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Spermatogonial stem cells (SSCs) reside within specialized microenvironments called ‘niches’,
which are essential for their maintenance and self-renewal. In the mammalian testis, the main
components of the niche include the Sertoli cell, the growth factors that this nursing cell produces,
the basement membrane, and stimuli from the vascular network between the seminiferous tubules.
This review focuses on signalling pathways maintaining SSCs self-renewal and differentiation and
describes potential mechanisms of regulation of the spermatogonial stem cell niche.

Stem Cells and their Niche

Stem cells are required for the growth, maintenance and repair of many tissues. They are
characterized by their abilities to self-renew and to produce numerous differentiated daughter
cells, enabling them to play a central role in tissue homeostasis. In order for their maintenance
and self-renewal to be ensured, they receive essential signals from their microenvironment,
which is called the stem cell “niche’. The concept of stem cell niche was first suggested by
Schofield in 1978, to describe a microenvironment that supports stem cells in the mammalian
hematopoietic system (Schofield 1978). Other stem cell niches have now been identified in
most tissues of model organisms, including the intestine, skin, brain and testis. The niche
regulates specific properties of the stem cell, including self-renewal, pluripotency, quiescence
and the ability to differentiate into single or multiple lineages (Adams and Scadden 2006). To
this effect, the niche can be defined as a complex interplay of short- and long-range stimuli
between the stem cells, their differentiating daughters, neighbouring cells, and the extracellular
matrix, collectively making up a microenvironment that controls stem cell behaviour.
Ultimately, this behaviour will depend on cellular intrinsic factors that are modulated by these
signals (Watt and Hogan 2000).

The Spermatogonial Stem Cell Niche

In the mammalian testis, the stem cells that are at the origin of spermatogenesis are called
spermatogonial stem cells (SSCs). Spermatogonial stem cells reside in the basal part of the
seminiferous epithelium. These cells are the only stem cells in the body that undergo self-
renewal throughout life and transmit genetic information to the offspring (De Rooij and Russell
2000). Spermatogonial stem cells are morphologically undifferentiated single cells that are not
connected by intercellular bridges like the more advanced germ cells (Dym and Fawcett
1971; Huckins 1971; Oakberg 1971). They reside on the basement membrane and are also in
intimate contact with the Sertoli cells, the only somatic cells present within the seminiferous
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epithelium. Spermatogonial stem cells self-renew in order to maintain spermatogenesis
throughout the life of adult male animals. These cells also differentiate to produce Apaired,
Aaligned, A1-A4 spermatogonia and type B spermatogonia, through a series of steps that will
amplify the number of germ cells. Finally, type B spermatogonia will differentiate into
spermatocytes that will translocate to the inner layer of the seminiferous epithelium, undergo
meiosis and give rise to haploid spermatids that will differentiate into spermatozoa. Although
some advances have recently been made, the molecular mechanisms underlying the
maintenance and self-renewal of SSCs only begin to be elucidated. In addition, the signal that
mediates the decision of SSCs to differentiate rather than self-renew is still unknown. This
slow progress is due to the fact that these cells exist in low numbers (0.03% of the total number
of germ cells in an adult testis; Meistrich and Van Beek 1993) and that no specific membrane
marker is available to isolate them unequivocally. However, enrichment techniques are now
available, that allow significant advances in our understanding of the behaviour of SSCs in
vitro (Kubota et al. 2003; Buageaw et al. 2005; Hofmann et al. 2005b; Braydich-Stolle et al.
2007). In addition, the transplantation technique established by the group of R. Brinster a
decade ago provided researchers with an in vivo functional assay to assess self-renewal and
germline transmission after genetic manipulations of these cells (Nagano et al. 2001; Brinster
2002).

In the mammalian testis, the somatic Sertoli cell, the basement membrane and the cellular
components of the interstitial space between the seminiferous tubules (Shetty and Meistrich
2007) are crucial components of the niche. The Sertoli cell provides growth factors necessary
for self-renewal such as glial cell line-derived neurotrophic factor (GDNF) and basic fibroblast
growth factor (bFGF) (Meng et al. 2000; Kubota et al. 2004; Hofmann et al. 2005b), the
basement membrane and integrins provide for anchorage (Shinohara et al. 1999), and stimuli
from the vascular network and interstitial cells are crucial for the localization of
undifferentiated spermatogonia along specific portions of the basement membrane (Yoshida
et al. 2007). The integration of these signals provides the cues necessary for self-renewal and
retention of the SSCs in their undifferentiated state. These extrinsic signals will modulate SSC
intrinsic signals such as kinases, second messengers and transcription factors to ensure
homeostasis.

