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Abstract: Growth hormone (GH) and insulin-like growth factor-1 (IGF-I) are pleiotropic hormones
with important roles in lifespan. They promote growth, anabolic actions, and body maintenance,
and in conditions of energy deprivation, favor catabolic feedback mechanisms switching from
carbohydrate oxidation to lipolysis, with the aim to preserve protein storages and survival. IGF-
I/insulin signaling was also the first one identified in the regulation of lifespan in relation to the
nutrient-sensing. Indeed, nutrients are crucial modifiers of the GH/IGF-I axis, and these hormones
also regulate the complex orchestration of utilization of nutrients in cell and tissues. The aim of
this review is to summarize current knowledge on the reciprocal feedback among the GH/IGF-I
axis, macro and micronutrients, and dietary regimens, including caloric restriction. Expanding the
depth of information on this topic could open perspectives in nutrition management, prevention,
and treatment of GH/IGF-I deficiency or excess during life.
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1. Introduction

Growth hormone (GH) and insulin-like growth factor-1 (IGF-I) are pleiotropic hor-
mones with important roles in lifespan. They regulate growth, maintenance of lean and
bone mass, as well as cellular differentiation, function, and survival, acting on several
mechanisms including mitochondria homeostasis, a keystone for metabolic processing of
carbohydrates, fats, and amino acids (AA) [1-3].

Because the GH/IGF-I axis promotes growth, direct and indirect anabolic actions
are obvious effects. AA uptake, RNA, and protein synthesis are all promoted by the two
hormones with the involvements of other anabolic stimuli, like that of insulin, when energy
conditions are advantageous. Diversely, in the condition of energy deprivation, GH/IGF-
I favors catabolic feedback characterized by a switch from carbohydrate oxidation to
lipolysis, with the aim to preserve protein storages [1,2].

GH and IGF-I secretion progressively decline with age. Growing evidence suggests
this phenomenon as a protective adaptation to altered functions and diseases typical of
aging, but also overnutrition [2,4,5]. However, the GH/IGF-I axis is strongly influenced
by the nutritional state in any phase of life. This review aims to briefly summarize the
mechanisms related to the regulation of GH and IGF-I by nutrients. We highlighted
how both macronutrients and micronutrients have a complex orchestration on the axis,
suggesting that balanced nutrition, which prevents nutrient deficiencies and overloads,
is essential for the GH/IGF-I homeostasis. Furthermore, we focused on how diet regimens
could modulate the somatotroph axis.
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2. GH and IGF-I Structure, Regulation, and Signaling

GH is a peptide hormone characterized by several molecular isoforms. Among the
causes of GH heterogenicity, gene duplication, mRNA splicing, post-translational mod-
ifications, and GH metabolism can be cited. Specifically, five genes are located at the
genetic locus encoding for GH on human chromosome 17q24.2: the GH genes GH1 and
GH2, and the human chorionic somatomammotropin genes CSH1, CSH2, and CSP1 [6].
The predominant GH variant is a 22 kDa single-chain protein with two disulfide bridges
that derives from the processing of the long pre-GH transcript encoded by the GH1 gene,
which also yields a 20 kDa variant by alternative splicing. While the GH1 gene is ex-
pressed in pituitary somatotrophs, the GH2 gene is expressed in the placenta and encodes
for a 22 kDa GH variant that has a role in fetal development [7]. In addition to these
variants, the heterogeneous mixture of GH isoforms in the blood is also dependent on a
great variety of post-translational modifications, such as N(«)-acylation, glycosylation,
and deamidation [7]. GH is secreted by the somatotroph cells of the anterior pituitary in
a pulsatile manner characterized by secretory episodes separated by intervals of relative
secretory quiescence with undetectable GH levels. Particularly, two-thirds of GH secretion
occurs during the night, with 70% of GH released with the first episode of slow-wave
sleep [8]. Two hypothalamic peptides function as primary regulators of somatotroph
secretion: GH-releasing hormone (GHRH) and somatostatin, which stimulate and inhibit
GH synthesis and release, respectively [9]. GHRH, released from neurosecretory nerve
terminals of arcuate neurons, interacts with the G protein-coupled receptor GHRHR on the
somatotroph cells of the adenohypophysis, promoting GH release through cAMP signaling
activation or acting on GH-containing secretory vesicles [10]. Somatostatin is produced by
neuroendocrine neurons of the ventromedial nucleus of the hypothalamus and inhibits
GHRH-induced GH secretion upon binding to G protein-coupled receptors (sstl, sst2, sst3,
and sst5) [11]. Several factors are responsible for the somatostatin-mediated regulation
of GH levels, including serum levels of GH/IGF-I and glucose, as well as exercise and
immobilization [12]. To complicate this scenario, a complex network of neurotransmitters
and neuropeptides further regulates the secretion of GHRH and somatostatin at other
hypothalamic and supra-hypothalamic levels [13].

Furthermore, GH secretory bursts vary in frequency and amplitude according to age,
gender, pubertal status, menstrual cycle phase, sleep, exercise, nutritional status, and body
composition [9]. Most of these factors likely influence somatotroph secretion by affecting
CNS neurotransmitters and/or other hormones’ concentrations (IGF-I, insulin, ghrelin,
gonadal hormones, glucocorticoids) and circulating metabolic fuel levels [14-16]. Finally,
several macro- and micronutrients potentiate or inhibit GH secretion, and the following
sections will detail the mechanisms involved.

The GH intracellular signaling cascade begins with the binding to a dimeric cell
surface receptor, called the GH receptor (GHR). GHR is a member of the class I cytokines
receptor family highly expressed in liver, muscle, kidney, heart, and skin epidermis and
characterized by the lack of intrinsic protein kinase activity [17,18]. Upon GH binding,
GHR recruits the non-receptor protein tyrosine kinase JAK2, which phosphorylates several
tyrosine residues on the intracellular domain of the receptor, facilitating the recruitment of
other signaling molecules [19].

The primary signaling pathways activated by GH are the JAK-STAT (signal transducer
and activator of transcription) pathway, mitogen-activated protein kinase (MAPK), and phos-
phatidylinositol 3-kinase / AKT /mechanistic target of rapamycin (PI3K/AKT/mTOR) path-
ways [20]. The diversity of the signaling pathways activated by GHR can explain, at least
in part, the different effects that GH exerts on various tissues.

Many, but not all, of the effects of GH are mediated by IGF-1. IGF-I is a 7.6 kDa
protein, a member of a family of insulin-related peptides primarily produced by the
liver under the direct influence of GH, although it is now recognized that most of the
tissues and cells in the body produce IGF-I and express IGF-I receptor (IGF-IR), as well
as GHR [21]. Both IGF-I and GH itself exert a negative feedback on GH secretion at the
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pituitary level. They work together to promote somatic growth, and they both modulate
metabolic functions with synergistic as well as opposing actions [1,21]. As suggested by
the name, IGF-I and insulin show a high degree of structural and functional homology,
and this holds for their respective receptors too, leading to important crossover effects
on growth and metabolism (i.e., anabolic, lipotropic, and hypoglycemic actions) [21-23].
Similarly to GH, upon the ligand binding, IGF-IR undergoes structural changes that result
in the autophosphorylation of many tyrosine residues in the b-subunit of the receptor and
the recruitment of docking proteins such as IRS1, IRS2, and Shec. In particular, the PH
domain of IRS recruits major insulin-like signaling molecules to the membrane, leading to
the activation of PI3K/AKT/mTOR pathway, a well-known nutrient and growth factor
sensor that regulates several processes such as cell growth, proliferation, and survival [24].
Moreover, cell growth and differentiation are controlled by the MAPK pathway, activated
by Shc [25]. The ability of IGF-I to bind to and activate IGF-IR is regulated by a family of
six binding proteins (IGFBP) that act as transporters for IGF-I in the circulation, reducing
the amount of free IGF-I and increasing its half-life. The 80% of IGF-I that is complexed
into a tertiary complex with IGFBP-3 and a glycoprotein called acid labile subunit (ALS)
creates a long-lasting reservoir of IGF-I in the circulation [26,27]. IGFBP-3 is mainly
produced in the liver in a GH-regulated manner that ensures an orchestrated increase of
both IGF-I and its binding proteins [28]. The liver is also responsible for the synthesis of
IGFBP-1, the expression and secretion of which are highly regulated by catabolic factors
and hormones. Indeed, starvation, hypoxia, glucocorticoids, and stress induce IGFBP-1,
while insulin exerts a negative effect on it [29-31].

3. GH Secretion during Fasting and Feeding

Nutritional status plays a key role in the regulation of GH secretion, and in turn,
GH significantly influence nutrients utilization and metabolism in humans and animals,
as briefly mentioned previously.

In humans, the regulatory effects of different nutritional states on GH secretion were-
first investigated in studies mainly conducted in the 1980s and 1990s. Frequent venous
sampling to detect pulses in GH concentration and deconvoluted analysis to resolve
both GH secretion and clearance rates have been the primary methods used for this pur-
pose [14,32,33]. More recently, studies on the ghrelin-GH axis provided new perspectives
into this research field.

3.1. Fasting

Fasting has a stimulatory effect on somatotroph secretion in humans [8,34,35], which is
consistent with the lipolytic and hyperglycemic properties of GH, promoting endogenous
fuel mobilization and utilization in times of food scarcity [36]. Nutritional deprivation
increases GH secretory bursts’ frequency and amplitude, without affecting the hormone
clearance [8,34]. Prolonged (more than 3 days) fasting leads to peripheral GH resistance,
characterized by normal or elevated GH levels coupled with low serum IGF-I concentration,
which implies an impairment in IGF-I negative feedback action [14,15,37-39].

Accordingly, in disorders characterized by under-nutrition such as anorexia ner-
vosa, both spontaneous and stimulated GH secretion are increased in the setting of low
IGF-I levels [40-42].

Potential mechanisms contributing to this state of GH resistance in conditions of
nutritional deprivation likely include:

- A decline of serum IGF-I due to reduced nutrient intake: besides GH, nutritional
status is a key regulator of IGF-I synthesis and secretion, and adequate nutrition is
required for the liver response to GH with normal IGF-I production [39,43];

- Down-regulation of the GHR in the liver: studies in animal models of starvation found
low IGF-I levels coupled with decreased hepatic GHR mRNA levels and decreased
GH binding [44,45]. Low insulin levels, as those seen in the fasting state, may in part
mediate GH resistance by reducing surface expression of GHR in the liver [46];
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- Post-receptor mechanisms resulting in the inability of GH to stimulate IGF-I produc-
tion: for example, fibroblast growth factor-21 (FGF-21) and Sirtuin 1 (SIRT1) have
been shown to play a role in GH resistance in states of nutritional deprivation acting
via STATS5 inhibition [42].

Compared to prolonged fasting, short-term (<3 days) fasting significantly increases

GH secretion before any IGF-I reduction [34]. Thus, CNS-mediated mechanisms altering

both GHRH and somatostatin secretion have been suggested to be involved in the prompt

stimulatory effect of fasting on somatotroph secretion. In fact, based on analyses of the
changes in GH inter-burst intervals, fasting has been shown to increase the activity of

GHRH-secreting neurons, and prolongs the nadirs of somatostatin secretion [34].
Interestingly, in contrast to normal subjects, both hypopituitary adult patients with

GH deficiency (GHD) and acromegalic patients show abnormal GH responses to fasting

and food deprivation. Some authors demonstrated that patients with GHD lack the GH

response to food deprivation concluding that, theoretically, the assessment of spontaneous

GH secretion after a short-term fasting could be useful for the diagnosis of adult GHD [47].

