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New York, NY, USA, ® Department of Biochemistry and Molecular Pharmacology, NYU Langone Medical Center, New York
University, New York, NY, USA

Following injury, primary sensory neurons undergo changes that drive central
sensitization and contribute to the maintenance of persistent hypersensitivity. NR2B
expression in the dorsal root ganglia (DRG) has not been previously examined in
neuropathic pain models. Here, we investigated if changes in NR2B expression within
the DRG are associated with hypersensitivities that result from peripheral nerve injuries.
This was done by comparing the NR2B expression in the DRG derived from two
modalities of the spared nerve injury (SNI) model, since each variant produces different
neuropathic pain phenotypes. Using the electronic von Frey to stimulate the spared
and non-spared regions of the hindpaws, we demonstrated that sural-SNI animals
develop sustained neuropathic pain in both regions while the tibial-SNI animals recover.
NR2B expression was measured at Day 23 and Day 86 post-injury. At Day 23
and 86 post-injury, sural-SNI animals display strong hypersensitivity, whereas tibial-
SNI animals display 50 and 100% recovery from post-injury-induced hypersensitivity,
respectively. In tibial-SNI at Day 86, but not at Day 23 the perinuclear region of
the neuronal somata displayed an increase in NR2B protein. This retention of NR2B
protein within the perinuclear region, which will render them non-functional, correlates
with the recovery observed in tibial-SNI. In sural-SNI at Day 86, DRG displayed
an increase in NR2B mRNA which correlates with the development of sustained
hypersensitivity in this model. The increase in NR2B mRNA was not associated
with an increase in NR2B protein within the neuronal somata. The latter may result
from a decrease in kinesin Kif17, since Kif17 mediates NR2B transport to the
soma’s plasma membrane. In both SNIs, microglia/macrophages showed a transient
increase in NR2B protein detected at Day 23 but not at Day 86, which correlates
with the initial post-injury induced hypersensitivity in both SNis. In tibial-SNI at Day
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86, but not at Day 23, satellite glia cells (SGCs) displayed an increase in NR2B protein.
This study is the first to characterize of cell-specific changes in NR2B expression within
the DRG following peripheral nerve injury. We discuss how the observed NR2B changes
in DRG can contribute to the different neuropathic pain phenotypes displayed by each

SNI variant.

Keywords: NR2B, spared nerve injury, neuropathic pain, sensory neurons, DRG, dorsal root ganglia

INTRODUCTION

In humans with chronic allodynia associated with previous
surgical fields and neuromas, altered central processing is not
autonomous, and appears to depend on continued peripheral
nerve input (Hoffert et al., 1984; Gracely et al., 1992; Gold and
Gebhart, 2010). The development of chronic neuropathic pain
after surgery is often associated with peripheral nerve injury
(Macrae, 2001, 2008). In animal models involving peripheral
nerve injuries, increases in excitability and ectopic discharges
of injured and closely located uninjured nerve fibers, and
from their soma located within the dorsal root ganglia (DRG)
alter the stimuli-evoked afferent input that may drive central
sensitization and contribute to the maintenance of persistent
hypersensitivity (Kingery et al., 1993; Sotgiu and Biella, 1997;
Sukhotinsky et al,, 2004; Kovalsky et al.,, 2009; Smith et al,
2013). The N-methyl-D-aspartate receptor (NMDAr) is one of
many proteins that have been associated with neuropathic pain.
The NMDAr is one of the three ligand-gated ion channels
activated by glutamate, the major excitatory neurotransmitter
in the brain and spinal cord. The NMDAr is a heterotetramer
consisting of two NR1 and two NR2 subunits. In neurons, the
amount of functional NMDAr is defined by the expression of
the four types of NR2 subunits since neurons contain large
cytoplasmic pools of NR1 subunit (Brose et al., 1993; Petralia
et al., 1994a,b; Hall and Soderling, 1997; Huh and Wenthold,
1999), that are mostly unassociated with NR2 subunits, and
hence non-functional (Chazot and Stephenson, 1997; Huh and
Wenthold, 1999). Using knockout mice and pharmacological
tools, NR2B has been implicated in neuropathic pain (Abe et al.,
2005). Treatment with NR2B-selective antagonists decreases
pain in various animal models of neuropathic pain (Chizh
et al., 2001; Malmberg et al., 2003; Abe et al., 2005; Swartjes
et al., 2011). Compared to general NMDAr blockers, specific
NR2B antagonists display lower central toxicity both in animal
models (sural-SNI, sciatic nerve ligation, spinal nerve ligation,
inflammatory pain; Boyce et al., 1999; Swartjes et al., 2011)
and in clinical trials (Mony et al., 2009), which reflects the
more restricted expression of NR2B in the brain (Watanabe
et al., 1993; Farrant et al.,, 1994). Various studies suggest that
the action of NR2B antagonists, in part, is mediated by actions
at the spinal cord level. Intrathecal application of an NR2B
antagonist reduces mechanical hypersensitivity following L5-
spinal nerve ligation (Qu et al, 2009). Intrathecal injections
of small interfering RNAs (siRNAs) abolish formalin-induced
pain behaviors and decrease the expression of NR2B in the
spinal cord (Tan et al, 2005; Zhang et al,, 2013). In sural-
SNI, oral immunization with anti-NR2B decreases mechanical

