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Abstract: Chronic neuropathic pain (CNP) affects around 10% of the general population and has
a significant social, emotional, and economic impact. Current diagnosis techniques rely mainly
on patient-reported outcomes and symptoms, which leads to significant diagnostic heterogeneity
and subsequent challenges in management and assessment of outcomes. As such, it is necessary to
review the approach to a pathology that occurs so frequently, with such burdensome and complex
implications. Recent research has shown that imaging methods can detect subtle neuroplastic changes
in the central and peripheral nervous system, which can be correlated with neuropathic symptoms
and may serve as potential markers. The aim of this paper is to review available imaging methods
used for diagnosing and assessing therapeutic efficacy in CNP for both the preclinical and clinical
setting. Of course, further research is required to standardize and improve detection accuracy, but
available data indicate that imaging is a valuable tool that can impact the management of CNP.
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1. Introduction

The first mention of neuropathic pain dates back before the era of modern medicine,
as early as the 2nd century AD, when Aretaeus referred, in his neurology manuscripts, to
the term neuralgia [1]. Subsequently, the term neuropathy was defined as a nerve disease
by R.G. Mayne in 1860, and in 1924, Gordon published an article entitled “Clinical Lecture
on Neuropathy”, using, for the first time, the word neuropathy in a medical article indexed
in MEDLINE [2]. In the last few decades, however, neuropathy and chronic neuropathic
pain (CNP) have become issues of rapidly growing importance, with over 5000 scientific
manuscripts published yearly in the field.

The International Association for the Study of Pain (IASP) defines neuropathy as any
disturbance of function or pathological change in a nerve. Subsequently, CNP is defined
as pain arising as a direct consequence of a lesion or disease affecting the somatosensory
system [3]. Current estimates indicate that the prevalence of CNP in the general population is
7.7 +11.5% in Canada [4], 8% in the UK [5,6], 6.5% in Germany [7], 6.9% in France [8], 10.6%
in Morocco [9], 3.2% in Japan [10], 8.8% in the USA [11], and 10% in Brazil [12]. Perhaps
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even more important than the increasing prevalence, available data suggest that CNP has a
significant impact on a patient’s quality of life, and is strongly associated with conditions such
as depression and sleep disturbance. Last, but not least, CNP adds a significant burden to
the health system, with increased hospital visits and use of prescription medicine, and has
an overall detrimental effect on the economy due to numerous instances of medical leave,
decrease in productivity, and subsequent incapacity to work [10,13-16]. A retrospective cohort
study conducted in the UK found that patients with chronic neuropathic pain had an average
of 10 additional visits to the family doctor and twice as many hospitalizations, specialist
consultations, and sick leave as compared to the control group [17]. Schaefer et al. conducted
a study on 624 people diagnosed with CNP, and reported that direct and indirect healthcare
costs increased in direct proportion to the severity of symptoms, estimating an average total
annual cost of over USD 27,000 per participant [18]. In terms of the cost of losing productivity
due to absenteeism in the workplace, Sweden reported, in 2003, approximately SEK 80 billion
caused by chronic pain symptoms [19]. In a Canadian analysis, it was reported that the costs
of providing medical services to patients with chronic neuropathic pain were double that of
the comparator group (CAD 4163 versus 1846 per individual) [20].

Even though it is a pressing healthcare problem that has consequently received in-
creasing research interest [21], CNP remains a condition that is extremely difficult to treat,
possibly due to its diverse and non-specific symptoms, or the fact that most underlying
mechanisms are still unknown [22-24]. It is estimated that only 10-15% of CNP patients
will experience a significant benefit (defined as a reduction in pain intensity of at least
50%) using available analgesic drugs [25,26]. Even with the use of non-pharmacological
pain treatments, such as implants, the majority of CNP patients will be dissatisfied with
their treatment, which will ultimately lead to a significant decrease in the quality of life
and numerous hospitalizations. A potential issue and confounder in CNP management is
the subjective and heterogeneous manner of diagnosis, which is currently based largely
on the questionnaire method. The most commonly used questionnaires are: The Self-
Report Leeds Assessment of Neuropathic Symptoms and Signs (S-LANSS), Douleur Neuro-
pathic 4 Questions (DN4), Neuropathic Pain Scale (NPS), and painDETECT. Although they
do have reasonable specificity and sensitivity (74% sensitivity and 76% specificity for S-
LANSS; 78% sensitivity and 81% specificity for DN4; 85% sensitivity and 80% specificity for
painDETECT) [14,27-29], using the questionnaire method alone for diagnosing a condition
presents serious limitations in vulnerable populations, such as the elderly and demented
patients [30]. Additionally, patient-reported outcomes are subjective, which, in turn, may
lead to overestimation or underestimation of the presence of neuropathic pain [4].

Therefore, facing a real public health issue and a therapeutic challenge, there is a
need to develop new reliable, objective, and quantifiable methods of diagnosing chronic
neuropathic pain. This could be achieved by taking advantage of technological advances in
medicine, such as the use of combined imaging techniques to detect biomarkers of disease
and speed up pharmacological safety and efficacy testing of new compounds in assessing
effects and bioavailability through molecular imaging [31,32]. The aim of this paper is to
provide both preclinical and clinical researchers and physicians with an overview of the
current imaging techniques that offer biomarkers for the diagnosis, prognosis, and efficient
management of chronic neuropathic pain.

2. Chronic Neuropathic Pain and the Pain Matrix

CNP is a complex syndrome that manifests as a cluster of signs and symptoms.
Neuropathic pain is often confused with nociceptive pain, both in the clinical and in
the preclinical setting. While nociception occurs when non-neuronal tissues are injured,
neuropathic pain necessarily involves damage to the components of the somatosensory
nervous system [33]. The irritation of the sensory nerves triggers a cascade of events,
transmitting painful signals at different levels that ultimately leads to the production
of a painful sensation. The normal circuits of pain sensation begin at the skin, muscle,
or visceral level, where specific receptors respond to the painful stimulus by creating
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a depolarization wave from the activation of Na/K pumps. The electrical impulse is
transmitted to the spinal cord (dorsal horn), where the synapse with the first-order neuron
takes place. At this level, more specifically, in the presynaptic cleft, the dependent voltage-
gated Ca channels are activated, and the Ca influx allows the release, into the synaptic space,
of excitatory neurotransmitters (glutamate). These neurotransmitters bind with specific
receptors, located at the level of the second neuron, thus triggering its depolarization. The
nerve fibers rise upwards, intersect, and reach the third synapse in the thalamus, so that
later the dendritic extensions reach the limbic system and the cerebral cortex, where the
information contributes to the sensation of pain [34].

Physiologically, each painful stimulus is accompanied by subsequent inhibition, which
is most often the responsibility of antinociceptive neurons located in the brainstem. The
extensions of these neurons descend to the spinal cord and connect with short interneurons
in the dorsal horn, leading to the secretion of serotonin and norepinephrine. Interneurons
modulate the synapse between first-order neurons and second-order neurons by releasing
an inhibitory neurotransmitter, GABA. Hence, pain cessation is the result of the inhibition
of synapses between first- and second-order neurons, while pain enhancement may be the
result of suppression of inhibitory synaptic connections [34].

In the case of neuropathic pain, damage to the somatosensory nervous system, either
through injury or disease, can lead, through various mechanisms, to a state of hyperex-
citability. Injuries to the peripheral nerves, dorsal root ganglion (DRG) or dorsal root, or
the central nervous system lead to clinical syndromes, some with “negative” symptoms
or sensory deficits such as partial or complete lack of sensation, and others with positive
symptoms such as dysesthesia, paresthesia, and pain [35].

