009). In CB and LV NSCs cultures differentiated for 4 and 

5 days, neurons and astrocytes were identified by B-tub3 and GFAP markers 

respectively. Oligodendrocytes were not assessed at these time points. However, 

when the differentiation was prolonged for 16 days, CB cells generated neurons, 

astrocytes, and oligodendrocytes characterised by B-tub3, MAP2, DCX, and 

Calbindin for neuronal lineages; GFAP for astrocytes, and MBP for 

oligodendrocytes. This observation is in line with a study from our lab showing 

the differentiation capacity of CB derived NSCs into the 3 major cell types of the 

brain (Alcock and Sottile, 2009). Surprisingly, in the LV culture only neurons and 

astrocytes were identified but no MBP
+
 cells were detected after 16 days of 
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differentiation contrary to CB cells. This observation suggests that CB and LV 

cells may differ in the time points of oligodendrocytes generation as BMP
+
 cells 

in LV culture were observed after 11 days of differentiation (see chapter 6 Fig. 

6.13E) and seemed to be switched off after 16 days of differentiation. 

Interestingly, the time period of 16 days of differentiation was enough to detect 

the expression of Calbindin, a marker associated with one of the most important 

neuron types in the mature CB; the Purkinje cells (PCs). The few Calbindin
+
 cells 

detected in CB-derived cultures in this study was in contrast with the absence of 

any Calbindin
+
 cells in the LV-derived culture at D16 of differentiation. This 

observation suggests that the Calbindin
+
 cells detected in CB culture might be 

PCs as no other cells are Calbindin
+
 in the adult mouse CB (Verdes et al., 2010). 

There is a study by Tao et al., (2010) which described the efficient generation of 

PCs from mouse embryonic stem cells, using several factors such as (BDNF, 

NT3, and T3) to induce the differentiation and survival of PCs. In the present 

study, the only factor added that was also used by Tao et al., (2010) was BDNF, 

and it was reported that neurotrophins such as BDNF can increase PC survival 

and dendrite development in vitro (Morrison and Masson, 1998). In addition, 

BDNF is required for dendritic formation of PCs and the secretion of BDNF from 

the granule cell promote the differentiation of PCs dendrites (Ohashi et al., 2014). 

Thus, our results indicate that 16 days of exogenous BDNF treatment may be 

sufficient to induce the differentiation of PCs. 
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4.7 Conclusions

In this study, we showed that NSCs derived from adult CB and LV were able to 

respond to both EGF and FGF-2 as previously reported for NSCs from the adult 

mouse SVZ (Gritti et al., 1999). Each of these growth factors alone was observed 

to support the growth and the proliferation of these cells independently. The 

results presented in this study showed that CB and LV cells grew at a faster rate 

in EGF than FGF-2, and the proliferation  was increased significantly and cells 

displayed typical NSCs morphology when EGF and FGF-2 were combined  

(Gritti et al., 1999, SCHWINDT et al., 2009). This indicated that EGF and FGF-2 

may have different effects on CB-derived NSCs of adult mouse as they act 

through a completely different signalling pathway (Bayatti and Engele, 2002). 

This conclusion is supported by an in vivo study showing that infusion of 

exogenous EGF and FGF-2 revealed different effects on neural progenitor cells in 

the SVZ and hippocampus of adult rat brain (Kuhn et al., 1997).  

 When cultured in EGF or FGF-2 alone, CB and LV derived NSCs could be 

expanded over 5 passages, maintaining the capacity to differentiate although both 

cultures showed high incidence of cell death and morphological alterations 

compared to the control culture containing both growth factors. One limitation of 

our study is that glial cells were not quantified so it was not easy to conclude 

whether more glial cells were generated than neurons in either EGF or FGF-2. 

Thus it was difficult to predict any bias in the differentiation of CB and LV cells 

toward glial and neuronal fates after 3 weeks culturing in EGF, FGF-2, and 

EGF+FGF-2. Thus, further studies are needed to see the effect of longer 

expansion of CB and LV cells in these mitogenic conditions and determine their 

effect on neuronal or glial fate specification. In summary, this is the first study 
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investigated the effect of EGF and FGF-2 on CB-NSCs and their differentiation 

potential following mitogen withdrawal. Our approach of investigating the exact 

role of EGF and FGF-2 on the proliferation and differentiation potential of CB 

derived NSCs may be useful for characterising this population and provide 

additional means for their regenerative potential in CB neurodegenerative 

disorders. Based on my observation here, I hope that other researchers in this field 

will be able to answer some of the questions that I was not able to answer. 
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5 Quantitative, morphological and immunohistochemical study 

of Bergmann glia and Purkinje cells in Purkinje Cell 

Degeneration (pcd) 5J mutant mice  

5.1 Introduction  

Purkinje cell degeneration (pcd) is one of the common spontaneous mouse 

cerebellar mutant models, which are homozygous for Agtpbppcd/J mutations 

(Fernandez-Gonzalez et al., 2002). PCD mice carry a mutation in Nna1 gene 

which leads to the degeneration of all PCs, to gait ataxia, and to slow 

degeneration of mitral cells and photoreceptor retinal cells (Fernandez-Gonzalez 

et al., 2002, Cendelin, 2014). Thus, these pcd mice provide a useful model to 

understand the pathological mechanisms of PCs loss as it is closely resembles 

PCs loss in ataxic human. Because of the structural and close proximity of BG to 

Purkinje cells, these mutant mice may also provide information regarding the 

potential proliferative capacity of the BG after PCs loss.   

The cerebellum (CB) is regarded as a static organ in which neurogenesis is 

limited only to the early postnatal life and lack with the disappearance of the 

external granular layer (EGL) (Ponti et al., 2008). Infusion of growth factors such 

as EGF, FGF-2, and brain derived neurotrophic factors (BDNF) into different 

regions of intact forebrain in adult rodents resulted in stimulating neuronal 

generation found to be ineffective in the adult rat cerebellum (Kuhn et al., 1997). 

Moreover, transplantation studies have indicated that the environment within the 

cerebellum is unpermissive to direct the donor cells both in normal conditions and 

after cerebellar damage (Suhonen et al., 1996a, Carletti and Rossi, 2005). The 

Purkinje cell degeneration phenotype activates astrocytes and glial cell, a process 
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called reactive gliosis (Baltanas et al., 2013). It has been postulated that injury to 

the CB induces BG proliferation and hypertrophy, and cause reactive gliosis 

(Wilhelmsson et al., 2004, Sofroniew and Vinters, 2010, Gelpi et al., 2014). 

Moreover, BG have shown to proliferate, undergo morphological changes, and 

upregulate some molecular markers such as Nestin, prominin 1, and PSA-NCAM 

following PCs loss in Purkinje cell degeneration mice (Sotelo et al., 1994, 

Grimaldi and Rossi, 2006).  

 

The effect of glial activation are debated, as it might have beneficial effect 

conferring neuroprotection to injured brain, or detrimental effects and cause brain 

damage (Wilhelmsson et al., 2004, Baltanas et al., 2013). The most important 

hallmark characterising reactive gliosis is the upregulation of GFAP and 

vimentin, and hypertrophy of the astrocytic processes (Wilhelmsson et al., 2004). 

Glial activation is also characterized by increase in cell proliferation, cell body 

hypertrophy, secretion of inflammatory substances, phagocytosis, and migration 

to the site of injury (Sofroniew and Vinters, 2010). Few reports have so far 

described the molecular pathways that cause PC death and Bergmann gliosis in 

pcd disease, Studies have described these pathways as DNA damage, 

endoplasmic reticulum stress, apoptosis, mitochondrial dysfunction and  

autophagy (Reviewed in (Baltanas et al., 2013)). However, none of these studies 

quantified the number of Bergmann cells in pcd
5J

. Our data presented in chapter 3 

suggested BG as neural stem-like cells in adult mouse cerebellum. This led us to 

hypothesize that BG might be quiescent in the normal cerebellum and might be 

activated after injury.  
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Thus, we aimed in this chapter to: 

1. Examine the response of BG cells to the CB damage caused by the 

degeneration of PCs by GFAP marker immunostaing.  

2. Given the lack of quantitative analysis on BG in pcd
5J

 mice, we analysed 

the number of BG in cerebellar sagittal sections at different postnatal ages 

of both pcd mutant and wild type mice using Sox1, 2, and 9 to label BG.  

3. Test whether NSCs could be isolated from the cerebellum of P21 aged 

pcd
5J

 and wild type mice.      
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5.2 Results 

This study was designed to examine the time course of PC degeneration and 

concomitant BG response in sagittal sections of cerebellum of pcd
5J

 mice, 

compared to their wild type counterparts. 

5.3 Phenotype of the pcd
5J

 mutant mice 

The phenotypic characteristics for pcd
5J

 are an early degeneration of PCs and gait 

ataxia, as previously reported (Baltanas et al., 2011, Wang and Morgan, 2007). At 

birth, pcd
5J

 mice were indistinguishable from their wild type littermates 

(Chakrabarti et al, 2006). By p17 however, homozygous mice were smaller in size 

than their age matched littermates, and by P21 they exhibited an overt ataxic 

phenotype (Chakrabarti et al., 2009). Gross anatomy revealed that the hm pcd
5J

 

mice have smaller brain size (Fig. 5.1) compared to the age matched controls in 

line with early report on pcd anatomy (Mullen et al., 1976).  

 

  

Figure 5.1 Gross apperance of homzygous pcd and wild type brain at P21. Dotted 

circles represent the cerebellum (CB) which appears smaller in homozygous mouse 

compared to smilar age wild type. 

 

Homozygous Wild type 

CB 
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5.4 PCs degeneration in the pcd
5J

 mutant mice 

We examined PC degeneration in pcd
5J

 mutant mice at P17, P21, P26, and P100 

and compared with their wild type counterparts, using immunohistochemical 

staining with an anti-Calbindin antibody which selectively labels PCs in normal 

and degenerated PCs (Verdes et al., 2010). GFAP staining was used to label the 

BG population (Koirala and Corfas, 2010). 

At P17, there was no visible difference in the staining pattern or distribution of 

PCs and BG when comparing mutant and control mice (Fig. 5.2A), although PCs 

looked less arborized in the mutant mice. After few days, at P21, the onset of PC 

death was clearly visible in the mutant mice (Fig. 5.2B), and it progressed rapidly 

to massive PCs loss (~70-80%) by P26 (Fig. 5.2C) compared to the control. At 

P100, PCs were virtually absent in the pcd mice, which showed marked shrinkage 

of the cerebellar cortex compared to control animals (Fig. 5.2D). 

  

Figure 5.2 (overleaf) Purkinje cells degeneration in pcd
5J

 cerebellar sections.  Cerebellar sagittal 

sections of both homozygous pcd and wild type mice stained for Calbindin (green) and counter 

stained with dapi (blue) at different ages reveal a normal number of PCs at P17 (A). PCs started to 

degenerate at P21 (arrows) (B) and drastically decreased at P26 (C), before no PCs were visible at 

P100 (D). 

IGL, internal granular layer; ML, molecular layer; PCL, Purkinje cell layer; WM, white matter 

Scalebar=130μm. 
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5.5 Sox gene expression in pcd
5J

 mice at different time points 

The expression of Sox1, 2, and 9 genes in Sox1+/-GFP mice have been described 

earlier in this study (see chapter 3 for detail).  Here, I performed similar double 

immunostaining of Sox1, 2, and 9 with Calbindin for PCs in pcd mutant and wild 

type mice at P17, P21, P26, and P100 to examine the changes in these Sox genes 

expression at different time course of PCs degeneration. at all time points 

examined here, it was demonstrated that Sox1 expression was found mainly in 

BG cells in the PCL (Fig. 5.3) and the staining pattern was similar in the pcd and 

WT mice. Similar to Sox1, Sox2 and Sox9 were also expressed in the BG of the 

mutant and WT mouse at P17, 21, 26, and 100 with very close staining pattern 

(Fig. 5.4 and 5.5 respectively). However, some glial cells in the molecular layer 

of both pcd and WT mice showed some immuunoreactivity for Sox2 and Sox9 

(Fig. 5.4 and 5.5 respectively). No PCs were found at P100 in the pcd mice 

compared to their age matched controls (Fig. 5.3, 5.4 and 5.5) consistent with our 

previous observation in (Fig. 5.2).   
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Figure 5.3 Immunohistochemical images of cerebellar sagittal sections of P17, P21, P26, and P100 pcd
5J

 mutant and wild type mice double stained for 

Sox1 (brown) and Calbindin (blue). Sox1 expression is restricted to BG (yellow arrows) in the PCL between the PC bodies (blue). At P17, both mutant and 

control tissue are similar. At P21, PCs started to degenerate with decreased numbers in the mutant mice compared to their control. Severe PCs loss was 

observed in the P26 mutant mice and by P100, no PCs are found in the mutant tissue with increased number of BG. 

IGL, internal granular layer; ML, molecular layer; PCL, Purkinje cell layer; WM, white matter. Scalebar=100μm 
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Figure 5.4  Immunohistochemical images of cerebellar sagittal sections of P17, P21, P26, and P100 pcd
5J

 mutant and wild type mice double stained for Sox2 

(brown) and Calbindin (blue). Sox2 expression is confined to BG (yellow arrows) in the PCL between the PC bodies (blue) in all time points. At P17, both 

mutant and control tissue are similar. At P21, PCs started to degenerate with decreased number of BG in the mutant mice compared to their control. Severe PCs 

loss was observed in the P26 mutant mice and by P100, no PCs are found in the mutant tissue while increased numbers of BG and ML glial cells were observed.  

