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Abstract

The control of food intake involves complex and powerful neural mechanisms whose functioning has critical
repercussions for alimentary behaviours and the regulation of energy balance. Recent research also from cognitive
neurosciences indicates that homeostatic (repletion-driven) and hedonic (reward-driven) systems in the brain concur in
achieving an integrated regulation of human alimentary activity.

Modern societal changes, related to unrestricted availability of energy-dense palatable foods at low costs and widespread
presence of compelling alimentary cues, are considered to contribute to a food consumption driven mainly by hedonic
properties rather than energy requirements, and result among the causes of worldwide obesity epidemics.

Functional neuroimaging permits the exploration of the human brain systems involved under the different conditions of
alimentary relevance, through the quantitative evaluation of regional blood flow, metabolic activation of defined cerebral
networks or molecular bioavailability of brain receptors specifically traced. Such a framework of different imaging
techniques appears uniquely suited to investigate the functional integration of the neural processes which underpin the
interplay between homeostatic drive for feeding and the conscious experience of pleasure and reward concurring to the
control of food intake. Therefore, these techniques provide an invaluable tool in gaining a detailed comprehension of
physiology underlying alimentary behaviours and their derangements, and in detecting new strategies against obesity
which interact also on brain mechanisms involved in the control of food intake and energy balance.

In the present short review, basic principles of the most used functional neuroimaging techniques will be examined and the
commonest acquisition protocols and processing methods will be briefly presented, along with a short overview of the
brain systems involved in food intake regulation and a concise report of the main findings obtained with these techniques.
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1 Introduction

Food intake relies upon a complex interplay of physiological, environmental, and cognitive regulatory factors. These
regulating mechanisms are particularly elaborate for mammals which have to cope with the need to keep a relatively
constant body temperature in front to a wide variety of ambient perturbations. In conditions where survival is secured
through the maintenance of energy homeostasis and the avoidance of starvation, physiological hunger signals generally
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have preponderance over cognitive factors, being referred to as homeostatic hunger ! However, in modern

environments with abundant, constant and inexpensive availability of highly palatable and calorically dense foods,
evidence suggests that most eating occurs prior to the development of significant energy deprivation or at least for reasons
other than acute energy depletion . The resulting motivation for food intake is thus considered principally driven by the
reward value of foods which overrides internal signals of satiety and gives rise to the development of a separate motivation
to consume palatable foods mainly for their hedonic appeal, under the urge of the so-called hedonic hunger ') Rapid
societal changes in relation to food availability and consumption, driven mainly by gustatory properties rather than energy
content, are being increasingly recognised as strongly contributing to the recent surge of obesity and its associated co
morbidities worldwide > °.

The initiation and maintenance of ingestive behaviour is thus determined by the balance of metabolic (homeostatic) and
non-metabolic (hedonic) factors which regulate appetite and food intake ). Complex (and not completely known) brain
mechanisms in the hypothalamic nuclei modulate the drive for feeding by receiving short-term gastrointestinal
information (gut hormones) related to nutritional stimuli "' and long-term adiposity signals (leptin) related to energy
stores and body weight regulation '?), and by integration of powerful inputs from higher cortical centres and nervous
structures concerned with pleasure and reward .

Thus, eating results to be not a simple stereotyped task, but a complex set of processes carried out with the involvement of
peripheral and central nervous system (CNS) to coordinate activities ranging from the obtainment of sensory information
about food to the evaluation of desirability and selection of appropriate behaviour under the internal drive of appetite.

Under this perspective, understanding of the neurophysiology of the alimentary behaviour requires a technical approach
able to take into account the global participation of the brain in this process. Functional neuroimaging, a term
incorporating a number of non-invasive brain imaging techniques for the assessment of neural activation correlated with
cognitive and behavioural processes, has recently provided a powerful tool for exploration of brain systems involved in
networks mediating appetite and food intake !,

A number of neuroimaging methods are currently available for the in vivo examination of the brain under normal and
pathological conditions. Among these, magnetic resonance imaging (MRI) and x-ray computed tomography (CT) provide
information about brain structure; other techniques such as positron emission tomography (PET), single photon emission
tomography (SPECT) and functional MRI (fMRI) allow the investigation of the functional activity of the human brain,
by measurement of blood flow, metabolism and receptor distribution ! '”). Each of these techniques presents relative
advantages and limitations in the ability to resolve temporally and spatially cerebral processes.

In recent years, the increased availability of neuroimaging techniques for the evaluation of brain responses to a variety of
alimentary stimuli and food cues has led to a considerable rise of studies in normal weight and obese individuals, under fed
and fasted, to better identify the brain mechanisms involved in the regulation of food intake of potential importance for the
development of behavioural strategies and pharmacological therapies in the fight against obesity.

Initially, in this article the basic principles of the most used functional neuroimaging methods, fMRI and PET, will be
reviewed and the commonest acquisition protocols and processing methods will be briefly presented. A short overview of
the brain systems involved in food intake regulation will then follow along with a concise report of the main findings
obtained with neuroimaging techniques.

2 Imaging techniques

2.1 fMRI

fMRI investigates neural activation in the cerebral areas functionally involved, by measuring the regional haemodynamic
response. Functional activity in a cerebral area causes an increase in local blood flow, leading to a local increase of
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oxygenated blood. Due to the diamagnetic behaviour of oxygenated blood (with respect to the paramagnetic deoxygenated
blood), the cerebral areas involved in activation present a decrease in the local susceptibility effect, and thus an increase in
the signal intensity, as observed in a T2-weighted or T2*-weighted MRI imaging (the so-called Blood Oxygenation Level
Dependent, BOLD, effect) ' '], In the last decades, fMRI has opened an invaluable window into brain activity, with a
time resolution that was previously inconceivable using methods based on radioactive tracers, but with an anatomical
specificity in depth never attained with non-invasive EEG analysis.

