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Abstract: Cannabinoids are proposed for alleviating neuropathic pain, but their use is limited by
cannabimimetic side effects. The inhibition of the fatty acid amide hydrolase (FAAH), the degrading
enzyme of the endocannabinoid anandamide, has received attention as an alternative to cannabinoids
in the treatment of neuropathic pain. Here, we investigated the effect of URB937, a blood-brain barrier
impermeant FAAH inhibitor, on experimentally induced mechanical allodynia in an animal model of
trigeminal neuralgia. Male Sprague-Dawley rats were subjected to chronic constriction injury of the
infraorbital nerve (IoN-CCI); operated animals were treated sub-chronically with URB937 (1 mg/kg,
i.p.) or vehicle before or after trigeminal mechanical allodynia establishment. We also assayed mRNA
expression levels of the pain neuropeptide calcitonin gene-related peptide (CGRP) and cytokines
in the medulla, cervical spinal cord, and trigeminal ganglion ipsilateral to IoN-CCI using rt-PCR.
URB937 treatment prevented the development of mechanical allodynia and IoN-CCl-induced changes
check for in mRNA expression levels of CGRP and cytokines in the evaluated areas. When administered after
updates allodynia development, URB937 prevented IoN-CClI-induced changes in CGRP and cytokine gene
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expression; this was not associated with a significant abrogation of the mechanical allodynia. These
findings suggest that URB937 may counteract, but not reverse, the development of allodynia in
trigeminal neuralgia. Further research is needed to elucidate the underlying mechanisms.
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1. Introduction
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cacemic metiors: ianguo Lheng Trigeminal neuralgia is a highly invalidating condition characterized by paroxysmal
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attacks of sharp pain, frequently described as an electric shock that can severely impact the

Received: 28 August 2023 quality of life of patients. About 50% of affected patients also display persisting pain, which
Revised: 3 November 2023 is highly disabling and difficult to treat [1]. The pharmacological treatments available (like
Accepted: 16 November 2023 anti-convulsants, anti-depressants, and opioids) are often poorly tolerated or ineffective,
Published: 18 November 2023 thus making surgical treatment the only option [2-4]. Nonetheless, some patients are

refractory to both pharmacological and surgical approaches [5,6]. Therefore, there is a high
need to identify new effective and tolerated therapies.

In recent years, numerous clinical studies and meta-analyses have shown that medici-
nal cannabis and cannabinoids—by acting on the cannabinoid receptors (CBs) of the endo-
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40/). effects, like cognitive impairment, dizziness, nausea, and sedation [7,15]. In addition,

Copyright: © 2023 by the authors.
Licensee MDPI, Basel, Switzerland.

Pharmaceuticals 2023, 16, 1626. https:/ /doi.org/10.3390/ph16111626 https:/ /www.mdpi.com/journal /pharmaceuticals


https://doi.org/10.3390/ph16111626
https://doi.org/10.3390/ph16111626
https://creativecommons.org/
https://creativecommons.org/licenses/by/4.0/
https://creativecommons.org/licenses/by/4.0/
https://www.mdpi.com/journal/pharmaceuticals
https://www.mdpi.com
https://orcid.org/0000-0002-8494-7773
https://orcid.org/0000-0001-6577-0629
https://orcid.org/0000-0002-4483-3368
https://orcid.org/0000-0003-1513-2113
https://doi.org/10.3390/ph16111626
https://www.mdpi.com/journal/pharmaceuticals
https://www.mdpi.com/article/10.3390/ph16111626?type=check_update&version=1

