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Abstract: Peripheral nerve injuries impair the patient’s functional capacity, including those oc-
curring in the facial nerve, which require effective medical treatment. Thus, we investigated the
use of heterologous fibrin biopolymer (HFB) in the repair of the buccal branch of the facial nerve
(BBFN) associated with photobiomodulation (PBM), using a low-level laser (LLLT), analyzing the
effects on axons, muscles facials, and functional recovery. This experimental study used twenty-
one rats randomly divided into three groups of seven animals, using the BBFN bilaterally (the left
nerve was used for LLLT): Control group—normal and laser (CGn and CGl); Denervated group—
normal and laser (DGn and DGI); Experimental Repair Group—normal and laser (ERGn and ERGI).
The photobiomodulation protocol began in the immediate postoperative period and continued for
5 weeks with a weekly application. After 6 weeks of the experiment, the BBFN and the pe-
rioral muscles were collected. A significant difference (p < 0.05) was observed in nerve fiber
diameter (7.10 £ 0.25 um and 8.00 & 0.36 pm, respectively) and axon diameter (3.31 + 0.19 pum
and 4.07 &+ 0.27 um, respectively) between ERGn and ERGI. In the area of muscle fibers, ERGI
was similar to GC. In the functional analysis, the ERGn and the ERGI (4.38 + 0.10) and the ERGI
(4.56 £ 0.11) showed parameters of normality. We show that HFB and PBM had positive effects
on the morphological and functional stimulation of the buccal branch of the facial nerve, being an
alternative and favorable for the regeneration of severe injuries.

Pharmaceuticals 2023, 16, 653. https:/ /doi.org/10.3390/ph16050653

https:/ /www.mdpi.com/journal /pharmaceuticals


https://doi.org/10.3390/ph16050653
https://doi.org/10.3390/ph16050653
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/0000-0002-8963-8793
https://orcid.org/0000-0002-9914-1262
https://orcid.org/0000-0002-9855-5594
https://orcid.org/0000-0001-6952-0512
https://orcid.org/0000-0002-0674-3759
https://orcid.org/0000-0002-5881-2218
https://doi.org/10.3390/ph16050653
https://www.mdpi.com/journal/pharmaceuticals
https://www.mdpi.com/article/10.3390/ph16050653?type=check_update&version=2

Pharmaceuticals 2023, 16, 653

20f18

Keywords: cranial nerve injuries; facial nerve; facial nerve diseases; low-level light therapy; fibrin
tissue adhesive; biopolymers; transplantation; heterologous; facial muscles; facial expression

1. Introduction

The seventh pair of cranial nerves, the facial nerve, is responsible for the maintenance
and dynamics of the muscles of facial expression [1,2], their injury can be caused by several
factors such as facial trauma [3-5], tumors [6-8], iatrogenesis [2,9,10], viral infections [11,12]
and metabolic diseases [13]. The impact of damage to this nerve includes facial aesthetic
imbalance and loss of ophthalmic, nasal, and oral functions. Furthermore, there is a relevant
psychological element involved, as it is directly related to the patient’s ability to socially
interact and society’s negative perception of those with facial paralysis [14-17].

Peripheral nerve lesion levels define the extent of the prognosis for the patient. Pio-
neering, Seddon [18] developed a three-level classification involving the extent of damage
to the axon and the connective tissue wrap of the nerve. The first degree, neuropraxia, is
the milder degree and consists of a momentary functional decrease without direct nerve
damage and support tissues, the next level is called axonotmesis, where we observe direct
axon injury and local demyelination without loss of discontinuity of the axon structures.
The most severe form that has an unfavorable prognosis is called neurotmesis, which
involves the injury with total loss of axon discontinuity and connective tissue [19,20].

Given this, they would be important studies that propose to develop treatments
or ways to accelerate axon regeneration to the target organ [21], especially neurotmesis,
which necessarily surgical intervention is indicated [17,20,22]. The standard gold surgical
treatment of neurotmesis without loss of tissue is end-to-end neurorrhaphy, with traditional
suture coaptation [23-26]. However, sutures can trigger inflammatory processes, which
can lead to neuroma formation and chronic neuropathic pain [27-30]. An alternative that
has been tested is fibrin glue instead of traditional sutures with threads. However, they
are expensive and contain fibrinogen and thrombin derived from human blood, which can
transmit infectious and parasitic diseases [27,31,32].

Since 1990, the Center for the Study of Venoms and Venomous Animals (CEVAP/UNESP,
Botucatu, Brazil) has been developing a new heterologous fibrin sealant. This is purified
and extracted from snake venom (Crotalus durissus terrificus), and is biocompatible and
biodegradable, hemostatic, adhesive, and does not produce adverse reactions [33]. Initially,
fibrin sealant was used to glue nerves in preclinical studies and later used in clinical trials to
treat chronic venous ulcers [34,35]. Due to its diverse biological properties, its production
from animal products, and the possibility of use in different clinical situations, the name
“heterologous fibrin sealant” was rethought, starting to be called “heterologous fibrin
biopolymer” (HFB).