2.1. Classification and Etiology

Currently, there are several classifications used for chronic neuropathic pain. In the
clinical setting, physicians most often discriminate between different neuropathies based
on etiology, pain characteristics, and the anatomic location of the lesion. Although useful
for the differential diagnosis, these classifications do not necessarily reflect a different
management course or distinct response to treatment.

Woolf and Mannion suggested classifying neuropathic pain according to the pres-
ence/absence of the painful stimulus, i.e., stimulus-independent pain and stimulus-evoked
pain. Stimulus-independent pain can further be divided into continuous and paroxysmal
pain [35]. In stimulus-evoked pain, two key features must be taken into account: hyper-
algesia and allodynia. Hyperalgesia is an exaggerated response to a stimulus that would
normally cause pain, being an abnormal processing of a nociceptor stimulus. It can be
caused by mechanical, thermal, or chemical inputs. Mechanical hyperalgesias are further
classified as brush-evoked (dynamic), pressure-evoked (static), and punctate hyperalgesias.
On the other hand, allodynia appears when a normally innocuous stimulus triggers pain,
having two known mechanisms: by the action of low-threshold myelinated A fibers on an
altered central nervous system, or by a reduction in the threshold of nociceptor terminals
in the periphery [35].

Chronic neuropathic pain can be a symptom of several conditions, which is why
it is commonly divided into categories: peripheral, central, or mixed. Whereas central
neuropathic pain is a consequence of injuring sensory fibers belonging to the central
nervous system (brain and spinal cord), peripheral neuropathic pain results from damage to
the peripheral nerve fibers and originates in small non-myelinated C and F-type myelinated
fibers (A3 and Ab). The injury of these nerve fibers leads to changes in the expression
of neurotransmitters, neuromodulators, growth factors, receptors, neuroactive molecules,
and inflammatory mediators, thus leading to hypersensitivity in reaction to stimuli [36].
Chronic neuropathic pain with peripheral etiology can be further divided into generalized
(polyneuropathies) and focal or multifocal neuropathies.
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2.2. Structural and Functional Changes in CNP

In the case of neuropathic pain, the mechanisms are not fully known and the relation-
ship between etiology, mechanisms, and symptoms is extremely complex [37]. A single
mechanism may be responsible for producing several symptoms, and the same symptom
may be caused by different mechanisms from one patient to another. No pain mechanism
is an inevitable consequence of a particular disease process, and there are no consistent
predictors to indicate which patient will develop neuropathic pain [35].

Available literature data indicate there are at least six different mechanisms involved
in the chronicity of neuropathic pain: increased activity in the brain areas that make up
the “pain matrix”, recruitment of additional cortical areas beyond the pain matrix, cortical
reorganization and maladaptive neuroplasticity, structural brain changes, disruption of the
brain default mode network, and alterations in neurochemistry [38].

2.2.1. Increased Activity in the Pain Matrix

Several studies have shown that at the cortical and subcortical levels, there is a com-
plex network involved in various aspects of the perception of painful sensations produced
by thermal, mechanical, or chemical stimuli: the so-called “pain matrix” [39,40] (Figure 1).
By means of functional imaging techniques, the following structures have been identi-
fied as playing a key role in the pain matrix: the thalamus, the primary and secondary
somatosensory cortex (51, S2), the insular cortex, the anterior cingulated cortex (ACC), and
the prefrontal cortex (PFC). The sensory—discriminative aspect of pain is associated with
the 51, S2, thalamic nuclei, and the posterior insula, known as the lateral pain system. The
affective-motivational processing of pain, which makes up the median pain system, has
been associated with ACC, anterior insular cortex, PFC, and thalamic nuclei. Finally, the
cognitive aspects of pain are considered to be closely related to PFC [41].

lllustrative Pain Matrix

ACC - Anterior Cingulate Cortex
AMG - Amygdala

BS - Brainstem

HPC - Hippocampus

INS - Insula

PAG - Periaqueductal gray

PFC - Prefrontal Cortex

PPC - Posterior Parietal Cortex
S1 - Primary Somatosensory Cortex
S2 - Secundary Somatosensory Cortex
TLM - Thalamus

CRB - Cerebellum

Figure 1. Illustrative pain matrix (created with BioRender.com, accessed on 15 March 2022).
ACC = Anterior Cingulate Cortex; AMG = Amygdala; BS = Brainstem; HPC = Hippocampus;
INS = Insula; PAG = Periaqueductal gray; PFC = Prefrontal Cortex; PPC = Posterior Parietal Cortex;
S1 = Primary Somatosensory Cortex; S2 = Secundary Somatosensory Cortex; SMA = Supplementary
Motor Area; TLM = Thalamus; CRB = Cerebellum.
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Increased activity in the pain matrix secondary to CNP has been strongly endorsed
by modern imaging techniques (see section three of the article), although changes in the
CNS vary greatly depending on the type of condition and its symptoms. For example,
studies have indicated changes in contralateral thalamic activity with concurrent decrease in
thalamic blood flow in patients with unilateral CNP [42]. However, some CNP conditions,
such as mechanothermal allodynia, can be associated with increased thalamic activity [43].

In addition to these changes, the literature states that the existence of synaptic changes
in the brain structures is responsible for modulating the perception of pain. Thus, long-term
cognitive and mood changes associated with neuropathic pain may be caused by synaptic
changes that occur in the amygdala, anterior cingulate gyrus, and prefrontal cortex [44,45].

2.2.2. The Implication of Additional Cortical Areas

Changes in brain regions outside of the pain matrix as a response to chronic neuro-
pathic pain, commonly referred to as a “pain signature”, can involve cortical areas normally
responsible for attention, affection, and mood. These changes are unique to each patient,
and most commonly affect the dorsolateral frontal cortex, areas of parietal association, and
some of the brainstem nuclei embedded in pain modulatory systems [46].

2.2.3. Cortical Reorganization and Maladaptive Neuroplasticity

Although brain reorganization and maladaptive neuroplasticity are noted in several
conditions that lead to CNP, phantom pain syndrome is probably the best researched. This
type of neuropathic pain occurs after amputation of a limb, and is characterized by a variety of
sensations, including the feeling of the presence of the amputated extremity and paresthesia
inside the phantom member. Magnetoencephalography (MEG) imaging was performed in
patients with this condition, and it was observed that the distribution area of the mouth in the
somesthetic area was found to be shifted into that of the former limb. The extent of the shift
was directly proportional to the intensity of the perceived neuropathic pain [47].

The pathophysiological basis of neuroplasticity in neuropathic pain could be based on
the fact that the stimulation of nociceptors on the limb, before it is amputated, produces some
changes in the brain, thus creating a memory area of this type of pain. Thus, maladaptive
plasticity is a very likely explanation for the perception of pain in the phantom limb [48].

2.2.4. Structural Brain Changes

Several types of changes in both gray and white matter have been reported in patients
with CNP. A study by Jutzeler and coworkers assessed patients with traumatic spinal
cord injury, comparing by means of clinical and imaging assays those that developed
CNP versus those that were pain-free. The authors concluded that CNP was associated
with smaller cord area, increased gray matter in the left anterior cingulate cortex and right
primary motor cortex, and decreased gray matter in the right primary somatosensory cortex
and thalamus. Similarly, another study assessed changes in the brain structure of patients
that had undergone unilateral limb amputation, and found that phantom limb pain was
correlated with a decrease in gray matter density in the PFC, SMA, dorsal midbrain, and
cingulate cortex, which was directly proportional to the intensity of the pain [49].