The same group found that in acromegalic patients, the GH/IGF-I axis display some

degree of refractoriness to short-term fasting, as, after 36h-of fasting, only control subjects

showed increased GH concentrations and significant IGF-I reduction [48]. Further detailed
information on changes in GH signaling during fasting are described in the parapragh in

Section 6 focused on caloric restriction (CR).

3.2. Feeding

In agreement with the previously described mechanisms, refeeding, as well as over-
eating, decrease GH secretion. Subjects undergoing refeeding, either after a short-term
fasting or in recovery from chronic under-nutrition, show a suppression of previously
enhanced GH secretion and serum IGF-I increase, returning to normal or nearly normal
levels [40,41,49]. More recently, a study conducted in non-obese healthy men demonstrated
that overeating per se can markedly suppress GH secretion before any measurable weight
gain. The rapid and consistent GH suppression observed with overfeeding was a con-
sequence of a reduction in GH pulse amplitude, with no change in plasma inter-pulse
GH concentration, and was associated with a rapid and sustained elevation in plasma
insulin levels [50].

Different mechanisms have been proposed to explain the effects of nutritional reple-
tion on GH secretion, including increase in free fatty acid (FFA) concentrations [51,52],
alterations in hypothalamic somatostatin and GHRH secretion [14], modification of IGF-I
bioavailability by changes in IGFBP concentrations [15,53-55], and hyperinsulinemia-
mediated inhibition of GH secretion [50,56,57].

Such mechanisms have also been associated with obesity-related alterations in the
GH/IGF-I axis. In obesity, GH secretion decreases because of a reduction in the amount of
GH secreted per burst, while burst frequency is unaffected [58,59]. Moreover, obese patients
show severely blunted somatotroph responses to well-known GH stimuli, including fast-
ing [55,60-62]. Both spontaneous and stimulated GH secretion normalize after significant
weight loss [63-65], thus proving that somatotroph insufficiency in obesity is reversible
and probably reflects peripheral hormone, metabolic, and possibly neuroendocrine abnor-
malities in a state of chronic over-nutrition.

3.3. Role of the Ghrelin-GH Axis in Fasting and Feeding

Ghrelin is a 28-amino-acid peptide predominantly produced in and secreted by en-
docrine cells in the stomach, although it is also widely express in other tissues [14]. It was
first identified in 1999 as a hormone able to exert a strong GH-releasing effect acting through
the GH secretagogue receptor type la (GHS-R1a) found in the pituitary gland and hypotha-
lamus [14]. Ghrelin exists in two forms: acylated ghrelin, octanoylated at the Ser3 residue;
and unacylated ghrelin lacking this modification. GOAT (ghrelin O-acyltransferase) is the
enzyme that specifically octanoylates ghrelin, and this posttranslational modification is
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essential for binding to GHS-R1a [66]. Acylated ghrelin binds to and activates GHS-R1a,
causing the phospholipase C-mediated increase in cytosolic calcium that results in GH
release from the somatotrophs cells in the pituitary [67]. In addition, ghrelin can indirectly
contribute to GH secretion thanks to its negative activity on IGF-I. Indeed, ghrelin can both
remove the inhibitory effects of IGF-I on GH and block the stimulatory effects of IGF-I
on somatostatin, allowing the release of GHRH to the portal circulation [68]. Moreover,
ghrelin and GHRH colocalize in the hypothalamic arcuate nucleus, where ghrelin can
induce GHRH release directly [69].

Besides its ability to stimulate GH secretion, ghrelin is a well-known orexigenic
hormone, the effects of which are mediated through activation of both hypothalamic and
extra-hypothalamic regions involved in the regulation of homeostatic as well as hedonic
teeding [70-73]. Moreover, ghrelin regulates glucose and lipid metabolism, as well as body
composition, and has emerging multifaceted roles in cellular/tissue homeostasis [74,75].
Interestingly, ghrelin and asprosin, a recently discovered fasting-induced adipokine with
orexigenic and glucogenic actions [76], seem to activate a partially overlapping subset of
AgRP neurons within the arcuate nucleus of the hypothalamus, and asprosin-deficiency
makes these neurons less responsive to ghrelin-mediated activation [77]. However, the role
of asprosin and its crosstalk with other hormones in the energy homeostasis system still
requires further investigation.

Circulating levels of ghrelin increase after fasting and decrease after feeding. With the
exception of the neonatal age, they are closely regulated by nutrients, in particular by
carbohydrates [78-80]. They also negatively correlate with BMI, being lower in obesity
and higher in lean people and anorexia nervosa patients [71,80]. Several studies have
investigated the relationship between ghrelin and GH under fed or fasting conditions.
Although some authors [81-84] showed a relationship between changes in serum levels
of ghrelin and GH, especially in the fasted-state, others failed to demonstrate such a
correlation [85-88]. Nonetheless, ghrelin plays an essential role under starved, fat-depleted
conditions allowing GH-mediated maintenance of viable blood glucose levels [79,84,89-91].
Further evidence has been provided by the recent discovery of LEAP2 (liver-enriched
antimicrobial peptide-2) as an endogenous antagonist of GHS-R1a produced in the liver
and small intestine [92]. In mice, LEAP2 administration blocks both ghrelin-induced GH
release and food intake in a dose-dependent manner, while LEAP2 neutralization after 24 h
of fasting increases GH release. Furthermore, LEAP2 overexpression is associated with
severe hypoglycemia and compromises animal survival during chronic CR, likely due to
inhibition of the ghrelin-GH axis [92]. LEAP2 circulating levels are decreased by fasting
and partially restored by refeeding, while they are higher in obesity and postprandially,
positively correlating with BMIL. Thus, there is an opposing regulation of LEAP2 and
ghrelin in response to both long-term and-short term changes in metabolic and nutritional
status [92,93]. This could lead to a reciprocal feedback in which energy restriction results
in low LEAP2 concentration and high ghrelin levels, in order to stimulate food intake and
avoid hypoglycemic episode. On the other hand, excessive food intake increases LEAP2
with a following decrease in ghrelin to blunt further caloric intake in hyperglycemia [93].

4. Regulation of GH and GH Signaling from Macronutrients
4.1. Carbohydrates

Carbohydrates are found in a wide variety of natural and processed foods, and are
classically divided into simple carbohydrates or sugars (mono- and disaccharides) and
complex carbohydrates (oligosaccharides and polysaccharides, also known as starches).
The latter are broken down into have sugars that are the major fuel source for metabolism,
yielding energy for most of the human cells [94]. Classically, carbohydrates account for
at least 45-60% of total dietary energy intake and can be metabolized to provide energy
or are stored in muscle and liver as glycogen [95]. The suggested amount of sugars is less
than 10-15% of total energy intake to counteract the unfavorable metabolic effects [95-97].
The stored reserve is limited, with the muscle being the largest store, although muscular
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glycogen, opposed to the hepatic one, is not readily available. Considering their limited
reserve, de-novo synthesis (gluconeogenesis) of carbohydrates from a source like AA is
possible; an excessive intake of carbohydrates is generally oxidized rather than stored,
but when the intake is very high, the excess is converted to fatty acids for storage in
adipose cells. Indeed, carbohydrates enter in a crossroads of several signal pathways
to preserve/use energy and, as consequence, promote growth or maintain human body
homeostasis and energy. It is therefore not surprising that the anabolic effects of GH are
closed to carbohydrate metabolism.

GH/IGF-I regulation is related to insulin secretion and action, suggesting how this
axis is critical for carbohydrate metabolism. In favor of this, some data suggest that GH
and insulin actions converge at the postreceptor level [1,98,99] and that GH-mediated
IGF-I production requires an adequate portal level of insulin [100]; moreover, insulin
modulates the hepatic expression of GHR and influences IGF-I and IGFBP levels, while GH
promotes phosphorylation of IRS1 and IRS2 by activation of JAK2. While GH switches
metabolism from glucose and protein to lipid [1], IGF-I stimulates glucose uptake and
decreases gluconeogenesis and glycogenolysis, improving insulin sensitivity [101]. It was
reported that GH administration is followed by insulin resistance and relatively sustained
hyperglycemia [1,99,101], probably because of the GH lipolytic effect that inhibits insulin-
mediated glucose uptake, especially in the muscle [98] and, partly, in the liver [1]. However,
GH is able to induce insulin-resistance before the elevation of circulating FFA, suggesting
other mechanisms [1,99] such as the induction of SOCS1 and SOCS3, negative regulators of
insulin signaling [102], and the modulation of PI3K activity through increased expression
of p85alfa, which binds to IRS and inhibits insulin signaling [103,104]. To complicate this,
GH administration in adults with GHD or type 1 diabetes improves insulin-sensitivity
without inducing lipolysis due to a predominant insulin-like action of IGF-I [105]. The fact
that GH shares the same signaling network with insulin explains both the insulin-mimetic
and antagonistic effect of GH [1,99].

A useful model to speculate about the effect of carbohydrates on GH levels is provided
by the oral glucose tolerance test (OGTT).

Given the ability of glucose to suppress GH secretion, the OGTT is widely used to
assess proper GH inhibition in healthy and pathological conditions, and is considered the
gold standard method to confirm or exclude GH hypersecretion [106]. On the other hand,
hypoglycemia stimulates GH release, and insulin-induced hypoglycemia can be used to
assess the integrity of GH secretion [107]. Following an oral glucose administration in
humans, GH shows a biphasic response: a transient suppression of plasmatic GH for 2-3 h
followed by a delayed rise 3-5 h after glucose ingestion [108,109]. The exact mechanism
leading to GH suppression during OGTT is unclear, and complicated by species disparities
that make rats an inadequate model to study. As demonstrated in various experiment
using GHRH or pyridostigmine [110-112], glucose increases hypothalamic somatostatin
release, suppressing GH. After 3-5 h, the somatostatinergic tone decreases, allowing GHRH
secretion [113]: GH accumulated in the pituitary gland is then released, explaining the
delayed rebound peak.

Recently, ghrelin has been suggested as a modulator of post-glucose GH secretion [114].
As for GH, macronutrients and insulin modulate ghrelin secretion. Both intravenous and
oral glucose exert a potent inhibitory stimulus [114-116]. Glucose-induced ghrelin decrease
is coupled with a parallel decrease in GH level [114], and they share a similar circadian
rhythm with a rise before the onset of meals, a postprandial decline, and a nocturnal
rise [115]; more strikingly, in a multivariate analysis ghrelin was the only predictor of
basal and peak GH after an OGTT [117]. When evaluating different types of carbohydrates,
both oral glucose and fructose inhibit ghrelin, even if fructose is not associated with marked
plasmatic glucose elevation, and the rise in circulating insulin is less pronounced than with
oral glucose [78]. Even a light breakfast composed of 45% carbohydrates inhibits ghrelin
similarly to the OGTT, although the rise in glucose and insulin is less pronounced [118],
showing a possible modulatory role for fat and protein. The same effect of a similar
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mixed meal is evident in type 2 diabetic patients: when compared to healthy control ex-
posed to oral or intravenous glucose [115], glucose-mediated inhibition of ghrelin is more
rapid when carbohydrates are administered intravenously than orally. Both insulin infu-
sion with subsequent hypoglycemia and the euglycemic clamp cause a ghrelin decrease,
indicating the main regulator role of hyperinsulinemia, rather than hyperglycemia, on ghre-
lin [119,120]. Furthermore, evaluating the effect of isovolumetric, isocaloric beverages
mainly composed of carbohydrates, lipids, or proteins, the latter resulted the most effective
in reducing ghrelin, while carbohydrates resulted in the largest initial drop in the hor-
mone. Interestingly, only after carbohydrates, there is a peak rebound of ghrelin above the
pre-prandial level [121]. To complicate the matter, ghrelin infusion enhances somatotroph
secretion and causes marked hyperglycemia coupled with a slight decrease in insulin level
persisting for 2 h and inhibition of lipolysis, suggesting some non-GH-mediated effect
on glucose [122].