2.1.1 fMRI acquisition: technical aspects

In MRI, signal intensity depends on the intensity of the magnetic field. Many fMRI studies have been performed at 1.5
Tesla by commercial scanners. In the last years 3 Tesla commercial scanners have become available, providing improved
signal-to-noise ratio and thus allowing the detection of smaller signal changes following activation.

However, in fMRI, image characteristics are strictly dependent on not only the hardware technology of the MR
instrumentation, but also on the specific acquisition sequence available on the scanner. A major prerequisite for fMRI
imaging quality is the need for short acquisition time, since a significant loss of signal can occur due to motion artefacts
produced by both the physiological motion originated by the brain’s pulsation with the cardiac cycle and the involuntary
motion of the subject’s head. To comply with this requirement, the pulse sequence usually adopted to acquire fMRI data
(on 1.5 Tesla or 3 Tesla scanners) is the 2D single-shot echo-planar imaging (EPI) (201 This sequence allows for a fast
acquisition of the whole brain volume (1-4 sec), with the additional advantage of presenting an excellent BOLD sensitivity
and high efficiency in terms of signal to noise ratio per unit of time '*'!. One limitation is that images acquired with EPI are
affected by some artefacts, such as a geometric distortion (in proportion to magnetic field), and physiological noise,
superimposed on the signal. Based on 3D acquisition schemes, other pulse sequences have been proposed for BOLD
fMRI, with the aim of reducing acquisition time, thus improving temporal resolution ****!. Among these, the 3D PRESTO
sequence has been recently compared with 2D single-shot EPI by Barry et al. 2
preferable to 2D EPI for whole brain fMRI on 7 Tesla scanners, thanks to the reduction of geometrical distortions and
physiological noise, as well as the expanded volume coverage.

, who concluded that this sequence is

Two additional considerations should be pointed out on the image characteristics of fMRI BOLD:

e  With the modern scanners and sequences, spatial resolution of BOLD fMRI can reach 1 mm; however a typical
spatial resolution of 2 mm-3 mm is generally obtained, as a trade-off between acquisition time and the size of
brain volume to be acquired. Moreover the BOLD response is not perfectly localized in the spot of neural
activation, as it is generated by the hemodynamic response at capillary level.

e  Although acquisition time on the order of 40 msec or less is possible, temporal resolution of fMRI is intrinsically
limited by the dynamic characteristics of the hemodynamic response, which rises 2-3 sec after neural activation

and return to baseline after 10 sec *¥.

2.1.2 fMRI Activation studies

An fMRI BOLD study usually consists of a series of fMRI acquisitions, taken with the subject lying on the scanner bed in
a resting state or during an activated state. The activated state, which generates the brain response of interest, is obtained
by stimulating the subject using specific cues.

In fMRI studies relative to the investigation of gut-brain interaction, activate states were obtained by administration of
substances, like oral glucose load ") (28]
versus non-food pictures) and hormone infusion ***?/, Many other studies used pure visual stimuli, like food/non-food
pictures (see for example %), or taste-olfactory stimuli (see for example 3435y " to compare hungry and satiated states.

or direct hormone infusion '“*, or combination of visual cues (high palatable food

After acquisition, fMRI images need to be processed in order to identify the brain regions involved in functional
activation. Intuitively, these areas could be detected by a simple voxel-by-voxel subtraction between images acquired
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during the stimulation and those obtained during the resting state; in practice, due to the low level of activation signals with
respect to the brain background activity and image noise, fMRI analysis is typically performed using sophisticated
statistical methods, capable of generating statistical brain maps of activation, which represents the brain response of a
single individual or a group of individuals to a specific cue.

2.1.3 fMRI image analysis

The more diffused method for fMRI image analysis is Statistical Parametric Mapping (SPM), originally proposed
by Friston et al. in 1995 % SPM is configured as a free software package and is available from web
(http://www.fil.ion.ucl.ac.uk/spm). Other similar software packages, commonly used for statistical analysis of
fMRI data and available on web for research groups, are FMRIB Software Library (FSL) (available at:
http://www.fmrib.ox.ac.uk/fsl/) developed by the analysis group of the Oxford University, UK *”3* and AFNI, developed
at NIMH, in Bethesda, USA (available at: http://afni.nimh.nih.gov/afni) % 4%,

2.2 PET

PET produces images of radioactivity distribution in selected body sections of the patient under examination, following
the administration of a radiopharmaceutical, labelled with a positron emitter isotope. The positron emitters commonly
used in PET (“C, 13N, 150, 18F) are isotopes of elements constituent of the biological matter; therefore, in principle, with
these isotopes, all molecules present in the human body could be labelled, thus providing physiological radioactive
molecules, able to track biochemical and physiological processes in vivo !,

2.2.1 PET acquisition: technical aspects

A positron, emitted by a radioactive nucleus in the human body, travels a short distance losing its kinetic energy, through
the surrounding matter. Then it interacts with a particle with the same mass and opposite charge (an electron in the matter),
generating an annihilation event in which the masses of positron and electron disappear and an electromagnetic radiation
(two 511 keV gamma rays emitted 180° to each other) is formed. These gamma rays are detected in PET, indirectly
allowing the detection of the positron decay.

A PET tomograph consists of a ring of detectors surrounding the organ under study and connected via temporal coincident
circuitry. One event is recognized when two gamma rays are detected simultaneously or within a very short time interval
(on the order of nsec) by a pair of detectors in the ring. The line connecting the centres of the two detectors is recognized as
the line along which the annihilation has occurred. During PET scanning, radioactivity in the body is sampled at different
linear and angular positions to generate a set of activity profiles at different projections angles ', These are the input for
the reconstruction algorithm, which generates the tomographic images representing the radioactivity distributed in the
body sections of interest (2],

PET scanners of the current generation are provided with several adjacent rings of detectors generating multiple slices and
allowing a simultaneous 3D representation of the radioactivity in the body. The 3D sampling of the radioactivity
distribution significantly increases the sensitivity of the technique (by a factor of 5-10) **,

The significant improvements of the modern PET scanners in both hardware and software components also result in PET
image spatial resolution on the order of 3 mm, thus close to the intrinsic spatial physical uncertainty of the positron
annihilation detection **!,

In the study of the functional activity of the brain, an important limiting factor is also represented by temporal resolution.
This is defined as the minimum time to detect signal, and it is on the order of minutes in PET; short scanning time would
generate, in fact, data with excessive noise. However temporal resolution is also related to the minimum time between two
subsequent scans, thus also depending on the radioisotope physical half-life and on the kinetics of the molecules in the
body.