2.2.5. Disruption of the Default Mode Network

The default mode network is a system of connected brain areas that show increased
activity when the person is not focused on what is happening around them [50]. In the case of
chronic neuropathic pain, some connections in this network appear to be altered, a feature
objectified by fMRI in a group of patients suffering from chronic back pain. While performing
a visual task, these patients experienced reduced deactivation in several key default mode
network regions, compared to the control group, suggesting that network damage could be
the cause of the behavioral and cognitive changes that accompany chronic pain [51].
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2.2.6. Alterations in Neurochemistry

In the pathophysiology of chronic neuropathic pain, peripheral sensitization plays a
key role, and is generated by the appearance of perilesional inflammatory changes. The
secretion of mediators (e.g., neurotrophic growth factor, PGE2, bradykinin, cytokines,
and chemokines) leads to the stimulation of the axons of peripheral neurons, and thus
the activation and migration of macrophages in the nerves and dorsal root ganglion.
Inflammatory mediators interact with cellular receptors and ion channels, leading to a
series of intracellular changes, ultimately decreasing activation thresholds and increasing
membrane excitability, which consequently results in a painful sensory effect [52]. Another
consequence of neurochemical changes secondary to nerve injury is the activation of
other neural cells located in the vicinity. These cells can release immune modulators
that paradoxically promote nociception by altering neuronal function. For example, in the
presence of adenosine triphosphate (ATP), microglia can increase the production and release
of signaling molecules, such as proinflammatory cytokines and brain-derived neurotrophic
factor (BDNF), which can modulate the activity of neurons, including pain-transmitting
dorsal horn neurons, thus playing a significant role in the maladaptive plasticity of the
nervous system [53].

2.3. Biochemical Changes in CNP

Understanding the long-term modifications of the peripheral and central nervous
system after chronic pain has greatly increased in the past few years due to emerging
preclinical research techniques, mostly performed in vitro. Such approaches are useful in
understanding sensory neuron functions, based on their sensory and nociceptor-specific
molecular profiles [54], i.e., ion channels and neuropeptides. The best-known ion chan-
nels involved in CNP are the voltage-activated sodium channels (Nay) [55], the voltage-
gated calcium channels (Ca,, VGCC), the calcium-activated potassium channels (Kc,), the
purinergic receptor (P,X), the transient receptor potential vanilloid family ion channel
1 (TRPV1), and the transient receptor potential cation channel ankyrin 1 (TRPA1) [56].
Of the neuropeptides, calcitonin-gene-related peptide (CGRP), substance P (SP), galanin,
somatostatin and its receptors, endothelin-1 (ET1), angiotensin II and its receptors, isolectin
B4 (IB4), neurotrophins, nitric oxide synthase (NOS), gamma amino butyric acid (GABA),
and phospholipase 33 are known as molecules characteristic of nociceptors [57].

Spinal glial cells, such as microglia or resident macrophages of the CNS, astrocytes,
and oligodendrocytes [58] have a large impact on the neuropathic pain condition [59],
enhancing excitability of spinal dorsal horn neurons, which results in pain amplification
and distortions [60]. Thus, rat microglia cell lines are also cultured, transfected, or stimu-
lated [61], as well as neuron-free satellite glial cell (SGC) cultures that allow the fluorescent
immunolabelling and analysis of biomarkers expression. For example, TRPA1 has been
identified by immunocytochemistry (ICC) both in SGC dissociated culture coexisting with
glial fibrillary acidic protein (GFAP), as well as in neurons in DRG, by immunohistochem-
istry (IHC), and within acute DRG dissociated culture, where TRPA1 coexists with the
pan-neuronal marker 33-tubulin (Tubb3) [56]. GFAP, a glial cell biomarker important for
tissue maintenance, remodeling, and plasticity, was detected by IHC as being overexpressed
in the satellite cells, the major glial cells surrounding DRG neurons, where they play im-
portant roles in the development and modulation of chronic pain [62] in experimentally
injured rat DRG [63].

The data indicate that peripheral nerve injury induces an overexpression of sensory-
neuron-derived colony-stimulating factor 1 (CSF1) (also known as macrophage colony-
stimulating factor (M-CSF) [64]), matrix metalloproteinase-9 (MMP-9), neuregulin-1 (NRG1),
and caspase-6 (CASP6) in the injured DRG neurons [65]. CSF1 is a growth factor involved in
the differentiation and proliferation of macrophages in DRG and microglia in the CNS that
interacts with its protein tyrosine kinase CSF1R receptor expressed in microglia in the brain
and spinal cord [64]. IHC has demonstrated that damaged DRG neurons show an increase
in CSF1 levels, together with an increase in the concentration of the activating transcription
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factor (ATF3) protein [66], linked to the regenerative response in both motor and sensory
neurons after nerve root injury [67]. Nerve injury induces CSF1 overexpression in both
injured DRG sensory neurons and in ventral horn motoneurons [68]. MMP-9 is detected
in Schwann cells hours after peripheral nerve injury, controlling axonal degeneration and
macrophage recruitment to the lesion [69]. The upregulation of MMP-9 and MMP-2 in DRG
and the spinal cord is believed to contribute to the pathogenesis of chronic pain [70]. The
inflammatory mediator MMP-9 is involved in the degradation of the extracellular matrix
(ECM), helping the immune cells to migrate to the inflammation sites [71]. MMP-9 induces
neuropathic pain via interleukin-1f3 (IL-13) cleavage and microglial cell activation at early
stages, whereas MMP-2 maintains neuropathic pain through IL-1§3 cleavage and astrocyte
activation at later stages [72]. MMP-9 gene deletion reduced unstimulated neuropathic
nociceptive behavior and preserved myelin thickness by protecting myelin basic protein
(MBP) from degradation [69]. NRGI is a growth and differentiation factor released after
nerve injury that drives microglial proliferation, survival, and motility. NRG1 is associ-
ated with a proinflammatory phenotype, and can lead to neuropathic pain through the
mitogen-activated ERK-regulating kinase (MEK)/ERK pathway in microglia [73]. Major
histocompatibility complex (MHC) II 3 immunostaining revealed an increased number of
NRGI-positive cells present in injured DRG [63].

3. Current Imaging Techniques Used in CNP
3.1. Structural and Functional Imaging for CNP Diagnosis

Several imaging technologies are currently used for providing objective structural
and functional measurements of different brain regions involved in the perception of
pain. The best-known imaging tools are magnetic resonance imaging (MRI), positron
emission tomography (PET), single-photon emission computed tomography (SPECT),
electroencephalography (EEG), and magnetoencephalography (MEG) [74].

