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Abstract

Background: Outcomes after peripheral nerve injuries are poor despite current nerve repair techniques. Currently, there is no
conclusive evidence that mammalian axons are capable of spontaneous fusion after transection. Notably, certain invertebrate
species are able to auto-fuse after transection. Although mammalian axonal auto-fusion has not been observed experimentally,
no mammalian study to date has demonstrated regenerating axolemmal membranes contacting intact distal segment axolemmal
membranes to determine whether mammalian peripheral nerve axons have the intrinsic mechanisms necessary to auto-fuse after
transection.

Objective: Thisstudy aimsto assess fusion competence between regenerating axons and intact distal segment axons by enhancing
axon regeneration, delaying Wallerian degeneration, limiting the immune response, and preventing myelin obstruction.

Methods: This study will use a rat sciatic nerve model to evaluate the effects of a novel peripheral nerve repair protocol on
behavioral, electrophysiologic, and morphologic parameters. This protocol consists of a variety of preoperative, intraoperative,
and postoperative interventions. Fusion will be assessed with electrophysiological conduction of action potentials across the
repaired transection site. Axon-axon contact will be assessed with transmission electron microscopy. Behavioral recovery will
be analyzed with the sciatic functional index. A total of 36 rats will be used for this study. The experimental group will use 24
rats and the negative control group will use 12 rats. For both the experimental and negative control groups, there will be both a
behavior group and another group that will undergo electrophysiological and morphological analysis. The primary end point will
be the presence or absence of action potentials across the lesion site. Secondary end points will include behavioral recovery with
the sciatic functional index and morphological analysis of axon-axon contact between regenerating axons and intact distal segment
axons.

Results: The author is in the process of grant funding and institutional review board approval as of March 2020. The fina
follow-up will be completed by December 2021.

Conclusions: Inthisstudy, the efficacy of the proposed novel peripheral nerverepair protocol will be evaluated using behavioral
and electrophysiologic parameters. The author believes this study will provide information regarding whether spontaneous axon
fusion is possible in mammals under the proper conditions. This information could potentially be translated to clinical trias if
successful to improve outcomes after periphera nerve injury.
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Introduction

Background

Peripheral nerveinjuries (PNIs) are devastating and life-altering
events that affect 20 million Americans per year and result in
an annual economic cost of $150 billion [1]. Despite current
nerve repair techniques, recovery from PNIsis often prolonged,
incomplete, and associated with poor functional outcomes[2].
After primary repair of a periphera nerve laceration,
regenerating axons frequently contact distal nerve segments
that have undergone Wallerian degeneration (WD). WD
establishes the environment necessary for axon regeneration.
Axons regenerate within Schwann cell tubes at approximately
1 mm per day to reach sensory or motor end organs[3].

In certain invertebrate species, WD does not occur for weeks
to months after an axon is severed. The regenerating axons
frequently make contact with intact distal segment axons and
auto-fuse, which restores axon continuity between proximal
and distal segments and enables recovery of nerve function
within days [4-6]. Auto-fusion occurs with high specificity, as
existing evidence suggeststhat regenerating axons can recognize
and fuse with their original distal ends. The mechanisms
underlying this specificity are till being investigated, but it is
believed that there is overlap with the molecular players
involved in auto-fusion. It is criticad to note that
membrane-bound receptors on the regenerating axolemmal
membranes contact their respective ligands bound to
phosphatidylserine on the axolemmal membranes of the distal
segment axons. Therefore, axolemmal-axolemmal contact is
required for fusion to occur [5].

There are numerous differences between the nerve structure of
mammals and invertebrates. Many invertebrates have single
axons that innervate a distal target, whereas mammals have
nerves with highly organized motor and sensory fascicles
containing many axons [3,7]. Periphera nerves in mammals
have complicated architecture consisting of multiple
compartmentalized layers. Axons are compartmentalized into
fascicles, which can be motor, sensory, or mixed fascicles.
Mammalian peripheral nerve axons are encased by Schwann
cells and produce myelin sheaths in myelinated nerves. In the
nematode Caenorhabditis elegans, mechanosensory axons are
surrounded by glial cellsthat do not produce myelin [8].