Cues for Self-Renewal

One factor that is essential for SSC self-renewal is GDNF. It is a protein secreted by Sertoli
cells after birth, and is specifically responsible for the maintenance and proliferation of SSCs
in vivo and in vitro (Meng et al. 2000; Kubota et al. 2004; Hofmann et al. 2005b). Glial cell
line-derived neurotrophic factor belongs to the transforming growth factor-beta superfamily,
and signals through a multi-component receptor formed by the Ret tyrosine kinase
transmembrane receptor and its co-receptor glial cell line-derived neurotrophic factor family
receptor alpha-1 (GFRa-1). The binding of GDNF triggers the activation of multiple signalling
pathways in responsive cells (Airaksinen and Saarma 2002).

Mice lacking GDNF or its receptors die within the first day of birth with renal and neuronal
abnormalities (Schuchardt et al. 1994; Moore et al. 1996; Pichel et al. 1996; Sanchez et al.
1996). The problem of neonatal mortality can be overcome by grafting GDNF, GFRa-1 or Ret
deficient neonatal testes under the back skin of immunodeficient mice, and subsequently
monitoring the development of the grafted testes (Naughton et al. 2006). This strategy revealed
that any disruption of GDNF-mediated Ret signalling results in a lack of SSC self-renewal and
induces the progressive loss of spermatogenesis by germ cell depletion. In comparison, normal
spermatogenesis and maintenance of SSC populations was observed in the grafted wild type
(WT) testes. Thus, GDNF, Ret and GFRa-1 are all crucial for SSC maintenance, emphasizing
the essential role of the GDNF/Ret/GFRal signalling pathway in SSCs.
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Spermatogonial stem cells have been difficult to isolate because of their low numbers and the
lack of surface markers specific enough for immunosorting. Some laboratories, including ours,
have isolated SSCs using antibodies against the GFRa-1 receptor (Buageaw et al. 2005;
Hofmann et al. 2005b). Although expressed by both the stem cell and its direct progeny, the
Apaired spermatogonia, GFRa-1 is an adequate marker for purifying SSCs from testes using
antibody selection. Using gravity sedimentation on a 2—-4% bovine serum albumin (BSA)
gradient followed by magnetic beads isolation with a GFRa-1 antibody, we obtained a cell
purity of up to 98%. However, while the purity is high, the number of cells recovered is low.
Other investigators have been successful at enriching SSCs using antibodies to thymus cell
antigen 1 (Thy-1) and fluorescence-activated cell sorting, producing an enrichment that was
sufficient for most of their studies (Kubota et al. 2003). Glial cell line-derived neurotrophic
factor, together with other growth factors, has recently been used to expand the number of
SSCsin long-term cultures provided that they are grown onto feeder layers (Kanatsu-Shinohara
et al. 2003; Ogawa et al. 2003; Kubota et al. 2004).

We recently elucidated some of the pathways induced by GDNF in SSCs by using serum-free
short-term cultures of SSCs and a spermatogonial stem cell line that we established (Hofmann
etal. 2005a). After stimulation by GDNF, we observed that several kinases from the Src family
co-precipitate with the Ret receptor in SSCs (Braydich-Stolle et al. 2007). Further, we
demonstrated that Src activates a PI3K/Akt signalling pathway, which ultimately leads to N-
Myc expression and promotes SSC proliferation (Fig. 1). Subsequently, the groups of T.
Shinohara and R. Brinster established the in vivo relevance of this signalling axis for SSC self-
renewal by using germ cell transplantations after downregulating Akt and Src expression by
RNA interference or pharmacological inhibitors (Lee et al. 2007; Oatley et al. 2007).