Fibers

Dietary fiber consists of nondigestible carbohydrates that are intrinsic and intact
in plants [123]. Classically, they have two main components: soluble and insoluble
fibers [124]. Dietary fibers are many and include non-starch polysaccharides and other
components such as cellulose, resistant starch, resistant dextrins, inulin, lignins, pectins,
beta-glucans, and fructo-oligosaccharides. The recommended daily dose is 25-30 g of
fiber in adults [95-97]. Dietary fiber intake influences several metabolic processes, includ-
ing the absorption of nutrients, as well as carbohydrate, fat, and sterol metabolism [125].
Fiber fermentation at the colonic level favors a saccharolytic microbiota able to produce
short chain fatty acids (SCFA) that modulate the host metabolism [125-127]. The role of
fibers in GH regulation has never been described with precision; however, when evalu-
ating their impact on GH secretion in stimulation tests and basal conditions, one study
found a positive correlation among stimulated and endogenous GH secretion, IGF-I levels,
and dietary fibers independently by confounders, although the mechanisms are unclear
and still unexplored [128].

4.2. Amino Acids and Proteins

AAs are the basic building blocks of proteins and they serve as the nitrogenous
backbones for compounds like neurotransmitters and hormones [129]. The deaminated
carbon skeletons of AAs can serve as a source of energy for the human body. They are
converted to intermediates that ultimately form either glycogen or fat and are accordingly
classified as glucogenic or ketogenic [130]. Leucine belongs to the latter group, whereas
isoleucine, lysine, phenylalanine, tyrosine, and threonine may be either ketogenic (by
way of acetyl-CoA) or glycogenic. All other AAs are considered glycogenic [130]. Indeed,
some AAs are used for protein biosynthesis, while others are converted to glucose through
gluconeogenesis, or enter the citric acid cycle. Although proteins have pivotal functional
and structural roles, promoting growth and maintenance, these molecules, especially those
of muscles, are the last options under starvation conditions to provide energy and support
life. The protein intake requirements are widely debated in literature and are influenced
by several intrinsic and lifestyle factors; however, it is generally suggested that dietary
proteins should account for ~15% of energy when in energy balance and weight stable,
with a proposed maximum approximately 25% of energy in specific conditions [95,131,132].
AAs and protein metabolism are in a close relationship with the GH/IGF-I axis due to their
anabolic role.

Intravenous administration of various AAs can stimulate GH secretion [133,134].
In detail, basic AAs, such as arginine, histidine, and lysine, elicit a clear rise in GH levels
when infused intravenously. Leucine and valine seemed less potent, whereas isoleucine did
not appear to affect plasma GH concentrations [134]. The effect of arginine on stimulated
GH secretion is dependent on the suppression of the endogenous somatostatin secretion at
the hypothalamus level [135]. In addition, the combination of arginine infusion (1 g/kg up
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to 30 g in 30 min) and GHRH bolus is clinically used as a test to assess the responsiveness
of the GH secretory system to exclude a condition of GHD [136,137].

AAs also stimulate GH secretion upon oral administration, with different potency
among studies: for example, the ingestion of a physiological dose (24 g) of essential AAs
increased GH concentrations 2.1-fold compared to basal condition [138] while the ingestion
of glutamine or arginine led to GH increases of 2- and 4.5-fold, respectively [139,140].
The combination of arginine and lysine had the most powerful resultes, increasing GH 3-
to 8-fold, depending on the study [141,142].

However, the GH response to AA administration may be affected by several factors
such as physical training, sex, diet, time since last meal, and age [133]. In healthy young
male bodybuilders, serum GH levels were not consistently altered following the ingestion
of AA supplements (total 2.4 g of arginine and lysine or 1.85 g of ornithine and tyrosine over
a 3- h period after an overnight fast) [143]. Similar results were reported in bodybuilders
ingesting 40, 100, and 170 mg/kg of ornithine after an overnight fast: GH levels rose
significantly after the highest dosage only [144], suggesting that higher amounts of AAs
are needed to increase GH in well-trained adults. Notably, AAs determine a greater and
more consistent increase in females than males, probably because of the synergic effect of
oestrogen. In fact, a pre-treatment with stilbestrol in males led to a larger GH response
to arginine infusion than without it [145]. Age is another determinant of GH response,
with younger individuals showing a more robust response: arginine infusion stimulated
GH secretion in all subjects aged 16-19, but in less than half (44%) of those aged 20-29,
and in only 18% of those aged 30-71 [146].

Similarly to AAs, proteins affect GH secretion. For example, soy proteins stimulate
GH secretion when ingested either as hydrolysed proteins or free AAs [147]. Further-
more, the acute GH response to AA ingestion may be influenced by the daily amount of
dietary protein or AA consumption: diets high in proteins apparently increase basal GH
levels [148]. This could be the reason why, in male bodybuilders who follow high protein
diets, the use of specific AAs before exercise may not be very effective in inducing GH re-
lease [143]. Low blood glucose levels act synergically with AAs in stimulating physiologic
and pharmacologic GH secretion; conditions such as a low carbohydrate diet and fasting
should be kept in mind, especially latter, underlying how the timing of ingestion of AAs
could modify GH response [149,150].

AAs have a positive effect on IGF-I secretion as well. Infants fed with formula contain-
ing tryptophan and phenylalanine showed elevated IGF-I levels compared to controls [151].
In general, it is known that high levels of proteins can promote an increase of IGF-I in
muscles [152]; in particular, this association appears to be driven by animal proteins: total
IGF-I levels were 13% lower in vegan women compared with meat-eaters and vegetari-
ans, while IGFBP-1 and IGFBP-2 concentrations were 40% higher in vegan women than
in meat-eaters and vegetarians, and this may be related to a reduced proportion of free
IGF-1[153]. Furthermore, an increase in milk intake from 200 to 600 mL/day corresponded
to a 30% increase in circulating IGF-I [154]. The positive association between milk and
dairy-product intake and circulating IGF-I levels was described by several observational
studies [155-159], although with unclear mechanisms. In animal studies, it was demon-
strated that dietary proteins influence circulating IGF-I concentrations [160,161], that AA
availability differentially regulates IGF-I and IGFBP-1 gene expression in primary cultures
of rat hepatocytes by activation of transcriptional processes [162], and that milk-borne
IGF-I could have metabolic effects on liver and other peripheral tissues [163]. Because IGF-I
affects proliferation and differentiation [164], excessive milk intake has been investigated
and related to several cancers, in particular of the prostate, although evidence is still limited
and debated because dairy products seem to be protective [165,166].

IGF-I levels may change depending on the abundance or lack of energy substrates.
In humans, CR reduces the levels of IGF-I, but this happens only if protein intake is
also restricted [167]. In addition, there is a difference between protein sources (plant
versus animal proteins), since diets containing low, plant-based AAs promote multiple
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aspects of health [168]. Similarly, soy and whey proteins increase insulin sensitivity and
reduced adiposity, causing life span extension [169]. On the other hand, milk or casein
proteins increase circulating IGF-I, insulin, and satiety hormones [156,170,171]. Likewise,
tryptophan [171] and methionine [172] promote GH and IGF-I secretion, so diets with
lower levels of these AAs, decreasing IGF-I, can promote long-term health [173]. In a
condition of pathological CR, such as anorexia, salivary and serum IGF-I levels decrease,
and thus IGF-I appears to be a reliable biochemical indicator of malnutrition [165,166].
In contrast, in obesity, GH secretion is diminished without a concomitant reduction of IGF-I
levels [174], probably because obesity-associated hyperinsulinemia may reduce IGFBP,
thus increasing IGF-I free concentrations [175].

The action of GH on AA /protein metabolism has a particularly important role under
conditions of food deficiency and stress, being the only hormone to increase during fasting,
while insulin and IGF-I decrease [176]. This mechanism is fundamental to preserve protein
stores, in fact GH inhibits protein breakdown and stimulates protein synthesis in muscle
and other tissue and inhibits AA degradation and ureagenesis in liver [1]. Probably this
“defensive” mechanism is also mediated via IGF-I, considering that chronic GH exposure
increased hepatic IGF-I production and suppressed IGFBP-1 [177]. Indeed, data on the
acute effects of GH on protein in basal metabolic conditions needs further evaluations.

Consumption of branched chain amino acids (BCAAs) resulted in an increase of serum
IGF-I levels in humans [178]. Moreover, after administration of L-leucine to trained men,
IGF-Ilevels increased [179]. Considering pathological GH conditions, metabolomic analysis
of patients affected by acromegaly suggests that the main metabolic fingerprint of GH hy-
persecretion is a reduction in BCAAs, related to the disease activity [180]. The mechanisms
of decreased levels of BCAAs in acromegalic patients compared to general population has
not been established so far, but a possible explanation could be the increasing uptake of
BCAAs by the muscles, thus favoring an anabolic action. Moreover, serum GH levels are
inversely correlated with valine and isoleucine in normal subjects as well as in acromegalic
patients, while no association between BCAAs and IGF-I levels has been found, suggesting
that GH rather than IGF-I is the main mediator of the metabolic fingerprint [180]. Thus,
the low levels of BCAAs in acromegalic subjects could be related to increased gluconeo-
genesis and raised consumption of BCAAs. Supporting this hypothesis, a recent study,
described the presence of reduced BCAAs levels in two siblings affected by growth im-
pairment related to pregnancy-associated plasma protein A2 (PAPP-A2) gene mutation,
resulting in low IGF-I bioactivity and high GH levels due to a feed-back mechanism [181].
After thIGF-I therapy, GH levels decreased and BCAA levels increased. Interestingly,
as BCAAs have been suggested as markers of insulin resistance in children, after therapy,
metabolic profile improved as well. Furthermore, in GH-deficient rats, GH administration
increased the expression of I-type amino-acid transporter 1 (LAT1) thus improving the
transport of BCAAs into the myocyte [182].

