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Abstract: Infertility is becoming a chronic and emerging problem in the world. There is a resistant
stigma that this health condition is mostly due to the female, although the literature supports that the
responsibility for the onset of infertility is equally shared between both sexes in more or less equal
proportions. Nevertheless, male sex hormones, particularly testosterone (T), are key players in male-
related infertility. Indeed, hypogonadism, which is also characterized by changes in T levels, is one of
the most common causes of male infertility and its incidence has been interconnected to the increased
prevalence of metabolic diseases. Recent data also highlight the role of aquaporin (AQP)-mediated
water and solute diffusion and the metabolic homeostasis in testicular cells suggesting a strong
correlation between AQPs function, metabolism of testicular cells, and infertility. Indeed, recent
studies showed that both metabolic and sexual hormone concentrations can change the expression
pattern and function of AQPs. Herein, we review up-to-date information on the involvement of
AQP-mediated function and permeability in men with metabolic syndrome and testosterone deficit,
highlighting the putative mechanisms that show an interaction between sex hormones, AQPs, and
metabolic syndrome that may contribute to male infertility.
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1. Introduction

Infertility is defined as the inability to obtain a clinical pregnancy after 12 months or
more of frequent unprotected intercourse, according to the World Health Organization
(WHO) criteria [1]. Estimations show that around 48 million couples and 186 million
reproductive-aged individuals are infertile worldwide, however more recent statistics
are worrisomely lacking [2]. The male factor is reported to be responsible for 50% of all
infertility cases and is present in 20-30% of infertile couples [3]. Additionally, testicular
activity abnormalities and/or hormonal imbalances account for two out of three cases of
male infertility [3,4].

Testosterone (T), the so-called male gonadal hormone, is vital in terms of sexual and re-
productive function, as well as bone health, body composition, and behavior [5]. All of this
led to the assumption that this hormone acts at levels that go beyond the male reproductive
system, being able to interact with most tissues. In this regard, one of the most discussed
and highlighted interactions in the literature is the pathological relation between T deficit,
lifestyle, and metabolic disorders [6]. Several studies have reported a clear association
between metabolic diseases and hypogonadism, namely with the hypogonadotropic (dys-
regulation on the secretion of hormones that stimulate the testis) and late-onset subtypes
(develops at a later age) [7-9]. Dysregulation of hormone secretion is known to modulate
the permeability of the pores responsible for the permeability of water and solutes like
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glycerol, a crucial part of cellular function [10,11]. Aquaporins (AQPs) are the membrane
channels responsible for the transport of water and other solutes. Aquaglyceroporins
(AQGPs), a subfamily of these transmembrane pores, are thought to have an important role
in lipid metabolism, modulating both lipolysis and lipogenesis [10,11]. Thus, abnormal
AQP-mediated permeability is suggested to be intrinsically involved in the development
of metabolic diseases (for review see [12]). Likewise, proper AQP-mediated water and
glycerol diffusion is vital for spermatogenesis, spermiogenesis, and sperm maturation (for
review see [13]). The objective of this review is to highlight the connection between both
sexual and metabolic hormone secretion patterns and their effect on AQP-mediated water
and solute diffusion on the onset of male (in)fertility.

2. Testosterone and Spermatogenesis

Despite the diverse functions in both males and females [14], T is known as the primary
male sex hormone. T belongs to a particular class of steroid hormones called androgens.
These are synthesized in the adrenal glands and gonads and are responsible for the devel-
opment of sexual characteristics and play a key role in the maintenance of reproductive
health [15-17]. Additionally, T and other androgens can undergo a process of aromatization,
giving rise to 17-f3 estradiol (E2), another crucial hormone in the male reproductive context,
namely in terms of modulating libido, erectile function, and spermatogenesis [18].