The most notable difference between mammalian and
invertebrate speciesisthetime for WD in the distal segment to
occur. In mammals, regenerating axons contact distal segment
axons that have undergone WD because of the time delay for
regenerating axons to outgrow and reach the distal segment.
This aone prevents axon auto-fusion in mammals, even if they
do possesstheintrinsic machinery necessary for fusion. Because
of the delayed WD and presence of molecular fusion
mechanisms observed in invertebrates, regenerating axons
contact intact distal axons, which leads to auto-fusion [5,9].
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Notably, in C elegans, reduced retraction of the severed axon
ends, reduced degeneration of the distal segment, and an
increased number of regenerating axons from the proximal
segment  strongly correlate with the success of axona
auto-fusion. These factors facilitate fusion by providing a
reduction in the distance between the proximal and distal ends
of the axon, maintaining an intact distal segment, and providing
agreater probability of contact between the two segments [9].

In contrast to the heavily myelinated axons produced by
Schwann cells in the mammalian peripheral nervous system,
invertebrate axons are surrounded by glia that either do not
produce myelin, such as in C elegans [8], crayfish [10], and
leeches[11], or produce athin layer of myelin, like earthworms
[12]. This begs the question as to whether the presence of
heavily myelinated axons could be one factor potentially
inhibiting axon auto-fusion in mammals, as myelinis aknown
inhibitor of nerve regeneration [13].

Additionally, invertebrates such as C elegans do not have
injury-induced immune responses that are present in mammals
[6]. Overdl, the immune response to PNI in mammals is
conducive to successful nerve regeneration [3]. However, in
terms of axon auto-fusion seen in certain invertebrates, the
immune responseis detrimental because WD must be prevented
for auto-fusion to occur.

To date, there is no evidence of spontaneous axonal fusion in
mammalian axons after transection. Notably, mammalian axona
fusion can be induced after transection by polyethylene glycol
(PEG) fusion techniques [4,14]. PEG fusion has been shown to
restore axon continuity and prevent WD. PEG fusion works by
removing water mol ecul es between two opposing plasmalemmal
membranes, which allows the opposing membranes to contact
and fuse [15]. However, PEG fusion techniques do not lead to
rapid restoration of preinjury function, which can partly be
explained by the nonspecific random fusion of axonswith mixed
motor and sensory end-organ targets [14]. Although thereisno
evidence of mammalian auto-fusion, no mammalian study has
demonstrated  axolemmal-axolemmal  contact  between
regenerating peripheral nerve axons and intact distal axons. No
study, to our knowledge, has simultaneously attempted to
enhance axon regeneration, prevent WD, prevent myelin
obstruction, and limit the immune response to establish contact
between regenerating axons and intact distal segment axonsto
assess fusion competence. This is the aim of our novel nerve
repair protocol. It is hypothesized that these conditions can be
established in a rat model using a combination of
pharmacol ogical and surgical interventionsaimed to (1) prevent
Wallerian degeneration, (2) enhance axon regeneration, (3),
prevent myelin obstruction, (4) limit the injury-induced immune
response, and (5) establish contact between severed nerve ends.

Prevent Wallerian Degeneration

Numerous interventions have demonstrated the ability to delay
WD in mammals when implemented prior to nerve injury or
within a 4- to 6-hour critical window after the time of injury
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[16]. These interventions include cryotherapy and the
administration of ascorbic acid (vitamin C) [6,7,16-19].

Cryotherapy isalso neuroprotective, asdemonstrated by multiple
studies. Within the nervous system, cryotherapy decreases
oxygen demand and preserves energy stores. The net effect of
cryotherapy after PNI is delayed WD, reduced membrane
disruption, and decreased oxidative stress [20,21].

Marzullo et a [22] showed that rat sciatic nerves maintained
electrical conduction in vitro for up to 7 days with cooling to
6-9 °C versus 36 hoursat 37-38 °C. Seaet al [23] demonstrated
a linear relationship between lower temperatures and delayed
WD on rat models. Cooling transected nervesto 13 °C, 23 °C,
and 32 °C delayed axon fragmentation up to 10, 6, and 3 days,
respectively [23].