hypersensitivity and NR2B expression in the spinal cord (but not
in the brain; Wang et al.,, 2007). In rats, intrathecal injections
reach both the spinal cord and the closely located DRG (Butler
et al., 2005; Wang et al., 2005). Hence, intrathecal injections
of NR2B blockers and of siRNAs targeting the NR2B, and oral
immunization with anti-NR2B would be expected to reach and
affect not only the spinal cord but also the closely located DRG.
The observed therapeutic benefits of these treatments could
therefore also involve their actions in the DRG. Within the DRG,
the primary sensory neurons (Marvizon et al., 2002; Castillo
et al, 2013) and their surrounding satellite glia cells (Castillo
et al., 2013) express functional NMDAr. Moreover, several lines
of evidence indicate that there is glutamate release within
the sensory ganglia (Battaglia and Rustioni, 1988; Brumovsky
et al, 2007). By using the sniffer patch technique it has been
shown that electrical stimulation appears to elicit glutamate
release from the somata of DRG neurons (Gu et al., 2010);
and reducing glutamine synthase in the trigeminal ganglion
produces analgesia in the formalin test (Jasmin et al., 2010). In
addition, peripheral Schwann cells store and release glutamate
(Parpura et al, 1995; Jeftinija and Jeftinija, 1998). These
observations indicate that there is glutamate release in the
sensory ganglia and peripheral nerves that contributes to the
excitability of peripheral sensory neurons. Since NR2B is the
predominant NR2 subunit within the DRG, in this study we
investigated how NR2B changes in the peripheral DRG are
related to stimuli-evoked hypersensitivities in rats by using two
variants of the spared nerve injury (SNI) model. In contrast to
the tibial-SNI variant, sural-SNI produces robust, long lasting
mechanical and cold allodynia in the ipsilateral paw (Norcini
et al, 2014). We investigated whether sustained mechanical
and cold hypersensitivity resulting from the sural-SNI variant
is accompanied by an increase in NR2B expression within the
DRG.

MATERIALS AND METHODS

Animal Model

Adult male Sprague-Dawley rats (250-400 g) were used following
the guidelines approved by the New York University Langone
Medical Center Institutional Animal Care and Use Committee.
Under isoflurane anesthesia, two different variations of the SNI
were performed as previously described (Decosterd and Woolf,
2000; Norcini et al., 2014). In sham controls, the sciatic nerve
and its branches were only exposed but not manipulated (Norcini
etal., 2014).
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Behavioral Test

Mechanical hypersensitivity was evaluated in individual rats
placed in Plexiglas boxes upon an elevated metal grid allowing
access to the plantar surface of the hind-paws (Norcini et al.,
2014). Rats were “marked” on the top of their tails and
were randomly placed into the individual Plexiglas boxes. The
investigator doing the measurements could not see the “mark”
on the rat’s tail. The individual applying the filament was different
from the individual doing the read out on the electronic von Frey
apparatus. Mechanical thresholds were measured in two regions
of the plantar surfaces of both hindpaws; the middle region which
is mostly innervated by the tibial nerve, and the lateral region
which is mostly innervated by the sural nerve (Duraku et al,,
2012). We also recorded whether the response was accompanied
by a paw withdrawal. Mechanical thresholds were obtained by
using the electronic von Frey apparatus equipped with a size 15
filament fitted on the 800 g arm (IITC Life Sciences, Inc.). The
filament has a uniform flat tip of 0.8 mm in diameter, allowing
a consistent stimulus surface area. When the filament contacts
the paw, the recording unit displays the amount of pressure
applied in grams; this value increases as the pressure being
applied is increased. When the animal withdraws the paw the
maximum grams value is stored in the recording unit; this value,
is referred as the “mechanical threshold.” If at a given applied
pressure the filament starts to bend, without a paw withdrawal,
no additional pressure is applied and a constant maximum grams
value must be maintained for 3 s in order to be recorded as
the “mechanical threshold.” Thus, for each animal, maximum
thresholds are recorded, regardless of the presence of a paw
withdrawal response. Measurements were repeated three times
with an interval of about 3-5 min between stimulations, and
for each animal the mean value was computed. Mean values per
animal were then pooled together according to surgery variant
and day of testing.