Spermatogenesis can be defined as a process of cell differentiation that leads to the
production of mature and fertilizable sperm. It is a highly complex process, controlled by
several hormonal cascades that influence male reproductive potential. The hypothalamic-
pituitary (HP) axis is considered to be responsible for the initiation of many hormonal
changes necessary for many bodily functions in distinct organs [19]; however, we will
focus on the one most responsible for male fertility [20]—the hypothalamic—pituitary—
gonadal (HPG) axis. This system is known to be regulated through negative feedback
mechanisms [21] (Figure 1). In brief, internal or external stimuli reach the central system
and act on the hypothalamus that, subsequently, initiates a process of integration of these
signals. This results in the expression of kisspeptins, which are responsible for the induc-
tion of gonadotropin-releasing hormone (GnRH) secretion by the hypothalamus [22,23].
When stimulated, the anterior pituitary produces and secretes FSH and LH, which enter
the systemic circulation to act on the endocrine cells located in the gonads, inciting the
production of T and E2. LH acts as the main differentiator and proliferator of Leydig
cells (LCs) [24] (which occupy 10-20% of the interstitial compartment of the testis [25]),
being also the main actor responsible for inciting the production of T in these cells [26].
In turn, T diffuses into the seminiferous tubules, where spermatogenesis and all related
processes occur. On the other hand, it is known that FSH is able to trigger spermatogenesis
at puberty [27], being also responsible for the maintenance and regulation of this process
throughout adulthood, as well as for the preservation of testicular size and the number of
viable spermatozoa [17,28]. Both FSH and T bind to specific receptors expressed on Sertoli
cells (SCs) [24,27], which are somatic testicular cells responsible for ensuring a proper ionic
and nutritional environment for spermatogenesis, and also for ensuring the integrity of the
blood-testis barrier [24].

T enters the circulation mostly in its inactive form, i.e., associated with serum albumin
or sex hormone-binding globulin [29], and its action is indirectly mediated through its con-
version to dihydrotestosterone (DHT) by 5-x-reductase or to E2 by aromatase, or directly,
through its binding to androgen receptors (AR). Consequently, E2 binds to estrogen recep-
tors, inhibiting the kisspeptin-producing neurons, kisspeptin/neurokinin B/dynorphin,
thus ceasing the production of FSH and LH by blocking the action of GnRH [30], closing
the cycle.

T acts in both classical and non-classical routes in SCs [31,32]: by direct changes in
gene expression; or via activation of kinases that may be involved in vital processes related
to spermatogenesis [33]. Throughout the classical T signaling route, T diffuses across the
plasma membrane and interacts with the AR. In turn, AR will reach the nucleus and interact
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with certain DNA sequences known as androgen response elements, modulating gene
expression, and impacting cellular function [31-33]. In addition to the classic route, there
are at least two significant non-classical T action pathways in SCs. T interacts with the AR in
the non-classical kinase activation route, which enables it to draw in and activate the protein
tyrosine kinases, which in turn activates the epidermal growth factor receptor through
an intracellular pathway involving the mitogen-activated protein kinase (MAPK) cascade
and epidermal growth factor receptor, most likely through Ras proteins [34]. Another non-
classical route involves T interacting with a plasma membrane receptor that resembles a Gq
coupled G-protein coupled receptor and the consequent lowering of phosphatidylinositol
4,5-bisphosphate (PIP2) concentration enables cytosolic Ca?* increase through K+-ATP
channels blockage [31,32,34].
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Figure 1. Overview of the hormonal interaction in hypothalamus-pituitary-gonadal (HPG) axis. The
hypothalamic-pituitary-gonadal (HPG) axis boils down to a highly regulated system whose main
function is to ensure androgen biosynthesis and promote spermatogenesis. This process revolves
around a hormonal balance. As such, it simultaneously requires the generation of stimulatory and
inhibitory impulses. In this image, the bold arrows indicate the secretion of hormones; the dotted
arrows represent the stimulating (+) or inhibitory (—) effect of the secreted hormones. In short, the
hypothalamus generates pulses of gonadotropin-releasing hormone (GnRH) that reach the pituitary,
inciting it to produce follicle-stimulating hormone (FSH) and luteinizing hormone (LH). In turn, these
glycoproteins act on the Sertoli cells (SCs) and the Leydig cells (LCs), respectively. This interaction
results in the production of other hormones, such as testosterone by LCs and inhibin by the SCs,
which generate negative feedback impulses to the central command of the axis, thus maintaining
a balance of hormone synthesis and secretion. LCs also have some mechanisms that allow them to
stimulate SCs directly.
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3. Consequences of Sexual Hormone Dysregulation to Male Fertility