IGL, internal granular layer; ML, molecular layer; PCL, Purkinje cell layer; WM, white matter. Scalebar=100μm 
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Figure 5.5  Immunohistochemical images of cerebellar sagittal sections of P17, P21, P26, and P100 pcd
5J

 mutant and wild type mice double stained for 

Sox9 (brown) and Calbindin (blue). (A) In the cortex, Sox9 expression is detected in the BG (yellow arrows) in the PCL between the PC bodies (blue) in all 

time points. At P17, both mutant and control tissue are similar and no PC loss was observed. At P21, PCs begin to degenerate with decreased number of BG 

in the mutant mice compared to their control. Massive PCs loss was observed in the P26 mutant mice and by P100, no PCs are found in the mutant tissue 

with increased number of BG and ML glial cells indicating reactive gliosis. 

IGL, internal granular layer; ML, molecular layer; PCL, Purkinje cell layer; WM, white matter. Scalebar=100μm 
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5.6 Quantitative analysis of Bergmann glia and Purkinje cells in pcd
5J

 mice 

Next, changes in the BG cell population was analysed alongside PC degeneration at these 

increasing cerebellar stages, in order to determine whether BG vary in number in response to 

CB degeneration, as previously suggested (Perry and Brat, 2010, Gelpi et al, 2014, Buffo et 

al., 2008). For this purpose, BG and PCs numbers were monitored in the pcd and age-

matched wild type mice at different postnatal ages (P17, P21, P26, and P100) using double 

immunolabeling for Calbindin (to mark PCs) and Sox1, 2, and 9, markers previously shown 

to be expressed in the adult BG (Brazel et al., 2005; Sottile et al, 2006).   

Sox1 antibody was used alongside Sox2 and Sox9 as the Sox1 expression is restricted to BG 

in the adult cerebellum (Alcock and Sottile, 2009). BG cell bodies are located between the 

PC bodies in the PCL, and they can be easily identified based on the size of their nuclei (Fig. 

5.3). Although the numbers of Calbindin positive PCs were significantly reduced at P26 and 

P100 in the mutant mice compared to their controls (Fig. 5.6B, 5.7B, 5.8B), Sox1 

immunodetection showed no significant difference in the number of Sox1
+
 BG between the 

pcd group compared to their age matched controls at P17, P21, and P26 (Fig. 5.6A). 

Interestingly, there was significant increase in Sox1
+
 BG numbers in the mutant mice at P100 

compared to the control (Fig. 5.6A). 

Similar to Sox1, quantification of Sox2 and Sox9 positive BG cells showed that no 

significant differences were observed among the pcd mice at P17, P21, and P26 compared to 

their WT counterparts (Fig. 5.7A, 5.8A respectively). However, at P100 the number of BG 

cells positive for Sox2 and Sox9 were increased significantly (Fig. 5.7A, 5.8A respectively) 

compared to the age matched controls. The number of BG was significantly higher at P100 in 

the pcd mice compared to the control for Sox1, 2, and 9 stained with Calbindin, suggesting 
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that changes in Bergmann glia occurred at late stage of the disease. Surprisingly, the number 

of Sox2
+
 glial cells in the IGL of P100 pcd mice showed no significant differences with their 

controls (Fig. 5.7C), suggesting that the degeneration-induced changes might confined only 

to BG cells. When the numbers of  Calbindin positive PCs were compared between the pcd 

mutant groups at the examined time points, we observed a significant decrease in PCs 

number started by P21 down to zero at P100 (5.6B, 5.7B, 5.8B) in line with earlier results 

(Fig. 5.2D).  
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Figure 5.6 Quantification of Bergmann glia and Purkinje cell numbers in homozygous pcd
5J

 and wild type 

mice at different ages by immunostaining with Sox1 and Calbindin. (A) BG stained for Sox1 showed no 

significant difference at P17, P21, and P26 between the mutant and control, while by P100, BG number increased 

significantly in the pcd mice compared to the WT control. (B) Significant decrease of PCs was observed at P100 

in the pcd mice compared to their control, and among the pcd group at postnatal ages P21, P26, and P100. 

Results are presented as mean (n=5 per each age) ± SEM using Two-way ANOVA with Tukey‟s method to 

compare the mean of each group (**** P < 0.0001, ***P< 0.0005, **P< 0.0041, *P< 0.0155).  
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Figure 5.7 Quantification of Bergmann glia and Purkinje cell numbers in homozygous pcd
5J 

and 

wild type mice at different postnatal ages by immunostaining with Sox2 and Calbindin. (A) A 

significant increase of BG number was observed only at P100 in the pcd mice compared to the 

control. (B) Significant decrease of PCs was observed at P100 in the pcd mice compared to their 

control and among the pcd group at postnatal ages (P21, P26, and P100). (C) Quantification of 

IGL Sox2+ cells number showed no significant difference between the pcd and control animals at 

P100. Results are presented as mean (n=5 per each age) ± SEM using two-way anova with 

Tukey‟smethodtocomparebetweenmeans(P**** < 0.0001, **P< 0.0027, *P< 0.0171). 

IGL, Internal granular layer 

 

C 



Chapter 5: Results 

115 
 

  

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 Figure 5.8 Quantification of Bergmann glia and Purkinje cell numbers in homozygous pcd
5J 

and wild type 

mice at different postnatal ages by immunostaining with Sox9 and Calbindin. (A) A significant increase of BG 

number was observed only at P100 in the pcd mice compared to the control. (B) Significant decrease of PCs 

was observed at P26 and P100 in the pcd mice compared to their control and among the pcd group between 

(P21, P26, and P100).  Results are presented as mean (n=5 per each age) ± SEM using two way anova with 

tukey‟smethodtocomparebetweenmeans (P**** < 0.0001, ***P< 0.0002, **P< 0.0019, *P< 0.0412 in A 

and 0.0178 in B). 
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5.7 Bergmann Glia radial fibers changes in the pcd
5J 

mice 

In order to characterise the changes observed in the BG fibers of the pcd mutant mice, 

cerebellar tissue samples were analysed using immunostaining with Calbindin for PCs and 

GFAP for BG. GFAP is astrocytic marker previously shown to be upregulated after brain 

injury (Sofroniew and Vinters, 2012), and in the CB, GFAP is found to be expressed in all 

BG cells in a radial-like pattern (Sun and Jakobs, 2012). The location of BG and the 

distribution of their radial fibers in the ML and PCs dendrites are illustrated in (Fig. 5.9) of 

P17 pcd mutant mice and their age matched wild types. In the control and mutant mice, 

GFAP immunoreactivity was observed in the astrocyte of the IGL, BG cell bodies in the PCL 

and their long radially oriented processes in the ML (Fig. 5.10A). In P17 pcd mice, the 

morphology of BG and their fiber distribution and arrangement in the ML were similar to the 

control animals (Fig. 5.10A), although staining was slightly increased in the astrocytes of the 

IGL, and no PC loss was observed at this age. At P21, increased GFAP expression was more 

noticeable in the BG fibers which appeared disorganised in the mutant mice compared to 

their control, suggesting changes in the BG population (Fig. 5.10A),  while the PC bodies 

appeared smaller in size compared to the wild type and started to degenerate (blue cells in 

Fig. 5.10A). At P26, PC loss was severe and the ML layer decreased in thickness, with less 

organised Bergmann glial fibers compared to P21 (Fig. 5.10A). In the P100 pcd
5J

 mice, 

pronounced upregulation of GFAP was observed together with thick, disorganised BG fibers 

in the ML. A dramatic decrease in the thickness of both ML and IGL (Fig. 5.10A and B) was 

observed, with small vacuoles found in the ML and complete loss of PCs (Fig. 5.10A and B). 

None of these abnormal changes was observed in the control wild type mice at P100 (Fig. 

10). Moreover, no nestin expression was detected in the BG at P100 of both pcd mutant and  

control mice (Fig. 5.11).The above findings indicated that BG was also affected in the 

pathology of the Purkinje cell degeneration. 

 



Chapter 5: Results 

117 
 

Calbindin Dapi Merge GFAP 

P17  

wt 

pcd
5J

 

ML 

PCL 

Figure 5.9  Double immunolabeling of Cabindin and GFAP in sagittal cerebellar sections of pcd
5J

 and wild type mice at P17 showing the distribution of 

BG fibers and PCs dendrities. Normal morphology of Bergmann glial fibers and their distribution in the ML are revealed by GFAP staining (yellow arrow) at 

this P17. PCs dendrites (white arrows) appear more arborized in the WT as shown by Calbindin immunostaing (Green). Dapi was used as nuclear 

counterstain (blue). PCL= Purkinje cell layer; ML= molecular layer; Scale bar=60µm 
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Figure 5.10 PC loss induce Bergmann gliosis in homozygous pcd
5J

 mice. GFAP (brown) 

co-labelled with Calbindin (blue) in cerebellar sagittal sections of homozygous pcd
5J

 (hm) 

and wild type (WT) mice at different ages. At P17, BG fibers (black arrows) distributed 

evenly in the ML and no PC loss (blue) was observed compared to the WT control. At P21, 

GFAP upregulation in the BG fibers was noticeable with smaller PC bodies compared to the 

control. In P26 mutant mice, large PC loss was observed with reactive astrocytes in the ML. 

At P100, BG fibers appeared hypertrophied, revealed marked upregulation of GFAP marker 

and lost their uniform appearance as long parallel fibres (black arrows) across the ML in the 

hm mutant mice but not in their controls. (B) Sagittal sections showing GFAP and Calbindin 

co-localisation in the cerebellar cortex of homozygous pcd and wt mice at P100. GFAP 

upregulation in the BG cells is clearly shown in the mutant mice indicating gliosis with large 

vacuoles (black arrows) in the ML and some BG cells are dislocated in the ML (yellow 

arrow) with total loss of calbindin positive PCs (blue). No tissue abnormality is detected in 

the wild type control. 

IGL, internal granular layer; ML, molecular layer; PCL, Purkinje cell layer; WM, white 

matter. Scale bar= 100 µm 
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Nestin+B-tub3 

hm-P100 WT-P100 

ML IGL PCL 

ML 

IGL 

PCL 

Negative control ML IGL PCL 

Figure 5.11 Double immunostaining images showing the expression of nestin (for BG 

cells) and B-tubulin 3 (for PCs) in sagittal sections of pcd mutant mice. No nestin 

expression (brown) was detected in the Bergmann glia of P100 homozygous (hm) 

mutant mice and their age matched WT control. 

IGL, internal granular layer; ML, molecular layer; PCL, Purkinje cell layer; WM, white matter. Scale bar= 

100 µm 
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5.8 NSCs derived from the pcd
5J

 ataxic cerebellum 

To further analyse the changes occurring in the pcd CB, the isolation of 

NSCs from the CB of pcd mutant mice was attempted at P21, a time point 

where the disease phenotype was starting to be detected. Using an established 

protocol, a monolayer culture of NSCs was successfully isolated from the CB 

of homozygous pcd mice, alongside cultures from P21 wild type CB and LV 

tissue as controls. CB-NSCs derived from pcd and control mice were able to 

form neurospheres from the 1
st
 passage (p.1) (Fig. 5.12), but the numbers of 

neurospheres in the mutant mice at the 2nd passage were significantly lower 

than both CB and LV wild type littermates (Fig.5.13A  and B). However, 

after 2 passages, the number of neurospheres in the pcd culture increased 

markedly (Fig. 5.12, P4). The neurospheres were maintained in a culture 

medium supplemented with B27, N2, EGF and FGF-2, but they were unable 

to attach until passage 6 although they were enzymatically dissociated at each 

passaging (Fig. 5.12, p.6). They started to attach and grow as a monolayer 

culture at passage 6 (Fig. 5.12). Immunohistochemical analysis on 

undifferentiated monolayer culture of both pcd and WT cultures indicated the 

expression of nestin and Sox2 (Fig. 5.14), two established markers for NSCs 

(Lendahl et al., 1990; Brazel et al., 2005).  
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Figure 5.12 Brightfield image of pcd
5J

 mutant derived NSCs at different passages. 

Cells started to form neurospheres from passage 1 (p.1). At passage 5 (p.5), 

neurospheres seeded and cells started to extend processes from the neurospheres.The 

cells were grown as an adherent monolayer culture after passage 6.  

Scale bar= 50µm 
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Figure 5.13 Generation of neurospheres in cultures isolated from homozygous pcd and wild type CB and 

LV. (A) Brightfield images showing neurospheres generated at passage 2 in the homozygous pcd
5J

 CB, and WT  

CB and LV controls. The pcd neurospheres were smaller and fewer in number compared to the control cultures 

(both CB and LV WTs). (B) The number of neurospheres in the pcd culture was significantly lower than for the 

WT animal. Results are presented as mean (n=5) ± SEM; P**** < 0.0001 calculated by ANOVA with Tukey's 

multiple comparisons test. Scale bar= 50µm 
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5.8.1 Effect of growth factors withdrawal on the culture of pcd
5J

 derived 

CB-NSCs  

To determine the growth factor responsiveness of pcd
5J

 CB-NSCs,  pcd derived 

NSCs was analysed , were seeded in parallel at a known density and maintained 

in medium containing either EGF (20ng/ml), FGF-2 (20ng/ml), EGF+FGF-2 

(20ng/ml), or no growth factors (negative control), followed by metabolic cell 

assay after 3 days in culture. 

NSCs derived from pcd mutant and control mouse cerebellum showed significant 

difference in cell growth when maintained in different media conditions (EGF, 

Figure 5.14 Fluroscent immunostaining showing Nestin and Sox2 expression in 

cerebellum-derived NSC cultures from  pcd and wt mice at P21, with dapi counterstain 

(blue). Scale bar = 60µm.  

Sox2/Dapi 

pcd 

Nestin/Dapi 

wt 
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FGF-2, and EGF+FGF-2) (Fig. 5.15). Although cells were able to grow in all 

conditions except in the media without GFs, the highest metabolic response was 

observed in the medium supplemented with EGF and FGF-2 (Fig. 5.15A and B.).  