4.3. Lipids and Free Fatty Acids

Lipids are polar and nonpolar compounds that include triglycerides (TGs), diglyc-
erides, monoglycerides, fatty acids, phospholipids, and sterols, and contribute to food
taste, consistency, and energetic content. Physiologically, they represent a quickly avail-
able source of energy and are fundamental as a component of different structures of cell
membranes, eicosanoid, and steroid hormone precursor; they help to absorb various food
components, especially fat-soluble vitamins [183]. The TG structure consists of a glycerol
core and three fatty acids, which can have different lengths and grades of saturation (num-
ber of double carbon bonds in the carbon chain): saturated fatty acids (SFAs) have no
double bonds, monounsaturated fatty acids (MUFAs) have one, while polyunsaturated
(PUFAs) have more than one. According to the length of the carbon chain, fatty acids can
be divided in short- (3-6 carbons), medium- (8-14 carbons) and long- (16 or more carbons)
chain. Phospholipids are made of one glycerol molecule esterified with 1-2 fatty acids and
a polar head group [183]. The digestion of TG begins with conversion to monoglyceride
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and two fatty acids; these are taken up by enterocytes where fats are re- assembled into
chylomicrons and, to a lesser extent, very-low-density lipoproteins (VLDL), and then
secreted into circulation. The liver can metabolize fats, primarily in VLDL, while adipose
tissue removes lipids from chylomicrons and lipoproteins via hydrolyzation in order to
absorb and store them. In healthy individuals, a small amount of fat reaches the large
intestine, where is metabolized by the microbiota [183].

A close link exists between GH and lipid metabolism, since GH plays an important
role in controlling intermediate metabolism, body composition, and energy expenditure.

GH'’s actions on lipid metabolism are peculiar, as, in humans, GH and FFA levels are
inversely correlated. In fact, GH has a lipolytic action, while FFAs have an inhibitory effect
on GH secretion, and thus a negative feedback mechanism of FFAs on somatotropic cells
under physiological conditions has been hypothesized [184].

After an overnight fast, GH acts essentially by stimulating lipolysis and lipid oxidation.
A single exogenous GH pulse causes a marked increase in circulating levels of FFA and
ketone bodies, as a consequence of lipolysis and ketogenesis stimulation [185]. GH’s
effects on lipolysis seem to be related to insulin resistance in a vicious cycle. After GH
infusion, GH impairs the insulin-elicited suppression of endogenous glucose production,
but this effect is not correlated to modifications of hepatic glucose-glucose-6-phosphate
cycle activity, which is a marker of insulin resistance in many metabolic disorders. Thus,
the increased concentration of FFAs induced by GH causes resistance to glucose utilization
by incrementing insulin levels, suggesting that the glucose-fatty acid cycle may be an
important mechanism contributing to the insulin resistance induced by GH [186]. On the
other hand, the antilipolytic agent acipimox, which causes a reduction of FFAs, improves
insulin sensitivity [187].

In addition to the effect on lipolysis, GH regulates the metabolism of triglyceride-rich
VLDL and, therefore, the availability of FFAs for peripheral tissues. GH has a stimulatory
action on the expression of low-density lipoprotein (LDL) receptors and the production
of high-density lipoprotein (HDL)- cholesterol, resulting in the removal of circulating
cholesterol. Overall, the different actions of GH on lipid metabolism result in a reduction in
body-fat mass, as well as a redistribution of the fat mass with consequent protection from
atherosclerotic risk [188,189]. The action of the somatotropic hormone on carbohydrate
metabolism is very complex, as detailed in a subsequent dedicated section; it involves
acute and late effects, direct or IGF-I-mediated actions. GH stimulates insulin release and
increases glucose oxidation, resulting in a decrease in blood sugar levels, corresponding to
an increased esterification of FFAs in the adipose tissue [190]. In turn, FFAs have a great
inhibitory effect on GH secretion. In both animals and humans, the infusion of mixed FFAs
is accompanied by the inhibition of both spontaneous and GHRH-stimulated somatotropic
secretion. In particular, the latter effect is observed when GHRH is administered together
with substances inhibiting the somatostatinergic tone, such as arginine, or with cholinergic
agonists. On the other hand, both in animal and human models, the pharmacological
reduction of FFA levels obtained by lipolysis-inhibiting drugs has been shown to increase
basal and GHRH-stimulated somatotropic secretion [191]. The anti-lipolytic drug acipimox,
which drastically reduces circulating FFAs [192], does not significantly increase basal GH
levels compared to controls [193], unless administered in combination with GHRH at
maximal doses, thus indicating that the effects of FFAs on GH are not dependent on the
endogenous release of GHRH [51,52]. Whether the action of FFAs is directly mediated by pi-
tuitary secretion [52,63,194,195], or whether it is mediated by the inhibition of somatostatin
release at the hypothalamic level [196], is not clear at all. Initially, animal studies supported
the second hypothesis, but subsequent data did not rule out the possibility that the effect
of FFAs may be mediated by somatotropic cells. In particular, FFAs could interact with cell
membranes, inhibiting their depolarization and, consequently, the release of GH. Clinically,
endocrinological diseases as obesity, type 2 diabetes mellitus, and Cushing’s syndrome are
all characterized by chronic elevation of circulating FFAs and a substantial depression of
the somatotropic function has been documented, thus supporting the hypothesis that FFAs
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play a prominent role in the pathogenesis of GH secretion alterations that are characteristic
of these diseases [197-200].

IGF-Inot only mediates the actions of GH, but also increases and amplifies the anabolic
actions of GH and counteracts its harmful effects (lipolysis, gluconeogenesis, and reduction
of insulin action). In vitro studies demonstrated that IGF-I has an insulin-mimetic effect
on adipocytes at high hormone concentrations only, probably mediated throughout a
cross-reaction with the insulin receptor, since IGF-IR is not expressed in fat cells [201].
In line with these findings, human studies showed a reduction in circulating plasma FFAs
after IGF-I infusion at high rate. Considering that the primary pool of plasma FFAs is from
TG accumulated in fat cells, the decrease in FFA concentration could reflect an inhibition
of lipolysis [202].

The effects of specific FFAs on the GH/IGF-I axis are still anecdotal and often con-
trasting. Diets rich in alfa-linoleic acid up-regulate IGF-I, GHR, and IGFBP mRNA in the
liver and IGF-I secretion. This is in line with the observation that nutrient alfa-linolenic
acid deficiency is associated with poor growth [203]. In GH3 cells, the sodium salts of
butyric, valerate, hexanoic, caprylic, nonanoic, and dodecanoic acids increased GH and
prolactin (PRL) secretion [204]. In pre-weaning calves, the addition of sodium-butyrate to
milk formula increased the secretion of GH and insulin levels [205]. In contrast, propionate
and butyrate inhibited GHRH-induced GH release in goat anterior pituitary cells [206].
Similarly, in dairy cow anterior pituitary cells, acetate, propionate, and butyrate inhib-
ited GH and PRL gene transcription via the cAMP/PKA /CREB signaling pathway [207].
In particular, 3-hydroxybutyric acid decreased in vitro GHRH synthesis and secretion via
the GPR109A /ERK1/2 MAPK pathway in the hypothalamus [208].

Regulation among the GH/IGF-I axis and macronutrients is summarized in Table 1.

Table 1. Regulation among the GH/IGF-I axis and macronutrients 1 = increase; | = decrease.

Macronutrient Effects on GH/IGF-I Axis Regulation by GH/IGF-I
GH | glucose and proteins utilization and 1 lipid
utilization [1]
Oral glucose administration: | GH (1 hypothalamic GH1 1r}suhn re51.stance. + nsu lm—.me(.:hate(.i glucose
in) [106,110-112] uptake in n}uscle, modulates insulin signaling (PI3K
Carbohydrates somatostatin) | activity; T SOCS1, SOC3) [1,99,102-104]
1 ghrelin and GH after oral glucose [114] IGF-I 1 gl tak | s and
Hypoglycemia: + GH [107] glucose uptake, | gluconeogenesis an I
YPogly glycogenolysis [101]

GH 1 hepatic autophagy and gluconeogenesis under

fasted and fat-depleted conditions [74,89,91]

. 1 GH and IGF-I [128]
Fibers Mechanisms unexplored
Intravenous administration of AAs: T GH [133,134]
Oral administration of AAs: T GH (mainly in females
and youngers) [139-142,145,146]
Basic AAs 1 GH; leucine and valine less potent;
isoleucine <+ GH [134]
Arginine 1 GH (| somatostatin at hypothalamus) [135]
Dietary tryptophan and methionine restriction: | GH GH/IGF-I | protein breakdown and 1 protein
and IGF-1[173] synthesis in muscle and other tissues [1]
Proteins Total protein: 1 GH [147,148] GH | AA degradation/ureagenesis in liver [1]

Diets high in protein: T GH and
IGF-1[148,152]
Formula milk with tryptophan and phenylalanine:
IGF-1[151]

High milk and dairy protein intake: 1 IGF-I [155-159]
Vegan vs meat-eaters and vegetarians: | IGF-I and 1
IGFBP-1/2 [153]

CR and protein restriction: | IGF-1[167]
BCAAs: 1T IGF-1[178]

GH | BCAAs (1 LAT1 and uptake by muscle, 1
gluconeogenesis) [180-182]
IGF-11 BCAAs [182]
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Table 1. Cont.

Macronutrient Effects on GH/IGF-I Axis Regulation by GH/IGF-I
Infusion of mixed FFAs: | spontaneous and
GHRH-stimulated GH (by somatotropic cells or |
somatostatin) [52,63,191,194-196] . e Cq .
Lipolysis inhibiting drugs 1 basal and GH T lipolysis, hp1d[c]>x]1§15a]tlon and ketogenesis
Diets riciﬁR:lIf:—tllirgglleie:cSiH T[lléllj—l GHR GH regulates VLDL metabolism and availability of
Lipids : ¢ ¢ FFAs for peripheral tissues [188,189]

and IGFBPs mRNA in liver; 1 IGF-I secretion [203]
Sodium salts of valerate, hexanoic, caprylic, nonanoic,
and dodecanoic acids T GH and PRL [204]
Acetate, propionate, and butyrate | GHRH, GH,
PRL gene transcription in dairy cow anterior pituitary

GH 1 LDL- receptor expression and HDL-cholesterol
production [188,189]
IGF-1 | plasma FFAs (| lipolysis) [202]

cells [207]

5. Regulation of GH and GH Signaling from Micronutrients
5.1. Vitamins

Vitamins are essential micronutrients derived from the diet, that the human body
needs in small quantities for the proper functioning of its metabolism. Most vitamins are
groups of related molecules, classified as either water-soluble or fat-soluble. In humans,
there are 13 vitamins, of which 4 are fat-soluble (A, D, E, and K). Although classified as a
vitamin, vitamin D, beyond a relative intake with the diet, is also produced by the human
body after sun exposure.

In the last 50 years, research focused on the crosstalk among vitamins and the GH/IGF-
I axis, with the most in-depth data related to vitamin D, since it shares a role with GH in
bone homeostasis.

5.1.1. Vitamin D

Both vitamin D and the GH/IGF-I axis are fundamental to skeletal growth and bone
maintenance. Vitamin D seems to influence the GH axis at multiple levels. At the pituitary
level, GH-secreting cells express the vitamin D receptor (VDR). It is likely that 1,25(OH)2D3,
the active form of vitamin D, binds to the human pituitary VDR stimulating GH secretion,
modulating the expression of several genes and factors, including pituitary transcription
factor-1 (Pit-1), and contributing to the multifactorial etiology of GHD [209-211]. In the
liver, stellate, Kupffer, and endothelial cells express VDR, which could regulate IGF-I syn-
thesis and secretion. 1,25(0OH)2D3 likely promotes liver production of IGF-I and IGFBP-3 by
directly inducing their transcription and/or by enhancing GH stimulation [212]. However,
although IGF-I, IGF-IR, and IGFBPs are vitamin D target genes [213], data are still contro-
versial [214]. Surely, in epiphyseal chondrocytes, 1,25(0OH)2D3 potentiates IGF-I synthesis
and stimulates cell differentiation through mediation by local IGF-I synthesis [215]. Further-
more, mice knocked out for the VDR have lower IGF-I levels than control littermates [216],
and in mice knocked out for steroid receptor co-activator 3 (SRC-3), one of the co-activators
of VDR, liver expression and circulating levels of IGFBP-3, and consequently IGF-, are de-
creased [217]. Vitamin D also could increase IGF-I levels by increasing calcium absorption
in the gut, according to results on diets rich in calcium in VDR-knocked out mice [216].