Pharmaceuticals 2023, 16, 1626

20f15

cannabinoids are associated with a high risk of inducing dependence. In the last decades,
the scientific community has put lots of effort into developing alternative approaches that
could act on the endocannabinoid system while avoiding the cannabimimetic side effects
generated by direct activation of CBs within the CNS [16]. A promising therapeutic tool in
this context is represented by the inhibition of the endocannabinoid degrading enzymes,
which allows for an enhancement in endocannabinoid tone, possibly lacking the psy-
chotropic effects reported with CB receptor agonists [17,18]. For instance, inhibitors of fatty
acid amide hydrolase (FAAH) and monoacylglycerol lipase (MAGL), the enzymes involved
in the degradation of the endocannabinoid’s anandamide and 2-arachidonoylglycerol,
respectively, were reported to have anti-hyperalgesic and anti-allodynic effects in different
models of neuropathic pain [17-19]. Most of the pre-clinical studies testing the possible
analgesic properties of the endocannabinoid system modulators in neuropathic pain mod-
els are those in which the damaged nerves are in extra-cephalic territories (e.g., the sciatic
nerve) or in chemotherapy-induced neuropathies [19]. Only a few studies have investigated
the effects of endocannabinoid system modulators in neuropathic pain in the orofacial
district [17,20,21]. Here, we tested for the first time the effect of a blood-brain barrier (BBB)
impermeant FAAH inhibitor [22,23] in an animal model specific for trigeminal neuralgia.
Specifically, we aimed to test the ability of the peripherally restricted FAHH inhibitor
URB937 in two experimental conditions: (1) prevention/attenuation of the development of
trigeminal mechanical allodynia after chronic constriction injury of the infraorbital nerve
(IoN-CCI) and (2) reversal of mechanical allodynia induced by IoN-CCIL

2. Results
2.1. Prevention of Mechanical Allodynia
2.1.1. Mechanical Stimulation Test (MST)

In accordance with previous studies [24,25], after an initial hyporesponsiveness (day
+4), the IoN-CCl-operated animals showed a progressive increase in the mechanical re-
sponse score ipsilaterally to the surgery (Figure 1A). On day +26, the operated rats
(CCI group) displayed a significant increase in the mechanical stimulation test (MST)
response (on the side ipsilateral to the operation) compared with the sham-operated ani-
mals (Figure 1). Of note, the sub-chronic treatment with URB937 in the operated animals
(CCI + URB937 group) significantly attenuated the development of mechanical allodynia
(Figure 1), thus supporting the rationale for using FAAH inhibition in the prevention of
trigeminal mechanical allodynia.

(A) - (B) 0o
g Q 150 , M
2 100 # g —
= = 100 u
o 50+ )

(72}
3 g .
e 07 2 50 ¢
£ °
o o
> g 0
£ ~100- 2
e Kedd -+ CCI+URB937 8
© -150 T T T T T ©_50 T
baseline +4 +12 +18 +26 &
days post operation é‘@

Figure 1. Mechanical stimulation test. (A) Change (%) from baseline values to Von Frey hair
stimulation (ipsilateral side) on the pre-operative day (baseline) and +4, +12, +18, and +26 days
post-operation. Data are expressed as mean = SEM. Two-way ANOVA followed by Tukey’s multiple



Pharmaceuticals 2023, 16, 1626

30f15

comparison test. *** p < 0.001 CCI and CCI + URB937 vs. sham; # p < 0.05 CCI vs. sham; °° p < 0.01
CCI vs. CCI + URB937. (B) Change (%) from baseline values to Von Frey hair stimulation (ipsilateral
side) on day +26 post-surgery. Data are expressed as mean = SEM. One-way ANOVA followed by
Tukey’s multiple comparison test. * p < 0.05 CCI vs. sham and °° p < 0.01 CCI vs. CCI*URB937. N = 8.