MRI is a versatile technique that produces cross-sectional high-resolution images
using a strong magnet and radio waves. From an anatomical point of view, gray matter
can be assessed by MRI scanning with voxel-based morphology (VBM) or cortical thick-
ness analysis (CTA). On the other hand, the changes caused by neuropathic pain in white
matter are visible by means of MR-based diffusion tensor imaging (DTI) [75]. MRI has
been used for several years in patients with chronic neuropathic pain, especially in cases
that could benefit from surgery. A recent analysis estimated that MRI-based biomarkers
have the ability to predict the success of pain-alleviating surgery with 90% sensitivity and
66% specificity [76]. Using VBM and extracting brain gray matter density from magnetic
resonance imaging, Ung and coworkers compared data for chronic lower back pain patients
and healthy controls. The authors reported an average accuracy of 76%, with positive and
negative predictive values of 75% and 76%, respectively [77]. Similar data were obtained
by Labus and coworkers for patients with irritable bowel syndrome, with a predictive
accuracy of 70%. However, despite good specificity and sensibility, the main caveat of
classical MRI imaging is that it can only offer a two-dimensional view of the brain, and a
significant portion of the changes induced by CNP are functional. As such, the validation
of functional MRI (fMRI) in the early 1990s has greatly contributed to the field of pain
research. This tool is used for studying both sensory processing and the control of ac-
tion [78]. Additionally, it can identify functional changes that depend on blood oxygenation
in the brain at rest or the activation of various cortical areas by means of assessing the
blood-oxygenation-level-dependent (BOLD) signal [79]. Available literature data indicate
that in the case of neuropathic pain, there is a specific pattern that is visible via fMRI. A
study performed by Baliki and coworkers assessed patients with chronic back pain, and
analyzed the different stages of spontaneous neuropathic pain using fMRI. In phases of
increasing pain, the activation of the classic areas of the pain matrix was objectified. In con-
trast, during phases of high spontaneous pain, the increased activity was located in the PFC
and ACC, suggesting that subjective pain involves distinct spatiotemporal neuronal mech-
anism, different from those observed during acute experimental pain [80]. Available data
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regarding the discriminatory abilities of fMRI are encouraging. A study involving patients
with chronic lower back pain used resting state fMRI to discriminate them from healthy
controls, and reported an overall accuracy of 68% [81]. More recently, magnetic resonance
spectroscopy (MRS) has also emerged as an MRI-derived imaging tool with applications
in CNP. MRS can determine the concentration of different metabolites in brain tissue, and
is particularly useful for assessing neuroinflammation and neurodegeneration [82]. As
such, MRS provides a different perspective of the analyzed tissue, showing local metabolic
changes through the accurate spectral graph variations of chemical composition [83]. Last,
but not least, MRI-based techniques can be used for localizing inflammation during nerve
repair processes. After the administration of iron oxide nanoparticles, a compound that
is internalized by macrophages, MRI can identify the presence of the compound inside
macrophages, and thus highlight the site of inflammation due to the superparamagnetic
properties of iron [84].

PET and SPECT are molecular imaging techniques with high sensitivity and good
spatial resolution and penetration depth that have made a significant contribution in the
evaluation of the physiological function and biochemical changes of molecular targets.
Both techniques are based on the quantification of radionuclide decay, during which a
positron or a y-ray is detected. One of the main advantages that makes these imaging
technologies vital, both for preclinical and clinical studies, is their capability of using highly
specialized radiopharmaceutical probes tailored for specific indications, without changes in
the chemical structure of the ligand [85]. Imaging studies have evaluated the changes in the
brain induced by spontaneous neuropathic pain, reporting sensitivity scores of 2.37-7.02
for SPECT imaging [86]. PET allows the measurement of cerebral blood flow, making it
possible to compare activated /deactivated brain regions with the onset of neuropathic
pain. For example, studies have shown a decrease in cerebral flow at the thalamic level,
contralateral to the region where the nociceptive input was located. In contrast, the ACC
and PFC showed an increase in cerebral flow, objectified by PET [87]. Similarly, both
PET and fMRI have shown that different subtypes of allodynia (cold allodynia, dynamic
tactile allodynia, etc.) activate different cortical areas. For example, dynamic mechanical
allodynia led to the activation of the lateral pain system (S1, S2), via the insula, parietal,
and frontal cortices, without producing changes in the ACC. In contrast, hyperalgesia has
been reported to lead to substantial changes in the pain matrix [38].

EEG and MEG are electrophysiological imaging techniques that create electrical brain
wave maps of various areas with high temporal resolution, but low spatial resolution
and specificity. EEG collects the impulse of neural electric activity of a specific region
with the aid of scalp electrodes, and MEG maps the brain activity by recording magnetic
fields produced by electrical currents spontaneously occurring in the brain, using highly
sensitive magnetometers [88].

There is a significant body of literature data referring to the application of these func-
tional and structural techniques for diagnosing CNP. Over time, research on neuropathic
pain has focused on spontaneous pain (paroxysmal and/or ongoing) or evoked pain re-
sulting from painful stimulation, pin-prick, thermal hyperalgesia, hyperalgesia mechanical
allodynia, or thermal allodynia [41,89-91]. A summary of relevant articles in the field, and
their findings, can be found in Table 1.

3.2. Imaging Techniques for Assessing Pain-Relieving Implants

In the context of a high number of patients that respond poorly to conventional
analgesic treatment, a wide range of non-pharmacological therapies are used for managing
CNP [120]. Of these, procedures that rely on neurostimulation are of particular interest
due to good results and potential future applications in the field of chronic pain. The main
invasive neurostimulation techniques used in the treatment of chronic neuropathic pain
are: deep brain stimulation (DBS), motor cortex stimulation (MCS), spinal cord stimulation
(SCS), peripheral nerve stimulation (PNS), and nerve root stimulation (NRS) [121,122].
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The main non-invasive neurostimulation techniques are transcutaneous electrical nerve
stimulation (TENS) and repetitive transcranial magnetic stimulation (rTMS).

Table 1. A summary of the neuroimaging-based biomarkers in chronic neuropathic pain.

Structural Changes in Gray Matter Volume, Cortical Thickness, Integrity
and Connectivity of White Matter

Neuroimaging Method

Stimuli

Findings

MRI

Neuropathic back pain
patients [77,92-94]

Altered whole-brain gray matter
volume and reduction in the gray
matter density in dorsolateral PFC

and thalamus.

MRI
DTI

Chronic complex regional pain
syndrome [95]

Gray matter atrophy in the right
medial PFC and anterior insula and
localized reduced white matter
anisotropy.

fMRI

Carpal tunnel syndrome [96]

Gray matter volume was decreased in
the SI, thalamus, and frontal areas

fMRI
MRI

Trigeminal neuropathic pain [97]

Gray matter cortical thickening in the
SI and medial and posterior insula;
cortical thinning in ACC, anterior
insula, PFC, and frontal pole.

fMRI
MRI

Trigeminal neuropathic pain [98]

Increased volume of gray matter in
the thalamus, basal ganglia, amygdala,
and PAG. Increased cortical thickness

in the contralateral SI and SII and
frontal pole; thinner cortex in the ACC,
insula, and the orbitofrontal cortex.

fMRI
MRI

Trigeminal neuropathic pain [99]

Reduced volume of gray matter in the
SI, anterior insula, putamen, nucleus
accumbens, and thalamus. Increased

gray matter volume in posterior
insula.

DTI

Trigeminal neuropathic pain [100]

Reduced fractional anisotropy of gray
matter and increased radial diffusivity.

Functional alterations in regional cerebral blood flow (rCBF) and
resting-state functional connectivity (rsFC)

Neuroimaging method Stimuli Findings
PET Neuropathic pain patients versus Thalamic CBF reduction.
normal controls [101]

Increased CBF in hypothalamus, PAG,

PET Neuropathic pain patients versus ~ PFC, anterior ACC, insula, PPC, and
relief [102] cerebellum. CBF reduction was noted

in the primary auditory cortex.
Increased CBF in the anterior insula,
SII, thalamus, SI, parietal area,

PET Mononeuropathy [103] midbrain, and cerebellum; meanwhile,

its reduction was reported in rostral

ACC.
EMRI Diabetic neuropathic pain [104] Decreased rsFC between cortex and
thalamus.
Increased rsFC between default mode
fMRI Chronic back pain [105] network and perigenual anterior ACC,
insula, and inferior parietal lobe.
fMRI Chronic back pain [106] Increased rCBF in SI, SII, PFC, and IC.
Neuropathic pain after spinal cord Increased rCBF in ACC, thalamus,
PET p P P PFC, and parietal cortex after spinal

injury [107]

cord stimulation.
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Structural Changes in Gray Matter Volume, Cortical Thickness, Integrity
and Connectivity of White Matter