Both pcd and control CB-NSCs exhibited a similar response to these mitogens, 

suggestingthattheonsetofPCslossatP21didn‟taffectthesurvivingabilityof

these CB-derived cells. 
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Figure 5.15 Effects of EGF and FGF-2 on NSCs derived from the cerebellum of pcd
5J

 mutant mice after 3 

days in culture. Cell metabolic assay for both pcd (A) and wild type (B) cultures revealed that the maximum 

growth was achieved when both EGF and FGF-2 were combined. The metabolic cell activity was reported as 

mean ± SEM using one way ANOVA. Values werecomparedusing tukey‟smultiplecomparisons. ****P < 

0.0001, **P< 0.0013. EGF= epidermal growth factor; FGF-2= fibroblast growth factor.  
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5.9 Discussion 

5.9.1 Reactive Bergmann gliosis in pcd
5J 

mice

Mouse models of cerebellar neurodegenerative diseases of either spontaneous 

mutants or transgenic mice have been used to study cerebellar development, 

pathogenesis and cerebellar cell death mechanisms (Cendelin, 2014). PCD is an 

autosomal recessive mutation in mouse cerebellum that was first discovered by 

(Mullen et al., 1976). The mutation is caused by Nna1 gene, which leads to a 

noticeable phenotype by P20 resulting in gait ataxia, Purkinje cell degeneration, 

and retinal and Mitral cell loss (Cendelin, 2014). The degeneration of neurons 

such as Purkinje cells (PCs) releases many factors such as interleukins, 

prostaglandin E2 (PGE2), and tumour-necrosis factor-α(TNFα),that can activate 

astrocytes in a process called astrocyte gliosis, and as a result the immune system 

activates and triggers an inflammatory response (Reviewed in (Baltanas et al., 

2013)). Here, we have studied the response of BG in the context of CB pathology, 

and investigated the response of Bergmann glia (BG) in response to PCs loss in 

pcd
5J 

mutant mice. A number of markers that specifically label BG in the 

cerebellar cortex such as Sox1, 2, and 9 were used for the quantification of 

Bergmann glial cells, while Calbindin was used for PCs quantification, and GFAP 

was used to detect reactive Bergmann gliosis. 

Our data in pcd
5J

 mice illustrated that the degeneration of Purkinje cells (PCs) 

onset was observed at P21 and progressed rapidly as observed at P26 with no 

visible PCs by P100. The loss of PCs stimulated significant BG activation when 

compared to wt mice. We also reported that PCs loss triggered a number of 

morphological and pathological changes in the CB of pcd
5J

 mutant mouse. 
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Upregulation of GFAP and reactive gliosis was detected in the Bergmann glial 

cells at P21, and became more severe at P100. BG increased in number while PCs 

death proceeded. This was accompanied by drastic pathological changes observed 

at P100, such as shrinkage of the cerebellar cortex, complete loss of PCs, and 

disorganisation of Bergmann glial fibers in the molecular layer with increased 

GFAP expression. These observations strongly suggest that BG is affected in the 

Purkinje cell degeneration scenario in pcd
5J

 mice and the main glial cells in the 

cerebellar cortex that are activated following PCs degeneration. 

The resultant Bergmann gliosis and proliferation caused by PCs loss was also 

observed in pcd
1J

 in which the proliferation rate of microglia was observed at P15 

and became severe at P25 (Baltanas et al., 2013), suggesting that both pcd 

mutants exhibited the same phenotypes. Our results are in line with the fact that 

reactive gliosis is a reaction triggered by radial or astrocytes following brain 

injury (Buffo et al., 2008, Sofroniew and Vinters, 2010), and can be characterised 

by increased expression of intermediate filaments such as GFAP, as seen in our 

study (Robel et al., 2011). GFAP is widely used as a marker for mature astrocytes 

and BG (Eng et al., 2000, Koirala and Corfas, 2010), and GFAP upregulation 

following brain injury is a characteristic feature defining reactive gliosis 

(Sofroniew and Vinters, 2010, Baltanas et al., 2013).  It is well known that glial 

cells provide support and protection for both healthy and diseased neurons (Gelpi 

et al., 2014). In the cerebellum, BG provide structural support for PCs via their 

radially oriented glial fibers in the ML, thereby maintaining the integrity of the 

CB (Sudarov and Joyner, 2007, Buffo and Rossi, 2013). This could explain that 

changing the interaction between BG and PCs as a result of PCs degeneration 

would contribute to the upregulation of GFAP and BG gliosis. Moreover, no 
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Nestin expression was detected in this study in the pcd mice at P100 or in the 

controls in contrast to the existing literature regarding re-expression of Nestin in 

the brain following injury (Sotelo et al., 1994). The fact that BG re-express the 

intermediate filament Nestin in the study by Sotelo et al., (1994) was to guide the 

embryonic PCs grafted into the CB of pcd mouse. This observation might explain 

the absence of Nestin in our study as BG did not seem to require Nestin because 

of PCs loss, suggesting that BG is only plastic in the presence of embryonic 

neurons (Sotelo et al., 1994, Sotelo et al., 2004).   

The degree of gliosis depends on the severity and extent of the brain damage 

(Sofroniew and Vinters, 2010, Graeber and Streit, 2010). Reactive gliosis has 

been reported to be either beneficial or detrimental in different brain injury 

models (Wilhelmsson et al., 2004, Li et al., 2008). Baltanas et al (2013) showed 

that glial cells respond differentially to the same mutation that causes the death of 

PC and mitral cells of the olfactory bulb and they speculated that either beneficial 

or detrimental role of gliosis underlie these variations.  

Our results in pcd mice demonstrated that the number of BG was comparable to 

the controls at P17, P21, and P26 but significantly increased by P100, the stage 

when no PCs were observed in the CB. Our findings are in opposition to a 

previous report that BG numbers were reduced in the spinocerebellar ataxia 1 

(SCA1) human brains, an autosomal-dominant neurodegenerative disease of the 

CB (Shiwaku et al., 2013). In SCA1, mutant ataxin1 prevents the proliferation of 

BG and there is a loss of Bergmann glial function caused PCs degeneration, 

suggesting that reduced BG numbers might be detrimental in SCA1 (Shiwaku et 

al., 2013). The authors assumed that BG gliosis might be beneficial in case of 

SCA1, as mutation in ataxin-1 prevented BG proliferation and lead to ataxia 
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(Shiwaku et al., 2013). BG are thought to have similar functions to that of 

astrocytes in the mature cerebellum in maintaining neuronal survival (Grosche et 

al., 2002). Genomic analysis on reactive gliosis has shown that the phenotype of 

reactive astrocytes is greatly depending on the type of injury induced in stroke 

and neuroinflmmation (Zamanian et al., 2012). Changes in gene expression in 

reactive astrocytes induced by ischemic stroke appeared to have protective effect, 

whereas reactive gliosis induced by endotoxin LPS suggested to be detrimental 

(Zamanian et al., 2012). Thus, it may be that BG respond differentially to pcd and 

SCA1 and that increased numbers of BG in pcd mice indicate that Bergmann 

gliosis is a consequence of PCs loss, rather than BG loss of function contributing 

to PCs loss as seen in SCA1 (Shiwaku et al., 2013). The differential response of 

BG to PCS loss in pcd
5J

 and SCA1 may be because different genes are 

underpining both disorders. These data indicate that different scenarios may 

underlie BG response in different neurodegenerative and further investigations are 

needed to determine whether Bergmann gliosis is beneficial or detrimental in 

pcd
5J

 mice. 

Evidence from the literature has shown that radial glial cells in the adult mouse 

cortex represent multipotent progenitors and can change from quiescent state into 

reactive gliosis in injured brain (Doetsch et al., 1999; Malatesta et al., 2000; buffo 

et al., 2008). These activated glial cells start to proliferate and form multipotent 

neurospheres and show self-renewing capacity in vitro (Buffo et al., 2008). 

Furthermore, an early study by Sotelo et al., (1994) has shown that embryonic 

PCs grafted into adult pcd mice replace the lost PCs and can integrate into the 

defective CB. The re-expression of Nestin in the recipient BG cells helps the 

migration of these grafted PCs in the host CB. Moreover, studies have also shown 
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that mature astrocytes can act as neural stem cells after brain injury, suggesting 

that they may contribute to the neuronal regeneration (Buffo et al., 2008, Doetsch 

et al., 1999). These findings, together with our observations support the 

hypothesis that BG cells are quiescent radial glial cells at the steady state in the 

mature cerebellum, and can be activated following CB injury resulting in 

Bergmann gliosis. At early postnatal ages, BG reach maximum proliferation 

between P6-P9 but ceases  at P21 (Shiga et al., 1983, Oomman et al., 2005), 

although some Sox
+
 BG are dividing in the CB of adult rabbit (Ponti et al., 2008). 

In light of this finding with our current observation that no Ki67 at P26 and 

Nestin at P26 and P100 were detected in BG in either pcd or wt mice, suggesting 

that BG at least in the adult mice are not proliferating even after PCs 

degenerations. The possible expansion for the difference in neurogenic potential 

would appear to be related to the difference in the growth, maturation, and 

differentiation between rodents and rabbit (Gould, 2007, Gage, 2000). Thus, the 

protracted ability of BG for proliferation in the rabbit appears to be restricted in 

rodents due to the unpermissive environment (Ponti et al., 2008, Komuro et al., 

2001).    

5.9.2 NSCs derived from the cerebellum of pcd
5J

 mutant mice 

To isolate NSCs from pcd mice, P21 was selected as it is the time point by which 

PCs start to degenerate as studies have reported that injury induce the activation 

of endogenous stem cells (Ahmed et al., 2012). At P21 which is the time of 

weaning, the homozygous pcd mice display gait ataxia.  In this study, P21 was the 

time point in which PCs loss was started as revealed by Calbindin 

immunostaining. To assess the role of P21 the stem cell activity in pcd
5J

 mice, we 

tested whether NSCs could be isolated from P21CB of homozygous pcd and wild 
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type mice, and whether they displayed similar characteristics to those isolated 

from wt cerebellum and the lateral ventricle with regard to expansion, growth 

factor requirements.  

In standard culture condition, we were able to isolate NSCs from the CB and LV 

of mutant and wild type mice at P21. The adherent monolayer culture generated 

from pcd mice exhibited morphological characteristics similar to those isolated 

from P21 wild type CB and LV, used as controls in this study. Although the cells 

showed the ability to form neurospheres but the numbers of neurospheres at 

passage 2 were significantly lower in pcd mice compared to their control CB and 

LV, and by passage 4 numbers had increased to reach the level seen in the control 

culture. The reason for the subsequent increase seems to be unclear, but one 

possible explanation is that FGF receptor is expressed robustly in the astrocytes 

the hippocampus, olfactory bulb, and cerebellum (Chadashvili and Peterson, 

2006) and that these after reaching a sufficient density, FGF-2 responsive cells 

can proliferate and generate more neurospheres which might allowed them to 

catch up with the LV control culture. There is published evidence that FGF-2 and 

FGFR are upregulated in reactive astrocytes following brain injury (Reviewed in 

(Iseki et al., 2002)) resulting in increasing in GFAP expression, which would 

support our earlier observation of Bergmann gliosis and GFAP upregulation after 

PC loss.  Moreover, these isolated CB derived NSCs were found to express Nestin 

and Sox2 in culture, two markers commonly used for NSCs, supporting their NSC 

potential (Lendahl et al., 1990, Reynolds and Weiss, 1992, Brazel et al., 2005). 

Quantitative assessments carried out in this study showed that pcd derived CB-

NSCs could be expanded in the presence of EGF or FGF-2, and exhibited 

maximum proliferative capacity when both factors were present as previously 
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reported for NSCs from other brain regions (Reynolds et al., 1992, Gritti et al., 

1996, Gage, 2000). This provides the first evidence for the persistence of a 

population with NSC characteristics in the mature cerebellum of pcd
5J

 mice. 

Future studies are required to test the multipotent ability of these cells to generate 

neuronal and glial lineages, and compare them to wt to determine if the onset of 

pcd may be linked to changes in differentiation potential. This study provided 

evidence for the involvement of Bergmann glia in the pathology of Purkinje 

degeneration. Understanding the neuron-glial relationship in pcd disease is an 

important target for future therapeutic applications and for further understating 

the mechanisms underlying neuronal damage in other cerebellar ataxias.  

It would be interesting to investigate the proliferative rate of BG cells in pcd mice 

at the time points examined in this study by BrdU administration as Ki67 analysis 

did not show any proliferation in the CB of pcd mice. Microarray analysis is also 

important to check for changes in gene expression involved in glial cells 

activation in pcd mice vs wild type at different time course of PCs degeneration 

which might disclose the role of these activated glial cells.  
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5.10 Conclusions 

Our results presented here showed that the severe and progressive PCs 

degeneration in pcd
5J

 mice at different time points as revealed by Calbindin 

immunostaining was also accompanied by Bergmann gliosis detected through the 

upregulation of GFAP marker (Sofroniew and Vinters, 2010). As PCs loss 

proceeded, BG exhibited thick disorganised fibers revealed by GFAP expression, 

while no changes were seen in their control littermates. However, our data 

couldn‟t provide the exact time point at which the number of BG increased 

significantly in the pcd mice, which may be determined by a more comprehensive 

time-point analysis between P20 and P100. Future investigation is necessary to 

determine the consequences of Bergmann gliosis, and whether this cellular 

response may be beneficial or detrimental to CB function in pcd
5J

 mutant mice. 