Either through classical or non-classical pathways, T takes a crucial role in spermato-
genesis, a process that proves to be, by itself, a highly complex event, controlled by several
hormonal cascades that anatomically and physiologically influence male reproductive
potential. In response to the regulation of GnRH secretion by the hypothalamus, testicular
activity is mainly inhibited by a negative feedback signal led by the inhibin produced by
SCs, and by E2 [26]. When this response is affected, the maintenance of male reproductive
and sexual function is compromised, and this impairment can arise at several levels. For
example, the literature suggests that high concentrations of E2 promote the blockade of
the HPG axis [18,35]. On the other hand, abnormal secretion of metabolic hormones such
as leptin also dysregulates GnRH secretion, resulting in inhibited steroidogenesis [36,37].
This fact helps to highlight the link between endocrine dysregulation and hypogonadism
and strengthens the relationship between hypogonadism and other comorbidities such as
metabolic diseases.

3.1. Male Hypogonadism

Male hypogonadism is one of the most common endocrinologic disorders. Usually,
the diagnosis is made based on the symptomatology and serum morning T levels of the
man [38]. The symptoms associated with male hypogonadism vary according to the severity
of the hormone deficit and the age of the individual, as well as with the level of sensitivity
to T [24], ranging from erectile dysfunction (ED), low sexual performance, decreased libido
and frequency of morning erections, to loss of body hair, fatigue, irritability, depression,
sleep disorders, and difficulty concentrating [39]. Additionally, the causes of this hormonal
deficit may have diverse origins within the HPG axis. Thus, several sub-classifications of
the disease arise.

3.1.1. Primary Hypogonadism versus Secondary Hypogonadism

There are two main types of male hypogonadism: primary and secondary. Primary
hypogonadism is characterized by a testicular failure to produce T, which arises due to an
inability to respond to the gonadotropins, FSH and LH [40,41]. As such, individuals with
this type of hypogonadism have high levels of FSH and LH but, in contrast, low levels of
T [40] (Figure 2). On the other hand, secondary hypogonadism arises due to an endocrine
dysfunction of the HP axis [42] which, in turn, generates failures in the production of GnRH.
Meanwhile, that event will compromise the secretion of FSH and LH, translating into low
levels of these two hormones and, consequently, low levels of T [41]. It is also important to
point out that, contrary to what its etiology seems to suggest, this type of hypogonadism
does not arise only as a consequence of the appearance of comorbidities associated with
the inevitable senescence phenomenon, being detected in individuals of the most varied
age groups [43].