Published by Sciedu Press 13



www.sciedu.ca/jbge Journal of Biomedical Graphics and Computing, 2014, Vol. 4, No. 3

2.2.2 PET activation studies

Activation studies with PET were developed before the exploitation of BOLD effect in MRI. Their application have been
progressively reduced in favour of fMRI methodology, which offers better performance in terms of both spatial and
temporal characteristics; however in the study of CNS control on food intake, PET activation studies have been widely

. 13, 45-4 48, 4
carried out "> **7] even recently [**#,

A PET activation study usually employs water molecules, labelled with the positron-emitter radioisotope *O. The
radioactive tracer is injected intravenously as HZISO, or inhaled as C0, or '°0,. The radioactive water crosses the
blood-brain barrier and can be used as a marker of regional cerebral blood flow (rCBF). In fact, local flow increases in
brain areas involved in functional activity, thus leading to an augmented uptake of H,'"’O into brain tissue at those
sites B,

Activation PET studies on food intake control usually compare rCBF in fed or fasted conditions (45471 The acquisition
protocols in PET is also very similar to those in fMRI (subsequent acquisitions during rest and during a task, in fasted or
fed conditions); however, in PET, each acquisition should be preceded by an injection of radiotracer, this fact limiting the
number of different activations in a single experiment, due to dosimetry constraints. Moreover the need of more than one
injection of the tracer limits temporal resolution of repeated PET blood flow studies, because, before performing a second
scan and injecting a new radioactivity dose, the previous activity of '*O should be decayed (10-12 minutes).

The analysis of PET activation images follows the same approach described for fMRI; however, in PET studies, it is
necessary to use groups of subjects rather than single subjects, due to the low signal to noise ratio of PET images and the
limited number of scans per subject; therefore, in this context, the use of statistical methods is mandatory to extract reliable
brain activation maps, by pooling together data acquired from different individuals.

2.2.3 PET neurotransmission studies

A peculiarity of PET methodology is its capability to detect regional distribution of neuroreceptors and neurotransmitters,
thus allowing the investigation of the neuroreceptor-ligand machinery involved in food intake regulation. In particular,
studies have been addressed in clarifying the role of dopaminergic and mu-opioid systems in the control of food intake.

In PET, the dopamine system has been investigated using ''C-raclopride, a radioactive tracer that binds to dopamine
D2 receptors ', The tracer is usually injected intravenously as a bolus, and a dynamic PET scan (subsequent PET
acquisitions) is performed to sample the variations in brain tracer concentration, starting at the injection time up to 60
minutes. The dynamic behaviour of the tracer in the body can be thus studied, using the classical compartmental models
employed in pharmacokinetics **!. In this way, parameters characterizing tracer kinetics can be derived, in particular the
blood-to-tissue transport constant, the distribution volume and the binding potential, this last directly related to the
receptors’ availability. The quantitation of these parameters needs arterial blood samples, acquired simultaneously during
PET scan, to assess the tracer concentration in the plasma and to use it as the input function of the compartmental model.
However, this procedure is invasive, requiring arterial catheterization of the subject under study. According to a modified
compartmental model ) to avoid arterial sampling, the measurement of the tracer concentration in a cerebral region
lacking of the studied receptors used as a reference region is substituted to the measurement of the tracer concentration in
arterial blood. As the estimation of compartmental models is cumbersome from the mathematical point of view, the
assessment of receptor kinetic parameters is very often carried out using simplified graphical approaches, which allow fast
and reliable estimates of the receptor’s binding potential °% 37,

PET human studies on the mu-opioid receptor system are aimed at exploring the role of brain reward and affective
mechanisms °*. At present only few studies on the role of this system in food regulation have been published ', although
this field of research is rapidly growing. Mu-opioid PET studies are based on the intravenous injection of a bolus of
"C-carfentanil, a selective mu-opioid receptor radiotracer, and a PET dynamic scan, usually consisting of subsequent
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acquisitions starting at the injection time up to 100 minutes °*. The availability of mu-opioid receptors in the different
brain areas can be assessed with the same methodology employed for D2 receptors, using compartmental models and the
simplified graphical analysis approach °*>%,

2.3 Anatomical localization of fMRI and PET functional images

PET and fMRI are suitable for the imaging of physiological and biochemical processes within different brain regions, but
do not intrinsically show the underlying anatomic features of the involved structures. Therefore, an important aspect in
fMRI and PET analysis is the localization of functional areas on brain anatomy to correctly identify the corresponding
cerebral structures. This problem can be solved with realignment of functional images to anatomical images, by means
of image registration procedures, which achieve a pixel by pixel correspondence between anatomy and function. The
registration process consists in the identification of the spatial reference systems in which each image study is represented
and in the determination of the geometrical transformation to remap one study into the other.

In the case of an fMRI or PET study of a single subject, we can directly register functional data to the morphological
data of the same subject, acquired by anatomical MRI. We can make the assumption that the head is a rigid body; therefore
the spatial transformation is completely defined by a roto-translation and can be computed with rigid registration
techniques ).

When the study involves a group of subjects, functional fMRI/PET data are usually remapped to a common reference
space, which provides the morphological correlate. The most used spatial reference for fMRI/PET analysis is the reference
space, introduced by the Montreal Neurological Institute (MNI) (http://www.bic.mni.mcgill.ca/) and based on the classical
cerebral stereotactic atlas defined by Talairach and Tornoux '®). Remapping between a single subject brain and the
common reference space requires the use of deformable registration techniques, based on non-linear spatial transformation

in order to take into account inter-subject brain anatomical variability (.