Moreover, further studies using techniques such as real time PCR are also 

required to determine whether its nna1 gene deficiency or other reasons like PCs 

loss that trigger changes in BG and cause reactive gliosis. For the first time, this 

study presented evidence for the existence of NSCs in the CB of these mutant 

mice at P21. Studies investigating the differentiation potential of these pcd 

derived NSCs toward PCs generation will provide evidences for future clinical 

implications of neurodegenerative diseases affecting the CB. 
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6 Exploring the existence of neural stem cells in the third 

ventricle of adult GFP+/- Sox1 mouse                               

6.1 Introduction 

Radial glial cells are a heterogeneous population of cells with long cell processes 

and having diverse functional roles across different brain regions. However, they 

are not heterogeneous in terms of their potential capacity to generate neurons and 

glial cells in the brain. Radial glial cells have been the subject of intense interest 

as neural stem/progenitor cells in some regions of adult brain such as SVZ and 

SGZ (Anthony et al., 2004, Malatesta et al., 2008). Tanycytes are special radial 

glial cells lining the 3V wall that recently shown to be neurogenic and gliogenic 

(Lee et al., 2012, hann et al., 2013, Robins et al., 2013). Thus, in this chapter I 

performed similar study conducted in chapter 3 on 3V tanycytes to determine 

their NSCs gene expression profile compared to Bergmann glia and NSCs in 

well-known neurogenic regions of adult brain.  

Anatomically, tanycytes can be divided into 4 subtypes (for extensive detail see 

chapter 1 section 1.8), each with its own unique properties (Rodriguez et al., 

2005). α1tanycytesarelocatednearthedorsomedialandventromedialnucleiof

the hypothalamus (see chapter 1 Fig. 1.9 for info.);α2 tanycytesare foundnear

the arcuate nucleus (Rodriguez et al., 2005, Bolborea and Dale, 2013). β1

tanycytes line the area between the arcuate nucleus and the median eminence, and 

β2 tanycytes line the infundibulum and themedian eminence (Rodriguez et al., 

2005). 
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Adult neurogenesis has traditionally been described in two regions in the brain, 

the lateral ventricle (LV) and the hippocampus (Alvarez-Buylla and Garcia-

Verdugo, 2002, Doetsch, 2003). More recently, the hypothalamus has emerged as 

a new site supporting neurogenesis, showing new neurons and astrocytes 

generation in rodents (Xu et al., 2005, Kokoeva et al., 2005, Migaud et al., 2010, 

Lee et al., 2012). Located on both sides of the 3V, the hypothalamus is involved 

in the regulation of neuroendocrine functions such as temperature regulation, 

sexual activity, water balance, and feeding behaviour (Yuan and Arias-Carrion, 

2011). The 3V, part of the cerebrospinal fluid (CSF) filled ventricular system, 

where low proliferative activity was reported (Yuan and Arias-Carrion, 2011). In 

2004, Markakis et al., have reported that cells isolated from the 3V of 7 weeks old 

rats can give rise to Tuj1
+
 hypothalamic neurons in vitro.  One year later, Xu et al 

(2005) were able to isolate neural progenitor cells from 8 weeks rat ependymal 

layer of the 3V using floating neurosphere assay and various labelling techniques 

such as Dil, GFP, and BrdU to show the presence of cells with mitotic activity in 

this brain region. However, there is no clear evidence for the identity of the neural 

stem cell population existing in the hypothalamus. Several studies recently 

identified different candidate cell populations in the hypothalamus that could be 

potential adult stem/progenitor candidate cells such as tanycytes of the 3V, 

subventricular astrocytes, ependymocytes and parenchymal glial cells (Reviewed 

in (Robins et al., 2013)). Moreover, another study have shown that cells located in 

the ventral zone corresponding to β2 tanycytes in the median eminence have 

higher proliferative activity than the mid-ventral zone corresponding to α1

tanycytes unless stimulated by IGF-I (Perez-Martin et al., 2010, Lee et al., 2012).   
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Two types of cells are lining the ependymal layer of the 3V, ciliated cuboidal 

ependymocytes with very short processes located in the dorsal zone, and non-

ciliated tanycytes in the ventral zone with long processes penetrating the 

hypothalamic parenchyma (Flament-Durand and Brion, 1985, Xu et al., 2005, 

Bolborea and Dale, 2013). Tanycytes are involved in glucose metabolism, and 

express genes involved in food and energy balance (Reviewed in (Bolborea and 

Dale, 2013)).  

Strong evidence has emerged suggesting that radial glia functions as neural 

progenitors in the neurogenic areas of the brain (Malatesta et al., 2000, Alvarez-

Buylla et al., 2001, Anthony et al., 2004). NSCs in the adult lateral ventricle are 

of radial glial origin (Merkle et al., 2004). During brain development, all radial 

glia are transformed into astrocytes except for BG in the cerebellar cortex, Muller 

cells in the retina, and tanycytes in the 3V (Reviewed in (Rodriguez et al., 2005, 

Rodriguez et al., 2010)). However, only retinal Muller cells have been shown to 

be neurogenic upon induction (Fischer and Reh, 2001). Tanycytes have cell 

bodies lining the 3V, with long basal processes penetrating the stroma of the 

hypothalamus (Rodriguez et al., 2005). This morphology, closely resembling that 

of astrocytes and radial glia including BG, made some authors regard tanycytes as 

radial glia that persist throughout the adult life span in the hypothalamus (Bruni, 

1998, Chauvet et al., 1996). 

Tanycytes share properties with both astrocytes and radial glia as they have small 

cell bodies lining the ventricle and possess long processes that penetrate the 

surrounding hypothalamic parenchyma (Rodriguez et al., 2010). Tanacytes also 

differ from radial glia in that their neurogenic activity does not disappear in the 

adult brain (Rodriguez et al., 2005). Two studies have demonstrated that β2-
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tanycytes residing the median eminence are neurogenic and can contribute to new 

neurons generation that are diet-responsive (Lee et al., 2012, Haan et al., 2013). In 

contrast, another study by  obins et al., (2013) has revealed that α-tanycytes 

ratherthanβ2-tanycytes can proliferate in response to FGF, implicating them as 

one of the component of the hypothalamic stem cell niche. It has been shown that 

the isolation of stem cell from the spinal cord, fourth and third ventricle requires 

the presence of both EGF and bFGF (Weiss et al., 1996), as had been described 

for neural stem cells from the lateral ventricle (Gritti et al., 1999). 

In the main neurogenic regions of the adult brain, the lateral ventricle and the 

hippocampus, stem cell populations have been identified using the expression of 

NSC markers such as Sox1, Sox2 and Nestin. Sox1 has shown to mark NSCs 

more specifically than Nestin as all Sox1
+ 

NSCs isolated from E10.5 rat neural 

tube were Nestin
+ 

whereas most Nestin
+ 

progenitors were not all Sox1
+ 

(Cai et al., 

2004). Having previously shown that neural stem/progenitor cells exist in the 3V 

(Robins et al., 2013), and because of the close morphological similarity between 

tanycytes and BG as two radial glial cells in the adult brain, we hypothesized that 

NSCs markers previously being identified in other neurogenic regions of adult 

brain including cerebellum in this thesis (Chapter 3) may also be expressed in the 

hypothalamic 3V. Thus, I aimed in this chapter to: 

1. Investigate whether a Sox1
+
 population identified in the adult CB could 

also be detected in the hypothalamic 3V. 

2. Determine the location of the Sox1
+
 population lining the 3V wall and 

examine whether Sox1 is overlap with Sox2 and Sox9. 
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3. Determine whether the 3V could yield a culture of NSC-like cells in vitro 

similar to CB and whether this population is multipotent and can generate 

neurons, astrocytes, and oligodendrocytes.    

 



Chapter 6: Results 

140 
 

6.2 Results 

Marker analysis was carried out to investigate the presence and distribution of 

NSCs in the lining of the 3V.  Tissues were collected from wild type and 

heterozygous Sox1-GFP +/- adult mice, which carry a GFP reporter inserted into 

Sox1 locus, Serial coronal sections (10 μm) of the forebrain were taken and 

processed for immunohistochemistry.  

6.3 Neural stem cell marker expression in the 3V 

6.3.1 SoxB analysis 

Using Sox1-GFP+/- mice, we were able to further investigate Sox1 expression in 

the 3V and hypothalamus through expression of the GFP reporter. 

Strong GFP signal was detected in the lining of the 3V from the dorsal axis, 

where ependymocytes are found, to the most ventral part in the median eminence 

whereβ tanycytes are present (Fig. 6.1 A-D). At the level of median eminence, 

dense GFP expression was detected in β2 tanycytes and their processes (Fig.

6.1D). Although positive cells for GFP were also observed in the surrounding 

hypothalamus (Fig. 6.1E), the number of these GFP
+
 cells was much lower than 

that observed for Sox1 and not biased towards certain nuclei. 

Immunohistochemical analysis for Sox1 protein in the 3V indicated that Sox1 was 

expressed along the 3V lining (Fig 6.2). The expression of Sox1 was 

demonstratedinependymocytesandα1tanycytespopulations in the dorsal part of 

the 3V (Fig. 6.2B). Toward the ventral region of the 3V, intense signal for Sox1 

was found in α2 tanycytes (Fig. 6.2C), and also at the level of the median 

eminence in both β1 and β2 tanycytes (Fig. 6.2D). Similar to Sox1, Sox2 
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immunoreactivity was also demonstrated along the length of the 3V wall (Fig. 

6.3). The expression of Sox2 was observed in ependymocytes (Fig. 6.3A, B) and 

all tanycytes population in a pattern very similar to Sox1 (Fig. 6.3C and D). 

Furthermore, a population of Sox1 and Sox2 positive cells were also detected in 

the hypothalamus (Fig. 6.2E, 6.3E respectively) and in the dentate gyrus of the 

hippocampus used as control (Fig.6.2F, 6.3 F respectively). These results showed 

that both Sox1 and Sox2 were expressed in the cells lining the hypothalamic 

ventricle, suggesting that tanycytes might exhibit NSCs features in the adult 3V.                                                                                                                                                     

Following the detection of Sox1 and Sox2 in the lining of the 3V, analysis of the 

expression of Sox9 was also carried out in the hypothalamic ventricle. Similar to 

Sox1 and Sox2, Sox9 showed strong immunoreactivity in the 3V (Fig. 6.4A). 

Intense Sox9 staining was seen in both ependymocytes and α1 tanycytes (Fig.

6.4B),andmoreventrallyinα2tanycytes(Fig.6.4C),inapatternmatchingthat

observed for Sox1 and Sox2 in these regions. At the level of the median 

eminence,Sox9also labelled thepopulationofβ1andβ2 tanycytes (Fig.6.4D)

similar to the staining pattern obtained for Sox1 and Sox2. Immunoreactivity for 

Sox9 was also demonstrated in the hypothalamus, where positive cells were not 

confined to a certain nucleus but appeared scattered throughout the hypothalamic 

nuclei (Fig. 6.4E). 

Taking together, these results for Sox1, Sox2 and Sox9 analysis in the 3V 

confirmed that these markers were specifically detected across all tanycyte 

subsets. Moreover, robust numbers of Sox 1, 2, and 9 positive cells were also 

detected in the hypothalamic parenchyma surrounding the 3V (Fig. 6.2E, 6.3E, 

and 6.4E respectively).  
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Figure 6.1 GFP expression in coronal sections of adult Sox1-GFP+/−mousethird Ventricle (3V), hypothalamus, and hippocampal dentate gyrus. (A) Overview image 

showing types of cells lining the 3V and the hypothalamus (HP). (B) GFP signal marks Sox1 positive cells in the ventral part of the 3V. Black arrows in the magnified 

boxedareapoint toα1tanycytescellbodiesand theirprocesses (arrowheads). (C)GFP labeling in thedorsalpartof the3V showing high expression of GFP inα2

tanycytes (black arrows in the magnified boxed area). (D) Magnified image showing GFP detection in the 3V at the level of median eminence (ME), black arrows 

indicateGFPpositiveβ2tanycytes,yellowarrowsindicateGFPpositiveβ1tanycytes.The expressionofGFPisalsoseenintheprocessesofβtanycytes(redarrows

head). (E) GFP labelling cells throughout the hypothalamic parenchyma (HP). (F) Positive control for GFP expression in the hippocampal dentate gyrus (DG). Scale bar 

₌140μm (in B,C,E,F), 340 μm (A), and 70 μm (D). ME, Median Eminence; HP, Hypothalamus; Epe, Ependymocytes; VMN, ventromedial nucleus; ARC, arcuate 

nucleus; DG, dentate gyrus. 
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Figure 6.2 Sox1 expression in coronal sections of adult mouse third Ventricle (3V), hypothalamus, and hippocampal dentate gyrus. (A) Overview image showing 

types of cells lining the 3V and the hypothalamus (HP). (B) Signal for Sox1 is observed in the ventral part of the 3V, ependymocytes (Epe) and α1 tanycytes. (C) Dorsal 

part of the 3V showing strong expression of Sox1 in α2 tanycytes (black arrows in the magnified boxed area). (D) Magnified images of the 3V showing Sox1 detection 

in median eminence (ME), black arrows indicate positive β2 tanycytes, yellow arrows indicate β1 tanycytes. (E) Sox1 expression cells are distributed in the 

hypothalamus with highest level of expression shown in ventromedial nuclei (VMN) and few cells are found in the arcuate nucleus (ARC). (F) Positive control for Sox1 

expression in the hippocampal dentate gyrus (DG). Scale bar ₌34 μmin(B,C,F);90μmin(A,E),17μmin(D). 