2.1.2. Gene Expression

In the cervical spinal cord (CSC) and trigeminal ganglion (TG) ipsilateral to the IoN-
CCI and in the medulla, the mRNA expression levels of calcitonin gene-related peptide
(CGRP), interleukin (IL)-1beta, and tumour necrosis factor-alpha (TNF-alpha) were sig-
nificantly higher in the CCI group compared with the sham group, confirming previous
results [24]. Such increases were significantly attenuated by the URB937 sub-chronic
treatment (CCI + URB937 group) except for IL-1beta in the TG area. Regarding the anti-
inflammatory cytokine IL-10, the operated animals (CCI group) showed reduced gene
expression levels compared with the sham group, and the URB937 treatments restored
the IL-10 gene expression levels in the medulla and CSC, but not in the TG. These data,
shown in Figure 2, suggest that in the prevention of mechanical allodynia, URB937 acts
by the modulation of nociceptive and inflammatory pathways in specific areas linked to
trigeminal pain transmission.
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Figure 2. Gene expression levels (expressed as relative quantification, RQ) of CGRP, IL-1beta, and
TNEF-alpha e IL-10 in the medulla, cervical spinal cord (CSC), and trigeminal ganglion (TG) ipsilateral
to the IoN-CClI (day +26). Data are expressed as mean + SEM. One-way ANOVA followed by Tukey’s
multiple comparison test. * p < 0.05, ** p < 0.01, *** p < 0.001 and **** p < 0.0001 vs. sham; ° p < 0.05,
°°p<0.01,°°° p<0.001 and °°°° p < 0.0001 vs. CCL. N = 8.
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2.2. Reversal of Mechanical Allodynia
2.2.1. Mechanical Stimulation Test (MST)

Comparable to previous data, the initial hyporesponsiveness in the MST (day +5) dis-
played by the IoN-CCl-operated animals was gradually replaced by hyperresponsiveness
ipsilaterally to the surgery (Figure 3A). Indeed, on day +25, the IoN-CCl-operated animals
(both the CCI_post and CCI + URB937_post groups) showed a significant increase in the
MST response (on the side ipsilateral to the operation) compared with the sham-operated
animals (Figure 3). The treatment with URB937 after the complete development of mechan-
ical allodynia was not able to significantly reverse it, although a tendency for a reduction
was appreciable (CCI + URB937_post group on day +29) (Figure 3). This finding indicates
that URB937 is unable to reverse trigeminal mechanical allodynia once it has developed.
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Figure 3. Effect of URB937 on the mechanical stimulation test response in allodynic rats. URB937
was administered from day +25 to +29 post-surgery (5 total injections). (A) Change (%) from
baseline values to Von Frey hair stimulation (ipsilateral side) on the pre-operative day (baseline)
and +5, +12, +18, +25, and +29 days post-operation. Data are expressed as mean &= SEM. Two-way
ANOVA followed by Tukey’s multiple comparisons test; ** p < 0.01 and *** p < 0.001 CCI_post and
CCI + URB937_post vs. sham_post; # p < 0.05 CCI_post vs. sham_post. (B) Change (%) from
baseline values to Von Frey hair stimulation (ipsilateral side) on day +25 and +29 post-surgery. Data
are expressed as mean + SEM. One-way ANOVA followed by Tukey’s multiple comparison test.
** p <0.01 CCI_post vs. sham_post; * p < 0.05 CCI + URB937_post vs. sham_post. N = 6.

2.2.2. Gene Expression

In the medulla, CSC, and TG ipsilateral to the IoN-CCI, the mRNA expression
levels of CGRP, IL-1beta, and TNF-alpha were significantly higher in the CCI_post group
compared with the sham_post group, confirming previous results [24]. Such an increase
was significantly reduced with the URB937 chronic treatment (CCI + URB937_post
group), except for CGRP in the medulla area. Regarding the anti-inflammatory cytokine
IL-10, the operated animals (CCI_post group) showed reduced gene expression levels
compared with the sham_post group; URB937 chronic treatments changed the IL-10
gene expression levels only in the medulla area. These data, shown in Figure 4, suggest
that URB937 can modulate mediators of inflammation, but it does not reverse MST.
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Figure 4. Gene expression levels (expressed as relative quantification, RQ) of CGRP, IL-1beta, and
TNEF-alpha e IL-10 in the medulla, cervical spinal cord (CSC), and trigeminal ganglion (TG) ipsilateral
to the IoN-CCI (day +29 post-surgery, after 5 daily URB937 injections). Data are expressed as
mean £ SEM. One-way ANOVA followed by Tukey’s multiple comparison test. * p < 0.05, ** p < 0.01,
#* p < 0.001 and *** p < 0.0001 vs. sham_post; ° p < 0.05, °° p <0.01, °°° p <0.001, and °°°° p < 0.0001
vs. CCI_post. N = 6.