Ascorbic acid is an antioxidant that has demonstrated
neuroprotective effects. Calixto et a [24] demonstrated that oral
administration of ascorbic acid delayed WD up to 7 daysversus
3 days in wild-type mice in a sciatic nerve transection model.
In this study, ascorbic acid was given in drinking water for 10
days before nerve injury. Immunofluorescence and electron
microscopy were used to confirm its protective effects on axon
degeneration.

Enhance Axon Regeneration

In order to establish contact between proximal and distal axons
before WD inthe distal segment, regenerating axons must sprout
and advancein atimely manner. The probability of axon fusion
increases with a higher number of regenerating axons[9].

The L-type voltage-gated cal cium channel antagonist nimodipine
has demonstrated efficacy in nerve regeneration in clinical
studies. After unilateral recurrent laryngeal nerve (RLN)
transection in 19 patients, vocal cord motion recovered 3 times
faster compared with historical controls when the RLN was
repaired with adjuvant nimodipine administration [25].
Additionally, a pilot study of nimodipine treatment in patients
with facial nerve paresisfollowing maxillofacia surgery showed
earlier recovery and improved facial nerve function assessed
by the House-Brackmann scale after nimodipine treatment. In
this study, regeneration times described in the literature were
2 or 3timeslonger compared with nimodipine treatment [26].

Cyanocobalamin (vitamin B,,) isknownto aid in the prevention
of neuronal breakdown [27]. Vitamin B, playsaroleinvarious
cellular processes that allow for preservation of neuronal
function [27,28]. It also has the ability to promote regeneration
and improve the function of damaged sciatic nerves by
upregulating brain-derived neurotrophic factor expression at
the mRNA and protein levels [29]. Additionally, Okada et a
[30] demonstrated that high-dose vitamin B,, improves nerve

function after PNI [30,31].

Prevent Myelin Obstruction

For many years, it has been recognized that myelin sheaths and
myelin debrisare present at the site of nervetransection [32,33].
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More specifically, observations with electron microscopy have
made it apparent that transected axonal ends are capped by
collapsed myelin sheaths [34,35].

Lysophosphatidylcholine (LPC), an endogenous
lysophospholipid, has been used to induce demyelination in
order to study methods to enhance or promote remyelination
[36-38]. LPC is commonly injected locally within myelin
sheaths to induce rapid demyelination within 30 minutes [39].
Epineural injection leads to localized demyelination. From a
morphological standpoint, there is no clear damage to
surrounding Schwann cells or axons, which also makes it an
ideal moleculeto study demyelination [39].

Limit the Injury-Induced Immune Response

Corticosteroid treatment has been shown to inhibit the
inflammatory response and reduce the recruitment of
macrophages. Steroids such as dexamethasone act by inhibition
of phospholipase A,, a critical enzyme in the production of
inflammatory cytokines[40]. Additionally, steroids are believed
toinhibit lipid peroxidation after PNI and consequently enhance
recovery [41].

Dexamethasone has anti-inflammatory effects and has been
shown to enhance axon regeneration and functional recovery
after PNI in multiple studies[29,42,43]. Using arat sciatic nerve
model, Mohammadi et a [43] demonstrated that topical
application of dexamethasone to transected nerve ends placed
within asilicone tube resulted in enhanced functional recovery.
In another study by Sun et a [29] using arat sciatic nerveinjury
model, simultaneous administration of dexamethasone and
vitamin B,, enhanced axon regeneration of myelinated nerve
fibers and improved sciatic functional index (SFI) scores and
sensory nerve conduction velocity [29].

Establish Contact Between Severed Nerve Ends

Severed nerve ends must be in proximity for contact between
regenerating axons and distal segment axonsto occur. Thiswill
be performed with microsuture repair with a silicone tube. The
proximal and distal transected nerve ends will be inserted into
the silicone tube and secured to the tube with microsuture (eg,
10-0 nylon) to guide regenerating axonsto the distally transected
nerve end. The epineuria of the proximal and distal ends will
be sutured directly to the ends of the silicone tube.

Siliconeis nonabsorbable and impermeableto large molecules,
which is ideal for controlling and manipulating the local
microenvironment [7,44]. This controlled microenvironment
has been useful to study the effects of growth factors on nerve
regeneration by adding various growth factors within the tube
between the transected nerve ends. For the purposes of this
study, the silicone tube will surround and protect the transected
nerve ends to establish a calcium-free microenvironment and
minimize calcium-induced neurotoxicity.