        ME, Median Eminence; HP, Hypothalamus; Epe, Ependymocytes; VMN, ventromedial nucleus; ARC, arcuate nucleus; DG, dentate gyrus. 
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Figure 6.3 Sox2 expression in coronal sections of adult mouse third Ventricle (3V), hypothalamus, and hippocampal dentate gyrus. (A) Overview image showing types of 

cells lining the 3V and the hypothalamus (HY). (B) Sox2 expression strongly resembles that of Sox1 in the liningofthe3V.α1tanycytesshowstrongimmunoreactivityfor

Sox2 (black arrows in the high-powerboxedarea).(C)Sox2marksα2tanycytesnuclei(blackarrowsinthemagnifiedboxedarea).(D)Magnifiedimagesofthe 3V showing 

Sox2 immunolabelling in themedianeminence(ME),blackarrowsindicatepositiveβ2tanycytes,yellowarrowsindicateSox2positiveβ1tanycytes.(E)The hypothalamus 

nuclei also show intense staining for Sox2 with highest level of expression shown in ventromedial nuclei (VMN) and few cells are found in the arcuate nucleus (ARC). (F) 

Positive control for Sox2 expression in the hippocampal dentate gyrus (DG). Scale bar ₌ 90μmin(A,F);34μmin(B,C,G);17μmin(D).ME, Median Eminence; HP, 

Hypothalamus; Epe, Ependymocytes; VMN, ventromedial nucleus; ARC, arcuate nucleus; DG, dentate gyrus. 
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Figure 6.4 Sox9 expression in coronal sections of adult mouse third Ventricle (3V), hypothalamus, and hippocampal dentate gyrus. (A) Overview image showing types of 

cells lining the 3V and the hypothalamus (HP). (B) Signal for Sox9 is observed in the ventral part of the 3V, ependymocytes (Epe) and α1tanycytes. The staining pattern is 

similar to that of Sox1 and Sox2. (C) Dorsal part of the 3V showing strong expression of Sox9 in α2 tanycyte nuclei (black arrows in the magnified boxed area). (D) 

Magnified images of the 3V showing Sox9 detection in median eminence (ME), black arrows indicate positive β2 tanycytes, yellow arrows indicate β1 tanycytes. (E) Unlike 

Sox1 and Sox2, Sox9 expression in the hypothalamus is shown to be scattered evenly both in ventromedial nuclei (VMN) and in the arcuate nucleus (ARC). (F) Positive 

control for Sox9 expression in the hippocampal dentate gyrus (DG). Scale bar ₌ 90 μmin(A,F);34μmin(B,C,G);17μmin(D). 

ME, Median Eminence; HP, Hypothalamus; Epe, Ependymocytes; VMN, ventromedial nucleus; ARC, arcuate nucleus; DG, dentate gyrus. 
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6.3.2 Co-localization of Sox1 with Sox2 and Sox9 in the 3V 

Based on the results gathered for single marker analysis in the 3V wall indicating 

strong immunoreactivity in the tanycytes for Sox1, Sox2, and Sox9, we 

investigated whether Sox1 expression (as reported by GFP) showed overlap with 

Sox2 and Sox9, in order to explore the co-expression of these transcription factors 

in the cells lining the 3V. Serial coronal sections analysed by double 

immunostaining against GFP and Sox2 or Sox9 markers showed clear co-

localization of GFP with Sox2 and Sox9 (Fig. 6.5 and 6.6 respectively). Next, I 

tried to co-localise GFP in the fluorescent channel with Sox1, 2, and 9 using 

visible DAB substrate reaction. I observed that immunoreactivity for Sox1, 2, and 

9 was detectable in the brightfield channel but no signal was observed for GFP in 

the 3V. This was in contradiction with the earlier single immuno-analysis for GFP 

carried out using DAB reaction when strong staining for GFP was observed in 

both ependymocytes and tanycytes (see Fig. 6.1 for details). This might be due to 

the fact that some of the fluorescent GFP signal could be masked by the 

precipitate generated by the DAB substrate reaction (brown) used in our protocol 

for both Sox2 and Sox9 detection in the visible range. To resolve this problem, 

the experiment was repeated with single GFP images being taken before initiating 

the final DAB reaction step for either Sox2 or Sox9 staining. In this case, the 

signal for GFP was strong in the ventral most portion of the 3V, starting from the 

regionharbouringdorsalα1andventralα2tanycytestowardthemedianeminence

where β tanycytes are found (Fig. 6.5B, 6.6B respectively). At the level of the 

median eminence, β1 andβ2 tanycyteswere seen to coexpressGFPwithSox2

and Sox9 (Fig. 6.5B, 6.6B respectively). In all tanycyte populations, Sox2 and 

Sox9 showed intense staining in the nucleus, whereas GFP signal was detected in 
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the cytoplasm and long tanycytic processes, with more intense signal in the cells 

located in the ME region (Fig. 6.5B, 6.5C, 6.6B, 6.6C respectively). Our result 

suggests that in the adult mouse brain, Sox1/2/9 genes are co-expressed in cells 

lining the 3V. 
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Figure 6.5 Compared expression of Sox2 and GFP in coronal sections of adult mouse third Ventricle (3V) and hippocampal dentate gyrus. (A) Overview image 

showing Sox2 staining in cells lining the 3V and the hypothalamus (HP). (B) and (C) Magnified image of the boxed area in (A) showing Sox2 (brightfield) and GFP 

(green) expression in the tanycytes. In (B), both α1 (white arrows) and α2 (arrow heads) tanycytes show strong immunoreactivity for Sox2 and for GFP . In the 

region of median eminence (ME), β2 tanycytes show clear stained nuclei corresponding to Sox2 (brown) and cytoplasmic GFP staining (green, red arrows). (C) A 

magnified image of the boxed area in (B) showing Sox2 and GFP expression in α2 (black arrows) and β1 tanycytes (black dotted area), yellow arrows point to the 

processes of the tanycytes. (D) Positive control for Sox2 and GFP detection in the hippocampal dentate gyrus (DG). Scale bar ₌ 140 μm in(A);340μmin(B);140 

μminthebrightfieldimagesand70μminthefluorescentimages(C);70μmin(D)  

ME, Median Eminence; HP, Hypothalamus; Epe, Ependymocytes. 
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Figure 6.6 Co-detection of Sox9 and GFP in coronal sections of adult mouse third Ventricle (and hippocampal dentate gyrus (DG). (A) and (B) 

show the expression of Sox9 (brightfield) and GFP (green) in β2 tanycytes (black arrows), the staining pattern of Sox9 in the tanycytic nuclei (brown) 

resembles that of Sox2; GFP signal marks the tanycytic cytoplasm and their long processes (yellow arrows) similar to that seen for cells positive for 

Sox2 and GFP. (C) A magnified image of (A) showing Sox9 and GFP expression in in the ME region where β2 tanycytes reside (black dotted area); 

yellow arrows point to the processes of β2 tanycytes. (D) A magnified image of (B), β1 tanycytes show clear brown nuclei staining corresponding to 

Sox9 and green cytoplasmic GFP staining (black dotted area). (E) Positive control for Sox9 and GFP (black dotted area) detection in the hippocampal 

dentate gyrus (DG). Scale bar ₌ 400 μminthebrightfieldimages;130μminthe fluorescent images. ME, Median Eminence  
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6.3.3 Co-localization of Sox1 with GFAP in the 3V 

GFAP expression in the 3V 

Although GFAP is a common astrocytic marker, recent studies have shown that it 

could be expressed by radial glia and NSCs (Imura et al., 2003). Numerous 

studies have identified a multipotent population of astrocytic stem cells 

expressing GFAP in the SVZ of immature and adult brain (Reviewed in Codega 

et al., 2014). In order to further characterise the nature and morphology of the 

Sox-positive tanycyte population, single and double marker analysis were 

performed to determine the presence of GFAP+ cells in the 3V and investigate 

their relative distribution. 

Signal for GFAP single immunostaining was demonstrated along the 

anterior/posterior axis of the 3V (Fig. 6.7A), with expression in the cell bodies of 

ependymocytes (Fig. 6.7B), and more intense labelling in the cell bodies and the 

long processes of both α1andα2tanycytes (Fig. 6.7B-F). The unique expression 

of GFAP in the long processes of α1 and α2 tanycytes made it possible to 

distinguish them from ependymocytes (Robins et al., 2013) (Fig. 6.7B and C). In 

more ventral part of the 3V, GFAP immunoreactivity was also detected in the cell 

bodiesandprocessesofβ1andβ2tanycytes(Fig. 6.7F). 

Co-detection of GFP and GFAP was performed to analyse the relative localisation 

of Sox1
+
 with GFAP

+
 cells in the 3V (Fig. 6.8 and 6.9). Signal for GFAP and 

Sox1 expression were detected along the anterior/posterior axis of the 3V (Fig. 

6.8 B and C), with more intense labelling in the cell bodies and the long processes 

of α1tanycytes (Fig. 6.8 B). Few cells were also positive for GFAP+Sox1 in α2 

tanycytes (Fig. 6.8C). However, no GFAP and Sox1 staining was observed in the 

ependymocytes (Fig. 6.8A) contrary to what was observed when GFAP marker 
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stained alone (Fig. 6.7B). Specific expression of GFAP in the long processes of 

α1 tanycytes differentiated them from ependymocytes and α2 tanycytes (Fig. 

6.8A, B, C). In the ME region of the 3V, GFAP immunoreactivity was absent in 

β1 tanycytes,whereasβ2 tanycytescoexpressedGFAP
 
and Sox1 (Fig. 6.9A, B, 

C). In the hypothalamus, many astrocytes in the arcuate nucleus were GFAP 

immunopositive and larger numbers of GFAP
+
 astrocytes were found in the 

ventromedial nucleus area (Fig.6.7C and E).  
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Figure 6.7 Coronal sections through the third ventricle (3V) showing GFAP expression. (A) Two types of cells lining the third ventricle, ependymocytes 

and tanycytes. (B) GFAP reactivity in the long processes of tanycytes (black arrows) clearly differentiates them from ependymocytes with very short 

processes (arrow heads). The red dashed line marks the border between ependymocytes and tanycytes, black arrows point to the long processes of α1 

tanycytes, (C) magnified view of GFAP immunoreactivity in the α1 tanycytes cell bodies (yellow asterisk), the long processes (black arrows) of α1 

tanycytes extend into the surrounding parenchyma of the hypothalamus (HP).  (D) GFAP detection in α2 tanycytes. (E) High-power image of the boxed 

area in D showing the cell bodies of α2 tanycytes (yellow arrows), it is clear from the image that α2 tanycytes also possess long processes (black arrows) 

that penetrate the hypothalamus parenchyma (HP). (F) Immunoreactivity of GFAP in the more ventral part of the 3V, both β1 and β2 tanycytes show 

reactivity to GFAP. Scale bar ₌ 100 μmin(A) ;50μmin(B,D, F);20μmin(C,E). 

ME, Median Eminence; HP, Hypothalamus; Epe, Ependymocytes, VMN, ventromedial nucleus; ARC, arcuate nucleus; DG, dentate gyrus. 
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Figure 6.8 Coronal sections through the dorsal part of the third ventricle (3V) showing co-localization of GFP 

and GFAP. (A) Double labelling of GFP (green) and GFAP (red) counterstained with Dapi (blue) showing 

reactivity in the astrocytes located close to the area of the 3V wall where ependymocytes are found, but no 

signal could be observed in the short processes of the ependymocytes, distinguishing them from the α1tanycytes 

located below. (B) Clear overlap of GFAP signal with GFP intheα1tanycytes cell bodies and long processes 

(white arrows) which extend into the surrounding parenchyma of the hypothalamus (HP); but the coexpression 

of GFAP and GFP is weaker in α2 tanycytes with fewer processes (white arrows) compared to those of α1 

tanycytes (C). Scale bar = 60μm. 
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Figure 6.9 Coronal sections of the ventral part of 3V showing co-localization of GFP and GFAP. (A) 

Fluorescent images showing double labelling of GFP (green) and GFAP (red) counterstained with Dapi 

(blue) in the lining of the 3V wall. GFAPcolabeledwithGFPinβ1tanycytes(A)andmoreintensestaining

was detectedintheβ2tanycytesprocessesintheMEregion (C). Scalebar=60μm 

ME, Median Eminence; HP, Hypothalamus; Epe, Ependymocytes.  
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6.4  Characterisation of NSCs derived from the 3V 

6.4.1 In vitro isolation and culture 

In the mouse brain, NSCs can be maintained and expanded in vitro in the 

presence of EGF and FGF as clusters of cells called neurospheres (Reynolds and 

Weiss, 1992, 1996, Morshead et al., 1994, Tropepe et al., 1999). To test whether 

cells isolated from the 3V wall display NSC characteristics in vitro, cells derived 

from 3V of adult GFP+/-Sox1 mouse were cultured in DMEM-F12 supplemented 

with B27, N2, as well as EGF and FGF-2 (both at 20ng/ml). Single cells plated 

this medium generated large neurospheres (Fig. 6.10A and B). In the presence of 

EGF and FGF, expandable NSC–like cells could be maintained and passaged in 

culture for up to 30 passages.  3V derived NSCs started to form neurospheres of 

varying sizes after 10 days in vitro (DIV) (Fig 6.10), and reached a size of about 

273 µm after one week in vitro (Fig. 6.10B).  Upon neurosphere dissociation, cells 

finally attached and could be maintained as adherent monolayer culture (Fig. 

6.10C).  