3.1.2. Other Classifications for Male Hypogonadism

Adult-onset hypogonadism or late-onset hypogonadism is another class of male
hypogonadism associated with its appearance at a later age [7-9]. The pathological aspect
of the disease appears due to the manifestation of other pathologies, namely chronic and
metabolic diseases, which begin to manifest at the onset of adulthood. Because it is related
both to a direct decrease in T secretion and impaired steroidogenesis [44], and to a decrease
in GnRH pulses [45], late-onset hypogonadism is seen as a type of combined hypogonadism,
which simultaneously combines characteristics of primary and secondary hypogonadism.
Furthermore, according to the literature, there are reports of the appearance of a rare form of
hypogonadism, which phenotypically manifests itself through total or partial insensitivity
to androgens [38].
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Figure 2. Pathological differentiation of the main types of hypogonadism in males. Male hypog-
onadism can be triggered either by low or by no testosterone. This phenomenon can, in turn, be
triggered either in a direct and indirect way. Mentioning a direct problem in testosterone production is
the same as referring to primary hypogonadism (or hypergonadotropic hypogonadism), characterized
by testicular defects. On the other hand, indirect problems in testosterone production mostly concern
secondary hypogonadism (or hypogonadotropic hypogonadism), characterized by imbalances in
the functioning of the hypothalamus-pituitary-gonadal (HPG) axis. This image illustrates the main
differences between both types of hypogonadism. The double arrow between “brain” and “testis”
represents the interaction in HPG axis. The red spot is meant to illustrate the imbalance that underlies
the onset of hypogonadism. The red box represents the etiological focus of the pathology according
to the main types of hypogonadism, i.e., primary and secondary. In the top box, the central branch of
the HPG axis is illustrated: the brain. In it, the brown area, which represents the hypothalamus, and
the pink area, which represents the pituitary, can be seen. The black arrow followed by the pink balls
illustrates the release of gonadotropin-releasing hormone (GnRH). The black arrow followed by the
purple balls illustrates the release of luteinizing hormone (LH). The black arrow followed by the green
balls illustrates the release of follicle-stimulating hormone (FSH). In the bottom box are illustrated the
male gonads, i.e., the testes. In turn, the testes consist of a tight tangle of seminiferous tubules. Within
these tubules, several components can be distinguished, which extend from the tubular lumen to the
interstitial medium. In the lumen are the Leydig cells (LCs), represented in purple, whose function
depends mostly on LH signaling. On the other hand, inside the seminiferous tubules (delimited by a
layer of connective tissue, represented by the cells in red) there are the germ line cells (represented in
orange), the germ cells themselves (represented in blue), and the SCs (represented in green). Similar
to the LCs, the functioning of the SCs is also hormone-dependent, mainly in the signaling of FSH.

In addition to the different types of hypogonadism already mentioned, there are other
forms of etiological classification of this pathology. For example, Bhasin et al. suggest that
this disease should be divided according to the organic or functional origin of the problem
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that triggers it [46], where organic etiology is understood as local, static, and irreversible
damage (such as physical damage at the HPG level generated by trauma, cancer and/or
radiation) and functional etiology is understood as one or more systemic and reversible
damage (usually associated with other diseases linked to factors such as environmental
contaminants and lifestyle) [42,46].

4. Influence of Testosterone Dysregulation on Metabolic Changes

Indeed, current data indicates that hypogonadism is influenced by environmental
and lifestyle factors that trigger the onset of metabolic and reproductive dysregulations.
According to the literature, metabolic diseases are also negatively associated with infer-
tility [47—49]. Since hypogonadism is closely related to endocrine disorders [50-54], it
would be expected that both metabolic diseases (such as obesity and insulin resistance,
responsible for triggering the onset of T2D, gestational diabetes, and pre-diabetes) and
some non-pathological conditions related to them (such as overweight) would have a
pathophysiological repercussion on hypogonadism. In fact, a bidirectional link between
metabolic disorders and hypogonadism has been suggested since on one hand metabolic
complications have the capacity to induce hypogonadism [20,55] and on the other hand,
hypogonadism can worsen the state of certain metabolic diseases [56—-65]. However, this is
only the tip of the iceberg when it comes to the impact of T on body composition. Numerous
studies show that, regardless of age group [66], there is an inverse relationship between T
levels and obesity [67-71]. This is evident not only in the decreased T levels in the context
of the disease but also in the increase in T levels when therapies are applied, ranging from
a simple diet to physical exercise, culminating in more invasive methods such as bariatric
surgery [72]. Additionally, the literature indicates that middle-aged individuals suffering
from type 2 diabetes (T2D) show an inverse relationship between T levels and carotid
intimal thickness [73], with individuals possessing low T being more likely to develop
atherosclerotic plaques and cardiovascular problems.