3. Discussion

To date, there is considerable evidence supporting the effectiveness of cannabinoids
and modulators of the endocannabinoid system in alleviating experimentally induced
neuropathic pain [17,18], including in models specific to the trigeminal district [20,21]. The
use of inhibitors of endocannabinoid-degrading enzymes allows for the maintenance of
endocannabinoid tone, and consequently, the activation of CB receptors only in the body
sites where they are needed [26], thus limiting unwanted central side effects.

Here, we tested for the first time the BBB impermeant FAAH inhibitor URB937 [22,23]
in the pre-clinical model of trigeminal neuralgia based on IoN-CCIL. Our data confirm
the anti-allodynic effect of URB937, as previously reported in other neuropathic pain
models, namely, sciatic nerve CCI [22,27,28], chemotherapy-induced neuropathy [29-31],
and diabetic peripheral neuropathy [32]. In this study, we found that sub-chronic treatment
with URB937 was able to prevent the development of trigeminal mechanical allodynia but
not to reverse it once developed, although a pattern towards reduction was visible. It is
possible that the lack of significant efficacy in allodynia reversal may be due to intergroup
variability; alternatively, the URB937 treatments scheduled for the abrogative set (five total
injections) were not sufficient to significantly counteract the already-established allodynia.
Nonetheless, in both experimental paradigms, the FAAH inhibitor proved to be able
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to reduce the IoN-CCl-induced upregulation of the pain neuropeptide CGRP and pro-
inflammatory cytokines TNF-alpha and IL-1beta and to increase the anti-inflammatory
cytokine IL-10 in trigeminal-related areas. The present findings are consistent with previous
studies in which FAAH inhibitors were able to alter the gene expression of pain and
inflammatory mediators [33-38]. However, based on the discrepancies observed in these
two different experimental settings, it appears that changes in gene expression of the
mediators evaluated in this study are not directly associated with mechanical pain, thus
suggesting that other signalling pathways and mediators are involved.

Here, we found molecular changes induced with URB937, not only at the peripheral
level (i.e., TG) but also centrally (i.e., medulla and CSC) where the trigeminal nucleus
caudalis (receiving trigeminal afferents) is located. It is true that URB937 is a peripherally
restricted FAAH inhibitor [22,23], but it is possible that the effect observed in the medulla
and CSC regions could be related to the penetrance of URB937 through the area postrema,
a brainstem region that is not protected by the BBB. Accordingly, in the area postrema, Rock
and collaborators [39] found reduced FAAH activity after URB937 treatment, together with
increased levels of anandamide, oleoylethanolamide, and palmitoylethanolamide (PEA).
Furthermore, in an animal model of migraine, we previously reported an increase in PEA
levels in the medulla area after URB937 treatment, associated with changes in cytokines
gene expression [33], partially supporting the central effect of URB937. In addition, it is
also likely that a localized [40,41] alteration of the BBB and the blood-spinal cord barrier
permeability induced by injury damage [42] could have contributed to URB937 penetrance.
Indeed, partial sciatic nerve ligation has been shown to alter the functional and molecular
integrity of the blood—spinal cord barrier, restricted to the lumbar spinal cord, through the
activation of inflammatory pathways [40]. Thus, we can speculate on the occurrence of
a region-specific (trigeminal pathway) BBB disruption following the induction of trigeminal
neuropathic pain, which may have allowed URB937 to penetrate to the medulla and CSC
level but not to higher cerebral structures, thus avoiding central side effects. Further
experiments will be required to assess BBB permeability after induction of trigeminal
neuropathic pain and to investigate the putative effects of URB937 on brain areas.