Ret activation by the binding of GDNF also induces the anchoring of the protein adaptors Shc
and Grb2 and the activation of Ras in SSCs (He et al. 2008). Ras then activates ERK1/2, which
ultimately leads to the phosphorylation and activation of transcription factors such as CREB-1,
ATF-1 and CREM-1. Finally, the GDNF/Ret/Ras axis up-regulates the transcription of the
immediate-early gene c-fos, the cell cycle activator cyclin A, as well as CDK2 (Fig. 2). This
scenario is similar to what is observed in other cell types, where CREB and c-fos enhance the
expression of cyclin A, favouring the G1/S cell cycle transition (Desdouets et al. 1995).
Therefore, our studies suggest that GDNF induces SSC self-renewal through multiple
signalling pathways.

Other transcription factors have been recently identified, that are crucial for SSC maintenance
or self-renewal. These include B cell CLL/lymphoma 6, member b (Bcl6b) (Oatley et al.
2006), TATA box binding protein (TBP)-associated factor 4b (Taf4b) (Falender et al. 2005)
and promyelocytic leukaemia zinc-finger (Plzf) (Buaas et al. 2004; Costoya et al. 2004). The
exact function of these molecules is not elucidated yet. However, there is evidence that Bcl6b
is target of GDNF and plays a role in stem cell maintenance, as mice with a targeted disruption
of Bcl6b have an increased incidence of Sertoli cell-only seminiferous tubules (Oatley et al.
2006). In addition, it seems clear that Plzf in WT animals represses SSC differentiation, while
its loss in mutant or knockout mice shifts the balance towards differentiation at the cost of self-
renewal. In addition, Plzf seems to directly repress the transcription of the receptor c-kit, which
is important for spermatogonial differentiation (Filipponi et al. 2007), and undifferentiated
spermatogonia isolated from Plzf —/— mice exhibit a marked increase in c-kit expression.
Therefore, Plzf might maintain the pool of SSCs through direct repression of c-kit expression.

Regulation of Differentiation

While the exact determinant of the self-renewal/differentiation switch has not been elucidated
yet, progress has also been made in our understanding of the control and maintenance of SSCs
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differentiation. As mentioned above, differentiating spermatogonia express the c-kit receptor,
and Kit ligand, produced by Sertoli cells, stimulates their DNA synthesis (Dolci et al. 2001).
In addition, a recent study demonstrated that Kit ligand up-regulates the expression of early
meiotic genes in these cells (Rossi et al. 2008), emphasizing the importance of this growth
factor for germ cell differentiation. In 2001, two groups of researchers described the expression
of Notch receptors and their ligands, Jagged-1 and Jagged-2, in the mammalian testis (Dirami
etal. 2001; Hayashi et al. 2001). In mammals, the Notch signalling pathway is involved in cell
fate decisions during various cellular and developmental processes (Weinmaster 1997). Notch
is a transmembrane receptor of approximately 300 kDa in size. Upon binding to its ligand,
Notch is proteolytically processed to generate a 180 kDa fragment containing most of the
extracellular domain and a 120 kDa fragment containing the transmembrane and cytoplasmic
domains. This latter fragment is in turn cleaved, releasing a shorter 80 kDA fragment, called
Notch intracytoplamic domain (NICD), which migrates into the cell nucleus and functions as
a transcription factor (Fig. 3). In the nucleus, activated Notch (NICD) interacts with other
transcription factors to regulate cell fate decision. Because both ligand and receptor are
localized in the plasma membrane of the effector and the target cell, respectively, a close cell-
cell contact is necessary for the activation of this pathway. In mammals, four Notch genes
(Notch1-4) have been isolated (Weinmaster et al. 1991; Lardelli et al. 1994; Uyttendaele et al.
1996). All Notch receptors show complementary and combinatorial expression patterns during
the development of various tissues, including the testis (Williams et al. 1995; Mori et al.
2003). Immunocytochemistry revealed that the Notch family proteins are activated in specific
germ cell types in the seminiferous tubules during germ cell development, and that their ligands
Jagged-1 and Jagged-2 are expressed by Sertoli cells (Dirami et al. 2001). We observed that
the expression of the Notch-1 intracytoplasmic domain (N1-1CD) starts before birth in
gonocytes, increases as the germ cells proliferate and differentiate into type A and B
spermatogonia, and peaks in spermatocytes indicating that activated Notch-1 might function
to maintain the proliferation of germ cells as they differentiate. Further, addition of Jagged-1
in the culture media of freshly isolated SSCs increased their differentiation, as the number of
Aaligned cells significantly increased in these cultures in comparison with the controls (Fig.
4). Suppression of Notch-1 signalling by using antibodies against Notch-1 or Jagged-2 led to
maturation arrest in the rat testis (Hayashi et al. 2001). To evaluate a possible relationship
between an alteration of Notch signalling and the pathogenesis of maturation arrest, Hayashi
and colleagues examined the expression of Notch-1 and its ligand Jagged-2 in the testis of non-
obstructive infertile patients (Hayashi et al. 2004). Patients showed maturation arrest at the
spermatogonia, spermatocytes or spermatids stage. Patients with only spermatogonia in their
seminiferous tubules lacked expression of both Notch-1 and Jagged-2 surface proteins. Patients
exhibiting germ cells that reached the spermatocyte and spermatid stage lacked either Notch-1
or Jagged-2. None of the patients affected with maturation arrest expressed both Notch-1 and
Jagged-2. These results indicate that Notch-1 is specifically involved in germ cell
differentiation in humans, and that some compensation mechanisms by other Notch family
members or Jagged-1 can occur.