Vitamin D levels, considered variably as 25(OH)D3 or 1,25(0OH)2D3, are often lower in
patients with GHD, as well as with acromegaly, than in healthy controls, while the impact
of GH treatment on vitamin D levels remains not definitive [214]. What is clear is that
circulating or locally-produced IGF-I results in 1,25(0OH)2D3 and 24,25-(OH)2D3 production
in the renal tubules [212,218] and placenta [219], suggesting that 1x-hydroxylation of
25(OH)D3 is not exclusively under the control of calcium, phosphate, PTH, and fibroblast
growth factor 23 (FGF23).

Further research is needed to decipher how vitamin D metabolites and the GH/IGF-I
axis are intertwined in different tissues that are the target of the three hormones.
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5.1.2. Vitamin A

Vitamin A has multiple functions, including growth and development. Vitamin A
is often used as a collective term for several molecules called retinoids. In the retinoic
acid form, it plays an important role in gene transcription, and one of its receptors, RXR,
can heterodimerize with VDR.

Interestingly, vitamin A modulates the GH gene through its interaction with RXR-«,
the predominant receptor form in the pituitary [220]. Accordingly, mutations within the
retinoic acid response element of Pit-1 cause hypopituitarism and GHD, as well as deletions
within the RXR- o gene [221]. In vitro, vitamin A also possesses non-transcriptional effects,
increasing GH secretion within minutes [222]. In the liver of vitamin A-deficient rats, GH-
regulated CYP2C11, CYP4A2, and IGF-I are down-regulated, and GH-responsiveness of the
JAK-STAT system is reduced [223]. Epidemiologic studies have shown that children with
short stature have frequently lower vitamin A intake than those with normal stature [224],
and a close correlation between plasma vitamin A and nocturnal GH secretion exists
in children with neurosecretory dysfunction [225]. However, the effects of vitamin A
deficiency and GHD or GH administration on bone growth and architecture is far from
being clarified.

5.1.3. Vitamin E

The most important function of vitamin E molecules is their antioxidant activity to
maintain the structural integrity of our cells. Only a few studies investigated its role on
the GH/IGF-I axis, showing increased oxidative stress with low vitamin E levels in GHD
children [226]. No mechanistic studies have been done to our knowledge.

5.1.4. Vitamins of the B Complex

Vitamins of the B complex are essential water-soluble vitamins that regulate a multi-
tude of cellular processes in vertebrates, including growth, development, and oxidative
processes. Several studies have investigated the role of vitamin B6, 8, and 12 concerning
GH secretion and growth.

Pyridoxine (vitamin B6) induced PRL secretion in healthy humans, whereas pyridoxal
phosphate, its bioactive form, decreased GH secretion in acromegaly and infants, but not in
other conditions. In vitro studies demonstrated that this effect is mediated by inhibition of
cell proliferation, hormone secretion through action on cell-cycle arrest, and apoptosis [227].

Biotin (vitamin B8) dietary restriction is associated with body growth and size.
This phenotype is indeed associated with a decreased availability of IGF-I without changes
in GH circulating levels in mice [228].

Several carriers of vitamin B12, as intrinsic factors, haptocorrin, and transcobalamin
IT were up-regulated in dwarf rats treated with GH, suggesting that it increases the avail-
ability of vitamin B12 to be used for several functions, mainly thymidine synthesis [229].
Interestingly, an elegant study increased the knowledge on this topic, suggesting a novel
gut/bone/liver axis. The authors demonstrated that vitamin B12 deficiency results in
severe postweaning growth retardation and osteoporosis in a mice model. This condition
is associated with a decreased production in the liver of taurine, a (semi)essential amino
acid critical for growth and metabolism, resulting in an abrogation of the GH/IGF-I axis
with a condition of GH resistance. Indeed, GH regulates taurine synthesis in a STAT-5 and
vitamin-B12-dependent manner. Furthermore, taurine is an up-stream regulator of IGF-I
synthesis in the liver and action on osteoblasts [230].

5.2. Minerals

In the context of human nutrition, minerals are chemical elements required as essential
nutrients derived from the diet (foods and water) to perform functions necessary for life,
supporting the biochemical reactions of metabolism. The more abundant minerals in the
human body are calcium, phosphorus, potassium, sodium, and magnesium; the others,
equally important, are the so-called “trace elements” sulfur, iron, chlorine, cobalt, copper,
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zinc, manganese, molybdenum, iodine, and selenium. Being involved in human growth,
bone accretion, and body maintenance, the GH/IGF-I axis is strictly involved with all the
minerals, with some closer relationships with water balance and zinc.

5.2.1. Sodium, Potassium, and Water

Osmotic stimuli, such as dehydration, after the hormonal fast responses, is followed by
the increased secretion of long-term acting hormones, such as GH, to bring about increased
protein synthesis, cell proliferation, differentiation, and tissue reorganization, allowing
increased transport capacity in the acclimation phase of salt demands. In mammals, GH af-
fects salt and water retention, acting on tubular renal function, as clearly demonstrated
by conditions of GHD or GH excess [231]. IGF-I, through the modulation of renin release,
inhibition of atrial natriuretic peptide (ANP), and activation of distal tubular sodium
(Na) channels, participates in glomerular and tubular Na retention up to 50% [232,233].
Both GH and IGF-I seem to synergistically stimulate the transepithelial Na transport on
cortical collecting duct cells, with a complex final modulation of the epithelial Na channel
(ENaC) [231]. The action of IGF-I on the Na-phosphate cotransporter seems to not be
fundamental to increased Na retention [232]. Accordingly, transient retention of water
and NaCl due to an increase in extracellular volume is observed in GH- or IGF-I deficient
subjects who start a treatment with recombinant GH or IGF-1 [232,234,235]. Some authors
suggest that this transient Na overload might, in theory, be prevented by the coadministra-
tion of the ENaC blocker amiloride [231]. Furthermore, acromegalic patients had a larger
amount of total body water and extracellular volume and an increased renal ENaC activ-
ity [231,235,236]. Although the mechanisms for GH and IGF-I seem similar and redundant
in renal electrolyte and water handling, this is not completely true, because GH stimulates
renal water reabsorption, while IGF-I does not affect this process.

Urinary potassium excretion seems transiently decreased in patients within a day after
initiation of GH-administration, although these findings remain controversial. Diversely,
it is well demonstrated that animal models of potassium depletion are characterized
by rapid kidney growth, and increased intrarenal IGF-I levels, with concomitant low
circulating and hepatic IGF-I levels that impaired animal growth [232,237,238].

5.2.2. Calcium

The relationship between calcium (Ca?*) and the GH/IGF-I axis is very close, as GH
signaling requires Ca?*. Increasing evidence suggests that L-type Ca?* channels have a
major role in Ca?* influx in pituitary cells, and both basal and stimulated GH secretion is
dependent on this Ca?* influx [239,240]. Therefore, Ca** channel blockers may be useful
in the treatment of acromegaly [240]. However, the relationship between GH and IGF-I
and the mineral is probably U-shaped rather than linear; in fact, elevated serum CaZ* and
PTH concentration are associated with low IGF-I levels and a blunted response of GH
to stimuli [112,241]. Although the mechanisms leading to reduced GH secretion remain
to be clarified, extracellular Ca?*-sensing receptor are expressed in the human pituitary
and involved in the amplification of the GH response to GHRH [242]. Interestingly, long-
term total parenteral nutrition was associated with hypercalciuria, hypercalcemia, growth
retardation, and low IGF-I levels in a six-year-old child with an improvement in growth
velocity by reducing Ca®* content [243].

By considering the somatotroph axis, GH and IGF-I play a crucial role in adapting Ca®*
homeostasis, mainly in periods of bone growth, characterized by increased demand for it.
GH, through IGF-I, acts on Ca?* gut absorption mediated by the epithelial Ca** channel
TRPV6. This action is independent of the GH/IGF-I regulation of 1,25(OH)2D3 secretion
in the kidney [231,244]. Furthermore, at the kidney level, IGF-I stimulates 1,25(OH)2D3
production to increase Ca?* reabsorption by increasing the TRPV5 channel in the distal
tubule [231,245]. Indeed, in the condition of GH hypersecretion and GHD, Ca?* handling is
subject to modifications. The effect is particularly relevant in acromegalic patients, in whom
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IGF-I-mediated 1,25(OH)2D3 production results in absorptive hypercalciuria and increased
fasting plasma Ca®* [231,246].

5.2.3. Phosphorus

Normal phosphate homeostasis is also essential for normal linear growth and correct
bone mineralization. Restriction of dietary phosphorus needs a functional GH/IGF-I axis
to lead to correct production of 1,25(0OH)2D3 as a feedback mechanism [247,248]. In GHD,
phosphate tubular reabsorption is reduced, resulting in a relative phosphate-deficient
state. Treatment with rhGH raises the renal tubular phosphate absorption in both normal
and GHD subjects [249,250]. Indeed, GH induces a positive phosphate balance due to
enhanced renal phosphate absorption acting on the Na-phosphate cotransport. IGF-I also
reduces renal phosphate excretion up to 49% when administered to normal subjects, also in
chronic conditions, through a Na-phosphate cotransporter [251-253]. Whether the action
of GH is completely dependent on IGF-I is still a matter of debate; however, these GH
and IGF-I actions seem independent of PTH regulation [232,254,255]. Recent data suggest
that the increase in serum phosphate under GH treatment or acromegaly is unexpectedly
associated with upregulation of the phosphaturic FGF23/Klotho axis, suggesting counter-
regulatory mechanisms or an FGF23 resistance induced by GH-stimulated Klotho secretion
in the kidney [250,254,255].

5.2.4. Magnesium

Magnesium (Mg), as free Mg?*, modulates the activity of hormone-sensitive adenylate
cyclase systems in many tissues, including somatotroph cells. Free Mg?* in cytoplasm
seems critical for the transformation of the cyclase to its high activity state and prevent-
ing unnecessary synthesis of cAMP [256]. Interestingly, nutritional deficiency of Mg in
young rats was associated with growth retardation and lower circulating IGF-I levels,
up to 60-76%, without changes in stimulated GH secretion, independently by food intake.
Diet repletion of Mg restores IGF-I levels, weight, and length growth [257]. Because GH
secretion is not impaired, a reduction in IGF-I caused by GHR or post-receptor defects
has been hypothesized. Blood pH seems to have a role in the balance between Mg and
GH action. GH administration in humans blunts renal Mg wasting induced by an ex-
perimental metabolic acidosis, with attenuated hypomagnesemia and hypermagnesuria,
whereas Mg excretion is unchanged after prolonged GH administration in non-acidotic
subjects [258,259]. Because gut Mg absorption is not modified by GH in humans, the ob-
served effect in acidosis is supposed to be the results of a hyperresponsive bone accretion
after a previous period of bone loss [260].