Neurochemical changes

Reduced opioid receptor binding in

PET Trigeminal neuropathic pain [108] the left nucleus accumbens.
Increased opioid receptor binding in
PET Trigeminal neuropathic pain [109] PFC, IC, ACC, PPC, thalamus, and
basal ganglia.
. . Decreased opioid receptor binding in
Complex regional pain X
PET syndrome [110] hippocampus and amygdala, and
y increased in PFC.
Neuropathic pain Reduction in N-ac.etylgspartate
H-MRS individuals [111] concentrations in
u contralateral thalamus.
H-MRS Chronic back pain [112] N-acetylaspartate apd glucose
level reduction.
H-MRS Complex regional pain N-acetylaspartate concentration
syndrome [113] reduction in dorsolateral PFC.
Neuropathic pain following Reduced N-acetylaspartate levels
H-MRS . .. .
spinal cord injury [114] in thalamus.
Reduced N-acetylaspartate and
H-MRS Diabetic neuropathy [115] creatine levels in dorsolateral PFC
and thalamus.
H-MRS Neuropathic pain after nerve Elevated glutamate levels and low
injury [116] GABA concentrations in thalamus.
MRI Neuropathic pain after spinal cord ~ Reduction in N-acetylaspartate level
fMRI LT .
H-MRS injury [99] and GABA content in thalamus.
. . Strong variance of glutamate/ GABA
H-MRS Chronic back pain [117] ratios in IC and ACC.
Lower N-acetylaspartate levels and
higher glutamate-glutamine/
H-MRS Chronic back pain [118] creatine and
glutamate-glutamine /myoinositol
ratios in ACC.
Higher levels of myoinositol, choline,
MRI Neuropathic pain after spinal cord and CreatL:[e;t 1‘;"1‘;31‘ 11'5:6118;[ Olf li-calicetyl
H-MRS injury [119] aspartate/myoinositol a

glutamate—glutamine/myoinositol
in ACC.

MRI, magnetic resonance imaging; PET, positron emission tomography; IC, insular cortex; SI and SII, primary
and secondary somatosensory cortices; ACC, anterior cingulate cortex; PFC, prefrontal cortex; fMRI, functional
magnetic resonance imaging; PAG, periaqueductal gray; PPC, posterior parietal cortex; DTI, diffusion tensor
imaging; H-MRS, proton magnetic resonance spectroscopy; GABA, y-aminobutyric acid; rsFC, resting-state
functional connectivity.

Deep brain stimulation can be used to manage therapy-refractory chronic pain using
an electrode inserted into subcortical brain structures under local anesthesia, connected to
a subcutaneous implantable pulse generator (IPG), often placed in the chest region [123].
DBS is currently used for patients suffering from peripheral neuropathic pain, trigeminal
neuropathic pain, phantom limb pain, and central pain syndromes [124,125].

According to the findings of a meta-analysis [126], DBS is significantly more beneficial
for nociceptive pain than for neuropathic pain (63% versus 47% in long-term pain manage-
ment). In terms of CNP, the reported results are heterogeneous. While one study found
that somatosensory thalamus or PAG/PVG stimulation resulted in more than 30% pain
relief for 67% of patients with central post-stroke pain [124], another found that DBS was
ineffective in patients with various neuropathic pain conditions, with only 24% of patients
maintaining long-term pain control [127].



Int. . Mol. Sci. 2022, 23, 13038

11 of 26

Spinal cord stimulation entails implanting electrodes into the epidural space of the
cervical or dorsal spine, which can be introduced percutaneously while under local/general
anaesthesia, or in open procedure for plate electrode systems. SCS may be beneficial in
treating different ischemic and neuropathic pain disorders. One clinical trial on failed back
surgery syndrome found that SCS is more beneficial than surgical reintervention [128], while
others [129-131] found that it is more successful than conventional medical therapy alone,
with pain reduction >50% in 48% in the SCS-treated group against 12% in the controls.

In the dorsal root ganglion stimulation procedure, the wire is placed precisely next to the
spinal ganglion (one dermatome); therefore, in order to cover a larger region of discomfort,
more than one electrode has to be implanted. Under DRG stimulation, a study group with
complex regional pain syndrome (CRPS) exhibited a 62-82% reduction in pain intensity levels,
suggesting that in monoradicular pain disorders, or pain syndromes involving a small number
of dermatomes, DRG stimulation may be an effective option [132-134].

Motor cortex stimulation entails implanting one or two epidural electrodes, either
parallel or orthogonal to the central sulcus, in the contralateral motor cortex of the painful
area, through frontoparietal craniotomy. [135,136] In contrast, in the peripheral nerve
stimulation procedure, electrodes are implanted percutaneously to make direct contact
with the nerve suspected to be the source of the neuropathic pain (e.g., the main nerves of
the limbs, trigeminal, occipital, or facial nerve branches) [129,137,138].

Non-invasive neurostimulation techniques, such as transcutaneous electrical nerve
stimulation, entail placing surface electrodes on the skin that covers the painful region, or
on the pathway of the nerve that innervates it. TENS is recommended for individuals who
have an intact A fiber pathway and whose pain is localized to a relatively small region
or territory innervated by an easily accessible nerve. Because it is non-invasive, this type
of stimulation is easily accepted by the patient, and may thus be utilized as an adjunct
therapy to pharmaceutical treatment or other physical therapies [139].

Repetitive transcranial magnetic stimulation is accomplished by placing a coil of a
magnetic stimulator on the scalp over a particular cortical area, with the goal of obtaining
analgesic benefits by non-invasive cortical stimulation in patients with chronic pain [140].
Because the efficacy is small and temporary, rTMS should not be used as the only therapy
for persistent neuropathic pain. This approach may be offered for short-term analgesia or
to identify eligible patients for an epidural (MCS) implant [121,141].

In the field of pain-relieving implants, imaging plays an essential role. Various tech-
niques can provide information not only about the implant position and postoperative local
adverse effects (hemorrhage, infection, fibrosis, etc.) caused by implants, but can detect
measurable structural and molecular changes in response to a neuroimplant stimulus.
These changes may be seen as imaging biomarkers that can provide clues towards a better
understanding of the pathogenesis of neuropathic disease, and may generate hypotheses
to explain why it appears that neurostimulation is not always effective in terms of pain
alleviation. Table 2 provides a brief summary of the available data in the field, emphasizing
the imaging method used and the CNS changes secondary to implant use.

Table 2. Imaging changes/potential imaging biomarkers in response to various neurostimulation
methods for chronic pain.

DBS Implant
Area of Interest Imaging Method Imaging Changes
DBS activation caused a focal
Periaqueductal gray [11C]diprenorphine (DPN)—PET reduction in [TIC]DPN VT in the PAG,

consistent with stimulation-evoked
release of endogenous opioids [142].
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DBS Implant

Area of Interest

Imaging Method Imaging Changes

VS/ALIC

In response to pain, patients in the DBS
OFF state showed significant activation in
the same regions as healthy controls
(thalamus, insula, and operculum) and in
additional regions (orbitofrontal and

FMRI superior convexity cortical areas). DBS
significantly reduced activation of these
additional regions and introduced foci of
significant inhibitory activation (p < 0.001)
in the hippocampi when painful
stimulation was applied to the affected
side [144].

Non-specific

Patients for whom the DBS electrodes
were within the DTI targets experienced
better outcomes than those for whom the
electrodes were not [145].