It proves to be a potentially risk-free method for the regenerative process, acting as
a support and contributing to an axonal growth microenvironment in peripheral nerve
injuries, obtaining promising results [36-38]. However, there is still no study with the
coaptation of neurotmesis with the fibrin biopolymer in peripheral nerves analyzing the
results in the innervated face muscles, so in this study, we perform the analysis of the
cross-section area, which is a factor important for the functionality of the neuromuscular
system [39-41].

However, in the search for faster and more effective morphological and functional
recovery, the use of photobiomodulation (PBM) through the use of low-level laser therapy
(LLLT) has been tested in peripheral nerves [10,42,43]. Effects such as increased mitotic
activity and higher metabolic velocity, with a consequent increase in mitochondrial activity
and transport of substances and oxygen, assist the activation of cell transcription factors,
proliferation, survival and tissue repair, and nerve regeneration [44,45]. In addition, such
benefits positively influence neuromuscular recovery when there are injured nerves, such as



Pharmaceuticals 2023, 16, 653

30f18

a decrease in the muscle degeneration process [46—49], but there is still no defined protocol
in the literature for its use, and few studies with facial nerves.

Our group of researchers previously used a PBM protocol with the LLLT in the
peripheral nerve defect repair process, obtaining promising results [37,38,45,50]. However,
it is interesting to experiment with a new approach by modifying the frequency of treatment,
aiming at better clinical adherence, patient convenience, and lower financial cost, increasing
their use in clinical practice.

It can be hypothesized that HBF is effective for nerve repair and the PBM protocol
used is capable of improving and accelerating the morphophysiological and functional
recovery process. Therefore, the objective of this study was to investigate the repair of the
buccal branch of the facial nerve using HFB as a means of coaptation of nerve stumps and
LLLT with a new protocol with less frequency of applications, analyzing the effects on
axonal and muscle regeneration and functional recovery.

2. Results

The results were distributed into topics according to the analyzes carried out in the
studied groups: control (Control Group, normal and laser—CGn and CGl), denervated
without repairing surgical treatment (Denervated Group—mnormal and laser, DGn and
DGlI); experimental in which we performed the lesion and repair with HFB (Experimental
Repair Group—normal and laser, ERGn and ERGI) after the surgical procedures and
photobiomodulation protocol described in the experimental design (Figure 1). We also
present qualitative and quantitative analyzes of the distal stump of the buccal branch of the
facial nerve and facial muscles. Finally, we present the results of the functional analysis of
the animals’ vibrissae.

Surgical sites || Groups | | Analysis

| Intact nerve

[

; =
I Surgical procedures are performed i» The photobiomodulation protocol was performed
bilaterally i

Morphometric analysis
(muscle and nerve)

Functional analysis
(1 and 6 weeks)

on the left side of the face in all groups 1
)

Figure 1. Surgical procedures and their treatments in the respective groups performed bilaterally.
Morphological, morphometric, and functional evaluation.

2.1. Qualitative Nerve Analysis

It was observed in the groups CGn and CGl organized and myelinic axonal fibers,
fascicular histological architecture organized by the presence of conjunctive wraps, with
perineurium and endoneurium delimiting each fascicle and axonal fiber (Figure 2A-D).
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Figure 2. Histological view of the distal stump of the buccal branch of the facial nerve (BBFN) in cross-
section, demonstrating the morphology in the different groups with or without photobiomodulation
(PBM) treatment. In (A-D), seen at different magnifications of 40 x (100 pm bar) and 100x (200 um
bar), there are myelin fibers with fascicular organization. In (E-H), seen at different magnifications
(40 and 100 x), it is observed that the groups with denervation and immediate repair with HFB also
present myelin fibers, but in smaller size and less fascicular organization. In (I-L), seen at different
magnifications of 40x (100 um bar) and 100x (200 um bar), the groups that underwent denervation
and no surgical intervention was performed for repair, demonstrate severe morphological alterations
of the distal stump of the nerve, resulting from this process, by observation the non-existence of
myelin fibers, as well as a large invasion of scar tissue. CG = Control group, ERG= Experimental
repair group, DG= Denervated group. Black arrow = myelin fiber; Asterisk (*) = blood vessel.