5.2.5. Zinc

Zinc (Zn) is required for the function of over 300 enzymes and 1000 transcription
factors, and is a messenger that activates several signaling pathways. Indeed, the bio-
logical roles of Zn are ubiquitous in the human body and essential for human growth.
Its homeostasis is mainly controlled by the gut. Zn deficiency has been implicated in
growth inhibition, gastrointestinal disorders, and several chronic diseases [260,261].

Zn nutritional status has been demonstrated to deeply influence the GH/IGF-I axis.
Zn regulates the signaling ability of GH by interacting with GH itself and favoring its
dimeric form, which is more stable than the monomeric one [262,263]. Furthermore,
it seems to prolong the binding of GH to the GHR, lengthening the signal transduction
and to favor GH aggregation in secretory granules in the somatotroph cells [264,265].
Furthermore, Zn deficiency could influence the Zn- proteins target of the GH/IGF-I actions
in several tissues including pituitary, liver, and adipose [221,266,267].

Dietary Zn and proteins are two of the main determinants of IGF-I synthesis [260,261].
In rats, nutritional Zn deficiency results in decreased body weight; serum IGF-I, GH,
and GHBP concentrations, and hepatic GHR and IGF-I expression [268,269]. Accordingly,
Zn supplementation increased GH, IGF-1, and IGFBP-3 levels in animal models [260,269],
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as well as in GHD and healthy children [270-272]. The supplementation was also associated
with increased consumption of dietary proteins and fats [272]. Because Zn potentiates the
anabolic effect of IGF-I in osteoblastic cells with a complex network also including other
essential minerals critical for the calcification of the bone matrix, Zn supplementation in
GHD children also improves bone mineral content and area [261,271,273]. This is in line
with evidence that GH treatment fails to act on bone growth in Zn-deficient animals, likely
due to poor Zn availability in the bone cells [267].

5.2.6. Iron

Iron deficiency has been implicated as a cause of stunting, developmental delay,
and alterations of immunity functions that is beyond anemia because iron is an essential
component of hemoglobin. Interestingly, iron and Zn share the same digestive transport
mechanisms, competing during gut absorption. Some authors suggest that iron status,
more than Zn status, is correlated with growth [274]. While data on iron regulation on
GH/IGF-I axis are few, the GH/IGF-I system does act on several mechanisms of the iron
pathway. As an example, hemopexin, an essential heme scavenger produced in the liver to
re-utilize iron, is a GH-inducible gene [275]. Interestingly, IGFBP-3, which increases the
half-life of IGF-I and exerts IGF-independent modulation of growth, is also able to bind
to transferrin, the primary iron-carrying protein in serum. This binding could be another
mechanism to influence growth and GH/IGF-I homeostasis [276].

In vitro and in vivo evidence suggests an independent erythropoietic effect of IGF-I
through IGF-IR in both precursors and mature erythrocytes, stimulating proliferation and
differentiation, and modulating protoporphyrin synthesis [277,278]. Indeed, low IGF-I
levels are one of the causal factors of anemia in both children and adults [279], and GH
treatment decreased ferritin concentration and increased serum transferrin concentration
indicating erythropoiesis [280].

5.2.7. lIodine

Iodine is required for the synthesis of the growth-regulating thyroid hormones. Iodine
deficiency in utero impairs fetal growth, and iodine supplementation during pregnancy
increases birth weight by 100-200 g [281]. Similar effects on growth are reported in school-
age iodine-deficient children [282]. This effect is partly due to direct effects of thyroid
hormones on epiphyseal growth, bone maturation, and stature, but also on the GH/IGF-I
axis [215]. Thyroid hormones are important for normal GH expression in vitro and in vivo,
and in feedback mechanisms on the GHR [282,283]. Furthermore, blood levels of IGF-I
and IGFBP-3 are dependent on thyroid function [282,284] through GH-mediated effects
and direct stimulation as well [285]. In moderately- severe iodine-deficient children, IGF-I
increased by 50-100% after 6—10 months of iodine supplementation [282]. The role of iodine
supplementation in tuning the GH/IGF-I axis in healthy or GHD/acromegalic adults is
less explored.

5.2.8. Selenium

Selenium is critical for some antioxidant enzymes, including glutathione peroxidase,
protecting from the adverse effects of free radicals. Selenium has been studied since
1860 for the so-called alkali disease. Selenium intoxication in animals is characterized by
growth retardation because it can accumulate in the anterior pituitary and liver, altering
both somatotroph and liver functions. In this condition, the GH response to GHRH is
blunted and IGF-I levels do not substantially increase after withdrawal of selenium and
concomitant rhGH treatment [286,287]. Accordingly, selenium administration reduces
the expression of the IGF-I receptor and its signaling pathway in several tissues [288,289],
supporting the hypothesis of a protective effect of selenium against cancer. However,
the role of selenium on the somatotroph axis seems to be U-shaped. Selenium deficiency
has been shown to be associated with growth retardation and markedly low pituitary GH
and circulating IGF-I concentrations. This condition could result from a decreased activity
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of the type II deiodinase selenoenzyme in the pituitary, an enzyme critical for adequate GH
synthesis. Moreover, because primary dietary sources of selenium are proteins, an impaired
dietary protein absorption could be another causative factor. An alternative hypothesis
derives from inflammation secondary to selenium deficiency with higher IL-6 levels that
in turn could negatively modulate IGF-I secretion [290,291]. This observation finds a
relation with the direct association between circulating IGF-I and selenium concentration in
humans [292-294]. Although this is intriguing data in animals and cross-sectional studies,
randomized control trials on the effects of selenium administration on GH-IGF-I levels are
few, or suffer from methodological weakness [295].

5.2.9. Manganese

Manganese (Mn?") is present as a coenzyme in several biological processes, including
growth. Several studies suggest that Mn?* may be a master regulator of insulin/IGF-I
homeostasis and signaling because it is an essential player in carbohydrate metabolism,
and many kinases are Mn2*- dependent. Nutritional deficiency of Mn?" in experimental
animals results in decreased body weight and growth, and bone abnormalities without alter-
ation in feeding behaviors [296,297]. These animals show an alteration of IGF-I metabolism,
with lower IGF-I and insulin levels (up to 66% and 60%, respectively), and increased GH
and IGFBP-3 as feedback mechanisms, than controls [298]. Mn%* bioavailability contributes
to impaired IGF signaling and glucose uptake in animal models of Huntington’s disease.
In fact, Mn?* is a cofactor that potentiates the effect of IGF-I on IGF-I and insulin receptor-
dependent AKT phosphorylation [298]. Furthermore, Mn?* increases IGF-I gene expression
and IGF-IR protein expression in the medial basal hypothalamus during prepubertal female
development in rats [299].

5.2.10. Copper

Copper is an essential trace element for growth and bone elongation and mainte-
nance. It is well known that high dietary copper intake promotes growth performance
in pigs [300]. In rats, nutritional deficiency of copper results in low serum IGF-I lev-
els but high IGF-I in bones, suggesting that regulatory factors that affect IGF-I hepatic
synthesis are different from other tissues [301]. Furthermore, copper supplementation
increases IGF-I and IGFBP-3 concentrations in culture media of chondrocytes, promoting
their proliferation [289]. The effects of copper on growth could also be mediated by en-
hancing GHRH, GH, and ghrelin secretion, and decreasing somatostatin expression in the
hypothalamus [300,302].

5.2.11. Chromium

The precise mechanisms of chromium activities have not been fully defined, although
it seems to have a role in insulin action. Chromium has been observed to have negli-
gible or quite significant effects on GH secretion in pigs in relation to its chemical or
nanotech-modified form [303].Regulation among the GH/IGF-I axis and micronutrients is
summarized in Table 2.

Table 2. Regulation among the GH-IGF-I axis, vitamins, and minerals 1 = increase; | = decrease; <+ = no changes.

Micronutrient

Effects on GH/IGF-I Axis Regulation by GH/IGF-I

Vitamin D

1 GH (binding to pituitary VDR) [210,211]
1 Liver IGF-I and IGFBP-3 (directly; T GH; 1 Ca* absorption in the  IGF-I: 1 1,25-(OH)2D3 and 1 24,25-(OH)2D3 (kidney,
gut) [212,216] placenta) [212,218,219]
1 IGF-1 in chondrocytes [215]

Vitamin A

Modulates GH gene (interaction with RXR-e in the pituitary) [220]
1 GH (non-transcriptional effect) [222]
Vitamin-A-deficient rats: | GH-regulated CYP2C11, CYP4A2, IGF-],
and GH-responsiveness of the JAK-STAT system [223]

Vitamin E

Low levels 1 oxidative stress in GHD children [226]
No mechanistic studies
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Table 2. Cont.

Micronutrient Effects on GH/IGF-I Axis Regulation by GH/IGF-I
Vitamin B6 Pyridoxal phosphate | GH in acromegaly and infants [227]
J Cell proliferation and GH secretion [227]
Vitamin B8 Dietary restriction in mice: | IGF-I availability; <+ GH [228]
Vitamin B12 Deficiency: | liver taurine; | GH/IGF-I axis with GH

resistance [230]

GH 1 vitamin B12 availability [229]

Sodium, potassium,

Dehydration 1 GH [231]
Potassium depletion in animal models: 1 intrarenal IGF-I levels, |

IGF-I: modulation of renin release, | ANP, 1 distal
tubular Na channels [232,233]
GH: 7 salt and water retention (renal tubuli) [231]

and water circulating and hepatic IGF-1 levels [232,237,247] GH and IGIZ';E;;??ZEE&?E?EES t[rzsziport (ENaC,
GH: | urinary potassium excretion [232,237,247]
. 2+ : 14
Basal and stimulated GH secretion depend on Ca?* influx in GI?C/;{:GII.:-I' I gf gut absc.)rp tion by TRPV.6 [23.1’244]
L oy ) -I: 1 Ca** reabsorption by T TRPV5 in distal
pituitary cells through L-type Ca** channels [239,240] tubule (11,25-(OH)2D3) [231,245]
Calcium Pituitary extracellular Ca>*-sensing 1 GH response to GHRH [242] IGE-I: ab tive h ’ liuri d‘ % i 1
1 PTH and Ca?*: | stimulated GH secretion, | IGF-I levels; tune -\ absorp 1‘275 "ypercalciuria an .T asting plasma
U—shape d regulation [112,241] Ca*t in acromegahc patients
’ (11,25-(OH)2D3) [231,246]
GH 1 renal phosphate absorption via Na-phosphate
cotransport [249,250,253]
IGF-I | renal phosphate excretion via Na-phosphate
Phosphorus cotransport [251-253]
GH treatment and acromegaly: 1 serum phosphate
(1 Klotho secretion in kidney, FGF23
resistance) [250,254,255]
Modulates hormone-sensitive adenylate cyclase system in
Magnesium somatotroph cells [256] GH | renal Mg wasting induced by metabolic
Nutritional deficiency: | IGF-I; <+ GH secretion (GH-R or acidosis [258,259]
post-receptor defects) [257]
Regulates GH signaling ability (1 GH more stable dimeric
form) [262,263]
Prolongs GH binding to GHR and 1 GH aggregation in secretory
granules [263-265]
Zinc Main determinant of IGF-I synthesis [260,261]
1 IGF-I-anabolic effect in osteoblastic cells [261,271,273]
Deficiency: | body weight, IGF-I, GH and GHBP, hepatic GHR and
IGF-I expression in rats [268,269]
Supplementation: T GH, IGF-I, IGFBP-3 levels in animal models,
GHD and healthy children [260,269-272]
Hemopexin is a GH-inducible gene [275]
IGFBP-3 binds transferrin [276]
Iron GH treatment | ferritin and 1 serum transferrin [280]
IGF-1 1 erythropoiesis (precursors and mature
erythrocytes) [277,278]
Thyroid hormones important for normal GH expression and
ITodine feedback mechanisms on GHR, influencing IGF-I levels [282,283]
Iodine supplementation 1 IGF-I [282]
1 GH and IGF-I system; U-shaped regulation [286-289]
Selenium Deficiency: growth retardation; | pituitary GH; | IGF-I
secretion/circulating levels (direct; inflammation) [290,291]
1 Type 1I deiodinase selenoenzyme activity (pituitary) [290,291]
Deficiency in animals: | body weight and growth,
bone abnormalities, | IGF-I and insulin, 1 GH and
Manganese IGFBP-3 [296,297]
Mn?* bioavailability could affect IGF-I and insulin signaling [298]
1 IGF-I gene expression and IGF-IR protein expression in medial
basal hypothalamus [299]
Deficiency: | serum IGF-I; 1 IGF-I in bones [301]
Supplementation: 1 IGF-I and IGFBP-3 (culture media of
Copper chondrocytes) [289]
1 GHRH, GH, and ghrelin secretion; | somatostatin
expression [300,302]
Chromium Negligible or quite insignificant effects [303]