MRI DTI

VPL and PVG areas

DBS consistently increased perfusion in
the posterior subcortical region between
VPL and PVG, regardless of the site of
stimulation. Thalamic and dual-target
DBS increased thalamic perfusion, yet
PVG DBS decreased perfusion in the
PVG-containing midbrain region and
thalamus. Dual-target stimulation
decreased anterior cingulate and insular
cortex perfusion [146].

SPECT

ACC

Long-term functional brain changes as a
result of continuous DBS over one year led
MEG to specific changes in the activity in the
dissociable regions of caudal and rostral
ACC [147].

SCS implant

Imaging method

Imaging changes

fMRI, PET, SPECT,
H-MRS

Increased activity in frontal regions of the cortex, as well as identifying the ACC
and thalamus as mediators of the pain experience and potentially key
components determining the influence of SCS at supraspinal levels. Prior to
stimulation, poor responders to SCS showed increased thalamic activation,
whereas good responders showed almost no activation in the thalamus [148].

[150]H20 PET

Comparison of rCBF before and after SCS showed significant rCBF increases in

the right thalamus, right orbitofrontal cortex (BA11), left inferior parietal lobule

(BA?7), right superior parietal lobule (BA7), left anterior cingulate cortex (ACC)
(BA24), and left lateral prefrontal cortex (BA10) [107].

[18F]JFDG-PET

Burst stimulation modulated the dorsal ACC (i.e., medial pain pathway) more
than tonic stimulation [149].

DRG stimulation

Imaging method

Imaging changes

fMRI BOLD

During noxious paw stimulation, ganglionic field stimulation (GFS) attenuates
the BOLD signal in brain regions composing the ascending neospinothalamic
system, specifically the contralateral thalamic VPL/VPM nuclei and cortical S1
and S2. This ascending sensory pathway subserves the sensory—discriminative
dimension of pain, composed of immediate pain awareness and spatial
attentiveness to painful stimuli [150].

MCS implant

Imaging method

Imaging changes
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Compared to baseline, turning on the stimulator was associated with CBF

increase in the contralateral (anterior) midcingulate cortex (aMCC, BA24
and 32) and in the dorsolateral prefrontal (BA10) cortex. The most important

changes in CBF were observed in the 75 min after discontinuation of MCS

[150]H20 PET (OFF). This poststimulation period was associated with CBF increases in a
large set of cortical and subcortical regions (from posterior MCC (pMCC) to

pregenual (pg) ACC, orbitofrontal cortex, putamen, thalami, posterior
cingulate, and prefrontal areas, and in the brainstem. CBF changes in the
poststimulation period correlated with pain relief [151].

Changes in brain activity were observed in the striatum, thalamic area, and

[18F]FDG micro-PET (mPET) cerebellum [152].

TENS

Area of interest Imaging method Imaging changes

Within 0 to 25 minutes after TENS
treatment, significant fMRI signal
decrease for digit 2 was observed in
the secondary somatosensory regions,
ipsilateral primary motor cortex (M1),
contralateral supplementary motor
cortex (SMA), contralateral
fMRI parahippocampal gyrus, contralateral

lingual gyrus, and bilateral superior
temporal gyrus.
Within 30 to 35 minutes after TENS
treatment, a significant fMRI signal
decrease for digit 3 was detected in
the contralateral M1 and contralateral
SMA only in the TENS group [153].

Carpal tunnel
syndrome

rTMS

Area of interest Imaging method Imaging changes

The r'TMS-effective group had a
higher delineation ratio of the
corticospinal tract (CST) (p = 0.02) and
the thalamocortical tract (TCT)

(p = 0.005) than the rTMS-ineffective
group. Results suggest that the TCT
also plays a role in pain reduction via
rTMS of the primary motor cortex,
and that the efficacy of rTMS is
predictable by fiber tracking [154].

DBS, deep brain stimulation; MCS, motor cortex stimulation; SCS, spinal cord stimulation; DRG, dorsal root
ganglion; TENS, transcutaneous electrical nerve stimulation; rTMS, repetitive transcranial magnetic stimulation;
VS/ALIC, ventral striatum/anterior limb of the internal capsule; VPL, ventroposterolateral thalamic nucleus;
VPM, ventral posteromedial nucleus; PVG, periventricular gray area; ACC, anterior cingulate cortex; VT, ven-
tral tuberal nucleus; DPN, [11C]diprenorphine; PET, positron emission tomography; mPET, micropositron emis-
sion tomography; FDG, fluorodeoxyglucose; fMRI, functional magnetic resonance imaging; MEG, magnetoen-
cephalography; MRI, magnetic resonance imaging; DTI, diffusion tensor imaging; BOLD, blood-oxygenation-
level-dependent; SPECT, single-photon emission computer tomography; H-MRS, proton magnetic resonance spec-
troscopy; rCBF, regional cerebral blood flow; GABA, gamma-aminobutyric acid; GFS, ganglionic field stimulation;
aMCC/pMCC, anterior/posterior midcingulate cortex; SMA, supplementary motor cortex; CST, corticospinal tract;
TCT, thalamocortical tract.

Primary motor cortex MRI DTI

4. Emerging Techniques for Diagnosing CNP

All of the imaging investigations discussed so far offer low specificity and sensitivity
for the etiologic diagnosis of neuropathic pain. It is also important to note that the diagnosis
of chronic neuropathic pain is primarily based on patient symptoms, and will probably
remain so in the near future. Structural and functional changes in the CNS or the peripheral
nervous system do not always correlate with the presence or absence of neuropathic pain,
and there is no link between the severity of the alterations and the intensity of perception.
Moreover, there is still not enough data to clearly state positive and negative predictive
values for any of the imaging tests discussed in this article, most likely due to several
factors: heterogeneity of clinical trial inclusion criteria, interobserver variability, technical
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performance of the device, different chronic pain models, and various CNP etiologies
in clinical practice [41]. These important hindrances could have a significant impact on
patients’ lives and lead to unnecessary exposure to expensive and potentially irradiating
imaging tests [155]. As such, improving specificity and sensibility for any CNP imaging
assessment considered for clinical use should be a priority, especially since some of the
available imaging techniques can often link CNP to changes in the nervous system, thus
aiding the diagnostic process. Of note, improvements in nerve structure or function can
sometimes be an indicator that the treatment is, or will be, effective [155]. Moreover,
imaging biomarkers will probably be used more and more for predicting which patients
will develop CNP after a nerve lesion, and for identifying those at risk of CNP, which
is particularly useful when choosing a neurotoxic treatment (as is the case with cancer
patients and chemotherapy). In this sense, the use of molecular biomarkers, specific to
pain-generating pathology, can identify the presence of pathological biological processes,
even in the apparent absence of anatomical changes. Functional molecular and cellular
imaging techniques are currently being investigated, taking advantage of heightened
metabolic, hemodynamic, mediator, and cellular changes that are associated with increased
nociceptive activity, in order to identify abnormal activity anywhere along the nociceptive
pathways in the CNS and peripheral nervous system.

4.1. In Vitro Studies

Chronic neuropathic pain is associated with a state of hyperexcitability, resulting
from alteration of the excitation threshold, which leads to an increase in action potential.
These changes occur due to the increase in the number and activity of voltage pumps
dependent on Na and Ca, allowing increased activity of the nerves, as identified by PET
studies [156]. The voltage-gated sodium channels Nay1.7 and Nay1.8 are highly expressed
in sensory neurons, and have been identified as promising targets for the development
of new analgesics [157]. Immunofluorescence assays and in vitro co-culture models using
DRG and dorsal horn (DH) neurons in a three-compartment microfluidic platform showed
that while blocking presynaptic Nay 1.7 and Nay 1.8 channels is effective in reducing synaptic
transmission in uninjured cultures, the same blockers are ineffective in cultures where the
DRG axons in the periphery compartment had been axotomized [55]. Live cell imaging and
surface channel labelling in primary rat DRG neuron cultures showed that treatment with
paclitaxel (PTX), which causes dose-limiting chemotherapy-induced peripheral neuropathy
(CIPN), is associated with increased levels of endogenous Nay1.7 channels in DRG and
long-distance axonal vesicular transport in sensory axons [158]. An immunofluorescence
assay with immortalized DRG neuronal cell line (differentiated F11 cell line) identified
several potential neuroprotective drugs, such as «-lipoic acid, pregabalin, and melatonin,
and confirmed the same effect of felodipine and nitrendipine [159].