6.4.2 Expression of NSC markers 

Immunostaining carried out on these 3V derived NSC-like cells found them to 

express intermediate filament Nestin, a NSC marker in undifferentiated culture 

conditions (Fig. 6.12B). Furthermore, Sox2 another NSCs marker was also found 

to be expressed in undifferentiated 3V-NSCs (Fig. 6.12B). This observation 

together with the previous findings indicates the presence of neural stem-like 

population in the 3V wall. 
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6.4.3 Effect of EGF and FGF-2 withdrawal on the proliferation of NSCs 

derived from the third ventricle (3V) 

The two mitogens, namely, EGF and FGF-2 are required for promoting NSC 

proliferation (Reynolds et al., 1992). bFGF is required to maintain the NSC 

population in the neurogenic regions of adult brain, the SVZ and the SGZ (Mudo 

et al., 2009). Weiss et al., (1996) have shown that NSCs derived from spinal cord 

and 3V of adult mice depend on both mitogens for their survival and proliferation 

in vitro. To examine the requirement of 3V derived NSCs for EGF and FGF-2, 

the effect of EGF or FGF withdrawal on NSC proliferation was investigated 

NSCs from 3V and LV for control were seeded in parallel at a known density, and 

maintained in medium containing either EGF (20ng/ml) alone, FGF-2 (20ng/ml) 

alone, EGF+FGF-2 (20ng/ml), or no growth factors (negative control), followed 

by metabolic cell activity assay after 3 days. 

Cell metabolic assay showed that 3V cells grown in EGF+FGF showed 

significantly higher rate of proliferation than cells grown in EGF or FGF alone, 

which performed similarly (Fig. 6.11C). For NSCs-LV too, the highest 

proliferative activity was achieved when both growth factors were combined, 

however a significantly higher rate of proliferation was observed when cells were 

grown in FGF-2 alone than in EGF alone (Fig. 6.11C). In all of the four medium 

conditions, the NSCs-3V and LV grew as neurospheres at day1 (Fig. 6.11A, B 

respectively). Cells observed at day2 revealed a clear morphological difference 

between cells grown in each medium condition, with cells expanded in EGF only 

mostly maintaining as neurospheres, while cells in the presence of FGF appeared 

smaller with long extended neurites (Fig. 6.12A). However, cells grown in 

EGF+FGF retained their homogenous morphology, and only few differentiated 
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cells were observed in the medium with neither growth factor. Observations 

showed very similar morphological results for cells derived from 3V and from LV 

(Fig. 6.12B). 

 

  

 

 

 

 

 

   

 

 

 

A 

C 

B 

50µm 

50µm 

50µm 

Figure 6.10 Brightfield image showing the morphology of 3V derived neuroshpheres. (A) Neurospheres 

formed in the presence of EGF and FGF-2 (20ng/ml) at varying sizes after 10 DIV. (B) Magnified image 

showing migrating cells on the outer surface of the neurosphere after seeding at the bottom of the plate, 

which is an indicator of viable healthy neurosphere. (C)  Monolayer culture of 3V derived NSCs after 

neurosphere dissociation and single cell attachment. Scale bar= 
50 µm.  
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Figure 6.11 Effects of different growth factor conditions on mouse 3V and LV NSCs after 3 days in 

culture. (A), (B) Morphology of mNSCs-3V and LV respectively expanded in EGF (20ng/ml), FGF-2 

(20ng/ml), EGF+FGF-2 (20ng/ml each), and without growth factor. At day 1, cells in each medium 

condition form neurospheres and start to attach at day 2 while at day 3, cells in EGF only remained as 

neurospheres with single cells extended from them. NSCs in FGF-2 alone have more heterogeneous 

appearance. (C) and (D) Cell metabolic assay of mNSCs-3V and LV respectively after 3 days in culture. 

For both cell types, the maximum proliferative rate was achieved when both growth factors were 

combined. The values are mean ± SEM. (***), (****) P < 0.0001 were considered significant using 

Tukey's multiple comparisons test with one way ANOVA. 

 EGF= epidermal growth factor; FGF-2= fibroblast growth factor. Scale bar =50µm. 
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6.4.4 Neural stem cells derived from the 3V have the ability to differentiate 

into neurons, astrocytes, and oligodendrocytes 

To evaluate the differentiation potential of NSCs derived from the 3V, cells were 

exposed to differentiation medium for either 5 or 11 days before being fixed and 

processed for immunostaining, alongside LV-NSCs used as control. The 

expression of differentiation markers was analysed using GFAP (astrocytic 

marker); B-tub3 and DCX (neuronal markers); MBP (oligodendrocyte marker); 

while Nestin and Sox2 specific antibodies were used to detect undifferentiated 

cells (Fig. 6.12B). Glial and neuronal markers were detected in the treated cells 

(Fig. 12B, C) but not in D0 cultures indicating that NSCs derived from the 3V 

wall were able to generate glial and neuronal derivatives. Conversely, Nestin 

expression was only found at D0 (Fig. 12B) while absent at D5 or 11 suggesting 

that NSCs-derived from the 3V were successfully differentiated. 
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Figure 6.12 Differentiation analysis of NSCs 

derived from the third ventricle (3V) and 

lateral ventricle (LV). Brightfield images of 

mNSCs-3V and LV before differentiation (A), 

at day 5 of differentiation (B), and at day 11 

of differentiation (C). Immunofluorescence 

images of mNSCs-3V and LV at day 5 (B) or 

11 (C) of differentiation in medium without 

growth factors (EGF and FGF-2) and in the 

presence of BDNF, EC23 and serum. After 5 

or 11 days, cells were fixed and 

immunostained for Nestin (neural stem cell 

marker), GFAP (astrocyte marker), B-tub3 

(neuronal marker), DCX (immature neuronal 

marker), and MBP (oligodendrocyte marker) 

with Dapi counterstain (blue). Scale bar =60 

µm. 
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6.5 Discussion

In this study, direct and indirect Sox1 analysis through the use of the GFP 

reporter were used to provide first evidence that Sox1 is strongly 

expressed in the lining of the 3V. The expression was demonstrated in all 

tanycyte subpopulations, and in the surrounding hypothalamus. I also 

analysed the expression of neural stem cells (NSCs) and radial glial 

markers in the population of tanycytes in the ependymal lining of adult 

mouse 3V, and provided first evidence of co-expression of Sox1 with 

Sox2 and Sox9, known markers for NSCs, in this population. Furthermore, 

co-staining experiments showed that all tanycyte subpopulations 

expressed proteins associated with NSCs in other brain regions such as 

Sox1, 2, and 9, while they show subtype-specific expression of other 

proteins such as GFAP. Furthermore, in vitro experiments carried out here 

showed that derivation of NSC-like cells from the 3V was possible in the 

presence of both EGF and FGF-2 (Weiss et al., 1996).  

To evaluate the degree of overlap between Sox1 and Sox2 expression in 

populations of the 3V, double immunolabeling was used and confirmed 

co-expression across the different tanycyte populations, while sporadic 

expression was also observed in the surrounding hypothalamus in which 

neurogenesis has been described (Xu et al., 2005, Kokoeva et al., 2005, 

Migaud et al., 2010). Positive Sox1 and Sox2 detection was confirmed in 

the hippocampus, a region in the adult brain in which neurogenesis is an 

ongoing process (Venere et al., 2012, Brazel et al., 2005).  

The transcription factor Sox1 is expressed in neural progenitor cells both 

in vitro and in vivo (Li et al., 2001, Barraud et al., 2005). In the 
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developing CNS, Sox1 is an early marker for neuroprogenitors, and its 

expression is also observed in vivo in adult neural progenitor cells (Kan et 

al., 2007). In vitro, Sox1 expression has been used for the isolation of 

neuroprogenitors obtained from ES cultures (Li et al., 1998). Sox2, 

another member of SoxB family, is a transcription factor maintaining 

pluripotency in embryonic stem cells which is also expressed by the 

neuroepithelial cells in the developing brain (Ferri et al., 2004, Chambers 

and Tomlinson, 2009) and plays an important role in maintaining NSCs 

identity (Pevny and Placzek, 2005, Koirala and Corfas, 2010). Both Sox1 

and Sox2 are expressed in embryonic neuroprogenitors and in the 

neurogenic niches of adult brain such as the subventricular area of the 

lateral ventricles and the dentate gyrus of the hippocampus (Ferri et al., 

2004, Ellis et al., 2004, Brazel et al., 2005), and Sox2-positive populations 

in these regions have demonstrated NSCs characteristics and behaviour in 

vitro (Brazel et al., 2005) and in vivo (Suh et al., 2007). Li et al., (2012) 

observed that tanycytes strongly coexpressed Nestin and Sox2 in the upper 

portion of the 3V wall, while the expression of Sox2 was weak or absent 

in the ME region despite the strong signal for Nestin. Another report by 

Lee et al., (2012) however revealed strong coexpression of Nestin and 

Sox2 in the ME portion of the 3V. My result partly agree with Li et al., 

(2012) concerning Sox2 expression in the upper portion of the 3V wall, 

however our study showed intense Sox2 signal in the ME region in line 

with Lee et al., (2012) and Haan et al., (2013). Altogether, data presented 

here show that Sox1 and Sox2 are expressed in all tanycytes of the 3V in a 

closely similar pattern. Additionaly, double immunostaining was 
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performed to establish the co-localization of Sox1 with Sox2, Sox9, and 

GFAP expression within the same tanacyte population in the mature 3V. 

Using the GFP reporter to visualise Sox1 co-expression with Sox2 and 

Sox9, we observed significant numbers of GFP
+
 cells co-localized with 

Sox2andSox9signalinbothαandβtanycytes.Inthemedianeminence,

both β1 and β2 tanycytes co-expressed GFP with Sox2 and Sox9 more 

intensely than α tanycytes. Sox9 also demonstrated strong 

immunoreactivity in the lining of the 3V, and confirmed that the Sox9
+
 

population represented tanycytes, as previously suggested in the literature 

(Lee et al., 2012). The demonstrated co-expression of Sox1with Sox2 and 

Sox9 point to a known NSC signature as observed in other brain regions, 

suggesting that tanycytes might represent another source of 

Sox1/Sox2/Sox9 positive adult NSCs (Sottile et al., 2006, Alcock et al., 

2007). The present study provides the first evidence that the tanycytes co-

express Sox1 with Sox2 and Sox9, while other studies have shown the 

coexpression of Sox2/BrdU with Nestin (Lee et al., 2012), Nestin and 

GFAP (Bennett et al., 2009, Lee et al., 2012), Vimentin and Nestin or 

Viementin and GFAP (Robins et al., 2013) in tanycytes. The co-

expression Sox1 with both Sox2 and Sox9 support the hypothesis that 

tanycytes may constitute a neurogenic niche in the adult hypothalamic 3V. 

However, although my study did not provide the evidence regarding 

which population of tanycytes described here may be the one generated 

NSCs in vitro, but at least  enough evidence was provided in this study 

that both α and β tancytes are an important component of the NSC 

population in the 3V.     
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6.5.1 Tanycytes are radial glial cells 

Tanycytes constitute a heterogenous cell population of four subtypes,  

α1,2 and β1,2 ( eviewed in (Rodriguez et al., 2005)). These subtypes 

differ in their location, morphology, spatial relationship, cytochemistry, 

and the functional molecules they express (Rodriguez et al., 2005, 

Rodriguez et al., 2010). Our findings further highlighted differences in 

tanycyte subtypes. In my study, GFAP expression was detected in 

ependymocytes and in α tanycytes but not β1 tanycytes. GFAP signal 

observed in the cell bodies and long α1 tanycytic processes clearly

distinguished them from ependymocytes, α2, and β tanycytes as

previously described (Robins et al., 2013). However, my observation for 

GFAP expression in tanycytes contradicts another report which showed 

GFAPexpression in theβ1 tanycytes of rat brain (Cortés-Campos et al., 

2011). This could be due to species differences and the fact that rat and 

mouse astrocytes express different levels of GFAP under normal 

conditions (Gudino-Cabrera and Nieto-Sampedro, 2000, Puschmann et al., 

2010) and after a scratch insult (Puschmann et al., 2010). Furthermore, 

adult NSCs described in the LV and the hippocampus have radial glial 

morphology (Ming and Song, 2011, Bonaguidi et al., 2012), and tanycytes 

lining the 3V wall express radial glial and neural progenitor markers such 

as Nestin, vimentin, Sox2, and GFAP (Rodriguez et al., 2005, Xu et al., 

2005, Kokoeva et al., 2007, Lee et al., 2012, Robins et al., 2013) but lack 

the expression of  neuronal markers  (Saaltink et al., 2012). Moreover, 

previous studies have shown that radial glial cells guide neuron migration 

during brain development, and more recent studies have shown that radial 
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glia act as neuronal progenitors in the adult brain such as the astrocytes of 

subventrcular (SVZ) and sugraular (SGZ) zones of the lateral ventricle and 

the dentate gyrus respecively (Malatesta et al., 2000; Alvarez-buylla et al., 

2000; Anthony et al., 2004). The radial glial features of the tanycytes 

shown by markers localized to the long tanycytic processes may position 

these cells as modified radial glial cells in the adult brain (Levitt and 

Rakic, 1980). Based on these observtions and and my observation of 

GFAP immunoreactivity, these radial glial-like cells in the adult mouse 

3V correspond to tanycytes (Robins et al., 2013).  

 

6.5.2 3V NSCs derivation and characterisation 

Previous studies in adult mouse have shown that neural progenitor cells 

exist in the ependymal lining of the third ventricle (Xu et al., 2005, Lee et 

al., 2012). These progenitors have radial glial properties are capable of 

generating new functional neurons, and they require local FGF signalling 

for their proliferation (Xu et al., 2005, Perez-Martin et al., 2010, Lee et al., 

2012; Robins et al., 2013).   

Haan et al., (2013) have shown that ventral FGF-10 expressing tanycytes 

are neurogenic in the mouse hypothalamus, while Robins et al., (2013) 

suggested that dorsal Glast expressing tanycytes are highly neurogenic. 