However, in the ERGn and ERGI groups, there was an invasion of dense connective
tissue in connective envelopes, irregular axonal fibers, and visually smaller in relation to the
CG, but regenerating reinnervated nerve fibers can be observed (Figure 2E-H). In addition,
in the DGn and DGI histological slides, we observed the replacement of axonal fibers by
dense connective tissue, highlighting the degenerated nervous tissue, demonstrating that
the denervation was effective, and thus, in this group, it was not possible to perform the
histomorphometric analysis (Figure 2I-L).

2.2. Histomorphometric Nerve Analysis

In the histomorphometry of the distal stump of the buccal branch of the facial nerve,
it was observed, in the analysis of the areas of nerve fiber, axon, and myelin sheath, a
significant difference between the control groups (GCn and CGI) and the experimental
groups (ERGn and ERGI), and similarity between the experimental groups that were
repaired with fibrin biopolymer, using or not the laser. Details of the mean and standard
deviation values can be seen in Figure 3 and Table 1.
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Figure 3. Histomorphometric results of the nerve (BBEN) of all studied groups demonstrated with
mean and standard deviation column graph and standard deviation with the confidence intervals
(Tukey). Asterisk (¥, ** or ***) = significant difference between period/group (one-way ANOVA and
Tukey, p < 0.05). CGn = Control group normal, CGl = Control group laser, ERGn = Experimental
repair group normal, ERGI = Experimental repair group laser.

Table 1. Mean and standard deviation of histomorphometric analysis of the distal stump of the buccal
branch of the facial nerve.

Groups Fiber Area Axon Area Fiber Diameter =~ Axon Diameter Myelin Sheath Myelin Sheath
(um?) (um?) (um) (um) Area (um?) Thickness (um)
CGn 56.11 + 1.93 17.27 +1.07 8.53 +0.28 4.36 + 0,10 39.65 + 0,70 416 +0.24
CGl 58.37 + 3.66 18.17 + 0.87 9.21 +0.43 4.55 + 0.33 40,74 +£2.81 4.49 + 0.42
ERGn 38.77 £ 2.96 14.28 + 0.77 7.10 £ 0.25 3.31 £0.19 24.57 + 0.57 3.73 +0.08
ERGI 41.77 £ 1.50 14.97 +0.28 8.00 = 0.36 4.07 +0.27 2713 + 1.46 3.95 + 0.09

CGn = Control group normal, CGl = Control group laser, ERGn = Experimental repair group normal,
ERGI = Experimental repair group laser.

Table 1 shows the areas of the nerve fibers, axons, and myelin sheath, as well as the
diameters of the nerve, axon, and myelin sheath. In the morphometric analysis of the nerve,
in the DGn and DGl groups, it was not possible to carry out the measurements due to the
absence of myelin fibers (Figure 2I-L). Therefore, groups DGn and DGI from Figure 3 and
Table 1 were removed (values = zero).

Regarding the diameter, CGn showed a significant difference with ERGn in nerve and
axon fiber diameter measurements. In CGI we observe a significant difference in nervous
fiber with experimental groups (ERGn and ERGI) and a significant difference with ERGN
in axon diameter and myelin sheath thickness with ERGn.
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We also observe a significant difference in nerve fiber parameters and axons between
experimental groups (ERGn and ERGI) with the highest averages for the group treated with
photobiomodulation. More details of the values of average and default diameter deviation
can be observed in Figure 3 and Table 1.

2.3. Qualitative Muscle Analysis

In the control groups (CGn and CGI) were observed polygonal muscle fibers, with
peripheral nuclei and organized histological architecture, visualized by the presence of
conjunctive envelopments delimiting each fascicle and muscle fiber, highlighting the normal
morphology of skeletal muscle tissue. In experimental groups (ERGn and ERGI), in some
areas of the sample, we observe discreet invasion of connective tissue and muscle fibers with
reduced cross-section area, permeated by larger section muscle fibers, however, continuous
fascicular pattern and nuclei peripherals. Finally, in DGn and DGI groups, we observed
the similarity of the qualitative pattern of experimental groups, however, with a greater
number of muscle fibers with smaller area sections (Figure 4).

Figure 4. Histological view of the facial muscles in cross-section demonstrating the morphology of
the different groups, with or without treatment with photobiomodulation. In (A-D), at different
magnifications of 20x (200 pm bar) and 40x (100 um bar), we observe polygonal muscle fibers,
with peripheral nuclei and fascicular organization. In (E-H), at different magnifications (20 and
40x), the groups that underwent denervation and immediate repair with HFB, demonstrating a
good histological pattern with few morphological changes. In (I-L), at different magnifications of
20% (200 um bar) and 40x (100 um bar), the groups that underwent denervation and no surgical
intervention was performed for nerve repair, demonstrate some morphological alterations resulting
from this situation, dimensional reduction of the muscle fibers and connective tissue invasion.
CG = Control group, ERG = Experimental repair group, DG = Denervated group.
Black arrow = muscle cell nucleus; Asterisk (*) intramuscular connective tissue.