2.4 Comparative technical considerations and limitations

In the evaluation of potentiality of the different imaging techniques to study CNS control on food intake, some essential
physical features of the different instrumentations available must be considered.

Spatial resolution is of obvious importance in the examination of any organ, but in the case of brain studies, it becomes
essential to differentiate contiguous, yet distinct anatomical-functional structures. From this point of view, fMRI is slightly
superior to PET, with a resolution of 1.8 mm-2 mm compared to a PET resolution of 3 mm-4 mm. In general, in the
specific context of CNS control of food intake, spatial resolution of neuroimaging techniques is an important limiting
factor for imaging micro-anatomical structures, such as brainstem or hypothalamus; this limitation is likely the cause of
the discrepancies between experimental findings in studies on gut-brain interactions, as recently suggested by Gibson et al.
in their review on this subject (%],

Another limiting factor of PET with respect to fMRI is the poor temporal resolution. For this reason, activation PET
images with >0, which can be acquired every 10 minutes, could be employed to study slow processes, for example a fed
condition with respect to a fasted one, thus indirectly measuring the satiating efficiency of a food. On the contrary, fMRI,
with higher temporal resolution, is also suitable to follow faster dynamic processes, such as neural activity related to meal
termination ',

Moreover, also the invasiveness of the technique should be carefully considered. PET poses the problem of radiation
exposure, although the increased detection efficiency in current 3D PET technology permits a reduction of the amount of
radioactivity administered to the subject. On the contrary, fMRI could be used without limits in repeatability, being a
totally non invasive method. In fact it is based on endogenous contrast mechanisms and does not require administration of
external contrast agents.

Published by Sciedu Press 15



www.sciedu.ca/jbge Journal of Biomedical Graphics and Computing, 2014, Vol. 4, No. 3

A powerful peculiarity of PET consists in its imaging capability of neurotransmission circuits such as dopaminergic and
mu-opioid receptor systems at molecular level.

Table 1 summarises the main characteristics of techniques suitable for functional brain imaging in human subjects.

Table 1. Characteristics of techniques suitable for functional brain imaging investigation

Technique Image contrast Image content Spatial resolution  Temporal resolution  Invasiveness
End Cerebral Activation (Local
ndogenous L
fMRI g variation of oxygenated blood 1 mm-2 mm Seconds No
(BOLD effect) .
haemoglobin)
Exogenous Cerebral Activation (local
(Radiotracers of variation of regional blood 3 mm-4 mm Minutes Yes
cerebral blood flow) flow)
PET Exogenous
Radiot: f N tors bindi
(Radiotracers o eurorecep ors binding 3 mmed mm Minutes Yes
neuroreceptors/ potential
neurotrasmitters)

3 Brain circuits involved in food regulation and peripheral
sighals related to nutritional status

Since the pioneering study by Tataranni et al. '*], disclosing the enormous potentiality of functional neuroimaging in
exploring the human brain circuits associated with the cognitive functions involved in nutritional control, it has been
shown that numerous different regions of the brain participate in the regulation of hunger and satiation. In fact, using a
PET procedure with 150-labelled water to measure rCBF, as a marker of neuronal activity, these Authors reported that an
increased rCBF in the vicinity of the hypothalamus and insular cortex and in additional paralimbic and limbic areas
(orbitofrontal cortex, anterior cingulate cortex, and parahippocampal and hippocampal formation), thalamus, caudate,
precuneus, putamen, and cerebellum is associated with hunger, whereas satiation involved increased rCBF in the vicinity
of the ventromedial prefrontal cortex, dorsolateral prefrontal cortex, and inferior parietal lobule. This important study
revealed also that insulin and free fatty acids may be metabolic modulators of postprandial brain neuronal events.

Hi ti hani: Hedonlc mechanisms
of food intake regulation of food intake regulation

Sensory inputs
= visual

from periphery
* gastric distension
- ghrelin, CCK, PYY, GLP-1, PPJ

+ leptin, insulin, FFA

Short- and long-term signals W

= olfactive
- gustatory

Sensorial, motivational
& emotional processing
= insula
* amigdala
« cingulate
» orbitofrontal cortex
- prefrontal cortex

Reward processing
= opiod system
= DA system

Hypothalamus

Meso-cortico-limbic networks

Appetite &
Alimentary behaviour

Figure. Schematic representation of neural mechanisms controlling appetite and alimentary behaviours in relation to brain
networks explored with neuroimaging techniques.

Note. CCK: cholecystokinin; PYY: peptide YY; GLP-1: glucagon-like peptide-1; PP: pancreatic polypeptide; FFA: free fatty acids;
ARC: hypothalamic arcuate nucleus; PVN: hypothalamic paraventricular nucleus; DA: dopamine.
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To provide adequate nutrition, it is important for the CNS to have specific circuitry that regulates the levels of nutrients
in the blood and in the body stores, according to a homeostatic mechanism. However in the recent years, under the pressure
of the rapid changes of food environments in post-industrial societies, a growing understanding that the ingestive
behaviour is also largely determined by non-metabolic factors, has led to the distinction between homeostatic and hedonic
eating "%, A schematic representation of the brain structures and networks involved in processing of signals relevant for
appetite and eating behaviours is presented in the figure.

In spite of the fact that homeostatic drive for feeding is not intrinsically related to the rewarding aspects of the behaviour,
the avoiding of the discomfort associated with hunger provides a strong drive for feeding, and the feeling of satisfaction
that accompanies a full stomach may itself be rewarding. Thus, although different neural circuits support the various
homeostatic and hedonic sensory mechanisms that underlie the control of food intake, the boundary between them is not
completely clear-cut.