In fact, it is easy to pinpoint the interaction between T and obesity discussed from
a molecular perspective. For example, adipocytes express high levels of aromatase, the
enzyme responsible for the conversion of T into E2. Thus, increased adipose tissue, as seen
in obesity patients, translates into enhanced T aromatization and a consequent decrease in
T circulation. Tumor necrosis factor « (TNF-«) and interleukin 6 (IL6) also play a role as
adipocytokines, having the ability to suppress GnRH secretion [74-76]. On the other hand,
it is known that leptin, which plays a key role in processes such as appetite regulation
and maintenance of energy demand and consequent body weight control, can stimulate
the brain in a manner contrary to TNF-« and IL6, inciting it to secrete GnRH. This will,
in turn, stimulate the release of LH through the action of the neuroproteins kisspeptins,
leading to the subsequent production of T by the testis [77]. In this sense, since increased
adiposity promotes an increase in circulating leptin, one would expect T release to occur
at an abnormally increased rate. However, when faced with these changes, the body
adopts a negative feedback mechanism to maintain homeodynamics. Thus, leptin becomes
inhibitory to T production due to the resistance of neuronal receptors to its hormonal action,
but also due to its ability to directly suppress T production through its action on LCs [78].
Adiponectin is another hormone whose secretion has been closely related to that of T. Some
reports show that T replacement therapy (TRT), one of the main therapeutic approaches
adopted in the context of T deficit, can reduce adiponectin levels after 6 months [79-81].
One of the most pointed factors to justify this phenomenon is the reduction in fat mass
implied in the decrease in waist circumference that occurs due to the decline in circulating
adiponectin [80]. More recently, results have been published from a study that compared
adiponectin levels in diabetics with and without ED [82]. These results showed that, in
addition to both adiponectin and T being below normal parameters in diabetic subjects
with ED when compared to diabetic subjects without ED, there is also a direct correlation
between these two hormones. Hence, the complexity of this hormonal network narrated
above highlights the importance of unraveling the physiological mechanisms that underlie
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it. Among those mechanisms, AQP-mediated water and solute diffusion appears to play a
key role. Evidence suggesting this hypothesis will be presented in the next topic.

5. Aquaporin-Mediated Osmoregulation Role in Metabolic Diseases

Metabolic diseases are involved in an extensive network of causes and effects and,
in addition to hormonal changes, there are many other changes related to these diseases,
such as those related to membrane transport events. Some of the membrane transporters
that may have their function altered are AQPs. So far, 13 different AQPs (0-12) have been
described in mammals, found throughout virtually the entire organism, from muscle to the
pancreas, adipose tissue, brain, lung, immunological system, eye, kidney, skin, gastroin-
testinal tract, uterus, ear, and testis [83]. Metabolically speaking, the role of AQPs becomes
even more evident when we restrict the discussion to the AQGPs (Table 1), the subfamily
of AQPs that, as the name implies, is mainly dedicated to the membrane transport of water
and glycerol [84-86]. Glycerol is the functional core of the glycerol-3-phosphate shuttle, a
biochemical system that crosses lipid and glucose metabolism with oxidative phosphory-
lation. AQGPs have a crucial role in the diffusion of glycerol through the membrane of
different cell types, regulating this molecule dynamics in lipolysis and triglyceride synthe-
sis. AQGPs also regulate the glycerol exchange between adipose tissue and the liver [87].
AQP3, AQP7, and AQP9 are expressed in adipocytes and assist in glycerol accumulation
during triglyceride formation or in glycerol efflux after triglyceride catabolism [10]. On the
other hand, AQP9 is expressed in hepatocytes and assists in glycerol uptake for subsequent
accumulation in the form of triglycerides [11]. Thus, AQGPs are central to maintaining a
healthy equilibrium of glycerol uptake or efflux (and hence for lipid metabolism). Under
conditions of metabolic impairment, AQGPs expression on cellular membranes can be
compromised and disrupt this equilibrium. As an example, AQP7 deficiency in adipose
tissue was found to precede lipid accumulation and adipose tissue enlargement due to
reduce glycerol efflux, setting the stage for the development of obesity in mice [88,89].
Another indication for the impact of metabolic diseases on AQGP expression, or vice-versa,
can be highlighted by the effect that metabolic hormones have on the expression patterns of
such proteins. Insulin was found to upregulate the expression of all the mentioned AQGPs
(AQP3, AQP7, and AQP9) in human adipocytes and hepatocytes [90]. Notably, leptin was
found to be more selective, by upregulating AQP3 expression but down-regulating AQP7
and AQP9 expression in both adipocytes and hepatocytes [90]. This study by Rodriguez
and collaborators showed for the first time, that the membrane expression of AQGPs is
regulated by the phosphoinositol-3-kinase (PI3K)/protein kinase B (AKT)/mammalian
target of rapamycin (mTOR) signaling cascade [90]. Concurrently, it was found that the
expression of AQGPs also influences metabolic hormone sensitivity. AQP7 overexpression
was found to increase insulin sensitivity in insulin-resistant mice adipocytes thus, increased
lipolysis by enhancing glycerol secretion [91].