An interesting possibility is that factors induced by GDNF in SSCs would down-regulate
Notch-1, and thus favour self-renewal at the expense of differentiation. For example,
microarray analysis of GDNF-regulated genes indicated that Numb, an antagonist of Notch
signalling, is up-regulated (Braydich-Stolle et al. 2005; Hofmann et al. 2005b). In vitro, we
observed that Numb promotes the degradation of Notch-1 at the protein level in germ-line stem
cells. Immunocytochemistry of Numb expression in sections of seminiferous tubules parallels
the expression of Notch; it is found in type A spermatogonia and peaks in spermatocytes,
indicating that Notch-1 is tightly regulated during the first step of spermatogenesis (Corallini
et al. 2006).
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Regulation of the Spermatogonial Stem Cell Niche

Recent studies have demonstrated that GDNF production by Sertoli cells is regulated by FGF2
(Simon et al. 2007). However, FGF2 knockout mice are viable and fertile, indicating that other
factors are necessary. These factors include interleukin-1 beta (IL-1pB) and tumour necrosis
factor alpha (TNFa), which are produced essentially by monocytes, macrophages and dendritic
cells (Simon et al. 2007). It is known that macrophages constitute approximately 20% of the
interstitial tissue of the testis, where they are a major source of cytokines (Kern et al. 1995).
In addition, GDNF production by Sertoli cells is also regulated by FSH (Tadokoro et al.
2002). Therefore, these data confirm that the stem cell niche is regulated at least in part by the
vasculature and cellular components of the interstitium between the seminiferous tubules. The
regulation of Jagged-1/2 in Sertoli cells is not well understood, but studies have suggested that
EGF might up-regulate Jagged-2 through interaction with the Sonic Hedgehog/Gli signalling
pathway (Kasper et al. 2006).

Another molecule essential for the maintenance of the SSC niche and spermatogenesis is the
Ets-related molecule Etv5 (Chen etal. 2005; Hess et al. 2006). The Etv5 is a transcription factor
expressed by Sertoli cells and germ cells. While Etv5 expression is under control of GDNF in
germ cells, it is driven by FGF2 and EGF in Sertoli cells (Oatley et al. 2006; Simon et al.
2007). The Etv5 binds to other transcription factors to up-regulate the expression of target
genes (Gutierrez-Hartmann et al. 2007), and it is likely that its binding partners and function
in Sertoli cells and germ cells are different. In mice with a targeted deletion of etv5 (etv5—/
—), SSCs fail to renew, and these cells are lost through differentiation. Microarray analysis
revealed that Etv-5 expression was essential for the production of several chemokines,
including Stromal cell-derived factor (SDF-1, CXCL-12), CXCL5 and CCL7 (Chen et al.
2005). In addition, Etv5 seems important for the expression of the matrix metalloproteinase-12
(MMP-12). As chemokines and MMPs are well known for their involvement in stem cell
recruitment, migration and homing (Heissig et al. 2002; VVon Luttichau et al. 2005), it appears
that in Sertoli cells, Etv5 is responsible for the production of factors that retain stem cells inside
their niches. Additional studies also suggest that the blood-testis barrier (Sertoli-Sertoli tight
junctional complex) is abnormal in the Etv5(—/-) mice, and several chemokines and MMPs
have been shown to be critical in modulating various components that contribute to blood-
testes barrier function (Morrow et al. 2008).