Also in vitro study on adult rat brain revealed that Dil labeled ependymal 

cells in the 3V have neural stem/progenitor properties, they were able to 

generate neurospheres, proliferate, self-renew and differentiate into 

neurons, astrocytes and oligodendrocytes (Xu et al., 2005). 
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Cells isolated from the 3V wall were cultured and exhibited morphological 

characteristics similar to those generated from adult LV, used as a control 

in our study. The capacity to generate neurospheres in the presence of 

EGF and FGF-2 has been used as an indicator for the presence of NSCs, 

(Morshead et al., 1994), allowing cells that are unresponsive to these 

mitogens to be lost over culture and passaging. In my study, cells isolated 

from the 3V started to form spherical clusters of cells after 10 days in 

culture similar to the neurospheres reported by Reynolds and Weiss 

(1992), suggesting that EGF and FGF-2 can maintain and support the 

expansion of 3V derived cells as previously reported for SVZ neural 

progenitor cells (Morshead et al., 1994; Gage et al., 1995; Gritti et al., 

1995, 1996). The 3V cells isolated in vitro were found to express Nestin 

and Sox2, two commonly used neural progenitor markers (Lee et al., 

2012; Robins et al., 2013). Our results also confirmed a more recent report 

that Sox2 positive cells from the 3V and the hypothalamus formed 

neurospheres in culture which could be passaged for over 15 generations 

(Li et al., 2012). However, a serial neurosphere assay was not performed 

in this study and all the expreiments were done on adherent monolayer 

culture of the 3V NSCs. Several studies have reported that culturing NSCs 

in floating neuropshere culture does not maintain homogenous NSC 

population (Conti and Cattaneo, 2010). In contrast, monolayer adherent 

culture showed a high degree of homogeneity (Conti et al., 2005, Pollard 

et al., 2006, Conti and Cattaneo, 2010). We were able to expand the 

monolayer culture of 3V-NSCs for over 30 passages using this method, 
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and the results obtained were comparable to that of LV derived NSCs used 

in this study as a control.   

Upon growth factors withdrawal, these 3V derived Sox2
+
 cells were able 

to differentiate into neurons, astrocytes, and oligodendrocytes as 

previously reported in the hypothalamus of amphibians (Chetverukhin and 

Polenov, 1993), rats (Xu et al., 2005), mice (Lee et al., 2012; Robins et al., 

2013). We observed that differentiated 3V-NSCs contained large number 

of GFAP
+
 astrocytes with fewer numbers of B-tub3

+
 neurons and 

oligodendrocytes. We also observed that Sox2 expression was found in 

undifferentiated and differentiated cells consistent with Ferri et al., (2004) 

who demonstrated the expression of Sox2 in some differentiated neurons 

of the striatum and thalamus in adult mouse brain. These findings indicate 

that NSCs present in the ependymal linging of the 3V may be similar to 

the NSCs isolated from other parts of the embryonic and adult brain (Conti 

et al., 2005, Pollard et al., 2006, Murrell et al., 2013).  

Although combined EGF and FGF-2 treatment has been widely reported 

as supporting the proliferation of NSCs in different brain regions (Santa-

Olalla and Covarrubias, 1999)(Santa- Olalla and Covarrubias, 1999), some 

studies have shown that stem cells from the forebrain can be isolated and 

expanded in the presence of EGF alone (Reynolds and Weiss, 1992; 

Morshead et al., 1994). I found that maintenance and expansion of NSCs 

from the 3V required the presence of EGF and FGF-2 to achieve 

maximum proliferation activity. This observation is supported by Weiss et 

al., (1996) who showed that multipotent stem cells from the 3V and spinal 

cord require the presence of EGF and FGF-2 for their isolation and 
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proliferation. The results observed by Weiss et al., 1996 contrasts with 

previously reported data concerning the isolation of cells from adult 

subependymal/forebrain region, for which EGF (Reynolds and Weiss, 

1992) and FGF-2 (Gritti et al., 1996) were able to act individually as 

mitogens for the cultures. Although the cells were able to survive in either 

EGF or FGF-2 for 2 or 3 days but achieved their highest rate of 

proliferation when both mitogens were combined. Upon the removal of 

both growth factors and addition of differentiation factors such as BDNF 

and serum, cells promptly stopped proliferation and underwent 

differentiation. This behaviour has previously been observed in NSC 

cultures from adult mouse SVZ (Gritti et al., 1999). FGF-2 was shown to 

induce the expression of EGF receptors in the cultures of NSCs (Ciccolini 

et al., 2005), and a study has shown that FGF exposure could make neural 

precursor cells (NPCs) responsive to EGF. This suggests that EGF and 

FGF may not act separately but rather in a sequential way (Santa- Olalla 

and Covarrubias, 1999). This could explain the highest rate of survival and 

growth when the two mitogens are combined to exert a synergistic effect 

on NSCs (Ciccolini and Svendsen, 1998).  
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6.6 Conclusions

Although the identity of these NSCs is not clear as they were found both 

in thehypothalamus and the3Vwall, bothα andβ tanycytes are strong 

candidate as components of this neurogenic niche (Xu et al., 2005; Lee et 

al., 2012; Robbins et al., 2013). Evidence of co-expression of Sox1, 2, and 

9 in all tanycyte populations from the dorsal to the ventral portion suggests 

that the 3V ependymal layer might be an interesting region since these 

genes are typically co-expressed other NSC populations in the adult brain.  

Taken together, observations in this study and those of others (Xu et al., 

2005, Kokoeva et al., 2005, Lee et al., 2012, Robins et al., 2013) suggest 

tanycytes as strong stem cell candidates in the 3V, that might be 

maintained in a quiescent state and could be modulated by inductive 

stimuli such as high fat diet (Lee et al., 2012, Li et al., 2012), hormones 

(Ahmed et al., 2008), and growth factors (Robins et al., 2013) or after 

ischemic stroke injury (Lin et al., 2015).Whether all types of tanycytes or 

only a subset can be induced to generate neurons is still a matter for debate 

and further investigation is required. 
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7 Concluding Discussion 

 

7.1 Major thesis findings 

The work contained in this thesis has attempted to explore for the presence of 

neural stem cells (NSCs) in the adult mouse cerebellum (CB) and third ventricle 

(3V). In chapter 3 (Investigating the presence and distribution of neural stem cells 

in the mature cerebellum of mouse, primate, and chick adult CB of mouse, chick, 

and primates), we analysed the adult CB of these species for NSC markers 

expression such as Sox1, 2, 9 and other NSC associated markers such as GFAP 

and BLBP using double immunohistochemical technique. Our results proved that 

the CB contains a population of radial glial cells, namely Bergmann glia (BG) 

that express NSC markers that are highly conserved between the 3 species 

examined.  

In chapter 4 (Isolation and characterisation of cerebellar derived neural stem cells 

of adult GFP+/- Sox1 mouse), NSCs from adult CB were isolated and 

characterised in terms of neurospheres formation, growth factor requirement, and 

multipotency compared to the existing NSC population in the adult brain, the 

lateral ventricle (LV).  Our results proved that CB derived NSCs have the ability 

to form neurospheres and differentiate into neurons, astrocytes, and 

oligodendrocytes. More importantly, these cells showed the ability to differentiate 

into calbindin positive cells, suggesting that the generation of PCs is possible 

under the culture condition used in this study.  In chapter 5 (Quantitative, 

morphological and immunohistochemical study of Bergmann glia and Purkinje 

cells in Purkinje Cell Degeneration (pcd) 5J mutant mice),  BG response to CB 
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damage caused by rapid loss of PCs were analysed in Purkinje cell degeneration 

(pcd
5J

) mutant mice. It was hypothesized that astrocytes undergo gliosis after 

injury which is characterised by GFAP upregulation (Wilhelmsson et al., 2004). 

BG showed clear signs of gliosis revealed by GFAP staining and increased in 

number at the very advance stages of PCs degeneration. The work in chapter 6 

(Exploring the existence of neural stem cells in the third ventricle of adult GFP+/- 

Sox1 mouse), examined whether tanycytes lining the 3V could also express NSCs 

markers as BG such as Sox1, 2, and 9 and whether NSCs could be extracted from 

the 3V. Based on the results obtained for BG concerning NSCs markers 

expression, we hypothesized that tanycytes might also express these markers as 

both cells are the only cells in the adult brain maintained as radial glial cells. 

Results showed that tanycytes lining the 3V co-express Sox1, 2, 9, and GFAP in a 

closely resemble staining pattern. Moreover, NSCs were successfully isolated 

from the 3V with the characteristics of neurospheres formation and multipotency.  

 
 

7.2 Is there NSCs population in the mature cerebellum and third ventricle 

My own data has provided enough evidence that the CB and the 3V of adult 

mouse harbour populations of stem-like cells identified by expression of NSCs 

markers such as Sox1, 2, 9, and GFAP. These labelled populations displayed the 

positional characterisations of BG and tanycytes, two radial glial cells in the CB 

and 3V of adult mouse respectively. Furthermore, the expression of these markers 

in the BG observed in other species such as chick and primate CB suggests that 

Sox genes expression in these cells is conserved. This would lead us to conclude 

that neurogenesis might also be conserved between rodents and other mammals 

(Oikari et al., 2014).  
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The fact that no neurons are added in the adult brain has been proved incorrect 

(Reviewed in (Oyarce et al., 2014)). Recent reports have provided enough 

evidences that neurogenesis and proliferation also occur in other areas of the adult 

brain other than SVZ and SGZ. Researchers started to address the question 

whether NSCs are present in other regions of the mature brain such as CB and the 

lining of the 3V. However, lower BrdU incorporation has been demonstrated in 

these regions, suggesting that neurogenesis in these regions is in sufficient to 

produce physiologically functional neurons. Identification of new population of 

NSCs in other regions of adult mouse brain such as CB and 3V might help to 

discover new neurogenic regions in the human brain that could be exploit for stem 

cell therapy. Thus, the study of neurogenesis in rodent would help for better 

understanding of NSCs and neurogenesis in primates that can also be applied in 

human. However, there is a very little published data describing neurogenesis in 

adult rodents CB compared to the robust material published on hypothalamus and 

3V neurogenesis. 

 

Studies have shown similarities between NSCs in the SVZ and radial glial cells 

both morphologically and by the expression of some markers such as BLBP, 

RC2, and GLAST (Doetsch et al., 1999, Laywell et al., 2000, Imura et al., 2003, 

Götz, 2003, Rakic, 2003) . Other studies have demonstrated that cells with radial 

glia or astrocytic characteristics are able to act as neuronal precursors or NSCs in 

the adult brain (Doetsch et al., 1999, Alvarez-Buylla et al., 1990, Anthony et al., 

2004). Similarly, BG and the tanycytes population shared some morphological, 

functional, and molecular features with astrocytes and radial glia by the 

expression of GFAP, BLBP, GLAST, and S100. Authors have suggested that 
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tanycytes could also serve as neuronal progenitors (Rodriguez et al., 2005). 

Moreover, I demonstrated that NSCs markers such as Sox1, Sox2, and Sox9 were 

expressed in BG and 3V of adult mouse. These observations raise the possibility 

that BG and tanycytes might be potential stem cell populations in the CB and the 

3V respectively. Further studies are required to examine whether the same 

conclusion might be extended to other unexplored areas of the adult brain. 

 

Although it is risky to rely on NSCs marker expression to demonstrate the 

existence of NSCs in the mature CB or 3V, both CB and 3V derived NSCs 

showed the ability to form neurospheres and to expand as adherent culture in the 

presence of mitogens such as EGF and FGF-2, in a way similar to the control LV 

cells. After mitogens removal, CB and 3V cells exhibited the ability to 

differentiate into neurons, astrocytes, and oligodendrocytes, suggesting that these 

cells were multipotent. Our results are consistent with previous observations on 

the differentiation potential of neurospheres isolated from CB of adult mouse 

(Alcock and Sottile, 2009) and 3V of adult mouse (Robins et al., 2013) and rats 

(Xu et al., 2005). It is important for future work to approve that single stem cells 

from CB and 3V are capable of generating neurons, astrocytes, and 

oligodendrocytes. Althoughhisstudydidn‟tprovidetheevidencethattheisolated

NSCs from the adult CB and 3V corresponded to BG and tanycytes respectively. 

However, the radial glial phenotype of both BG and tanycytes described in our 

study support our conclusion that both cells might represent two NSCs 

populations in the CB and 3V respectively. This observation suggests that BG and 

tanycytes may possess similar properties of astrocytes of the SVZ in the adult 

rodent brain (Doetsch et al., 1999). Evidence from this thesis and elsewhere 
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(Sottile et al., 2006, Alcock and Sottile, 2009, Xu et al., 2005, Lee et al., 2012, 

Robins et al., 2013) suggest that BG in the cerebellar cortex and tanycytes lining 

the 3V are strong NSCs candidates in the adult brain and that the CB and 3V 

might be two new neurogenic areas in the adult brain yet to be clarified. 

 

Two types of cells lining the 3V, the tanycytes located at the ventral two thirds of 

the 3V and ependymocytes occupy the dorsal third (Rodriguez et al., 2005). This 

raises an important question concerning which cell type in the 3V wall represent 

the NSCs population. Numerous studies in the literature have suggested that 

tanycytes are the NSCs of the 3V (Xu et al., 2005, Lee et al., 2012, Robins et al., 

2013). The fact that tanycytes might be descendants of the embryonic radial glia 

that persist as specialised radial glial cells in the adult 3V strengths the hypothesis 

that tanycytes might be NSCs in the adult brain (Rodriguez et al., 2005). The 

coexpression of Sox1 with GFAP in the tanycytes population demonstrated in my 

study (Chapter 6) and the lack of coexpression in the ependymocytes appear to 

support the idea of tanycytes being strong candidate as NSCs in the hypothalamic 

3V. Observation from the literature also support the concept of tanycytes as NSCs 

of the hypothalamus revealed by the formation of neurospheres and the response 

of α-tanycytes in adult mice to proliferate following FGF-2 infusion in vivo 

( obinset al.,2013).Other lineage tracingstudieshaveshown thatβ-tanycytes 

proliferate and generate neurons in response to high fat diet (Lee et al., 2012). 