Paw Volume Measurements

Paw volumes were measured using a plethysmometer (Trio-3-
in-1-Electronic System, IITC Life Science, Woodland Hills, CA,
USA; cat# 2888 and 520A) before and after surgery. For each
animal three measurements were done for each time point.

Lumbar DRG Collection

Dorsal root ganglia used for isolation of total RNA and for
Western blots were collected as previously described (Norcini
et al., 2014). Total RNA was isolated as previously described
(Norcini et al.,, 2014). Reverse transcription of total RNA was
done by using the High Capacity cDNA Reverse Transcription
Kit (Applied Biosystems, cat#4368814). DRG used for western
blot were snap frozen upon their isolation (liquid nitrogen/dry
ice) and stored at —80°C.

For immunohistochemistry DRG were collected as follows:
while under isoflurane anesthesia, a transcardial perfusion was
performed first with 500 ml ice cold 10% sucrose containing
Heparin (10 units/mL; Hospira Inc. Lake Forest, IL, USA)
and then with 500 ml ice cold 4% paraformaldehyde (PFA)
in phosphate-buffered saline (PBS). A ‘Perfusion Two™

Automate pressure Perfusion “apparatus (Leica, Microsystem;
cat# 39471005) was used to circulate these solutions. DRG were
collected and put into 4% PFA at 4°C overnight. The next day
DRG were put into 30% sucrose at 4°C for 1 week. The tissues
were then embedded in Tissue-Tek OCT (Sakura Finetek Inc.,
Torrance, CA, USA; cat# 25608930), fast frozen with dry ice and
stored at —80°C. Thin sections (18 pm) were cut with a cryostat
(Leica Microsystem; Model # CM3050-S).

Immunohistochemistry

For each animal 3-4 sections from different regions within
the DRG were used. The sections were surrounded with a
PAP-PEN (Scientific Device Laboratory, Des Plaines, IL USA;
ca# 9804) and solutions were added directly on the sections.
Sections were rinsed five times with PBS and then incubated
with blocking/permeabilization solution [1% BSA, 5% serum;
Normal goat serum (NGS) or Normal Donkey serum (NDS)] and
0.4% Triton X-100) for 90 min at room temperature (RT). The
sections were incubated overnight (at 4°C) with the following
primary antibodies: Anti-NMDAe2 Goat Polyclonal (1:100, Santa
Cruz Biotechnology, cat# sc-1469); Anti-Glutamine Synthetase
clone GS-6 Mouse Monoclonal (1:200, Millipore, cat#MAB302);
or with Iba-1 Rabbit Polyclonal (1:500, Wako, cat#019-19741)
dissolved in PBS containing 1% NDS or NGS, 1% BSA, and
0.4% Triton X-100. When using the anti- NMDAe2, the day
after, the sections were incubated with the primary antibody
for one additional hour at RT. The sections were rinsed five
times with 0.25% BSA, 0.02% Triton X-100 in PBS, and then
incubated at RT for 90 min with the corresponding secondary
antibodies (Invitrogen, Molecular Probes): Donkey Anti-Goat
Alexa Fluor 456 1:1000 (# A11036), Goat Anti-Rabbit Alexa
Fluor 488 1:1000 (# A11034) and Goat Anti-Mouse Alexa
Fluor 456 1:1000 (# A11030). The secondary antibodies were
diluted in 1% serum (NDS, NGS, or NHS), 1% BSA, and 0.02%
Triton X-100 in PBS. Sections were washed three times with
0.1% Triton X-100 in PBS and two times with PBS. Then
they were incubated with the Nissl stain (1:100, Invitrogen, #
N21480) according to the manufacturer’s protocol. When we
performed the triple immunostaining we incubated the two
primary antibodies for two consecutive nights (anti-NR2B was
always the second one). The Negative sections were incubated
only with 2% of the appropriate Serum or with IgG Goat 1:100
(Jackson ImmunoResearch, #005-000-003, working solution
0.2 mg/ml), IgG Rabbit 1:500 (Jackson ImmunoResearch, #011-
000-003, working solution of 0.3 mg/ml) and IgG Mouse 1:200
(Jackson ImmunoResearch, #015-000-003, working solution of
0.25 mg/ml) instead of the corresponding Primary Antibody.
The IgG working solutions were prepared to have the same
concentration of the working solutions of the corresponding
primary antibody. An additional negative control consisted in
the simultaneous incubation with anti-NR2B and its blocking
peptide (BP 1 pg/0.1 ml; NR2B BP cat#sc-1469-P, Santa Cruz
Biotechnology). Prior to their addition to the DRG section, the
anti-NR2B and BP were premixed (for 2 h at RT with agitation).
Coverslips were mounted using Aqua Poly/Mount (Polysciences
Inc.; cat# 18606).
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Analysis of Images