The molecular and cellular mechanisms through which URB937 induced the changes
observed in this study remain to be defined. Nevertheless, URB937 activity is likely me-
diated by CB1 receptors, as reported in neuropathic pain studies [22,29,31] as well as in
another chronic pain model (i.e., migraine) linked with trigeminal pain [33]. Of interest,
previous studies reported an upregulation of CB1 receptors in the dorsal root ganglia
after spinal nerve ligation [43], in the superficial spinal cord dorsal horn after CCI of the
sciatic nerve [44], and also in the superficial laminae of the trigeminal nucleus caudalis
after [oN-CCI [21]. This upregulation of CB1 receptors was associated with elevated levels
of anandamide in the dorsal root ganglia and spinal cord after the induction of spinal or
sciatic nerve ligation [43,45,46]. Elevated anandamide levels were also found in central
supraspinal areas implicated in nociception (dorsal raphe, periaqueductal grey and rostral
ventral medulla) [45]. CB1 upregulation may be part of the phenotypic and structural
reorganization that takes place during the central sensitization process [47]. Central sensi-
tization is characterized by alterations in membrane excitability, reductions in inhibitory
transmission, and increases in synaptic efficacy, which converge in the modification of noci-
ceptive circuitry, resulting in an excessive response to noxious (hyperalgesia) or innocuous
(allodynia) stimuli [48]. In the dynamic process that leads to the development of allodynia,
we can hypothesize that, following FAAH inhibition, a further localized increased tone of
anandamide would activate the CB1 receptors in primary afferent neurons of the TG [49,50],
causing an indirect effect in central areas. However, chronic FAAH inhibition inhibited
the development but not the reversal of allodynia, suggesting that the degree of FAAH
inhibition required to reverse allodynia is likely to be greater. It is also possible that URB937
modulates different signalling pathways involved in the initiation and maintenance of
pain [51]. For example, activation of c-Jun N-terminal kinase in the dorsal root ganglion
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and spinal cord plays different roles in regulating the development and maintenance of
neuropathic pain induced by spinal nerve ligation [52].

In addition, it is possible that the URB937 anti-inflammatory effects are mediated also by
anandamide-independent pathways since FAAH can also hydrolyse the endocannabinoid-
related lipid PEA, whose levels were found to be increased after URB937-induced FAAH
inhibition [22,33]. This lipid amide indeed does not act directly on CB receptors but
agonizes other receptors, like peroxisome proliferator-activated receptors (PPARs), thus
exerting anti-inflammatory and analgesic effects [53-57]. Specifically, PEA produced and
hydrolysed by microglia in response to inflammatory events [58] promotes the expression
of anti-inflammatory molecules via PPAR alpha receptors [54]. Therefore, it is possible that
penetration of a small amount of URB937 through the BBB at the area postrema level could
have inhibited the activity of FAAH expressed by glial cells in the medulla [59-61].

This is also relevant when considering the importance of neuron-non-neuron inter-
actions and glia—glia cross-talk in the development of peripheral and central sensitiza-
tion [62-64] and in the maintenance of neuropathic pain [63,65,66]. Increased inflammatory
mediators sensitize afferent nerves by changing the expression of ion channels, leading to
spontaneous pain. Microglia and astrocyte activation lead to overregulation of chemokines
and increased signalling between neurons and glial cells. Moreover, neurons can maintain
glial cell activation through chemokines and related pathways [67]. Among the different me-
diators implicated in these interactions, a role is played by cytokines, like IL-1beta [68-70],
whose expression in the present study was found to be increased in trigeminal areas of op-
erated animals, along with other pro-inflammatory molecules. However, although URB937
modulated the gene expression of inflammatory mediators and CGRP, their expression does
not appear to be directly related to trigeminal mechanical allodynia. It is likely that these
mediators, together with other factors, are involved in both the development and main-
tenance of mechanical pain. Since CBs and PPARs are localized also on glial cells [71-73],
it is likely that at the level of non-neuronal cells, the changes in cytokine expression are
directly mediated by endocannabinoids and related lipids, whose anti-inflammatory activ-
ity is already known [18,74-77]. For instance, in neuropathic pain models, the activation
of CB receptors reduced the expression of pro-inflammatory agents and increased the
anti-inflammatory one [78] probably by the inactivation of transcription factors cAMP
response element-binding protein (CREB) and nuclear factor kappa light chain enhancer of
activated B cells (NF-kB) [79]. Of interest, anandamide was shown in vitro to inhibit TNF
alpha-induced NF-«B activation by direct inhibition of IkappaB kinase [76].