These observations suggest that α-tanycytes andβ-tanycytes differ in respect to 

their response to mitogens and other hormonal stimuli (Lee et al., 2012, Robins et 

al., 2013).   
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7.3 EGF and FGF-2 as mitogens for CB derived NSCs 

This is the first study that looked at the effect of EGF and FGF-2 withdrawal on 

CB-derived NSCs. Thus, our attempt was to analyse the influence of EGF and 

FGF-2 on the proliferation and differentiation capacity of CB and 3V derived 

NSCs. Our results demonstrated that EGF and FGF-2 supported the growth and 

survival of CB and 3V derived NSCs as described for LV cells, suggesting that 

EGF and FGF-2 were mitogenic for both cell types. This observation is consistent 

with a number of in vitro studies showing that the addition of EGF and FGF-2 

support the isolation and long-term in vitro survival and expansion of NSCs 

(Reviewed in (Kuhn et al., 1997)). My data showed that EGF and FGF-2 have 

mitogenic action and can maintain and support the growth and proliferation of CB 

and 3V NSCs as previously described for NSCs from other regions of the brain 

(Tropepe et al., 1999, Zhu et al., 1999). It was also noticed that the growth and 

proliferation of CB and 3V cells were significantly affected when one of the 

growth factors was removed from the culturing medium, suggesting that 

combination of EGF and FGF-2 increased the proliferation of these cells in line 

with reports in the literature (Weiss et al., 1996, Gritti et al., 1996). I also noticed 

that LV cells in FGF-2 alone generated more neurons than EGF in LV culture, 

whereas CB cells cultured in EGF produced more neurons than FGF-2. This 

would suggest that although EGF and FGF-2 acted as mitogens for the growth 

and proliferation of CB and LV cells, but their effect on fate determination differs 

between the two populations. This might reflect the diversity of NSCs population 

in different regions of adult brain although both CB and LV NSCs populations 

shared common features such as multipotency and the ability to form 

neurospheres.  
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My finding suggest that CB-NSCs maintain multipotentiality when EGF or FGF 

were used and that withdrawal of either EGF or FGF-2 for long period did not 

alter the capacity of CB derived NSCs to commit neuronal or glial fates. Taken 

together, these results indicate that EGF and FGF-2 may expand distinct NSC 

populations in the brain and may have differential effect on their lineage 

restriction with FGF-2 tend to increase neuronal number while EGF induce glial 

differentiation (Gritti et al., 1996, Whittemore et al., 1999, Johe et al., 1996).   

 

7.4 Bergmann glia in the PCD
5J

 mutant mice 

The Purkinje cell degeneration (pcd) is regarded as a classic ataxia mutant that 

has been used as an animal model to provide insights into the process of neuron 

degeneration in the cerebellum (Hatten et al., 1997).  

Our quantitative analysis showed that the numbers of Sox1, Sox2, and Sox9 

positive BG were increased in the mutant pcd mice. However, our data indicated 

that the number of BG was not affected in the mutant mice at early time points 

(P17, 21, and 26) but increased significantly by P100. Abnormalities of BG in the 

number, morphology, and distribution of Bergmann fibers became very apparent 

after 3 months in the pcd mice. In our study, PC loss caused severe gliosis 

characterised by upregulation of GFAP, morphological changes and BG 

proliferation as reported by Baltanas et al (2013). We also noticed cerebellar 

cortical atrophy at P100 characterised by the shrinkage of the ML and IGL as a 

result of PCs loss. 

During cerebellar development, BG cells help in guiding the migration of granule 

cells and also provide a scaffold for the PCs dendrites (Sudarov and Joyner, 
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2007). Injury to the CB induces the reactive Bergmann gliosis which is 

characterised by increased expression of GFAP as observed in this study and in 

other studies (Sofroniew and Vinters, 2010, Gelpi et al., 2014). Reactive gliosis 

can also induce the proliferation of astrocytes in case of severe brain injury as 

observed in our study (Sofroniew, 2005). Thus, the increased expression of GFAP 

and the reactive Bergmann gliosis observed in this study might be induced by the 

change of interactions between BG and PCs as a result of PCs loss. In normal 

adult CB, BG are shown to be quiescent and negative for Nestin marker 

(Dahlstrand et al., 1995, Mignone et al., 2004), however, BG have been observed 

to re-express Nestin following CB injury in pcd mice (Sotelo et al., 1994, Sotelo, 

2004). We did not observe any Nestin re-expression in the pcd mice at late time 

points of the disease. The loss of PCs in the pcd mice may explain the difference 

between our results and that of Sotelo et al., (1994), and that in his study the re-

expression of Nestin by BG of the host tissue was needed to guide the migration 

of the grafted embryonic PCs. This observation suggests that BG may only plastic 

and re-express Nestin in the presence of embryonic neurons and then disappear 

after the migratory process is finished (Sotelo et al., 1994, Sotelo, 2004). 

Alternatively it might be that the grafted embryonic PCs induced the host BG to 

transiently re-express molecules that is important for their migration, or may be 

the age of embryonic astrocytes (E12) allowed the expression of signal factors 

required for their migration and acquisition of BG phenotype and thus supported 

the migration of the grafted PCs (Sotelo et al., 1994). Additionally, the age of the 

pcd animals used in our study (P17, P21, P26, and P100) differed from the pcd 

mice (3 and 4 months) used as host in Sotelo et al., (1994) study. We conclude 

that BG cells are activated following cerebellar degeneration but they are unable 
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to regenerate the lost PCs in pcd
5J

 mutant mice under normal disease progression 

and may lack the appropriate molecular signals needed for cellular repair. Future 

in vivo studies in CB affected disorders such as pcd mice are needed to examine 

the regenerative capacity of BG to replace the lost PCs.     
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7.5 Conclusion and future directions   

The results from this study indicated that populations of neural like-stem 

cells are present in the mature CB and 3V, based on the expression of 

NSCs markers and in vitro ability to form neurospheres and generating 

neurons, astrocytes, and oligodendrocytes. It worth mentioning that my 

thesis has presented enough evidence that the adult CB and 3V contain 

NSCs. Thelimitationwasthatwecouldn‟tpreciselyidentifytheiridentity.

However, our NSCs marker analysis indicated that these populations 

might be BG and tanycytes of the CB and 3V respectively. Further 

evidence support our conclusion is that the BG was the only radial glial 

cells that underwent gliosis following CB injury (Chapter 5) and increased 

in number. Thus, it would be interesting to perform lineage tracing 

experiments for BG and tanycytes subpopulations to characterise the 

neural stem/progenitor cells in the lining of the CB and the 3V.  

Characterisation of CB and 3V derived NSCs will provide crucial insight 

into the aetiology of brain disorders and allow the possibility to study the 

contribution of endogenous NSC populations to CNS repair. Furthermore, 

studies have shown that quiescent astrocytes in the cerebral cortex of adult 

mouse start to proliferative and undergo reactive gliosis after inducing 

brain injury. The fact that BG may under specific circumstances be able to 

re-express Nestin after injury in vivo (Sotelo et al., 1994), together with 

the ability to expand NSCs derived from the CB suggest that this radial 

glial population may represent a quiescent stem-like that could be 

stimulated under certain circumstances which could be of therapeutic 

value for CB repair. 
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I believe that my thesis produced enough evidences that the mature CB and the 

3V harbour a population of cells that show stem cell characteristic features similar 

to well-known NSCs in the adult brain. Moreover, NSCs can be isolated from 

both regions of adult mouse and can be propagated in the presence of EGF an 

FGF-2. Thus, future studies will be important to test whether EGF or FGF-2 alone 

is sufficient to generate NSCs from the mature CB expansion in either EGF or 

FGF-2 promote the differentiation of NSCs toward neuronal or glial fates. I have 

also presented evidence that BG undergo morphological and molecular changes 

after the degeneration of PCs in pcd
5J

 mutant mouse that lead to Bergmann 

gliosis. It is important to evaluate the potential regenerative ability of BG within 

the pcd CB. One way to achieve approach is by in vitro organotypic slice culture 

model using CB of pcd mutant and wild type mice. One advantage of tissue slice 

culture over other in vitro systems is that it maintains the morphological 

architecture and physiological state and preserves neuronal activities with intact 

functional local synaptic circuitry. This approach is needed to: 

1. Determine whether BG can be activated in response to the degeneration of 

PCs and investigate their specification, migration and differentiation 

capacity toward the damaged areas. 

2. Determine whether the CB of pcd mice show appropriate environment to 

allow grafted CB derived NSCs to integrate and replace the lost PCs.  
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Appendix I-Chemicals, Medium, and Reagents 

Chemical Product Provider Cat. Number 

PFA paraformaldehyde VWR/Merck 294474L 

Parafilm Parafilm SLS FL1022 

Vectashield Vectashield with Dapi VectorLabs H-1200 

OCT CellPath KMA-0100-00A 0364017 

slides Superfrost plus slides Thermo scientific 080513-9 

Sucrose Sucrose Fisher S/8600/53 

Isopentane Isopentane Fisher P/1030/17 

Tween20 Tween-20 Sigma P1379 

DMEM/F-12 DMEM Life technologies 21331-020 

NB (-phenol) Neurobasal medium Life technologies 12348-017 

FGF-2 Human Recombinant FGF-2 LifeTech 
PHG0026/ABC825

5 

EGF Human Recombinant EGF Source Bioscience ABC016 

Heparin Heparin Sodium Salt  Stem cell technologies 07980 

BDNF 
Brain derived neurotrophic 

factor 
Source Bioscience ABC011 

P/S Pen/Strep Invitrogen (Fisher) 15140-122 

N2 N2 supplement (100x) Life technologies 17502-048 

B27 B27 supplement (50x) Life technologies 17504-044 

Pen/Strep Penicillin/ Streptomycin Life technologies 15140-122 

FBS Fetal Bovine Serum Invitrogen (Fisher) 10108-165 

Vectashield with dapi 
Vectashield mounting medium 

with dapi 
Vector Laboratoreis H-1200 

Vector® Blue Substrate 

kit 
Alkaline phosphatase substrate Vector Laboratories 

 

SK-5300 

ImmPACT  DAB 

Substrate 
DAB peroxidase substrate Vector Laboratories SK-4105 

Tri-sodium citrate Sodium citrate buffer Fisher chemicals S/3320/53 

Presto Blue kit Prestoblue cell viability reagent Invitrogen A13262 

H2O2 Hydrogen peroxide Fisher chemicals H/1750/15 

HBSS Hanked Balanced Salt Solution Sigma H8264 

Hematoxylin Hematoxylin Vector Laboratories H-3404 

Phosphate buffer saline PBS Oxoid BR0014 

Accutase Accutase Sigma A6964 

Methanol Methanol Fisher chemicals M/4056/17 

Ethanol Ethanol Fisher chemicals E/0650DF/17 
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Histolene 

HISTOLENE CLEARING 

AGENT 

 

Cell path EGB-0500-00A 

Sodium chloride  Sodium chloride Fisher chemicals C/3160/63 

Magnesium chloride Magnesium chloride Sigma M8266-100G 

Gelatin Gelatin  Sigma G1393  
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Appendix II-Solutions, Buffers and Media Preparation  

Phosphate buffer saline (PBS) 

PBS was used regularly during the immunostaining protocol for washing the 

sections, it was prepared by the addition of 1 tablet of phosphate buffered saline 

to 100 ml of dH2O, sterilized by autoclave and stored at room temperature. 

PBS  

2.7mM KCl  

137mM NaCl  

0.01M Phosphate buffer (Na2HPO4+KH2PO4) pH 7.4 

PBT  

PBS with 0.1% Tween20 

Sodium citrate buffer 

Prepared by mixing 2.94g of tris sodium citrate with 1000 ml dH2O, after 

complete dissolving the PH was adjusted to 6.0 with 1N HCL, and finally 0.5ml 

of tween-20 (sigma) was added, the solution was stored at 4°C. This solution was 

used for the antigen retrieval treatment. 

Wax embedding process  

Cerebellum isolated from mouse, chick, and primates pre fixed in 4% 

paraformaldehyde (PFA) were placed in small cassettes and then processed using 

automatic tissue processor.  

Medium 

NB medium 

For 50ml: 

25ml Neurobasal A (Life Technologies, cat.no. 12348-017) 

25ml DMEM F12 (-L-Glutamine) (Life Technologies, cat.no. 21331-020) 
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1ml B27 (Life Technologies, cat.no. 17504-044) 

0.5ml N2 (Life Technologies, cat.no. 17502-048) 

0.25ml Pen-Strep (Life Technologies, cat.no. 15140-122) 

5µl Heparin (Life Technologies) 

 

On the day of treatment add to medium: 

 20ng/ml bFGF (fibroblast growth factor) 

 20ng/ml EGF (epidermal growth factor) 

 

Neural Differentiation medium 

NB medium without EGF and bFGF 

Add on the day of use  

10ng/ml BDNF  

1 µM Retinoic Acid (RA) or EC23 (Tocris) 

0.5% FCS (Life Technologies, cat.no. 10695023) 

Gelatine coating 

Gelatine provides a matrix for mouse NSCs to aid attachment. 

 Prepare 0.1% stock 

 Add 2.5ml gelatine to 47.5ml PBS 

 Sterile filter through 

 Add enough 0.1% Gelatine solution to cover the surface (e.g. 3ml per T25 

or 0.5ml per well of a 24-well-plate)  

 Incubate for 10-30min at room temperature 

 Aspirate the gelatine solution and add media or cell suspension (take care 

that the surface does not dry). 