Cells 2021, 10, 1376

19 of 39

6. Regulation of GH and GH Signaling in Diets and Dietary Habits

The previous paragraphs suggest how macro- and micronutrients exert a complex
orchestration on the GH/IGF-I axis, suggesting that specific food regimens could have
different feedback mechanisms. However, small numbers of studies were designed to
determine whether variations in diet composition could modify the secretion of GH/IGF-I
axis, most of all on relatively unpowered populations.

6.1. Isocaloric and Hypercaloric Diet Regimens

The effects of different isocaloric and hypercaloric diet regimens on the somatotropic
axis are not univocal and results should be interpreted considering the small sample of
subjects included in the studies. The comparison of the effect of three isocaloric diets
(high in carbohydrates or proteins or lipids: (a) 2300 kcal, 80% carbohydrate; (b) 2300 kcal,
75% high-fat; (c) 2300 kcal, 70% high-protein; and two hypercaloric diets: (d) 3600 kcal, 80%
high-carbohydrate; and (e) 3600 kcal 40% carbohydrate, 40% fat, 20% protein, followed
for 10-12 days by 15 men and women demonstrated that both isocaloric and hypercaloric
diets high in carbohydrates reduced GH concentrations, but only in men, while high fat
and protein diets had no effect on the somatotropic axis [304]. In line with the effect of
carbohydrates, an isocaloric low carbohydrate, high protein diet (60% of total energy from
carbohydrate, 30% fat, and 10% protein) for 7 days on 8 healthy subjects markedly reduced
insulin, GH, free IGF-I, and IGFBP3 concentration, while increasing skeletal muscle IGF-I
mRNA expression [305]. Diversely from the previous studies, the effects of four diets
high in carbohydrates and fats at a maintenance level: (a) 62% high carbohydrate, 31%
fat, 7% protein; (b) 46.5% high fat, 46.5% carbohydrate, 7% protein or 75% of maintenance
energy requirements; (c) 60% high carbohydrate, 30% fat, 10% protein; and (d) 45% high
fat, 45% carbohydrate, 10% protein followed for 14 days by 6 healthy males showed no
significant changes in GH concentration in either fasting or fed states [306]. Furthermore,
the effect of macro- and micro-nutrients intake on stimulated GH secretion among subjects
with a wide range of body mass index (BMI) showed no correlation between carbohydrate
intake and GH when assessed by standard stimulation test or by overnight frequent
blood sampling, while a significant association between vitamin C and stimulated GH
peak was found when corrected for all confounders [128]. Furthermore, no correlation
was found between macronutrient intake and GH and IGF-I over a 1-year period in
free-living elderly. Hormone concentrations were consistent throughout the year despite
a significant difference in carbohydrate intake during the time-period examined [307].
Indeed, some authors suggest correlations between GH and carbohydrate percentages in
diet regimens, although BMI and age-related variations in several studies did not confirm
these findings, underlining the need for further powered studies.

6.2. Caloric Restriction Regimens

In recent years, results from studies aiming to find a link between metabolism and
aging demonstrated that CR, defined as a reduction in calorie intake below usual ad
libitum intake without malnutrition, caused metabolic and molecular modifications in
components of the nutrient-sensing and stress-responsive pathways, such as GH/IGF-I
signaling, mTOR pathway, adenosine 5’-monophosphate-activated protein kinase (AMPK),
forkhead box protein O (FOXO), sirtuins, and nuclear factor erythroid 2-related factor
2 (NRF2) [308-311].

The attractive interest in CR came from observations that these long-term regimens are
associated with longevity in animals, and realistically in humans, by improving markers of
health such as the decrease in body weight, metabolic rate, and oxidative damage [312],
decreased activity of the insulin-Akt-FOXO signaling pathway [313,314], thus leading to a
low incidence of non-communicable diseases.

Among the different variables that can affect the mechanisms proposed to explain
metabolic and oncologic protection of CR, including the age at which CR begins, the severity
of CR, and genetic background, IGF-I signaling and mutations affecting the somatotropic
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axis play a critical role. In fact, a reduced GH/IGF-I signaling is linked to prolonged
survival and decreased incidence of cancer and type 2 diabetes in humans. A reduced IGF-I
signaling suppresses the ageing process through the activation of FOXO and mTORC1
inhibition, which occur as a result of Akt inactivation [315,316]. Coherently, in animal
models suppression of the insulin/IGF-I/mTOR pathways is associated with an increase
in life span [317,318]. Correspondingly, GH deficient or GH resistant mice, having reduced
IGF-1 levels, are characterized by longer life expectancy [319]. Reduction in food intake
generally reduces GH release, and the impact of reduced GH levels on circulating IGF-I
under conditions of diminished energy intake is amplified by reduced responsiveness of
the liver to GH signals.

The proposed downstream mechanisms leading to reduced IGF-I and improved
longevity by CR are multiple. Reduction in IGF-I levels following CR is accompanied
by a consensual increase in corticosterone levels as a compensatory effect for the absent
metabolic role of GH, and together these effects could justify the anti-tumoral effect of CR
on animals [318,320]. Moreover, a 60% CR in animals causes an increase in IGFBP-1 levels
that, in turn, results in reduced IGF-I active molecules [321]. According to a randomized
clinical trial in non-obese adults, the main effect of a balanced 25% CR (55% carbohydrates,
15% proteins, 30% fats) on the GH-IGF-I pathway is not a reduction of IGF-I concentration,
but an increase in IGFBP-1 levels [322].

The modified expression of genes codifying for sirtuins, implicated in the shift from
growth and reproduction to maintenance and repair, could represent a molecular mecha-
nism for the CR-elicited suppression of the somatotropic axis, thus providing an evolution-
arily explanation under nutritionally challenging or adverse conditions [323].

The impact of CR on the somatotropic axis is complex and time-dependent. In rodents,
short term moderate 60% CR decreases GH levels, whereas long term CR preserves the pul-
satile GH release [324], probably by delaying age-related modifications in the hypothalamic
setting of GH secretion [325].

Studies on hypopituitary Ames dwarf mice demonstrated that GH and CR both
influence longevity with different but overlapping mechanisms: a 30% CR starting at
2 months of age resulted in increased longevity, but this regimen had little effect on GH-
resistant GHR-KO male mice and little effect on female mice [326]. In support of this,
a recent study on domestic cattle evaluated the relationship between GH and nutrient
availability: when ad libitum food intake is available, there is a selection of a genetic
variant, the so called “demanding allele”, which is particularly fit to promote growth under
this condition but is detrimental in the condition of CR, while the “thrifty allele” favors
growth under CR, underlining how dietary regimens tend to optimize genotypic fitness to
nutritional conditions [327].

Despite this gathering of evidence on animals, the role of IGF-I and IGF-I modifications
during CR in humans is less clear.

GH/IGEF-I levels are inversely associated with cardiovascular diseases, while lower
IGF-I levels are linked to reduced incidence of oncologic disease [328]. IGF-IR poly-
morphisms causing high IGF-I levels and reduced activity of IGF-IR are associated with
longevity in centenarians [329]. In line with this evidence, studies in GHD patients demon-
strated less incidence of age-related disorders as cancer and type 2 diabetes mellitus with
the increasing of age [330].

Unlike rats, in humans, 1-year 20% CR has little or no effect on circulating GH and
IGF-I levels unless protein intake is substantially reduced. The same results were obtained
for longer (6 years) CR, while long-term protein restriction (0.76 g kg/day, ~10% of intake)
reduced IGF-I levels and IGF-L:IGFBP-3 concentration [331].

Among CR dietary patterns, the Okinawa diet is a plant-derived low-protein diet,
mostly including vegetables, fruits, and grains. Inhabitants of the Japanese island of
Okinawa are the longest living people, and include five-fold more centenarians than other
developed nations [332]. Factors contributing to longevity include genes, physical activity
and, particularly, food quality and mild CR. Diet energy derives 9% from protein and 85%
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from carbohydrates [333]. The protein to carbohydrate ratio is very low (1:10), and similar
to those used in recent animal longevity models [334]. In support of this hypothesis of a
role of low protein intake, animal and human studies demonstrated that the reduction of
protein intake, replaced by carbohydrates, could influence aging. In fact, in mouse models,
BCAAs are activators of mTOR; thus, low protein intake results in reduced levels of BCAAs
and ensuing mTOR inactivation [335]. Nevertheless, interactions among BCAAs, glucose
metabolism, and aging signaling are complex and not completely understood yet.

The first confounder is that different CR dietary patterns exist. While caloric energy
restriction (CER) has been investigated for many years, a more recent interest is in inter-
mittent energy restriction (IER), a regimen that consents to restrict energy intake every
other day with a fasting interval of 20-36 h [336]. However, the IER protocols used in most
human [337-339] and animal [340-342] studies allow a small amount of food intake during
fasting (modified fasting), so that energy intake is partially (>70%) but not completely
restricted, and fasting could be total or partial. The most studied approaches are the
“alternate day modified fasting” (alternate days of 75% ER or two consecutive days) and
the “5:2 diet” (two consecutive days of 70% ER per week) although other regimens ex-
ist [343,344]. Intakes on “non-fasting” (or “feed”) days among these studies have included
ad libitum [343,345], hypoenergetic (~15-30% of energy requirements) [346,347], isoener-
getic [338,348], or hyperenergetic (~125-175% of energy requirements) [349]. More tailored
studies on different CR regimens in relation to protocols and macronutrient composition
are needed to decipher how molecular pathways, including the GH/IGF-I axis, are affected.