2.4. Histomorphometric Muscle Analysis

In Table 2, the results related to the facial muscle fiber area are indicated. We observed
a statistical difference between the control groups (CGn and CGl) and the groups that were
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denervated without treatment (DGn and DGI). Experimental groups (ERGn and ERGI) were
statistically similar. ERGN showed a statistical difference with CGI, and ERGI was similar
to control groups. Figure 5 shows the graphs of the mean values and standard deviation
with the confidence intervals (Tukey) of the morphometric analysis of the cross-sections of
the muscle fibers in the study.

Table 2. Median and standard deviation of histomorphometric analysis of the area of facial
muscle fibers.

Groups Fiber Muscle Area (um?)
CGn 1126.00 £ 250.50
CGl 1208.00 £ 249.60
DGn 603.60 £ 85.54
DGI 583.00 £ 44.36

ERGn 837.30 £ 113.80
ERGI 926.90 £ 183.60

CGn = Control group normal, CGI = Control group laser, DGn = Denervated group normal, DGI = Denervated
group laser, ERGn = Experimental repair group normal, ERGI = Experimental repair group laser.
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Figure 5. Mean and standard deviation of results of cross-section of muscle fibers and the difference
between groups, demonstrated with mean and standard deviation column graph and standard
deviation with the confidence intervals (Tukey). Asterisk (¥, ** or ***) = significant difference between
period/group (one-way ANOVA and Tukey, p < 0.05). CGn = Control group normal, CGl= Control
group laser, DGn = Denervated group normal, DGI = Denervated group laser, ERGn = Experimental
repair group normal, ERGI = Experimental repair group laser.

2.5. Functional Analysis of Whiskers Movements

Control groups (CGn and CGIl) were used as a reference standard for the normality
of whisker position and movement (score 5 for all animals), according to the parameters
established by Faria et al. [51]. In the first week after surgery, we found similarities between
experimental groups (ERGn and ERGI) and denervated groups (DGn and DGI), as well as
significant differences with control groups.

The average score of ERGn was 3.90 & 0.08 and the ERGI was 3.92 £ 0.12. In the sixth
week after surgery, experimental groups showed similarities to each other and significant
differences from denervated groups and controls. The average ERGn score was 4.38 & 0.10
and the ERGI was 4.56 & 0.11. The average values and standard deviation of the scores
after functional analysis in 1 and 6 weeks after surgery are shown in Figure 6.
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Figure 6. Functional results of vibrissae at 1 and 6 weeks postoperatively demonstrated with mean
and standard deviation column graph. Asterisk (¥, **, ***, *¥x* ¥t op xxe00) — significant dif-
ference between period/group (one-way ANOVA and Tukey, p < 0.05). CGn = Control group
normal, CGI = Control group laser, DGn = Denervated group normal, DGI = Denervated group laser,
ERGn = Experimental repair group normal, ERGI = Experimental repair group laser.

In a general context, the morphological and morphometric evaluations of the distal
stump of the BBFN demonstrated that the denervation was effective, with axonal degenera-
tion (DGn and DGI) and, in the groups reinnervated by neurorrhaphy with HFB (ERGn and
ERGl), axonal sprouting occurred, but with fibers of disorganized orientation in relation to
the controls (CGn and CGI). All measurements showed lower mean values for reinnervated
groups compared to controls. In the facial muscles, negative repercussions of denervation
were observed, with connective tissue invasion, but like the nerve, PBM improved the
repair process qualitatively, quantitatively, and functionally.

3. Discussion

In the field of tissue bioengineering, which studies effective alternatives for the treat-
ment of peripheral nerve injuries, we evaluated the regeneration of a lesion (neurotmesis) of
the facial nerve using the fibrin biopolymer (HFB) and the association of photobiomodula-
tion (PBM) with only a weekly application of LLLT for 5 weeks, performing morphological,
morphometric (nervous and muscular) and functional evaluations. We observed that the
use of HFB was an efficient means of coaptation for the differentiation of BBFN and that
PBM promoted positive changes in the morphological aspects of the nerve. In the functional
aspect, the groups with HFB repaired with or without LLLT at the end of 6 weeks, results
were considered normal for the movement of the animals’ vibrissae.