Table 1. Aquaporin (AQP)-3, 7, and 9 functions on metabolism and in male fertility.

Aquaporins Metabolic Function Fertility Function References

Adipocyte glycerol efflux [10]

AQP3 Upregulated by insulin Sperm osmoadaptation [90,92]
Upregulated by leptin [90]

Adipocyte glycerol efflux [88,89]

AQP7 Upregulated by insulin Sperm motility [90,93]

Downregulated by leptin Spermiogenesis [90,93]
Increases insulin sensitivity [91]

Adipocyte glycerol influx Spermatogenesis [10,94]

AQP9 Hepatocyte glycerol influx Regulation of epididymal osmolarity [11,93,95]
Upregulated by insulin Lactate secretion for germ cells [90,96]

Downregulated by leptin Upregulated by sex hormones [35,90,97-102]
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Despite being apparent that metabolic diseases are accompanied by abnormal AQGPs
expression, there is new evidence showing that metabolic diseases can be worsened by
AQGPs dysfunction. Similarly, hormones involved in the HPG axis can also worsen
metabolic diseases and some evidence show that the expression of AQGPs could also be
involved in such events. As referred, AQGPs were found to be important for glycerol
and water permeability in a plethora of cell types [10,11,35,103,104] including those of
male reproductive tissues [35,96,105]. The healthy testis can maintain a controlled glycerol
concentration allowing the proper development of spermatogenesis. When glycerol dy-
namics are altered and its concentration increases, it can disrupt the blood-testis barrier
and impair the spermatogenic process [106]. Glycerol plasma concentration is known to
be higher in obese, obese diabetic, and non-obese diabetic men [107,108]. Ideally, this
increase in circulating glycerol should be accompanied by tighter regulation of glycerol
membrane permeability by AQGPs. Yet, since glycerol concentration is tissue-dependent,
testicular glycerol concentration in individuals with or without metabolic diseases and
hypogonadism is still a mystery. However, some reports show some evidence of a possible
dysregulation of AQGPs-mediated glycerol permeability in the male reproductive tract
of animals with metabolic syndrome [109,110]. AQGP expression is also gender-specific
in adipose and hepatic tissue, indicating that AQGP expression can be dependent on sex-
ual hormone secretion [111,112]. Hence, the potential dysregulation of AQGP-mediated
glycerol permeability in men with hypogonadism can be a factor that worsens the fertility
outcomes of these men.

6. Osmoregulation, Male Fertility, and the Effect of Hypogonadism and
Metabolic Diseases

Given that osmoregulation plays a crucial role in several events that occur in the male
reproductive tract (Table 1), such as spermatogenesis [113] and sperm motility [92,114], we
hypothesized if hormonal regulation of AQPs participates in the regulatory mechanisms
that link the metabolic status and sexual/reproductive capacity. Glycerol functions can be
seen as possible evidence supporting this hypothesis since when in physiological concen-
trations this organic compound is considered a key factor in maintaining the spermatogenic
process; however, when present in high levels, it becomes toxic to the point of being able
to disrupt the blood-testis barrier thus, causing oligospermia or even azoospermia [106].
Furthermore, insulin and leptin have been shown to mediate AQGPs activity in human hep-
atocytes and adipocytes via the PI3K/Akt/mTOR signaling cascade [90], which is involved
in many male reproductive processes such as HPG control, spermatogonia development as
well as the defense from possible pathogens [115].