Images were captured and analyzed with a Zeiss Axiovert
200 (Carl Zeiss, Germany) inverted microscope equipped
with fluorescence and Nomarski optics, ApoTome (for optical
sections), using an Axiocam camera (Zeiss) and AxioVision
Software version 4.6.3 (Carl Zeiss imaging systems, Thornwood,
NY, USA). The pictures of the entire section were taken with a
40x% objective.

Measuring NR2B Intensity Labeling

Regions of neuronal somata and satellite glial cells (SGCs) that
did not overlap with each other were located by using Nissl
staining as previously described (Castillo et al., 2013) and were
used to measure the level of NR2B labeling (Figure 1). The cells
that closely surround the neuronal somata have been identified
as SGCs by various glial markers such as with anti-glutamine
synthetase (Weick et al., 2003; Hanani, 2005; Castillo et al., 2013)
(Figures 1B-B”,b”). Within the neuronal soma NR2B labeling
is highest at the perinuclear region (Figure 1C, labeled “P”) as
we previously reported (Castillo et al., 2013). Hence, we also
measured the level of NR2B labeling in the perinuclear region
(Figure 1).

Figure 2, shows images of sections with positive staining
(Figure 2A) and for three negative controls used for
immunostaining with anti-NR2B (Figures 2B-C) as described
under immunohistochemistry. In Figure 2E, each dot, represents
the measurement of a single neuronal soma and shows that the

distribution of intensity labeling for the three negative controls
was similar. For each animal, the “intensity of NR2B labeling”
was obtained by subtracting the mean value plus standard
deviation of the intensity labeling in the “IgG negative group”
from the mean value of the intensity labeling in the “positive
group” (Figure 2E, black bracket). We found that the level of
NR2B intensity labeling in the neuronal soma was not changed
in Sham operated animals, as compared to that observed in naive
animals (Figure 2F). Hence, for control values we pooled the
data from naive and sham animals.

Western Blot

Dorsal root ganglia were placed in a 1:30 proportion into a
RIPA Lysis solution (Millipore, Billerica, MA, USA, # 20-188)
containing 1% Igepal (Sigma-Aldrich, CA-630), 0.1% SDS, 1:100
Protease Inhibitor Cocktail (Rockford, IL, USA, cat#78410) and
1:100 of Phosphatase Inhibitor Cocktail (Pierce, Thermo Fisher
Scientific Inc., and cat# 78420). The tissue was homogenized
using an automatic cordless motor pestle mixer (cat#K749540-
000, Kimble Chase Kontes). The suspension was left on ice for
30 min, vortexed (5-7 s) and centrifuged at 13,000 rpm for 15 min
at 4°C. The supernatant was collected, aliquoted and stored at
—80°C until used. Protein concentration was determined by the
Lowry Assay (Sigma-Aldrich). The sample volume containing
10-20 g of protein was brought to a total volume of 20 pl
by adding RIPA Enriched containing Protease Inhibitor Cocktail
(1:100) and 10 pl of loading 2x tris buffer (1.25 ml of 0.5M