Glial activation is a key process in chronic pain states. A study based on immunofluores-
cence staining that assessed the efficacy of gabapentin in CNP showed that the development
and maintenance of hypersensitivity after spinal/peripheral nerve injury is correlated with
activation of microglia and astrocytes that present large cell bodies and thick processes.
Additionally, glial activation is accompanied by an increase in ionized calcium-binding
adapter molecule 1 (Iba-1), as a microglial biomarker; GFAP, as an astrocytic biomarker;
the VGCC o2/58-1 subunit in primary afferent fiber terminals and dorsal horn neurons; and
fractalkine/CX3CL1, a putative activator of microglia in the spinal dorsal horn, and its recep-
tor CX3CR1/GPR13, mainly expressed in the spinal microglia [160]. In chronic neuropathic
pain, activated microglia and other macrophages express, on the cell surface, a specific protein
(TSPO). Imaging techniques can identify and locate activated microglia using radioligands
that connect to TSPO, and thus identify the areas with increased neuroinflammation and
sensitization [161]. Upregulation of sigma-1 receptors (S1R) occurs in Schwann cells and
macrophages at the site of inflammation. Using the 18F-FTC-146, as specific PET radiotracer
sigma-1 receptor ligand it was shown that increased uptake in the case of a neuroma caused
by nerve injury was correlated with increased receptor expression [162].
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The endocannabinoid system, which plays an important part in pain perception, has
also been investigated by means of imaging studies in preclinical research. Expressed
by peripheral immune cells, neurons, and glia [163], such as microglia and astrocytes,
the cannabinoid type 2 receptor (CB2R) was identified as a promising therapeutic target
for immunological modulation [164,165], its activation decreasing inflammation [166,167].
CB2 receptors are also upregulated in the CNS and DRG by pathological pain condi-
tion [168]. The dorsal spinal cord microglia is known as an important site involved in
CB2-receptor-mediated analgesia, while the overexpression of P2Y1, and P2Y13 purinocep-
tors in spinal dorsal horn microglia is involved in neuropathic pain [169]. Endocannabi-
noid anandamide-treated primary cultures of microglial cells showed an alleviation of E.
coli lipopolysaccharide (LPS)-induced neuroinflammation, an effect primarily controlled
by the CB2 receptors [170]. GPR55, a G-protein-coupled receptor highly expressed in
large-diameter DRG neurons, has a potential role in the pathophysiology of pain [171].
Immunostaining of mouse DRG showed that it is a cannabinoid receptor that increases
intracellular calcium in HEK293 cells and DRG neurons after its activation by cannabinoids,
such as Ag—tetrahydrocannabinol (THC) and several endogenous cannabinoids [172], and
plays a putative role in modulating nociceptor excitability and neuropathic pain [171].

Chronic pain also induces significant metabolic changes. In the proximity of the
primary neuronal lesion, inflammatory mediators are released, which can in turn be iden-
tified by modern imaging techniques. Substance P and its receptor, located in the dorsal
root ganglion and dorsal horn of the spinal cord (neurokinin-1 receptor), play a major
role in the development of hypersensitivity associated with neuropathic pain [161]. The
use of radiolabeled neuropeptides and their evaluation via imaging may be used to iden-
tify sources of chronic pain receptor mediators. Additionally, inflammation is associated
with an increase in metabolism, and thus with increased glucose requirements. Using
18F-fluorodeoxyglucose (18F-FDG), a radiopharmaceutical marker that mimics the role of
glucose, we can evaluate via PET its internalization in areas with high metabolism [161]. In
a rat model, Behera et al. were able to localize increased 18F-FDG uptake in injured nerves
using PET/MRI hybrid imaging. The 18F-FDG uptake correlated well with behavioral mea-
surements of allodynia in the affected paw. In contrast, control nerves in the contralateral
normal limb of the subject and in control asymptomatic animals showed significantly less
18F-FDG uptake [173].

4.2. In Vivo Preclinical Imaging

Molecular biology has promoted the development of new molecularly targeted diagnostic
and therapeutic methods. However, in vitro discoveries cannot always be replicated in vivo.
Obviously, the best method of in vivo study of pathophysiological mechanisms would be
direct research on human subjects, but this is often impossible due to ethical limitations.
Therefore, small animal study models are an important bridge between molecular findings
and the implementation of clinically relevant diagnostic techniques or therapies. Studies on
small animal models have previously been based on ex vivo tissue sectioning and microscopy.
These methods require the existence of a histopathological laboratory, and do not allow the
longitudinal study of a single animal. In this sense, out of the need for simplification and
modernization, imaging-based methods have become important non-invasive techniques
for in vivo investigation of animal research models. Imaging offers the possibility of serial,
uniform, automated, non-invasive, and comparable studies on subjects, with advantages and
reduction in the number of animals and experimental costs. [174].

As each imaging method has its own advantages and disadvantages, the effective
choice of the most appropriate imaging technique or techniques should be made according
to the hypotheses and questions whose answers are to be discovered in the published
research (Table 3) [175,176].
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Table 3. Approaches to key questions on drug development using appropriate preclinical imaging
methods for translational research (adapted after [176]).

Issue Question Preclinical Imaging Approach
Does the therapeutic target
Validation play a key o le - the MRI whole-body scan
pathophysiological
mechanism?

Does the molecule reach the
targeted tissue? Can
Biodistribution pharmacologically active
concentrations be reached for

Radiolabeling of the compound to
study the distribution or
interactions in the target area (use

the compound being studied? of PET, SPECT, or MRS)
Does the studied molecule
interact with the target Saturation studies (plasma
Interactions receptor? What is the concentration-occupancy-time)

relationship between dose using PET or SPECT radiolabeling
and effect?

Dynamic biochemical studies,
structural or functional studies

. What is the effect and L. . .
Pharmacodynamics . (non-ionizing radiation imaging
duration of the compound? .

techniques are recommended for
long-term effects follow-up)
. Does the compound have Dynamic blOChemlcal Stud.les’
Toxicology structural or functional studies of

. . 5
acute or chronic toxic effects? at risk organs (MRI, CT, US)

MRI, magnetic resonance imaging; PET, positron emission tomography; H-MRS, proton magnetic resonance spec-
troscopy; SPECT, single-photon emission computed tomography; CT, computed tomography; US, ultrasonography.

Neuropathic pain is associated in the brain with both functional changes (such as
changes in neuronal excitability) and structural changes (including the increased density
of dendrites and presynaptic axon boutons). Although there are specific peculiarities of
each brain area, modulation of neuronal plasticity has a significant therapeutic potential in
this type of pathology [177]. In a model of nerve-injury-induced neuropathic pain, using
PET techniques and specific radiotracers, mGluR5 upregulation was shown in brain areas
such as the prelimbic region and medial prefrontal cortex [178]. The antidepressive effect of
mGluR5 antagonists (also confirmed by other studies) has an even higher significance since
neuropathic pain is often associated with changes in mental status. One explanation could
be that chronic pain produced by injuries of peripheric nerves is linked with alterations
of brain structures involved in emotional processing [178,179]. Similarly, in the primary
somatosensory cortex, upregulation of these receptors was associated with the astrocytic
release of TSP-1 (synaptogenic thrombospondin 1) and elevated dendritic spine turnover
in the pyramidal neurons [177]. Administration of specific antagonists reduced tactile
hypersensitivity and depressive-like behavior in a forced swimming test paradigm [178].