HFB has been used for peripheral nerve repair, in order to replace or reduce the
suture [52]. Studies comparing the use of fibrin sealants and sutures have shown less
granulomatous inflammation, better axonal regeneration, and functional recovery in groups
that used sealants for nerve coaptation [53-55]. With HFB we obtained the advantages of
other sealants, but at a low cost, without adverse reactions or infections, due to the fact that
it is produced with certified buffalo blood (Bubalus bubalis). Corroborating this fact, a study
using HFB observed that its use reduced mechanical trauma to the nerve and reduced
surgical time for peripheral nerve repairs, favoring the indication of this bioproduct [36].
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The application of PBM in the regeneration of peripheral nerves has been reported in
the literature with positive effects. Increased cellular metabolism, greater vascular budding,
and collagen synthesis have been reported as indirect effects that aid in nerve regeneration.
Added to this, increased Schwann cell proliferation, increased axonal growth velocity, and
anti-inflammatory, analgesic, and anti-edema effects on the nerve have been described as
positive effects directly related to nerve regeneration [45,56-59]. However, it is not yet
clear which would be the most efficient protocols for each type of nerve (sensory, motor,
or mixed), location (of the lesion and the effector organ), and classification of the lesion
(neuropraxia, axonotmesis, or neurotmesis). In our study, it was thought of the use of a
PBM protocol with LLLT using a single weekly application within 5 weeks after surgery,
aiming at fewer clinical sessions, lower cost, and patient accessibility to treatment. The
question would be whether therapy would maintain a positive photostimulant effect. Our
group presents some previously published studies using an established parameter PBM
protocol; however, using the application of therapy three times a week results in promising
results in nerve regeneration of peripheral nerves [37,38,50].

Studies using 3 weekly applications for 4 weeks have been reported by other au-
thors [59]. Lee et al. [60] demonstrated the increase in the diameter of axons using a
wavelength of 604 nm. In our study, we also observed an increase in nerve fiber and axon
diameter with 808 nm wavelength PBM. In another study performing axonotmesis, 980
nm PBM at three points along the nerve, three times a week for 5 weeks, had a beneficial
effect on facial nerve regeneration, including the better functional capacity of the vibrissae
and improvement in morphological nerve changes. Furthermore, there was a decrease
and excessive suppression of apoptosis in Schwann cells induced by oxidative stress via
activation of the PI3K/ Akt signaling pathway [61].

However, PBM protocols with a single weekly dose are scarce in the literature. We
aim to reduce the number of sessions, increasing the application time per point and,
consequently, the energy per session. In the group that received PBM, after nerve repair,
nerve, and axon diameters were similar to CG, suggesting that PBM with the once-weekly
application protocol also accelerated nerve regeneration.

Regarding aspects of innervated muscles, after injury and during the period of nerve
repair, neuromuscular changes occur, with consequent loss of trophic stimulus and, conse-
quently, atrophy of muscle fibers and invasion of connective tissue [62—-64]. Scarce scientific
works have shown the effects on the target organ, being related to the success of neuromus-
cular regeneration [65], mainly in situations of neurotmesis. Thus, this study describes the
effects of using HFB in the coaptation of neurotmesis, performing the histomorphometric
analysis of the muscle innervated by BBFN. Thus, muscle preservation and reduction of the
atrophic process in severe nerve injuries are challenges of regenerative medicine [66-68].
We observed that denervation led to a significant reduction in muscle fiber area in rela-
tion to the CG. However, the experimental groups showed less fiber atrophy, especially
the group with PBM, which showed similarity in the area of muscle fibers with the GC,
suggesting that the laser collaborated in reducing the post-repair atrophic process.

Therefore, regarding the functional analysis, BBEN is not the only one that provides
motor innervation to rat vibrissae. When we only denervate this branch, we should not
expect complete functional loss and total paralysis [69,70]. In the denervated group (DGn
and DG]I) there was loss of movement after 6 weeks, without total paralysis, probably due
to having received innervation from another terminal branch of the facial nerve, such as
the zygomatic. In ERGn and ERGI there was a normal movement score, according to the
methodology of Faria et al. [51], not observing any difference between the groups with or
without PBM.

The period of functional analysis the initial period to the postoperative (1 week) and
6 weeks postoperatively is described in studies in the literature [71-74]. Models such as
the sciatic function index (SFI) and Basso, Beattie, and Bresnahan (BBB) are established in
the literature for the sciatic nerve [71,72,75]. In a study that correlates these methods (SFI
and BBB) for functional analysis, it is argued that the period of 6 weeks is adequate [72].
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However, we must consider the different classifications of peripheral nerve injuries for the
period of analysis, crush injuries (axoniotmesis), and neurotmesis without tissue loss. In
a study that carried out the functional analysis of the facial nerve through the movement
of the vibrissae using the total section of the nerve (neurotmesis) with and without tissue
loss, a postoperative interval of four weeks was used. The authors noted that this was the
time after surgery when the vibrissae began to demonstrate limited movement restitution
in some animals. In the same study, they documented that during this period there was
reinnervation of the motor plate in the levator labii superioris muscle, which is the largest
muscle that innervates the vibrissae of animals, proving to be an interesting period for the
analysis [76].