3.1 Homeostatic mechanisms for food intake regulation

3.1.1 Central structures

The hypothalamus plays a significant role in the regulation of feeding and body weight maintenance * "l Tt is
subdivided into nuclei, and, among these, the arcuate nucleus of the hypothalamus (ARC) acts as the site of integration of
a number of neural and blood-borne signals. Two major subpopulations of neuron in the ARC are prominently implicated
in the regulation of food intake. One population, co expressing cocaine- and amphetamine-related transcript (CART),
pro-opiomelanocortin (POMC), and the related derivative, a-melanocytestimulating hormone (a-MSH), inhibits food
intake. The second population of neurons increases food intake by co-expressing neuropeptide Y (NPY) and agouti-related
protein (AgRP). Both populations project to areas important in the regulation of food intake, such as the hypothalamic
paraventricular nucleus (PVN) and ventromedial nucleus (VMN) which regulate also a number of functions, including
pituitary hormone secretion and appetite. Their destruction results in hyperphagia and weight gain. Furthermore,
microinjection of orexigenic neuropeptides (such as NPY and AgRP) into the PVN stimulates food intake, whereas
anorectic agents such as a-MSH inhibit feeding * . The hypothalamic involvement after an oral glucose load has been
investigated with neuroimaging fMRI technique in humans by Matsuda et al. . The Authors evidenced a significant
deactivation in regions of the hypothalamus including the VMN and PVN with a temporal pattern starting 4 min after
ingestion and lasting approximately 10 min, which provided information about the lag time of homeostatic neural
responses. The study also reported that obese participants showed a slower and smaller response, suggesting that delayed
activation of satiety centres following glucose consumption may contribute to excessive intake in obese individuals.
Similarly, Smeets at al., 2005 *"! using fMRI technique, reported that the hypothalamic deactivation in response to an oral
load of glucose is dose-dependent, the larger signal decrease resulting from the larger glucose ingestion.

The brainstem is another key CNS appetite regulation centre * %!

, and circulating factors may act directly on brainstem
structures such as the area postrema (AP). There are extensive reciprocal connections between the brainstem and the
hypothalamus, and the brainstem therefore has the potential to act as another site of integration between endocrine and

neuronal signals.

Neurohormonal signals from the gut and adipose tissue converge on the hypothalamus where they are integrated, and
in turn regulate energy intake and energy expenditure '""'?. Cortical inputs in terms of emotional, social, and learned
behaviour, as well as inputs from reward circuits (see below), including the mesolimbic dopaminergic system, all impact

upon energy balance and communicate with the hypothalamus (°* 7,

3.1.2 Signals from the periphery
Leptin is an adipocyte-derived hormone capable of acting at the hypothalamic level to induce satiety. The plasma levels of
leptin are positively correlated to the percentage of body fat and are also decreased by fasting. The leptin receptor is
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present in several brain sites, with the densest expression being found in the ventral basal hypothalamus, especially in the
ARC, and lower levels in several extra hypothalamic sites, including the brainstem. Leptin responsive neurons in the ARC
include both those containing NPY and AgRP and those containing POMC and a-MSH, as well as CART. While the
POMC/CART neurons appear to be activated by the presence of leptin, the NPY/AgRP are inhibited. Thus leptin, as an
adiposity signal, acts by shifting the balance from the potent feeding system constituted by the NPY/AgRP neurons toward
the POMC/CART satiety system ™ '“1% %) Neuroimaging of responses to food stimuli have confirmed such an action
of leptin. In genetically leptin-deficient adults receiving leptin supplementation, Baicy et al. ** reported reduced fMRI
activation in areas involved with hunger (insula, parietal and temporal cortex) and greater activation in regions linked to
inhibition and satiety (prefrontal cortex) in response to visual pictures of food (e.g. fried chicken, cheeseburgers)
compared to neutral stimuli (e.g. brick walls). In genetically leptin-deficient adolescents, one week of leptin administration
markedly reduced fMRI activation in the ventral striatum in response to food images observed pre-treatment ©*'),

Rosenbaum et al. B%

investigated obese individuals receiving injections of leptin or saline for five weeks. Post-
administration, the saline group showed significantly greater fMRI activation to food cues compared to the leptin group in
areas including the insula, parahippocampal gyrus, and middle and superior frontal gyri, consistent with relatively greater
appetitive responsivity and drive to eat. Thus all neuroimaging studies are consistent with a model in which leptin
down-regulates hedonic activation in reward areas in response to food cues, and simultaneously up-regulates homeostatic

control by enhancing the central response to peripheral satiety signals.

The brain receives a wide variety of signals from the gastrointestinal tract, via either sensory afferents or via the
circulation, which also function as short-term satiety signals and possibly long-term regulators of body weight. Afferent
signals carried by the vagus nerve include indications of gastric stretch as well as a number of signals from gut hormones.
Sensory terminals carrying this information terminate in the nucleus of the solitary tract, from where direct projections
innervate several hypothalamic structures %,

Ghrelin is a powerful orexigen across a broad range of species, including humans. It is principally synthesized in endocrine
cells of the stomach, and particularly found in the gastric fundus. Although widely expressed, the ghrelin receptor has been
found in brain in areas involved in regulation of appetite and energy balance, including hypothalamic nuclei ") In ARC,
NPY/AgRP neurons highly express ghrelin receptor, ghrelin inducing immediate activity in NPY neurons. Several studies
have demonstrated pre-prandial plasma ghrelin elevations and these peaks correlated well with hunger scores, is therefore
considered to have a potential role as a meal initiator and a critical signal to induce hunger during fasting. Ghrelin also
appears to participate in long-term energy balance. In humans, ghrelin levels are inversely correlated with adiposity, being
low in the obese, higher in lean subjects, and markedly elevated in subjects who are cachectic due to a diverse range of
conditions. This has been interpreted as an adaptive response to restrain further overeating in the obese or to stimulate it in
the underweight ',

Two fMRI studies measured the brain activation in processing pictures of food in relation with ghrelin levels. In the study
conducted by Malik et al. **)| the activation caused by the view of highly palatable foods pictures (like pizza and
hamburgers) was compared with non-food stimuli (scenery pictures) following a 3-h fast in lean healthy, before and after
a 20-min ghrelin infusion; post-infusion increases in response to the food (versus non-food) pictures were observed in the
amygdala, orbitofrontal cortex, insula and striatum, comprising areas that are associated with encoding the reward value of
stimuli. Also Kroemer et al. " investigated the brain activation and the blood plasma levels of ghrelin in relation to
palatable food pictures in fasting subjects versus sated ones, and found a direct correlation between high fasting ghreling
levels and increase of brain activation and subjective appetite ratings.