Alterations of the spermatogonial stem cell niche will occur with aging, and these changes
contribute to deficient stem cell number and activity. This was recently demonstrated by
transplanting SSCs from young, fertile male mice into the 1-year and 2-year atrophied testes
of old males (Zhang et al. 2006). The results showed that 1-year-old testes are permissive for
regeneration of spermatogenesis, while the 2-year-old testes are not, suggesting a gradual
change in the SSC microenvironment. Further studies demonstrated a significant decrease of
the production of GDNF by Sertoli cells with age, which could in part explain the decline of
stem cell numbers (Ryu et al. 2006). However, in reciprocal transplantation experiments,
colonization of young testes by 2-year-old SSCs was not as efficient as colonization by 1-year-
old SSCs, indicating that stem cell intrinsic factors are also altered as the animal ages (Zhang
et al. 2006). Age-related decline of the spermatogonial stem cell niche occurs as well in the
Drosophila testis, where the decrease of expression of a key self-renewal signal, Unpaired
(Upd), correlates with a decrease in SSCs with aging (Boyle et al. 2007). Conversely, forced
expression of Upd by the somatic cells of the niche maintains SSCs in older males. Therefore,
similar molecular mechanisms within the testicular niche maintain self-renewal across species,
and their alterations contribute to a decline of the stem cell pool and spermatogenesis.
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Conclusion

Spermatogonial stem cells are at the origin of spermatogenesis. Their fate is regulated by a
complex interplay of growth factors produced by Sertoli cells and other germ cells, the
extracellular matrix and vasculature components. The ensemble of these factors is called the
spermatogonial stem cell niche. The behaviour of the SSCs is the result of interactions between
the signals given from the niche and stem cell intrinsic factors such as kinases, phosphatases
and transcription factors. Growth factors provided by the niche that regulate the fate of SSCs
include GDNF, stem cell factor (SCF) and Jagged-1/2. There is little known about the
mechanisms that regulate the production of these factors by Sertoli cells, but FGF2, FSH and
cytokines produced by interstitial cells seem involved. Another molecule that regulates the
function of the niche is the Sertoli cell transcription factor Etv5. By maintaining the blood-
testis barrier, and by regulating the production of chemokines, and metalloproteinases by
Sertoli cells, Etv5 contributes to the homing and physical maintenance of SSCs within the
niche.
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Fig. 1.

Glial cell line-derived neurotrophic factor can signal through activation of Src kinases in SSCs.
The GDNF can promote cell cycle progression via activation of Src family kinases (SFKs)
such as Src, Yes, Fyn and Lyn. The SFKs further activate a PI3K/Akt pathway, which
ultimately leads to an increase in N-myc gene expression (from Braydich-Stolle et al. 2007)
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Fig. 2.

Glial cell line-derived neurotrophic factor can signal through a Ras-induced pathway in SSCs.
The GDNF can promote cell cycle progression via activation of the Ras/ERK1/2 pathway.
Downstream events are also depicted. ‘P’ indicates ‘phosphorylate’, and ‘A’ denotes
‘activate’ (from He et al. 2008)
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Page 12

The Notch signalling pathway. After the binding of Jagged 1/2 to the Notch receptor, the
intracellular portion of the Notch receptor is cleaved and becomes Notch intracellular domain
(NICD). The NICD is a transcription factor that translocates into the nucleus to activate the
expression of target genes (adapted from E. Lai, Memorial Sloan-Kettering Cancer Center,

Sloan-Kettering Institute, New York, NY, USA)
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Fig. 4.

Influence of GDNF and Jagged-1 on SSCs in vitro. (a) Example of a colony of SSCs grown
in vitro (from Braydich-Stolle et al. 2007). (b) Example of a chain of differentiating
spermatogonia grown in vitro (from Hofmann et al. 2006). (c) Number of colonies and chains
of spermatogonia obtained after culturing SSCs with 100 ng/ml GDNF for 3 and 6 days. (d)
Number of colonies and chains of spermatogonia obtained after culturing SSCs with 10 pg/ml
Jagged-1 for 3 and 6 days. A significant increase in the number of chains can be observed,
indicating that Jagged-1 mediates SSC differentiation (*p < 0.05, Student’s t-test)
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