Altogether, these medications and interventions will be used in
order to prevent WD, enhance axon regeneration, prevent myelin
obstruction, and limit the immune response (Table 1).
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Table 1. Interventions and evidence.
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Goal and intervention Intervention Author Experimental model  Doseor concen- Routeof ad-  Main outcome
class tration ministration i mprovement vs control)
Prevent AAD? or WDP
Antioxidant Ascorbicacid (vitaa  Calixto et a Mouse sciatic nerve  2.5mg Oral mixedin  Immunofluorescent neu-
min C) [24] cut water rofilament staining
(WD delayed 7 daysvs 3
days)
Metabolic demand  Cryotherapy Seaet a Rat ventral tail nerves 13 °C Local (water-  Electron microscopy
[23] cut cooledtal  (intact distal axon at 10
cuff) daysvs 3 days)
Enhance axon regeneration
Calcium-dependent  Nimodipine Schellerand  Human peripheral fa 360 mg Oral Clinical evaluation
Scheller cia nerve paresis (House-Brackmann
[26] 150% improvement)
Antioxidant Cyanocobalamin ~ Sunet al Rat sciatic nerve 2 mg/kg Injectiontoin- Sciatic functional index
(vitamin Byp) [29] Jury site (recovered 48% vs 38%
at 28 days vs control)
Prevent myelin obstruc- | pc¢ Hall Mouse sciatic nerve 10 mg/mL Perineural in-  Myelin dissolved within
tion [39] jection 30 minutes
(N/AY)
Limit theimmuneresponse
Immunosuppressants  Dexamethasone Feng and Rat sciaticnervecrush  1-2 mg/kg Intraperitoneal  Gait and histology (im-
Yuan proved ~40%)
[42]

3AAD: acute axon degeneration.
BwD: Wallerian degeneration.
L PC: lysophosphatidylcholine.
dN/A: not applicable.

Methods

Experimental Goals and Design

Thegoal of thisexperiment isto determineif spontaneous axon
fusion occurs under the proper conditions. The proposed novel
nerverepair protocol will aim to promote axolemmal -axolemmal
contact between regenerating axons and intact distal segment
axons. Preoperative interventions include administration of
multiple medications, such as nimodipine, cyanocobalamin,
ascorbic acid, and dexamethasone, which have all been shown
to delay WD or enhance axon regeneration. Intraoperative
interventions include hypotonic calcium-free saline, ethylene
glycol tetraacetic acid (EGTA), and application of a silicone
tube to establish afavorable cal cium-free microenvironment to
delay WD and prevent formation of reactive oxygen species.
In addition, LPC will be injected into the distal severed nerve
end to dissolve the myelin sheaths that prevent
axolemmal-axolemmal contact. Postoperatively, the drug
cocktail will be continued until the end of the experiment at 42
daysto allow for adequatetime for regenerating axonsto contact
the distal segment axons. Further, cryotherapy in the form of
ice packs will be applied immediately postoperatively and
continued for 42 daysto delay WD and increase the likelihood
of axolemmal-axolemmal contact. Thisstudy will be concluded
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at 42 days based on previous studies that demonstrated a plateau
of SFI recovery after peripheral nerve repairs|[14].

Study End Pointsand Modalities

Three study end pointswill be assessed. The primary objective
will be to determine whether axon auto-fusion occurred. This
will be analyzed by the electrophysiological conduction of
compound action potentials (CAP) and compound muscle action
potentials (CMAP). As a secondary end point, this study will
assess whether axolemmal-axolemmal contact was achieved by
viewing transmission el ectron microscopy (TEM) cross sections
and sagittal sections of the distal segments of axons at different
time points. Another secondary end point is the assessment of
functional recovery using the SFI. SFI is a standardized gait
analysisprotocol frequently used to assessfunctional outcomes
after sciatic nerve injury [14,45,46].