Overall, these findings suggest that the orexigenic effect of ghrelin is associated with an up-regulation of mesolimbic
dopaminergic activity accompanied by an increase in motivational salience of high-energy foods (see below).
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Gastric loads by itself stimulate vagal mechanosensitive fibres which may be thus responsible for the suppression of meal
size and feeding induced by gastric loads confined to the stomach, independently of the nutrient content of the load.
However, the effect of gastric distension alone is insufficient to account for all aspects of postprandial satiety (o, 1y,
Nonetheless moderate gastric distension was reported to be associated with fMRI activation of sensorimotor cortices and
right insula, whereas a more pronounced distension additionally involved left posterior amygdala, left posterior insula and

[72]

the left precuneus ''~, evidencing the participation of satiety circuits in response to gastric distension.

Cholecystokinin (CCK) is mainly synthesized in the duodenum and jejunum. It is rapidly released into the surrounding
tissues and circulation in response to nutrients in the gut, in particular, fat and protein-rich meals. Its action of inhibiting
food intake and producing a sensation of satiety is exerted at CCK receptors found on vagal afferent neurons as well as in

the brain in the nucleus of the solitary tract, midbrain and hypothalamus "'* ',

Peptide YY (PYY) is another recently recognized gut hormone potentially playing a role in feeding regulation. It is
released by enteroendocrine cells throughout the entire gastrointestinal tract, but particularly in the distal part, and it
inhibits food intake in rodents and humans. PY'Y is secreted into the circulation following meals and suppressed by fasting,
a pattern depicting a mirror image of that found for ghrelin !'* ', Using fMRI neuroimaging in lean healthy subjects,
Batterham et al. * elegantly contrasted the infusion of PYY at physiologically relevant doses mimicking a fed state with
saline infusion in fasting conditions, and found that the greatest modulatory effect of PYY is exerted on left caudolateral
orbitofrontal cortex as well as in within the limbic system (insula and anterior cingulate cortices) and ventral striatum
(globus pallidus and putamen). Correlations of changes in brain activity with post-infusion feeding behaviour showed that
subsequent caloric intake correlated with activation changes in the hypothalamic region after saline infusion but with
orbital frontal cortex after PYY infusion, and the Authors concluded that the presence of a postprandial satiety factor
switches food intake regulation from a homeostatic to a hedonic, corticolimbic area.

Glucagon-like peptide-1 (GLP-1) and oxyntomodulin are products of the proglucagone gene and are released
postprandially from intestinal cells in proportion with the amount of energy ingested, acting as satiety signals. GLP-1 is
clinically intensively investigated for its anti-diabetic effect associated with the tendency to reduce body weight ' ',
A PET study in adult males and females measuring rCBF during oral administration of a liquid formula meal until

satiation [

revealed a significant associations between postprandial GLP-1 levels and increases in activation in the
dorsolateral prefrontal cortex and hypothalamus. Nonetheless, since the dorsolateral prefrontal cortex is involved in
controlling inappropriate behavioural responses and has been associated with both food reward and satiety, it is unclear

whether activation in this area reflects motivation to eat or inhibition of intake.

Pancreatic polypeptide (PP) is principally secreted by a population of cells in pancreatic islets. It is released into the
circulation in response to nutrient ingestion and is subject to control by the vagus nerve and a number of other factors. PP
reduces food intake when administered to rodents and humans, although its role in the regulation of energy balance is still

unclear 1% 11,

3.2 Hedonic mechanisms for food intake regulation

Several brain systems for food reward are involved in the hedonic regulation of eating behaviour, which relies on the
interaction of the complex neural processes implicated in sensation, pleasure reaction (liking) and motivation (wanting),
as well as higher order processes such as learning, memory, planning and prediction in order to give rise to conscious
experience of the hedonic pleasure beside the sensory properties of the food !> ™1,

Sensory systems - Olfactory, gustative, visual and somatosensory polymodal representation of food, after primary cortical
and higher order processing of the specific sensorial modality, is relayed to posterior orbitofrontal cortex, amigdala and
ventral striatum, including the nucleus accumbens. The role of the prefrontal cortex in taste cognitive processing for
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guiding complex motivational tasks has been elegantly demonstrated by Kringelbach et al. ™ in humans with fMRI,
whereas Gottfried et al. " with fMRI evidenced the involvement of human amygdala and orbitofrontal cortex in reward
representation in the presence of olfactory cues during appetitive conditioning.

It is remarkable that brain responses to different sensory food cues have been shown to be significantly altered in obese
individuals. Abnormal responses to visual stimuli related to the alimentary experience have been observed in obese
individuals with imaging techniques in a broad range of brain networks involved in reward and emotional memory.
Rothemund et al. I""! reported with a fMRI investigation that, compared with normal weight counterparts, obese women
selectively activate regions associated with reward anticipation and habit learning (dorsal striatum) in response to
stimulation with pictures of high-calorie foods and show a comparatively enhanced activity in circuits related to taste
processing (insula), motivation (orbitofrontal cortex) and emotions/memory (posterior cingulate). Consistently, Martin
etal. " used fMRI to detect a higher pre-meal activation in anterior cingulate cortex and medial prefrontal cortex of obese
individuals vs. non-obese when observing pictures of high-calorie aliments, and concluded that food motivation differs in
obese and lean adults.