One of the most promising applications of imaging studies in chronic pain comes from
the ability to screen for the effectiveness of a new analgesic drug. Imagistic screening of
drugs represents a predictive tool that allows the selection of new compounds that act on
limbic structures and sensorimotor system, important areas for neuropathic pain pathways.
For example, using pharmacological MRI (phMRI), Hooker et al. (2014) [180] showed that
gabapentin significantly altered the brain’s functional circuits when administered in the
treatment of neuropathic pain. Variations of receptors expression, also identifiable using
PET analysis, can explain the differences in responses to treatment between patients and
also the depression-like behavior/emotional disturbances associated with neuropathic
pain [179]. Of note, by means of fMRI studies, we now know that drugs exhibit specificity
regarding the activation of different brain areas [179].
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A promising class of compounds for the treatment of neuropathic pain are the SIR
antagonists, receptors that were originally thought to be part of the opioid receptor family.
Administration of a non-radioactive [19F]FTC-146 radioligand and an S1R antagonist in
an animal model of neuropathic pain reduced allodynia and equalized the von Frey test
response between the injured and healthy paw. These data correlate with the fact that
at the site of subacute peripheral nerve injury, there is elevated S1R expression and in-
creased uptake of 18FTC-146 at PET investigation that parallels the intensity of pain [181].
In addition, S1IR modulates the activity of ion channels (such as calcium and potassium
channels) whose dysfunctions play a role in the generation of pain. Moreover, SIR stimula-
tion amplifies NMDA-receptor-induced pain and plays a role in mechanical and thermal
hypersensitivity [181].

Because CNP is such a complex condition with multiple activating pathways, multi-
functional compounds acting simultaneously on multiple receptors or multiple pathways
have emerged as an attractive alternative. Several drug combinations, such as fused opioid
agonist/neurokinin 1 antagonist peptidomimetics [182], bifunctional opioid /melanocortin-
4 receptor peptidomimetics [183], or dual enkephalinase inhibitors [184] are currently
being investigated. These combinations of drugs have the advantage of exhibiting syn-
ergic pharmacodynamic effects with fewer side effects and requiring just one regulatory
approval [185]. The effectiveness of multitargeted drugs is directly proportional with the
capacity of acting on several stages of the disease’s neuroprogression and its “phenotypic
penetrance”. It is important to modulate both neuronal neuroplasticity and neurochemical
immunological factors that contribute to the establishment of vicious brain circuits that
allow self-maintenance of pain and related behavioral changes [186].

Another avenue of innovation in chronic neuropathy pharmacotherapy is the identifi-
cation of new modalities and new compounds able to cross the brain-blood barrier and
deliver targeted drug molecules. An example of this is colloidal nanocarriers (nanocrystals,
polymeric nanoparticles, nanocomposite conjugated inorganic nanoparticles) that can carry
drugs, peptides, and nucleic acids [187,188]. Exostomes are another potential new treat-
ment approach. As nanosized (30-120 nm) membrane vesicles, exosomes easily cross the
brain-blood barrier and transfer cargo to brain cells, such as neurons, microglia, oligoden-
drocytes [189,190]. Current data indicate the possibility of using 64 CuClI2 ligands for MRI
identification of the pharmacokinetic characteristics of these small extracellular vesicles
in the brain [190,191]. In the C57bl/6 mouse model of stroke, Perets and colleagues (2019)
showed that mesenchymal stem cell (MSC)-derived exosomes labeled with glucose-coated
gold nanoparticles and administered intranasally specifically accumulated in areas of brain
injury [192,193]. Either by active methods or by passive encapsulation, these exostomes
can deliver therapeutic chemicals or RNAs to brain areas. In a rodent model of acute brain
inflammation, catalase-loaded exosomes exhibited neuroprotective effects and decreased
microgliosis and astrocytosis [189]. So far, targeting the delivery of exosomes to the brain
can be achieved using extracellular vesicles derived from neural stem cells, exosomes
derived from macrophages expressing LFA-1 and C-type lectin receptors, and exosomes
incorporating a polypeptide fragment of rabies virus glycoprotein [190].

Taking into consideration the fact that neural plasticity in specific brain areas is linked to
the genesis of neuropathic pain, we can only speculate that substances that influence brain
neuroplasticity will also have an effect in modulating neuropathic pain. Modulating long-
term potentiation processes in the anterior cingulate cortex, substances such as tetrodotoxin
(TTX), CNQX—a competitive x-amino-3-hydroxy-5-methyl-4-isoxazolepropionic acid (AMPA)
receptor antagonist, z-pseudosubstrate inhibitory peptide (ZIP), anisomycin, rapamycin, and
PCC0208009—an indolamine 2,3-dioxygenase 1 inhibitor, were shown to alleviate allodynia
in neuropathic pain [177].

In the future, the identification of new molecules effective in the treatment of neuropa-
thy will require a paradigm shift. One way to increase the efficacy of these compounds is
to use targeted therapy depending on disease subtypes (characterized by the same patho-
physiological mechanism). As Baron (2017) [194] also states, based on the type of fibers
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affected, the mechanism of nerve injury/lesion, and associated symptoms, several clusters
of peripheral neuropathy can be defined. This type of stratification of patient groups allows
the development of specific therapeutic protocols [195].

Another criterion to select clusters is the use of data on channel-specific dysfunction.
We predict that in the future new therapeutic agents with analgesic effects will be identified
based on correlations between genetic mutations in ion channels and changes in pain
sensations. This category may include substances that act on Nav1.7 voltage-gated sodium
channels, TRPV1 cation channels, N-type calcium channels, AT2 receptors, calcitonin-gene-
related peptide receptors, or the NGF-TrkA signaling pathway [185]. Nonetheless, imaging-
based drug screening will probably become more and more popular within the research
community due to its non-invasive character and the validity of its results (Figure 2).

inclusion
criteria in
clinical trials

Figure 2. Pain imaging biomarker development implications.

5. Conclusions

Chronic neuropathic pain is a very important public health issue with profound neg-
ative implications in many aspects of patients’ individual lives, as well as society, health
systems, productivity, and macroeconomics. Therefore, it is imperative to explore new tests
to assess this condition, using scientific and technological progress. The development of
imaging, especially molecular and functional imaging, provides objectivity and makes the
connection between structural changes, receptors involved in the mechanisms of action,
and potentially therapeutic or diagnostic molecules by highlighting the place of action
and the involved systems. The approval of composite biomarkers, including serological,
genetic, clinical, and imaging markers, with high sensitivity and specificity will acceler-



Int. . Mol. Sci. 2022, 23, 13038 19 of 26

ate and improve diagnosis, staging, predictive and prognostic evaluation, stratification
(phenotyping) and inclusion in trials, and the development of therapeutic options (phar-
macological, biomedical) through preclinical, translational, clinical studies. This review
covers a useful approach for the identification of new promising reliable and quantifiable
imaging biomarkers that could impact the management of CNP. Thus, there is an urgent
need to strengthen development by setting up specialized study groups that bring together
individual research projects and test hypotheses through complex combined studies of
molecular biology, pharmacology, and advanced imaging.
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