Study Groups and Sample Sizes

This experiment will require the use of 36 rats. The negative
control group will consist of 12 rats that will undergo sciatic
nerve transection and standard microsurgical nerve repair with
microsutures. The experimental group will be 24 rats that will
undergo standard microsurgical nerverepair of asevered sciatic
nerve with the addition of the preoperative, intraoperative, and
postoperative interventions outlined in the novel nerve repair
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protocol. For the experimental group, 4 ratswill be assigned to
the behavior group for analysis and will undergo SFI testing
preoperatively and postoperatively. For the negative control
group, 2 ratswill be assigned to the behavior group for analysis
and will undergo SFI testing preoperatively and postoperatively.
Thismakes for atotal of 6 rats needed for behavioral analysis.
For the experimental group, 4 rats will be assigned to
electrophysiol ogic and morphol ogic analysis at each time point
by re-exploring nerve repair sites on postoperative day (POD)
3,7,14, 21, and 42, for atotal of 20 rats. The negative control
group will be set up correspondingly for the electrophysiologic
and morphologic analysis groups, except half as many ratswill
be used. Thismakesfor atotal of 10 rats needed for the negative
control group and 20 rats needed for the experimental group.
For the negative controls, more than onerat for each group will
be used in case there are any unexpected issuesthat arisein one
rat.

This study will not have a true control group consisting of
unoperated rats. Thisis because thisis a pilot study and axon
regeneration after sciatic nerve transection has been thoroughly
studied. The negative controls and experimental groupswill be
compared with unoperated animals in studies performed by
Mikesh et a [14] and Ghergherehchi et al [45].

Vest et &

Ratsin the negative control group will havetheir sciatic nerves
transected and repaired with microsutures. None of the other
interventions described in our protocol will be used for the
negative control group. The reason for the negative control
group isto compare the results of microsuture repair, the current
gold standard repair in the absence of a nerve gap, with this
novel repair protocol. This study will assess the outcomes of
the proposed nerve repair protocol to the current gold standard
microsuture repait.

For both the negative control and experimental groups, there
will be two separate groups, the behavioral group and the
electrophysiology and morphological anaysis group. The
behavioral groups will be studied using the SFI to determine
functional outcomes after the standard nerve repair or the novel
nerve repair protocol. The behavioral group will not be
euthanized untii POD 42. The electrophysiology and
morphological analysis groups will be divided into 5 separate
groups (POD 3, 7, 14, 21, and 42). Each group will undergo
reoperation on their respective postoperative day from theinitial
operation in order to perform electrophysiological testing. After
electrophysiology is performed, the entire sciatic nerve will be
harvested for morphological analysis. Oncethe sciatic nerveis
harvested, these rats will be euthanized. A schematic of the
protocol methods is summarized in Figure 1.

Figure 1. Experimental and negative control groups. The left flowchart represents the behavioral group breakdown and the right flowchart represents
the negative control group breakdown. In both experimental and negative control groups, therewill be behavioral and el ectrophysiol ogical/morphol ogical
groups. In the el ectrophysiol ogical/morphological groups, re-exploration and analysiswill be performed on postoperative days 3, 7, 14, 21, and 42. SFI:

sciatic functional index.

Experimental groups
n=24

L n=20

| |
Postoperative days 3-42 et y Pastoperative day 3
n=4 n=4
| —
Postoperative day 7
n=4

Electrophysiology and morphological

Behavioral group analysis groups

n=4

1
- Postoperative day 14 &
n=4
1
Postoperative day 21
n=4
1
Postoperative day 42
n=4

Protocol

The first part of the protocol will involve preoperative
administration of medications, which will start 2 days before
the surgical intervention. These medications will continue 42
days after the operation until the conclusion of the study. For
the surgical protocol modified from Mikesh et a [14] and
Ghergherehchi et a [45], anesthesia will be induced with
intraperitoneal injection of ketamine (90 mg/kg) and xylazine
(10 mg/kg) [14,45]. The lateral aspect of the left hindlimb will
be trimmed and disinfected with 10% povidone-iodine. A 2- to
3-cm incision will be made above the thigh muscle in the left
hindlimb of each rat. The biceps femoris muscle will be split
in parallel to the muscle fibers with dissection scissors. The
sciatic nerve will be trimmed with microdissection scissors to
remove any connective tissue. The sciatic nerve will be
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Negative control groups
n=12