Mounting evidence indeed shows that immune cells can generate and secrete endo-
cannabinoids and may be regulated by them, influencing the production of inflammatory
factors [47].

Based on the available literature data, we hypothesize that following nerve injury, sev-
eral signalling pathways occur at central and peripheral terminals during the development
and maintenance of pain. These signalling mechanisms can activate both postsynaptic
neurons and glia and increase neuron—glia coupling [66]. In our study, treatment with
URB937 inhibited the development of allodynia but not its reversal, probably via an effect
on the TG (acting directly on neurons and/or glial cells) that is not yet fully understood.
URB937 most likely decreased nociceptive input to the afferent terminals of the trigeminal
nerve and to second-order neurons, although a central effect cannot be excluded. However,
a direct effect of URB937 at the level of the medulla cannot be ruled out.

Limitations of This Study

Despite the encouraging results reported here, this study has some limitations that
should be considered in further studies. Firstly, it is necessary to extend the potential effi-
cacy of URB937 in abolishing the mechanical allodynia already established with a different
treatment regimen and to evaluate other mediators/pathways that may be involved. Sec-
ondly, an assessment of endocannabinoid and related lipid levels in areas of the trigeminal
pathway is necessary to confirm the observed efficacy.
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Additionally, even though URB937 is a peripherally restricted FAAH inhibitor [22,23]
with potentially limited central side effects, the assessment of tolerability, abuse, and side ef-
fects assumes great relevance after a sub-chronic/chronic treatment paradigm. However, it
should be noted that similar to other FAAH inhibitors that only act where there is increased
endocannabinoid release due to an inflammatory state, it is reasonable to assume that
URB937 is unlikely to induce central side effects [80,81], such as motor dysfunction [82,83].
In accordance, acute or sub-chronic URB937 treatment showed a tolerability and safety
profile [84] and did not induce dependence [31]

Interestingly, within the reversal setting, a subset of the animals underwent the open-
field test. After URB937 treatment, no changes in the total distance travelled, average speed,
or immobility time were reported (Figure S1). Nonetheless, the putative direct central
effects of URB937 following BBB permeability induced with trigeminal nerve injury are
worth further investigation.

Finally, another limitation of the present study is the lack of female animals. The
influence of sex on pain stimuli is very consistent, with females showing greater sensitivity
than males. However, the magnitude of the sex differences varies according to the strain
of the animal and the type of study conducted, leading to conflicting results in published
studies [85].

4. Materials and Methods
4.1. Animals and Drugs

A total of 42 adult male Sprague-Dawley rats (weight 200250 g at arrival) were used.
Animals were housed in plastic boxes in groups of two with water and food available ad
libitum and kept on a 12:12 h light-dark cycle. All procedures were approved by the Italian
Ministry of Health (Document number n° 386/2019-PR) and performed in agreement with
the guidelines of the European Community Directive 2010/63/EU of 22 September 2010.
Upon arrival, animals were habituated to the housing conditions for 1 week before the
experimental testing.

URB937 (N-cyclohexyl-carbamic acid, 3'-(aminocarbonyl)-6-hydroxy [1,1’-biphenyl]-3-
yl ester, Cayman Chemical) was dissolved freshly on treatment days in 10% polyethylene
glycol 200, 10% Tween 80, and saline. It was administered intraperitoneally (i.p.) at the
dose of 1 mg/kg [33].

4.2. Surgery

The IoN-CCI was performed as previously described [24,25]. Rats were anaesthetized
with sodium thiopental (50 mg/kg, i.p.). The surgery was performed under direct vi-
sual control using a stereo microscope (model PZMTIV-BS, World Precision Instrumens,
Sarasota, FL, USA). The rat’s head was fixed in a stereotaxic frame (Stoelting, Ugo Basile,
Comerio, Italy), and a mid-line scalp incision was made, exposing the skull and nasal
bone. The edge of the orbit was dissected free, and the orbital contents were deflected with
a cotton-tipped wooden rod to give access to the left IoN, which was loosely ligated with
two chromic catgut ligatures (5-0; Dynec) (2 mm apart). The scalp incision was closed using
silk sutures (5-0; Ethicon). In the sham-operated rats, the IoN was exposed using the same
procedure, but the nerve was not ligated.