Also food related olfactive experience in obese subjects has been found to be associated to abnormal brain responses. In a
small sample of obese subjects compared with normal-weight individuals, Bragulat et al. ™ evidenced with fMRI
technique a greater response to four food-related odours in bilateral hippocampus/parahippocampal gyrus. Interestingly,
brain circuits activated by food olfactive cues are similar to those triggered by odorous stimuli of addictive substances, like
alcohol.

[80]

Moreover, DelParigi et al. "™, using a PET based technique and labelled water to measure changes in rCBF, found that

obesity is associated with an abnormal brain response to the sensory aspects of a liquid meal after a prolonged fast,

especially in areas of the primary gustatory cortex. Accordingly, in more recent studies '

an irregular activation in a
range of regions involved in hedonic food intake has been observed, which suggests an increased central sensitivity to

palatable food in obese individuals.

Reward systems - Several brain areas involved in the reinforcement of responses without a significant homeostatic value
have been identified in the recent years. The mechanisms contributing to reward can be subdivided into distinguishable
processes supported by different neural circuits and neurotransmitters. So, the processes of liking (or emotion and affect in
response to sensation), wanting (or motivation) and learning can be recognized, each having an explicit (or subjective,
conscious) and an implicit (or objective, unconscious) component and involving particular neural structures [’
Reward-related learning has been shown to involve many different brain areas and pathways involving the dopaminergic
system which includes the ventral striatum and the tegmental midbrain. The mesolimbic dopamine system with its
projections from the ventral tegmental area to the nucleus accumbens together with neural circuits involving the prefrontal
cortex, amygdala, and hypothalamus is crucial in the incentive motivational state and in the prediction error in reward
learning (more related to motivation for immediate action associated with alimentary “wanting” rather to the hedonic
value of the reward itself, entailed in food “liking™) !,

Neuroimaging studies in humans have confirmed the role of dopamine in reward learning with indications of dopamine
release in the ventral striatum which has also been shown to be active in the human brain in the prediction and the
expectation of taste reward.

Using fMRI, O’Doherty et al. ¥ evidenced the central role of dopamine in mediating anticipation of reward to visual
stimuli reliably predicting the subsequent delivery of a differently pleasant sweet taste, dopaminergic areas, such as the
midbrain, amygdala, and ventral striatum (nucleus accumbens), showing the highest activity in anticipation. Similarly
using fMRI, Berns et al. ** showed that the activity for rewarding stimuli in both the nucleus accumbens and medial
orbitofrontal cortex was modulated by the predictability of the subsequent oral delivery of pleasurable stimuli. Hunger, in
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particular, has been shown to increase the response to the sight of food in some of these limbic/paralimbic areas: greater
responses were elicited in the amygdala, parahippocampal gyrus, and anterior fusiform gyrus when participants were in a

hungry state relative to a satiated state [**.

Interestingly, Wang et al. "

reported that abnormalities in dopaminergic transmission can be evidenced in obese
individuals. Using PET and a specific ligand for the dopamine type 2 receptor (D2), they found that the availability of D2
is decreased in the dorsal striatum of obese individuals, a neurochemical feature previously associated with other reward

deficiency syndromes, like as drug addiction and gambling.

Several studies have suggested that food and drug rewards may share common neural structures and neurotransmitters
which include the opioid receptor system according with the hypothesis that activation of ventral striatal opioids
specifically encodes positive affect induced by tasty and/or calorically dense foods (such as sugar and fat), and promotes
behaviours associated with this enhanced palatability **. Thus, the pleasure, hedonic impact, or “liking” of tasty foods
should not be mediated by dopamine transmission in the nucleus accumbens, but rather by mu-opioid transmission in a
distributed neural network including the nucleus accumbens, ventral pallidum, parabrachial nucleus, and nucleus of the
solitary tract "7, Using PET neuroimaging technique, mu-opioid availability has been reported ! to be reduced in
different brain regions of obese subjects including caudate nucleus, hypothalamus and prefrontal cortex, according to a
pattern observed also in brain regions of recently abstinent alcohol-dependent individuals, further suggesting that obesity
could be possibly considered as a reward deficiency syndrome.

A recent study of Davis et al. ® highlights, throughout the targeting of functional polymorphism of the mu-opioid
receptor (OPRM1) gene, the high involvement of mu-opioid in the bio-behavioural differences among obese, influencing
the individual proneness to binge eating. In contrast to the motivation-independent representations of gustatory and
olfactory stimuli, exploring with neuroimaging technique in humans the brain regions responding to taste intensity and
taste affective valence, Small et al. *”' observed a preferential response to pleasant compared with unpleasant taste in the
orbitofrontal cortex with the right caudolateral orbitofrontal activation. Another study with fMRI neuroimaging showed
that subjective ratings of taste pleasantness (but not intensity) correlate with activity in the orbitofrontal cortex and in the
anterior cingulate cortex [**],

Kringelbach et al. *” showed that a region of the left orbitofrontal cortex presented not only a sensory-specific decrease in
the reward value to the whole food eaten to satiety, but also a correlation with pleasantness ratings, indicating that the
reward value of the taste, olfactory, and somatosensory components of a whole food is actually represented in the
orbitofrontal cortex. Another multimodal concordant evidence was coming from a PET study investigating the
non-specific satiation effects of chocolate (with both olfactory and gustatory components) which found a correlation
between the decrease in pleasantness and activity in the orbitofrontal cortex .

The robust activation at the level of orbitofrontal cortex and meso-corticolimbic structures, observed through fMRI
neuroimaging in relation to the top-down inhibition of food intake, indicates their involvement in the active modulation of
desire for food, as shown in the study of Hollmann et al. '/,

Thus, several evidences from neuroimaging studies using multi-modal combinations of taste and smell indicate that
orbitofrontal cortex is consistently correlated with the subjective pleasantness of the alimentary cues, beside being
consistently involved in the hedonic processing of other different rewarding reinforcers such as music, facial
attractiveness, pain avoidance or monetary reward, and it is a very strong candidate for the mediation of the hedonic
experience.