Behavioral group [SFI) | Electrop hvﬂz;fz:;i::mholmiﬁl
n=2
n=10

[

Postoperative days 3-42 : Postoperative day 3
n=2 g = _ n=2

1
Postoperative day 7
n=2
i I )
Postoperative day 14
n=2
1
Postoperative day 21
n=2
I
Pastoperative day 42
n=2

stimulated to confirm that it can conduct action potentials. The
exposed sciatic nerve will be bathed with sterile Plasma-Lyte
A (Baxter Healthcare Corp), a calcium-free hypotonic saline
solution to prophylactically reduce cal cium-induced acute axon
degeneration (AAD) that occurs after cut severance. The
exposed nerve ends will be bathed in 5-mmol/L EGTA in
distilled water to prophylactically chelate extracellular calcium
and reduce AAD that occurs after cut severance. Noncrushing
double approximating Acland clampswill be applied to proximal
and distal ends of the sciatic nerve prior to cut severance to
prevent nerve retraction and mechanically create a complete
membrane seal to prevent calcium-induced neurotoxicity. Each
clamp will be applied 1 cm away from the transection site. Cut
severance will be performed by completely transecting the
sciatic nerve with a single stroke of dissection scissors to
completely sever all the periphera nerve axons. LPC will be
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applied to the distal nerve end to dissolve the myelin sheath to
allow regenerating axonsto contact distal segment axons. Using
a micromanipulator, the 1-um tip of a micropipette will be
introduced into the fiber bundl e beneath the epineurium and the
volume of solution contained within the tip will be injected
(about 0.0002 mL) by applying dlight positive pressure to the
syringe plunger [39]. Thesilicone tubewill be placed to protect
and align the severed proximal and distal nerve ends. The ends
of the nerves should be in contact within the silicone tube, and
10-0 nylon microsutureswill be used to secure the silicone tube
to the nerve ends. When suturing the nerve to the silicone tube,
the needle will be inserted into the epineural sheath using
microneedle holdersto avoid axonal damage. Multiple silicone
tubes will be available with the proper length and diameter to
fit the rat sciatic nerve. The double approximating clamps will
then bereleased. Throughout the procedure, the nerve endswill
be moistened with calcium-free solution and EGTA. Skin over
the lesion site will be closed with sutures and surgical staples.

Vest et &

The behavioraly studied rats will be given a 5 mg/kg
subcutaneousinjection of ketoprofen after surgery. Immediately
after closure, continuous cryotherapy using ice packs will be
applied to the left leg distal to the transection site and secured
with surgical tape. A diagram of the protocol is demonstrated
in Figure 2.

For rats undergoing electrophysiologic and morphological
analysis, nerverepair siteswill be re-explored on POD 3, 7, 14,
21, and 42. Electrophysiological tests will be performed first
to assess nerve continuity (see “Electrophysiological Testing”
section below). After electrophysiological recordings are
performed, the entire sciatic nerve will be removed. This will
be used for morphological analysis by electron microscopy (see
“Morphological Analyses of Sciatic Nerves’ section below).
For the electrophysiologic and morphological analysis groups,
postoperative euthanasia will be performed for the POD 3, 7,
14, 21, and 42 experimental group animals after reoperation
and harvesting of the sciatic nerve (Textbox 1).

Figure 2. Novel nerverepair protocol. Thisimage compares the usual course of nerve transection (on the left) with the theoretical benefits of the novel
nerve repair protocol if fusion occurs (on the right). In (b), note that calcium influx after transection leads to acute axon degeneration, which is noted
in(c). Alsoin (c), membrane seals begin to form (black circles). In (d), axon regeneration beginsin the proximal segment. In (€), Wallerian degeneration
occurs and regenerating axons regenerate within Schwann cell tubes. In (f), the preoperative i nterventions have been administered and doubl e approximating
clamps (gray vertical lines) are applied to the proximal and distal nerve ends, which will act to seal the axolemmal membranes and prevent further axon
degeneration. In (g), the silicone tube is sutured in place after nerve ends have been rinsed with calcium-free saline. If mammals possess the machinery
necessary for auto-fusion under the proper conditions, axon continuity could theoretically be restored with return of function, as represented by (h) and
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Textbox 1. Novel nerve repair protocol.
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Preoper ative interventions