4.3. Experimental Groups
4.3.1. Prevention of Mechanical Allodynia

To evaluate the effect of URB937 in preventing the development of trigeminal mechan-
ical allodynia, the IoN-CCI animals were subjected to sub-chronic treatment with URB937
or vehicle. Specifically, the rats were treated with URB937 or vehicle on day +1 after surgery
and then every other day until day +25 (Figure 1). The animals were tested with MST
(see Section 4.4) the day before surgery (for baseline measurement) and on days +4, +12,
+18, and +26 after surgery [24] (Figure 5). On day +26, at the end of MST, the rats were
sacrificed, and samples were collected for rt-PCR analysis (see Section 4.5).
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SURGERY URB937/vehicle sacrifice and samples collection

EXPERIMENTAL GROUPS (N= 8 per group)

* CCl: operated animals with chronic constriction injury of the infraorbital nerve (loN-CCl), treated with
URB937 vehicle (10% PEG200 + 10% Tween80 + 80% saline)

* CCI+URB937: operated animals with loN-CCl, treated with URB937 (1 mg/kg, i.p.)

* sham: operated animals without IoN-CCl, treated with URB937 vehicle (10% PEG200 + 10% Tween80 +
80% saline)

Figure 5. Experimental design of the set for the prevention of mechanical allodynia. Timeline for
treatment, mechanical stimulation test (MST) procedures, and experimental groups.

4.3.2. Reversal of Mechanical Allodynia

To evaluate the effect of URB937 in reverting trigeminal mechanical allodynia,
a different group of IoN-CCI animals was subjected to chronic treatment with URB937 or
vehicle after the complete development of allodynia. The animals underwent the MST (see
Section 4.4) the day before surgery (for baseline measurement) and on days +5, +12, +18,
and +25 post-surgery. On day +25, after the MST, the rats were treated with URB937 or
vehicle daily for 5 days (until day +29) (Figure 6). On day +29, the animals underwent the
MST 1 h after URB937 or vehicle treatment; at the end of the MST, the rats were sacrificed,
and samples were collected for rt-PCR analysis (see Section 4.5).

MST MST MST MST MST MST
¥ ¥ $ $ \ £ ¥
-10 +5 +12 +18 +25 +26 +27 +28 +29 wp sacrificeand
days —H—1 F——++++1 e
* 20 S 1 S S
SURGERY :

URB937/vehicle

EXPERIMENTAL GROUPS (N= 6 per group)

e CCl_post: operated animals with chronic constriction injury of the infraorbital
nerve (loN-CCl), treated with URB937 vehicle (10% PEG200 + 10% Tween80+ 80%
saline) after allodynia development

e CCI+URB937_post: operated animals with IoN-CCl, treated with URB937 (1
mg/kg, i.p.) after allodynia development

* sham_post: operated animals without 1oN-CCl, treated with URB937 vehicle
(10% PEG200 + 10% Tween80+ 80% saline) after allodynia development

Figure 6. Experimental design of the set for the abrogation of mechanical allodynia. Timeline for
treatment, mechanical stimulation test (MST) procedures, and experimental groups.

4.4. Mechanical Stimulation Test (MST)

Baseline data were obtained 1 day before surgery. Following surgery, the rats were
tested on post-operative days as described above (Section 4.3., Figures 5 and 6). A graded
series of five Von Frey hairs (0.015 g, 0.127 g, 0.217 g, 0.745 g, and 2.150 g) were applied
within the IoN territory, near the centre of the vibrissal pad [24,86,87]. The Von Frey hairs
were applied in an ascending order of intensity either ipsi- or contralaterally. The scoring
system described by Vos [86] was used to evaluate the rats’ response to the stimulation
(Table 1). For each rat, and at every designated time, a mean score for the five Von Frey
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filaments was determined. The final MST responses of each rat are expressed as percentages
to its baseline values.