Considering the biochemical model of fasting, the ketogenic diet (KD) is a high-
fat, adequate protein, and low-carbohydrate dietary pattern, characterized by reducing
carbohydrates to less of 10% of energy [350]. This restriction leads to a systemic shift
from glucose to fatty acid metabolism, thus producing ketone bodies, such as acetoacetate
and f3-hydroxybutyrate, used as substrates for energy. Energy results from fat introduced
by diet and by utilization of body fat. The composition of the KD is calculated by the
fats/ (proteins + carbohydrates) ratio, which, in traditional versions, ranges from 3:1
to 4:1. Thus, the 4:1 KD is composed of 90% fat, 7% protein, and 3% carbohydrates.
As ketone bodies replace the use of glucose by the brain, the KD has been considered
for treatment of drug resistant epilepsy since 1921. In recent years, the very-low-calorie-
ketogenic diet (VLCKD) has been successfully proposed for the management of obesity and
metabolic disorders [351]. Interestingly, considering the assumption that ketosis decreases
portal insulin levels, down-regulating hepatic GHR and thus reducing IGF-I synthesis,
a 2-weeks eucaloric very-low-carbohydrate ketogenic diet (35 g of carbohydrates, ~155 g
of fat, ~115 g of protein/day) has been used in patients with uncontrolled acromegaly as
adjuvant treatment to first-generation somatostatin receptor ligands. KD reduced IGF-I
concentrations from 1.10 to 0.83 times the upper limit of the normal range without increases
in GH concentration [352]. The mechanism of this effect is not completely understood yet,
and we speculate that could involve a complex crosstalk among ketone bodies, lipolysis,
and release of FFA.

Among the potential long-term complications of the KD, there has been growing
concern about the KD’s impact on growth in children. Since KD has been primarily
used as a treatment option for children with refractory epilepsy [353], all of the studies
investigating the impact of KD on children’s growth have been conducted in patients
with drug-resistant epilepsy. Linear growth may be impaired on KD, especially during
long term (>6 months) KD, although data are still conflicting. While several studies
reported a significant decline in height or height and weight with a prolonged (1-2 years)
KD [354-360] some authors claim that only a minority of these patients (<30% of the
population study) treated with a KD show growth deceleration/deficiency on long-term
follow-up [361-365]. Potential mechanisms leading to poor growth in children on a KD may
include chronic metabolic acidosis/ketosis in those on diets with high, i.e., 4:1, ketogenic
ratio [354,355], inadequate calorie prescriptions [356,357], imbalance in the protein-to-
energy ratio (<1.5 g protein/100 kcal) [366], effects of the underlying diseases and anti-
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epileptic drugs [355,358], and KD-induced alteration in the GH-ghrelin/IGF-I axis. In line
with the latter hypothesis both IGF-I and ghrelin levels are rapidly decreased and then
stabilized at low levels in children receiving a KD, and these changes were associated
with poor growth indexes [355,360]. It has also been speculated that IGF-I reduction in the
KD may be secondary to reduced IGF-I bioavailability due to a KD-induced “starvation-
like” state that could alter IGFBP levels [355,358]. Importantly, studies characterized
by a low ketogenic ratio, in which children were not calorie-restricted and received an
adequate protein amount, as well as vitamin and mineral supplementation, did not report a
significant negative impact of KD on growth or IGF-Ilevels [364,365,367]. However, further
research is required to clarify the mechanisms underlying the relationships between the
KD, GH/IGF-I axis alterations and growth delay.

6.3. Mediterranean Diet

Few data exist about the influence of Mediterranean dietary pattern on the soma-
totropic axis. The traditional Mediterranean diet is characterized by the consumption
of a high intake of extra-virgin olive oil, fruits, cereals, nuts, legumes, and vegetables;
a moderate to low intake of fish and seafood, eggs, white meat, and dairy products; and a
low intake of red and processed meats, and sweets [368].

A recent cross-sectional observational study of 200 adult women with severe obesity
demonstrated that the there is a positive correlation between the degree of adherence to the
Mediterranean diet and protein intake and the GH peak in response to GHRH + arginine
infusion. A low adherence to this diet (a score <5.0 with the PREDIMED score), hence a
worst body composition and cardiometabolic profile, is associated with a blunted GH peak
response and/or IGF-I deficiency and an alteration of the somatotropic axis is present
in people that consumed high quantities of sugars and total fats, and a low amount of
proteins. Since there is a well-known positive feedback on the somatotropic axis, a cluster
of food and bioactive compounds typical of the Mediterranean diet could have a further
synergist role to that of proteins on GH release [369].

Considering the opposite clinical condition related to GH dysregulation, no specific
studies on the effect of the Mediterranean diet on IGF-I in acromegalic patients have
been conducted. Nevertheless, the main metabolic consequence of acromegaly is insulin
resistance, which could become overt diabetes mellitus, even if with reduced total body
fat, in particular in the liver. On the contrary, fat is accumulated in less specific organs as
muscle, and elevated levels of circulating lipid intermediates are detectable [370]. This leads
to a vicious cycle as the stimulation of lipolysis worsens insulin sensitivity and impairs
beta-cell function. Lipid and glucose metabolism is restored by curative surgery [371].
Thus, a Mediterranean diet in these patients could be effective in reducing cardiovascular
risk [372] and in influencing GH status [369] but further studies are needed.

Beneficial effects on mortality rates of coronary heart disease and thrombotic stroke
has been demonstrated in middle-aged men and women regularly drinking a moderate
amount of red wine [373]. In fact, red wine had high flavonoid content with anti-oxidant
effects [374]. Some authors [375] studied the effects of red wine in 26 healthy centenarians
(nine men and 17 women, age range of 100-105 years). The subjects were subdivided in
three groups according to red wine consumption and dietary habits: (a) those who had
maintained the style of their dietary habits as compared to the previous years; (b) those who
consumed a diet that was deficient compared to that of the previous years but remained
moderate drinkers of red wine; and (c) those who consumed a diet that was deficient
compared to that of the previous years and were abstainers in wine consumption. The re-
sults showed a reduction of IGF-I from group “a” to group “c”, as well as a reduction of
total anti-oxidant capacity. The authors speculated that the reduced antioxidant capacity
in centenarian moderate drinkers and also in abstainers could be related to metabolic
deficiency, in comparison to younger people [376].

Regulation among the GH/IGF-1/ghrelin axis and macronutrients, fasting, and vita-
min D is presented in Figure 1.
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Figure 1. Regulation among the GH/IGF-1/ghrelin axis and macronutrients, fasting, and vitamin D. Created with BioRen-
der.com. SST = somatostatin; CHO = carbohydrates; AA = amino acids; Leu = leucine; Val = valine; Trp = tryptophan;
Met = methionine; Phe phenylalanine; BCAA = branched chain; FFA = free fatty acids; 1,25(OH)2D3 = calcitriol.

7. Healthy Eating Patterns for Patients with GH-Related Clinical Conditions: Are We
Ready to Recommend a Personalized Diet?

As shown in our review, the relationship among macronutrients, micronutrients,
and GH/IGF-I secretion is very tight. Nutrients and minerals contribute to the positive
and negative feedback mechanisms of GH and IGF-I secretion, suggesting that in GHD
and acromegaly a tailored diet is a further strategy in association with drug treatments,
that contributes to stimulating or blunting GH and IGF-I secretion. A balanced intake of
nutrients should be respected in daily /weekly meals to reduce the risk of each deficiency
or excess. Classically, a healthy balanced diet for the general population is considered to
be composed by carbohydrates for at least 45-60% of total dietary energy intake, with an
amount of sugars less than 10-15% of total energy intake, proteins for 15%, and fats for
30-35% (10% saturated, 10-15% monounsaturated, and 10% polyunsaturated), avoiding
trans-fats. The recommended daily dose of fibers is 25-30 g in adults [95-97]. However,
some authors recently suggested that personalized nutrition or precision nutrition in some
conditions and diseases could have an impact on the phenotype, combining dietary recom-
mendations with individual’s genetic makeup, metabolic and microbiome characteristics,
and environment [377].

Specific studies on precision nutrition in GHD and acromegaly are still in a neonatal
era, and the following suggestions derived from findings summarized above should be
supported by further powered clinical trials.

7.1. GHD

GH and IGF-I secretion are potentiated by many nutrients. Patients with GHD also suf-
fer from visceral adiposity and metabolic diseases that need attention [137,221]. A Mediter-
ranean diet seems to be a good choice for these patients, as it is being able to favor GH
secretion [369]. In a high adherent Mediterranean diert, several nutrients should be pro-
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moted, such as proteins, mainly of vegetable origin or from dairy products, and extra-virgin
olive oil, and seeds, rich in alfa-linoleic acid, all of which are nutrients able to stimulate IGF-
I'secretion. Diet regimens characterized by too many sugars and fats should be discouraged
to avoid a blunting of residual GH and IGF-I secretion. Foods rich in vitamin D and an
outdoor lifestyle to increase the production at the skin level should be encouraged to take
advantage of vitamin D in GH and IGF-I secretion. Foods rich in Zn, iodine, Ca?*, and Mg
should be promoted, and attention should be paid to propose selenium supplementation
to avoid its U-shaped effect on the GH/IGF-I axis.

7.2. Acromegaly

Nutrients can blunt both GH and IGF-I secretion. As discussed previously, a proof-
of-concept study with a 2-week eucaloric very-low-carbohydrate ketogenic diet was able
to decrease IGF-I or GH levels in a small cohort of patients with active disease [352],
likely due to several mechanisms including decrease in insulin levels, portal circulation,
ketone bodies, and FFA levels. Indeed, periodical or prolonged regimens of CR models
aiming to restrict the calorie intake and the anabolic drivers could be proposed in this
these patients. Another possibility, likely as a break to strictly fasting regimens, is the
Okinawa diet, poor in proteins and rich in carbohydrates, two players acting on decreasing
GH and IGF-I secretion, or modified diets poor in BCAAs (leucine, valine, isoleucine).
Treatment or supplementation with vitamin D should be personalized to avoid higher
levels of the hormone and CaZ*, which could further contribute to the increase in IGF-I
levels. Similar attention should be paid to not exceed in vitamins A, B§, B12, or Mg and
selenium. Ca?* and phosphate intake should be tailored at the average level of requirement,
mainly promoting unprocessed foods frequently too rich in phosphates.

8. Conclusions

As described above, GH/IGF-I axis homeostasis is strictly connected to all the diet
components. Nutrients are plain modifiers of the GH/IGF-I axis. Identifying a diet with
a healthy balanced mixture of nutrients also healthy for the mediated effects on GH and
IGF-I is complicated by the manifold composition of energy regimens and synergistic
effects of nutrients on each other and hormonal axes. Furthermore, food processes, both in
experimental animal models and in human life, including home cooking and industrial
processing are neglected factors because of difficulties in analyzing them, mainly in humans.
Calories and nutrients modulate the pathways that have evolved to switch from growth
and reproduction toward survival and maintenance during CR and famine [378,379].
The imbalance of one or more macro- and micronutrients could affect the short- and
long-term GH and IGF-I secretion and actions, with repercussions on growth, anabolism,
and nutrients sensing [380]. All the evidence discussed in this review derives from models
aiming to dissect the effect of single nutrients on GH and IGF-1. However, nutritional
deficiencies due to peculiar food restrictions could hide multiple deficiencies or excesses,
leading to debatable results. Recently, advances in nutritional geometry have helped to
study nutrition as a framework to begin deciphering how nutrients interact and orchestrate
mechanisms linked to healthy aging and lifespan [381,382]. Expanding this approach
to hormonal regulation, like that of the GH/IGF-I axis could add new depth and open
perspectives in nutrition management, prevention, and treatment of GH/IGF-I deficiency
or excess at different time points of life.
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