I ntraoper ative interventions

potentials

«  Bathe exposed nerve in hypotonic calcium-free saline

«  Release double approximating clips

o Closesurgicd site

Postoper ative interventions

«  Administer nimodipine 6 mg/kg, gastric gavage once daily (then continue for 44 days)
«  Administer cyanocobalamin 1 mg/kg, intraperitoneal injection once daily (then continue for 44 days)
«  Administer ascorbic acid 2.5 mg, intraperitoneal injection once daily (then continue for 44 days)

« Administer dexamethasone 1 mg/kg, intraperitoneal injection once daily (then continue for 44 days)

«  Expose sciatic nerve with standard microsurgical technique for primary nerve repair

. Confirm sciatic nerve can conduct action potentials by measuring the presence of compound action potentials and compound muscle action

o Apply noncrushing double approximating Acland clamps to proximal and distal end prior to cut severance
«  Apply lysophosphatidylcholine to the distal nerve end using a 1-um micropipette tip

«  Apply asilicone tube and reapproximate nerve ends with 10-0 nylon microsuture

«  Continue medications (started preoperatively) until postoperative day 42

.  Start cryotherapy (10-20 C) and continue until postoperative day 42

« Ratswill undergo electrophysiological and morphological analysis by re-exploring nerve repair site on postoperative day 3, 7, 14, 21, and 42
«  Behavior analyses by sciatic functional index scores will be performed until postoperative day 42

Electrophysiological Testing

Electrophysiological testing will be performed during theinitial
surgery before and immediately after transection.
Electrophysiological testing will be identical to the protocol
from Mikesh et a [14] and Ghergherehchi et al [45]. It will also
be performed on reoperation for the electrophysiological and
morphological analysis study groups on POD 3, 7, 14, 21, and
42 [14,45].

Morphological Analyses of Sciatic Nerves

Thesciatic nerveswill be removed from the e ectrophysiological
and morphological analysis groups on POD 3, 7, 14, 21, and
42 after electrophysiological testing. Morphological analysis
will be similar to the protocol from Mikesh et a [14] and
Ghergherehchi et al [45]. Nervefiber diameter and composition
will be assessed in the experimental group and compared with
the control group. Additionally, qualitative slide analysis will
be performed to assess contact of regenerating axonswith intact
distal axons using TEM.

Behavior Analyses

Functional recovery of the sciatic nervein rats will be assessed
using SFl scores identical to the protocols from Mikesh et al
[14] and Ghergherehchi et al [45]. SFI testing will be conducted
by individuals blind to which procedure the rat has received.
Animals will first be tested 3 days after surgery, then at POD
7,14, 21, 28, 35, and 42. A successful recovery is qualified as
ascore of —59 or better at any time point.

http://www.researchprotocols.org/2020/8/e18706/

Individual discrepancy can be minimized by using the behavioral
analysis protocols outlined by Ghergherehchi et a [45]. This
algorithm requires training the behaviorally tested animals for
at least one week prior to surgery in order to acclimate the rats
to the testing procedures. In practice, the left hindlimb will
always be referred to as the experimental (injured) limb. Both
hind paws will be dipped in blue (left) or red (right) ink. The
rat will then be placed on a wooden board (100 mm in width)
lined with white paper strips (100 mm in width) and permitted
to run back to their home cage. A tria attempt without any
stopping or hesitation during at |east three consecutive footprints
of both the left and right hindlimb will be considered acceptable
as a preprocedure control for later comparison, and the paper
strip will be collected for measurements. The normal footprint
length, experimental footprint length, normal toe spread,
experimental toe spread, normal intermediary toe spread, and
experimental intermediary toe spread will be measured in
millimeters for all footprints [14,45]. These values will be
averaged among the 3 footprints for each limb. Each rat will
run 2 trials, and the average will be documented asthe SFI score
for that rat for that day.

Cryotherapy

Immediately after surgical closure, continuous cryotherapy will
be applied with ice packs and surgical tape to the left hindlimb
distal to thetransection site. Skin temperature will be monitored
every 6 hourswith adigital thermometer. The target temperature
range will be between 10 and 20 °C. The ice packs will be
continued for 42 days in order to maintain the target skin
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temperatures. Skin checks will be performed daily to ensure
that there are no freeze burnsto the skin. Theicewill be crushed
and wrapped in plastic wrap in order to fit the operated leg.