The literature highlights that different AQPs have specific expression patterns in
the male reproductive tract. For instance, AQP3 is expressed throughout the human
body [93], being found in male sex organs such as the prostate, seminal vesicles, and
epididymis, and in other cells of the reproductive tract such as spermatozoa and SCs [116].
AQP7 is also found in different cell types of the male reproductive tract, although it has a
different expression pattern from the one of AQP3 [117,118]. The absence of AQP7 may
induce abnormalities in terms of sperm motility and morphology, ultimately leading to
infertility [93]. Another relevant example to mention in this context is AQP9, which has
stood out in the last few years. Similar to AQP3 and AQP?7, this protein is also permeable to
glycerol [119]. However, perhaps because of the wider width of the channel hole, it allows
the passage of other solutes such as acetate and lactate [120]. Meanwhile, the expression
of this membrane transporter was described in spermatocytes, germinal epithelium, SCs,
epididymis, efferent ducts, and vas deferens [94,121]. On the other hand, the same is
not true for human spermatozoa, which apparently do not exhibit traces of AQP9 [121].
Nevertheless, the expression pattern exhibited by AQGPs suggests that it is considered
important for male fertility, with putative roles on fluid regulation in the male reproductive
tract [93] and sperm volume regulation [92,122].
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Some reports suggest that androgens have a role in the expression patterns of some
AQPs thus, possibly interfering with the fluid homeodynamic of the male reproductive
tract [97-100]. One of the first reports on this was by Pastor-Soler et al.; their work showed
that the castration of rats decreased the levels of AQP9 expression in the epithelial cells
of the epididymis in relation to control rats. Interestingly, treatment of castrated rats with
physiological levels of T restored the AQP9 expression levels and pattern to those seen in
control rats [97]. Similar results to the ones described in the previous study were also found
in rat ventral prostate tissue [98]. Another work took a different approach to the matter and
arrived at a different conclusion. This work stated that the AQP9 expression pattern in rat
epithelial epididymis is androgen-independent because the expression was not modulated
by postnatal development and its consequent increase in androgen levels. This result can
indicate that T may not be the only hormone that regulates AQP9 expression in the rat
epididymis [99]. Despite that, the relation between androgens and AQP9 was further
strengthened in an experiment with castrated rats and androgen treatment (DHT). Once
again, rat castration decreased AQP9 expression in the epithelial cells of the epididymis
and rete testis but not from AQP1. Androgen treatment restored AQP9 levels but presented
no effect on AQP1 expression levels [100]. This study points to the fact that not all AQPs
are sex hormone-dependent as seen for the AQP9.

The epithelial cells of the epididymis are responsible for the reabsorption of most of
the fluid that helps the spermatozoa transport from the rete testis into the efferent ducts and
epididymis [123]. Itis also known that AQP9 has an important role in glycerol concentration
in the epididymal lumen, which is believed to have a role in sperm maturation [95,105].
Furthermore, most mammals have the osmolarity of the epididymal fluid increasing from
the first epididymal section to the last [124]. That could indicate that different osmolarities
are needed for different stages of sperm maturation. Thus, fluid homeodynamics in the
epithelial cells of the epididymis (mostly regulated by AQPs) is vital for sperm maturation.
If AQP9 expression is androgen dependent, the dysregulation of AQP9 permeability in
men suffering from hypogonadism can be a factor that worsens their fertility outcomes.
Yet another work that studied the expression pattern of the different AQPs during the
spermatogenic phases of teleost, showed that AQP expression during spermatogenesis has
both androgen-dependent and androgen-independent pathways [125]. Itis, however, worth
mentioning that teleost AQPs are homologs to the ones found in mammals, presenting
different structures. Thus, its regulation mechanisms can also not be translatable to humans.
Despite that, most of the literature on the subject seems to be in concordance with the
involvement of androgens in AQP9 expression.