Another reason for choosing an initial and final period in our study was the fact that in
1 week after surgery, there is the presence of a post-trauma inflammatory process, making
it possible to verify whether the use of LLLT in the initial phase could generate a functional
gain. In the 6-week euthanasia period, the objective was to evaluate whether there was a
gain in the functional speed of repair by comparing the groups that received or not LLLT.
In addition, we used a shorter period of analysis of the results than in previous studies [38],
which will allow a greater field of interpretation for future studies.

The denervated groups are important in this study because they allow us to observe
the results of denervation in the facial muscles innervated by the buccal branch of the facial
nerve. Added to this, we were able to compare the results of the surgical repair group with
HFB both in the muscular and functional morphological scope with the vibrissae. The
denervation technique used in the study, in which we performed a 180° rotation of the
proximal and distal stump of the nerve and sutured it in the adjacent fascia and muscle,
respectively, has already been proven to be effective in previous studies [40,75,77,78], not
allowing spontaneous reinnervation. In this study, it was not possible to carry out the
morphometric analysis of the distal stump of the buccal branch of the facial nerve in the
DG groups, demonstrating the success of the technique, as there was a replacement of scar
tissue and absence of myelin nerve fibers.

From future perspectives, the use of HFB associated with PBM in late repairs (not
immediate to the injury) in neurotmesis can be investigated. An epidemiological study [79]
revealed that 90% of the injuries caused were due to car accidents, an incidence that is
increasing day by day compared to previous data [80]. Due to the morbidity of this type
of trauma, nerve repair is often performed after days or weeks, so that there are stable
conditions for the surgical procedure, which implies a longer period of convalescence. It
is known that, in longer periods where the Schwann cells of the proximal stump of the
injured nerve remain without contact with the axons of the distal stump after denervation,
it is one of the main complicating factors, mainly in obtaining favorable results [62,81,82].

A possible limitation of this study was that we did not compare our previous protocol
with three weekly sessions with the current protocol with fewer sessions; therefore, we
cannot make any direct comparison between the protocols. In addition, in the present study,
we used a device from another commercial brand, with greater power, which makes it
difficult to directly associate the results. For the clinical translation of the association of HFB
with PBM, it will be necessary to conclude phase III clinical studies of HFB, with relevant
perspectives for use, as it has been shown to be a versatile and promising bioproduct in
research in regenerative science.

4. Materials and Methods

The methodology used in this experimental protocol was based on previous studies
by our group on peripheral nerve regeneration, causing an injury to the buccal branch of
the facial nerve in rats [37,38,83]. In these studies, it was proven that HFB has the capacity
to allow the repair of the lesion with results similar to the gold standard of end-to-end
neurorrhaphy, which uses suture thread [84,85]. In an unprecedented way, in the present
study, we evaluated a protocol with a smaller number of PBM sessions and also the effects
on facial muscles, through morphofunctional analysis.
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4.1. Experimental Design

This study was conducted in accordance with the Declaration of Helsinki, and ap-
proved by the Ethics Committee In Animal Use of the University of Marilia (CEUA protocol
code 033/2020 and date of approval 13 November 2020).

Twenty-one male Wistar rats (Rattus norvegicus) were used. The animals were 90 days
old, weighing approximately 250-300 g at baseline. All animals were kept in appropriate
boxes and received water and feed “ad libitum”, with no restrictions on movement, respect-
ing the 12 h light/dark regime and an approximate temperature of 22 °C. Throughout the
experimental period, signs and symptoms of stress and unusual behavior of the animals
were observed. The study was carried out according to the ARRIVE protocol (animal
research: report of in vivo experiments) and based on the principles of the NC3Rs (National
Center for Replacement, Refinement, and Reduction of Research Animals).

The animals were randomly divided into groups (controls and experimental) of 7
animals, with no inclusion and exclusion criteria. The experiment was conducted with
the buccal branch of the right and left facial nerves of all animals of the experiment. In
all groups, it was performed on the left side the photobiomodulation therapy with the
proposed protocol. We performed the euthanasia of all animals after 6 postoperative weeks.

The groups were named as follows: Control group—normal and laser (CGn and CGl):
where the incision and dissection of the buccal branch of the facial nerve was performed
bilaterally without injury to it; Denervated group—normal and laser (DGn and DGI): We
performed neurotmesis bilaterally in these animals and did not perform any type of surgical
repair; Experimental Group Repair—normal and laser (ERGn and ERGI): We performed
neurotmesis and immediate repair with heterologous fibrin biopolymer bilaterally.