Statistical Analysis

As outlined in Mikesh et a [14], Excel (Microsoft Corp) will
be used to caculate means, linear regressions, and t test
comparisons. A 2-tailed Student t test will be used to compare
mean SFI scores for each treatment group on a given
postoperative day. Two-way analyses of variance will be
performed to analyze means and standard errors of SFI scores
[14,45-47]. CAPs and CMAPs will be recorded as al or none
on abinary scale to assess restoration of axon continuity. TEM
will be used to demonstrate whether axolemmal-axolemmal
contact has been established and will aso be recorded as a
binary “yes’ or “no.”

Data Monitoring

Dedicated staff will collect and monitor data according to the
study protocol and schedul ed assessments. Dataquerieswill be
addressed as needed.

Results

The author is currently in the process of obtaining institutional
review board approval. After setup, the study period will take
44 daysto complete. The projected completion date, including
data analysis and manuscript writing, is December 2021.

Discussion

Contribution totheLiterature

The use of PEG fusion has demonstrated that restoring axon
continuity and preventing WD alone is not sufficient to regain
preinjury function after PNI. Thisislikely dueto the nonspecific
fusion of axons that occurs with PEG fusion [4,14]. This begs
the question as to whether fusion with high specificity would
theoretically restore preinjury function after PNI. More studies
will be needed to determine if thisis the case. In our study, if
fusion does occur, this would reveal that mammals do possess
themolecular machinery necessary for auto-fusion and that this
mechanism is only expressed under the proper conditions. If
auto-fusionispossible, further experiments could be devel oped
to address questions regarding specificity and whether thereis
mechanistic overlap with fusion, as is demonstrated by C
elegans. The author believes that these important outstanding
guestions should be addressed experimentaly before
determining that mammals do not express the machinery
necessary for auto-fusion, especially given the potential benefits
to patients that experience PNI. Additionally, if mammalian
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peripheral axon auto-fusion occurs, further studies could assess
if these mechanisms are present in the central nervous system
and could be directed to improve outcomes after brain and spinal
cord injuries.

Potential Adver se Outcomes and Preventative
M easures

Thereisawaysapotential that the protocol could worsen axon
regeneration and functional outcomes compared with the
standard microsuture nerve repair. One factor that may impair
functional recovery is experimentally delaying WD. It is
important to note that although preventing WD is necessary for
auto-fusion, it isdetrimental and inhibitory to axon regeneration.
Therefore, if fusion does not occur, axon regeneration may be
negatively impacted. This outcome will be monitored with SFI
testing in the negative control group, as described earlier.

Limitations

Because there are multiple mechanisms involved in axon
regeneration and WD, the author believes it is important to
provide multiple medications and interventions to address the
different pathways. This type of study design inherently
introduces confounding variables. However, the author believes
that addressing each mechanism simultaneously is essential to
providing the conditions necessary to achieve the goals outlined
by this protocol.

Thisstudy does not address nerve gaps. Nerve gaps are common
after PNI in humans, as separated nerve ends retract after
transection. These are often treated with nerve conduits,
allografts, or autografts [48]. This study focuses on sharp nerve
lacerations with minimal to no gap between nerve ends. Nerve
gaps will need to be addressed in additional future studies.

Data are lacking in higher mammals such as primates and
humansfor the interventions outlined in this protocol, which is
another limitation of this study. The majority of research has
been performed on mice, rats, and a few invertebrate species,
such as C elegans.

Conclusion

Outcomes after peripheral nerve injuries and nerve repair are
poor. More research needs to be done to improve nerve repair
protocols. In this study, the efficacy of a proposed novel
peripheral nerve repair protocol will be evaluated using
behavioral and eectrophysiological parameters. The author
believes this study will provide information regarding whether
spontaneous axon fusion is possible in mammals under the
proper conditions. If successful, this information could
potentially be trandated to clinical trials to improve outcomes
after peripheral nerveinjury.
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Abbreviations

AAD: acute axon degeneration

CAP: compound action potential
CMAP: compound muscle action potential
EGTA: ethylene glycol tetraacetic acid
LPC: lysophosphatidylcholine

PEG: polyethylene glycol

PNI: periphera nerveinjury

POD: postoperative day

RLN: recurrent laryngeal nerve

SFI: sciatic functional index

TEM: transmission electron microscope
WD: Wallerian degeneration
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