On the other end of the spectrum, estrogens also seem to modulate AQP expression.
Interestingly, as in the works where the effect of androgens was studied, AQP9 seems to
be the most responsive to sex hormones and the one that demands more interest from
investigators. In cultured mice SCs, Aqp9 mRNA expression was found to decrease after
estrogen treatment, accompanied by a decrease in glycerol permeability of those cells [35]. If
that would be directly translated to decrease AQP9-mediated diffusion in in vivo situations,
it could present a problem for the proper development of spermatogenesis. AQP9 is also
permeable to lactate, which is the main energy substrate for developing germ cells [96,106].
Impairment in the supply of this metabolite from the SCs to the developing germ cells
hampers the spermatogenic process. However, when a similar treatment is performed in
in vivo studies, the effects seem to be the opposite. Treatment of neonatal rats with an
estrogen-like drug (diethylstilbestrol) resulted in tripled AQP9 expression in the efferent
ducts [126]. Nonetheless, this study also stated that this response is tissue-specific, meaning
that the same stimulus has a different impact on AQP9 expression in different tissues [99].
It is also worth mentioning that a stimulus with supra-physiological estrogen levels is
more effective in developing males than in adult subjects [101]. In castrated adult rats, an
androgen metabolite with estrogenic effects (3-3-diol) showed to restore AQP9 expression
after the decrease caused by castration [102]. This highlights that both androgens and
estrogens are needed for physiological AQP9 expression patterns [100,102]. It is known
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that estrogens can be synthesized from androgens. This is particularly common in men
with metabolic syndrome by T aromatization in adipose tissue [127]. That creates a vicious
cycle and possible development of late-onset hypogonadism with a consequent negative
impact on male fertility [20].

The studies presented indicate that sub-physiological levels of androgens negatively
impact AQP9 expression and that increasing sex hormones to healthy levels restores AQP9
expression levels in cells of the male reproductive tract in in vivo rats. Nevertheless, it
remains to be clarified the effect on AQP9 expression levels of individuals with metabolic
syndrome (and consequent dysregulation of androgen and estrogens) in comparison to
normal individuals with physiological levels of sex hormones. Rats with metabolic syn-
drome induced by high-fat consumption presented higher Aqp9 expression in the testis
and epididymis, despite presenting lower T but higher estrogen levels when compared to
the control group [109]. Thus, increased AQP9 expression and supra-physiological AQP9-
mediated permeability of solutes like glycerol can be deleterious for sperm formation and
male fertility. This theory gains an interesting twist by the fact that an opposite expression
pattern is seen for AQP1 (an orthodox AQP) [109]. The overexpression of AQP9, which
permeates glycerol and other solutes, contrasts with the lower expression of AQP1, which
is known to be one of the most permeable to water. However, this topic is still scarcely
investigated, and more studies should be made to clarify the importance of testosterone on
AQP-mediated reproductive tract permeability and male fertility.

7. Conclusions and Future Perspectives

It is critical to underline the relevance of the male gender in infertility, as well as the
function of T in this shift of male sexual healthiness into sickness. During the last few years,
enormous progress has been achieved in the understanding and treatment of T-related
hormonal abnormalities in males. However, as discussed, fully understanding this scenario
is still far. Notwithstanding, the involvement of AQPs in the development of male fertility
in hypogonadal men is becoming apparent. Many unanswered questions remain for the
scientific community to investigate, including the impact of medications, the usage of
long-term therapy, and the pathological network underpinning T imbalance. Furthermore,
as metabolic diseases among young people become more prevalent, the potential for male
reproductive health deterioration grows. As a result, there is a growing need to invest in
potential screening methods and drug administration, maybe by looking into the impacts
of AQPs in this pathological scenario. Additionally, it may be beneficial to have a better
understanding of the viability and potential economic benefits of pharmaceutical assembly.
As aresult, it is self-evident that gathering new data in this direction would improve the
efficiency with which infertility is dealt with, addressing the scientific gaps that exist in
present times.
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