Table 1. Response categories with corresponding score values.

Score Type of Response

0 no response
1 detection: the rat turns its head towards the stimulus object, and the
stimulus object is then explored

withdrawal reaction: the rat turns its head slowly away or pulls it briskly

2 backwards when the stimulation is applied; sometimes, a single face wipe
ipsilateral to the stimulated area occurs

escape/attack: the rat avoids further contact with the stimulus object,
either passively by moving its body away from the stimulus object to

3 assume a crouching position against the cage wall or actively by attacking
the stimulus object, making biting and grabbing movements
4 asymmetric face grooming: the rat displays an uninterrupted series of at

least three face-wash strokes directed towards the stimulated facial area

4.5. Real Time-PCR

Following the last MST, the rats were sacrificed with a lethal dose of anaesthetic
(sodium thiopental, 150 mg/kg, i.p.). To fully include the trigeminal nucleus caudalis [83],
the trigeminal nociceptive information including that related to the IoN territory [89,90], the
medulla (bregma, —13.30 to —14.60 mm), and the upper CSC (C1-C2 segment) ipsilateral
to IoN-CCI was collected, together with the ipsilateral TG. After collection, the samples
were put in cryogenic tubes and then immediately frozen in liquid nitrogen and kept at
—80 °C until processing.

The mRNA expression levels of the genes coding for the pain neuropeptide CGRP (for-
ward primer: CAGTCTCAGCTCCAAGTCATC; reverse primer: TTCCAAGGTTGACCT-
CAAAG), the pro-inflammatory cytokines TNF-alpha (forward primer: CCTCACACTCA-
GATCATCTTCTC; reverse primer: CGCTTGGTGGTTTGCTAC) and IL-1beta (forward
primer: CTTCCTTGTGCAAGTGTCTG,; reverse primer: CAGGTCATTCTCCTCACTGTC),
and the anti-inflammatory cytokine IL-10 (forward primer: GCTCAGCACTGCTATGTTGC;
reverse primer: CAGTAGATGCCGGGTGGTTC), were measured using rt-PCR as de-
scribed elsewhere [24,91]. All samples were assayed in triplicate, and for normaliza-
tion, the glyceraldehyde 3-phosphate dehydrogenase (GAPDH, forward primer: AAC-
CTGCCAAGTATGATGAC; reverse primer: GGAGTTGCTGTTGAAGTCA) was used.
Gene expression levels were calculated using the AACt method and expressed as relative
quantification (RQ).

4.6. Statistical Evaluation

The primary outcome of the present study was to evaluate the efficacy of URB937 in
preventing /abolishing the development of trigeminal mechanical allodynia generated by
IoN-CCI. Based on previous studies that tested URB937 either in a different neuropathic
pain model [29] or in other types of chronic pain [33], in CCI + URB937 rats, we hypoth-
esized a response to mechanical stimulation comparable to that of the sham-operated
animals. Thus, we considered a difference of at least 40% between CCI and CCI + URB
groups and estimated a minimum of six animals per experimental group with an effect size
of 0.857. The a priori power analysis (GPower 3.1) was conducted by setting a statistical
power of 0.8 at an alpha level of 0.05.

Statistical analyses were performed with the GraphPad Prism program (version 8,
GraphPad Software, San Diego, CA, USA). The MST and gene expression data were
tested for normality using the Kolmogorov-Smirnov normality test and considered normal.
Differences among groups were analysed with one-way or two-way analysis of variance
(ANOVA) followed by Tukey’s multiple comparison test depending on the analysis to be
performed. A probability level of less than 5% was regarded as significant.
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All experiments were conducted by researchers blinded to the treatments.

5. Conclusions

The data from this study show that URB937 can abolish but not reverse the develop-
ment of mechanical allodynia in a model of trigeminal neuropathic pain. This effect does
not appear to be mediated by CGRP and inflammatory mediators, confirming that different
mechanisms are involved in the induction and maintenance of chronic pain [52]. Thus,
further investigations are needed to unravel other mediators and the related mechanisms.
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