In Table 2, the studies investigating the different brain structures involved in processes relevant for alimentary activity are
summarised on the basis of the presented functional stimulus or the neuroreceptor availability.
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Table 2. Summary of functional imaging studies for the investigation of brain structures involved in eating-related

processes
Refno.  Authors Year  Technique Stimulus Involved area / Findings
Activation Studies
Visual stimulation
LaBar KS dala, hi 1 . and anterior fusifi
84 asar ks, 2001 fMRI food vs non-food visual cues amygda’a, parauppocampat gyrus. anc anterior ustior
etal. gyrus
8 O'Doherty 2002 fMRI visuaAl ‘fOO-d cues, taste dop.aminergic midbrain, posterior dorsal amygdala, striatum,
JP, etal. conditioning orbitofrontal cortex
Roth d . . . .
77 Yoete;tllun 2007  fMRI visual food cues dorsal striatum, insula, orbitofrontal cortex
Baicy K, visual food cues, leptin R .
30 v 2007  fMRI o insula, parietal, temporal and prefrontal cortex
etal. replacement
F. iIS, isual food , lepti . .
31 aooqut 2007  fMRI visualfood cues, fephit striatal regions
etal. replacement
R b isual food lenti brainstem, culmen, parahippocampal gyrus, inferior and
nbaum visua c in
32 Moseet al . 2008 fMRI g u. . (io i ues, fep middle frontal gyri, middle temporal, gyrus, and lingual gyrus
. administration
’ statio hypothalamus, cingulate gyrus, and middle frontal gyrus
Malik S, visual food cues, grelin . L. .
29 2008 fMRI . R amygdala, orbitofrontal cortex, anterior insula, striatum
etal. administration
Martin LE
78 ot ZI s 2010 fMRI visual food cues anterior cingulate cortex, medial prefrontal cortex
01 Hollmann 2012 fMRI visual food cues, inhibitory dorsolateral prefrontal cortex, inferior frontal gyrus,
M, et al. cognitive reappraisal strategy pre-supplementary motor area, dorsal striatum
Kr isual food , gl . s .
71 oetmer 2013 fMRI Ylsua . RS, G limbic and paralimbic regions
NB, et al. ingestion
Cornier MA, . . . .
6 etoarlnler 2013 fMRI food vs non-food visual cues insula, somatosensory cortex, parietal cortex, visual cortex
Olfactory stimulation
Gottfried JA, . .
76 et al 2003 fMRI visual/olfactory food cues amygdala, orbitofrontal cortex
Bragulat V, . . . .
79 ot a‘;%u 2010  fMRI olfactive food cues bilateral hippocampus/parahippocampal gyrus
Gustatory stimulation and satiation
Matsuda M, . .
25 et al Y 1999  fMRI glucose ingestion hypothalamus
B GS, et o .
83 alems 2001 fMRI fruit juice vs water nucleus accumbens, orbitofrontal cortex
90 Small DM, 2001 PET/O water  chocolate intake sul?callosal reg?on, olrbitofrontal cortex, insula/operculum,
etal. striatum and midbrain
Small DM, . .
87 et al 2003 fMRI gustatory food cues cerebellum, pons, insula, amygdala, orbito-frontal cortex
Kringelbach liquid foods with different
89 Tingeibac 2003  fMRI 1qme Fooas with ditferen orbitofrontal cortex
ML, et al. pleasantness
de Arayj oy L
88 I]S 6:22:]0 2003  fMRI water with different solutes rostral anterior cingulate cortex
Kringelbach L. . .
75 ringeibac 2004  fMRI liquid meal orbitofrontal cortex, insula
ML, et al.
DelParigi A, N differences in obese vs lean subjects in insula, midbrain,
80 & 2005  PET/"°O water satiating liquid meal L. J . .
etal. posterior cingulate, temporal, orbitofrontal cortices
Pannacciulli T
73 N, etal 2007  PET/"O water satiating liquid meal prefrontal cortex, hypothalamus
28 Batterham 2007 MRI PYY.VS. Sfiline infusion + orbitofron.tal cortex, insula, anterior cingulate cortices,
RL, et al. post-infusion meal ventral striatum
Wang GJ, L . . . . .
72 et al 2008  fMRI gastric distension sensorimotor cortices, insula, amygdala, insula, precuneus

22
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Table 2. (continued.)

Refno.  Authors Year  Technique Stimulus Involved area / Findings
Neurotransmission Studies
51 Wang GJ, 2001 PET/''C reduced striatal dopamine D2 receptor availability in obese vs
etal. raclopride lean subjects
52 Haltia LT, 2007 PET/''C reduced striatal dopamine D2 receptor availability in
etal. raclopride overweight/obese vs lean subjects
Volkow ND PET/''C reduced striatal dopamine D2 receptor availability and
w El . . . . .
53 et al 2008  raclopride increased metabolism in somatosensory cortices (food
' PET/"F FDG palatabilty) in obese vs lean subjects
59 Rota D, 2008 PET/''C reduced p-opioid receptor availability in caudate nucleus,
etal. carfentanil hypothalamus and prefrontal cortex in obese vs lean subjects

4 Conclusion

In modern times, characterised by practically unlimited supplies of high-calorie food, hedonic mechanisms activated by
presence of palatable food tend to override homeostatic systems activated by energy deficits in the control of human
alimentary behaviour. The preferential activation of these systems associated to the hedonic reward of alimentation,
considered beneficial in evolutionary development for ensuring consumption of relatively scarce, high-energy food
sources in an unfavourable environment, is being recognized as a primary cause for the recent surge of obesity in modern
societies worldwide.

Neuroimaging techniques, particularly suitable to study the functional integration of neural structures involved in food
intake control and the associated cognitive processes, are a powerful tool to clarify fine interactions between the elements
of this regulatory system. Therefore, these techniques provide a valuable help to achieve a more detailed comprehension of
physiology underpinning alimentary behaviours and their derangements, and to detect multidisciplinary strategies against
obesity which act directly or indirectly also on brain mechanisms involved in the control of food intake and energy
balance.
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