4.2. Heterologous Fibrin Biopolymer (HFB)

In the groups with neurotmesis repair, the heterologous fibrin biopolymer (HFB) was
used. This material was provided by the Center for the Study of Venoms and Venomous
Animals (CEVAP) of the Sao Paulo State University (UNESP), Botucatu, Brazil. HFB has 3
components that are defrosted and homogenized prior to application. In sequence, with the
aid of a micropipette, the substances were applied for the coaptation of the stumps of the
injured nerve. The first was the thrombin-like enzyme fraction (5 pL), the second contains
calcium chloride diluent (5 pL), and the last was fibrinogen extracted from buffalo blood
(10 uL). After application, 1 min was allowed for the polymerization of the biopolymer and
then a slight traction of the nerves was performed to certify its adhesion.

The fibrin biopolymer components and application formula are in accordance with
patent number BR 102014011432-7 issued on 6 July 2022 by the National Institute of Indus-
trial Property of Brazil (INPI). This material underwent a phase I/1I clinical trial [86] which
proved its safety for therapeutic use in humans, standing out as a promising therapeutic
potential.

4.3. Surgical Procedures

For all surgical procedures, the animals underwent general anesthesia with an intra-
muscular injection of tiletamine hydrochloride and zolazepam hydrochloride (10 mg/kg-
Telazol®; Fort Dodge Laboratories, IA, USA). Trichotomy was performed with the aid of a
hair trimmer (Philips® Multigroom QG3250, Sdo Paulo, Brazil) in the region of the bilateral
face of the animals along the labial commissure to the tragus in order to obtain a smooth
and hairless surface. Afterward, the animal was positioned in lateral decubitus in a surgical
drip and antisepsis with 10% Polyvinyl Pyrrolidone Iodine PVPI (Povidine® Antiseptic,
Vic Pharma Ind e Comércio Ltd., Sao Paulo, Brazil)

4.3.1. Denervation Surgery

A pre-auricular incision was made with blade 15 (Embramax®, Sao Paulo, Brazil) of
approximately 3 cm with the aid of a surgical microscope (DF Vasconcelos®, Sao Paulo,
Brazil). Subsequently, after division into planes, recognition, release, and sectioning of the
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buccal branch of the facial nerve (neurotmesis) were carried out in its central portion (point
from the center of the line of the tragus to the labial commissure in lateral norm).

In DGn and DG, in order to avoid spontaneous regeneration, the proximal stump was
manipulated 180° degrees and sutured to the adjacent muscle fascia; the distal stump was
manipulated 180° degrees and sutured to the adjacent musculature, both with 6-0 nylon
thread [40,51,75]. The skin suture was performed with simple stitches using 4-0 Ethicon®
nylon thread (Johnson & Johnson Ind e Comércio Ltd., Sao Paulo, Brazil).

4.3.2. Surgical Protocol for the Experimental Groups with Repair of the Buccal Branch of
the Facial Nerve

After following the same steps described in 4.3.1 (Denervation surgery), the anatomical
approximation of the sectioned nerve stumps was performed, without tension, and coapta-
tion with fibrin biopolymer (see Figure 1) [37,51]. After restoring the neural continuity, the
skin was sutured with simple stitches using 4-0 Ethicon® nylon thread (Johnson & Johnson
Ind e Comércio Ltd., Sao Paulo, Brazil).

4.3.3. Post-Surgical Care

Immediately after the surgical procedures, the animals received a single dose of the an-
tibiotic Flotril® 2.5% (Schering-Plough, Rio de Janeiro, Brazil), at a dosage of
0.2 mL/kg and analgesic Dipyrone Analgex V® (Agener Unido, Sdo Paulo, Brazil) at
a dose of 0.06 mL/kg in intramuscular applications. The application of the analgesic was
maintained for 3 days, in addition to continuation with the analgesic Paracetamol® (Generic
medication, Medley, Sao Paulo, Brazil) at a dose of 200 mg/Kg, 6 drops/animal dissolved
in the water available in the drinker so far of euthanasia.

4.4. Photobiomodulation Protocol (PBM)

The treatment began in the immediate postoperative period and continued for 5 weeks
with a weekly application, always occurring on the same day of the week throughout the
protocol. The animals were manually immobilized (delicate restraint) and sedation was
unnecessary during the application of photobiomodulation. All study groups received the
PBM protocol in the buccal branch of the facial nerve on the left side using the protocol
using the low-level laser of gallium aluminum arsenide (GaAlAs)—Therapy XT DMC®
(Sao Carlos, Brazil), with three application points along the path of the injured nerve, each
point received an energy dose of 4 |, corresponding to 40 s per point, more details of the
parameters are shown in Figure 7. Prior to the applications, the device was calibrated and
tested to certify the dose.

@ roint 1- Injury Parameter Unit/Description
Point 2 — 10mm proximal to the injury Typer of laser GaAlAs/ infra-red
@ Point 3 - 10mm distal to the injury Output power 100mW
Wavelength 808 nm
Power density 2.32 W/ cm2
\ p Energy density 93.02 J/cm?
\ Beam area 0.043cm?

Form of application Three points in nerve injury

\ Total power 12]
~ ., Beam type Positioned perpendicular to the skin
Vs Emission mode Continuous
N
S

Irradiation duration 40 s per point
A\ Irradiation time of each application 120s
Treatment time Immediately after surgery and one a week until euthanasia

Figure 7. PBM protocol (Therapy XT DMC® equipment, Sao Carlos, Brazil).
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4.5. Functional Analysis

Observations of the animals’ vibrissae movements were performed between 1 and
6 weeks postoperatively. The animals were placed in a box with a black background and
the vibrissae were observed with spontaneous movements and when stimulated by the
researcher (clap your hands 3 to 4 times), with the aim of triggering movements. The
evaluator did not know which group was being evaluated (blind evaluation). After the
observations, scores were assigned, following the methodology of Faria et al. [51]. During
the observation, photographs of the animals were also taken.

4.6. Sample Collection and Euthanasia

After six weeks, the animals were anesthetized and the buccal branch of the facial
nerve was carefully dissected and 10 mm of the distal stump from the neurotmesis site
was collected in the experimental and denervated groups, as well as the intact nerve
in the control group, under the magnified view of 16x of the surgical microscope (DF
Vasconcelos®, Sao Paulo, Brazil). Next, the muscles of facial expression in the perioral
region of all groups were dissected and carefully removed. Euthanasia was performed in a
silent environment and away from the other animals, using an anesthetic overdose (triple
dose—240 mg/kg of tiletamine hydrochloride + 30 mg/kg of zolazepam hydrochloride).

4.7. Histological Processing of Nerve and Muscle

The samples were fixed in a 10% buffered formaldehyde solution for 24 h and the
historesin protocol was performed (Leica Mycrosistems®, Wetzlar, Germany) [38]. Sections
were performed using a semiautomatic microtome (Model RM2245, Leica Microsystems®,
Wetzlar, Germany) with a thickness of 5 um. The slides were stained with Osmium
Tetroxide and counterstained with 1% Toluidine Blue in distilled water. The sections were
analyzed under an optical microscope.

Muscle samples were reduced to cylindrical fragments preserving the muscle belly,
wrapped in surgical talc, immersed in liquid nitrogen, and included with an adhesive
(Optimal Critical Temperature Tissue-Tek® (O.C.T., Sakura Finetek, Torrance, CA, USA)).
Then, samples were kept in a freezer at —80 °C until the ten micrometer-thick histological
sections were obtained in a cryostat (Model CM 1850, Leica Microsystems®, Wetzlar,
Germany) at —20 °C, which were stained with hematoxylin and eosin (HE).

4.8. Histological Analysis of Nerve and Muscle

The morphometry of the distal region of the buccal branch of the facial nerve was
performed with the measurement of 220 fibers of the nerve and muscle of all samples of
each group using a microcomputer coupled to a photomicroscope (Olympus® BX50, Tokyo,
Japan) and using a software of image capture and analysis (Image Pro-Plus® 6.2—Media
Cybernetics, Bethesda, MD, USA). The morphometric variables studied in nerves were: the
area of nerve fibers, the area of axons, the minimum diameter of nerve fibers, the minimum
diameter of axons, myelin sheath area, and myelin sheath thickness [37,38,50,83], and in
muscles the cross-sectional area of muscle fibers was measured [40,75,87].

4.9. Statistical Analysis

Data were organized into spreadsheets and tables in Excel format (Microsoft Office
Excel®, Redmond, WA, USA) with means and standard deviation, which were subsequently
submitted to statistical tests. We used the two-way variance test (ANOVA) and then
Tukey’s test for multiple comparisons between means. Statistical analyses and graphs were
performed using the Graph Pad Prism version 8.0 program (GraphPad® Software, La Jolla,
CA, USA). The level of statistical significance was set at p < 0.05 for all analyses.

5. Conclusions

In order to optimize the morphofunctional recovery of peripheral nerve injuries,
we investigated the use of heterologous fibrin biopolymer (HFB) in the repair of the
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buccal branch of the facial nerve (BBFN) associated with photobiomodulation (PBM).
Here we show that the use of this bioproduct (HFB) to reconnect nerves was effective in
allowing axonal growth in the stump distal to the lesion and minimizing the effects on
innervated muscles. There was an improvement in the functionality of the vibrissae, and the
biostimulatory effects of PBM showed efficacy for nerve and muscle repair. Therefore, this
study demonstrates a regenerative technique with the association of a versatile bioproduct
and PBM with a single weekly application of LLLT, proving its translational potential for
clinical studies in tissue bioengineering.
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