Nissl

Hoechst

FIGURE 1 | The use of Nissl staining for the identification and selection of neuronal and satellite glia cell (SGC) areas that do not overlap with each
other. (A-A”) DRG section stained with Nissl (green) and with the nuclear stain Hoechst (blue). Nissl staining labels the neuronal cell bodies and the nuclei of SGCs.
The latter can be seen by the colocalization of the nuclear staining (Hoechst, blue) and the Nissl staining (green). (B-B”) DRG section immunostained with
anti-glutamine synthase (red) and stained with Nissl (green). “b” is an amplification of an area in B.” Some neurons (arrow heads) and SGCs (arrows) are indicated.
(C-C”) DRG section immunostained with anti-NR2B (red) and stained with Nissl (green). White lines show examples of the selection of neuronal “N,” perinuclear “P,”
and SGC “S” regions used to measure the level of NR2B labeling. In (¢”), the light image was also overlapped. Small “¢” is an amplification of an area in the above
(C, C”) pictures. Optical sections (0.86 um thick, Apotome) (A-B) and regular pictures (C). Magnification 40x objective. Scale bars 20 pm.

Frontiers in Molecular Neuroscience | www.frontiersin.org

October 2016 | Volume 9 | Article 100


http://www.frontiersin.org/Molecular_Neuroscience/
http://www.frontiersin.org/
http://www.frontiersin.org/Molecular_Neuroscience/archive

Norcini et al. SNI and DRG NR2B Expression

A POSITIVE B NEGATIVE

E 1500 o 15-
o) ©
€ 13001 < 9
o £ =
m (O] 4
ﬁ 1100/ N o 1.0
> =z E
=
@ 900+ m
C N 0.51
o 14
9
£ 7001 =
=
L. . . . 0.0 ;
o & @ @ v v
—_— !
G Negatives < = e
Sural-SNI Tibial-SNI
- - -
—_ “ T o = .
g3 W s & & E g3
c® o > - © = 2
- 2 & o o2 oo
o o Q c & 0 O 3 -
5 < o 22 b g g
a £ c o o & S
2> =y s2 | &<
g5 = 8 g2 g s 2
A= 3 £ = 8 8w
= E = 5 E =<
(%]

FIGURE 2 | Determination of specific NR2B labeling. To determine the specific NR2B labeling, DRG sections were incubated with anti-NR2B (A) and three
negative controls were used, one in which the primary antibody (anti-NR2B) was omitted (B), another in which the primary antibody was replaced with goat IgG (C),
and the third one in which the primary antibody was pre-incubated with blocking peptide (D). (A-D) Show four panels: top left corresponds to the red signal:
NR2B-labeling 4+ background (A) or only background (B-D). Top right: Nissl staining. Bottom left: light picture. Bottom right: overlap of the three panels. (E) Shows
intensity labeling in the red channel for the four conditions. Each dot represents a measurement from a single soma, red lines indicate the mean + SD. Based on this
result we decided to use the negative IgG goat group to set the background value, which consisted in the average value plus one standard deviation. Specific NR2B
intensity labeling (NR2B labeling) was defined as: mean value of the “Positive group” minus the mean value + standard deviation of the “negative IgG group”
(indicated with the bracket). (F) Shows that the “NR2B labeling” for the neuronal soma was the same for Naive and Sham rats (mean + SEM, normalized to the
(Continued)
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FIGURE 2 | Continued

ovals the spared regions for each of the SNI variants.

Naive values). No significant difference was found between any of the groups (One-way ANOVA). The same was observed for SGCs and perinuclear areas between
Nalive and Sham rats (not shown). (G) The sural and tibial nerves innervate the lateral and middle areas, respectively. In sural-spared nerve injury (SNI) the sural area
is spared and the tibial-area in non-spared. In tibial-SNI the tibial area is spared and the sural area in non-spared. Rectangle indicate the non-spared regions and

Tris HCI, pH 6.8, 2.5 ml Glycerol, 2.0 ml of 10% SDS, 0.2 ml
of 0.5% Bromophenol blue and 3.55 ml water). Samples were
processed and electrophoresis was run as previously described
(Castillo et al., 2011). Primary antibodies used: rabbit polyclonal
Anti-NR2B subunit (1:2000; Abcam Inc., Cambridge, MA, USA;
cat#ab14400) and goat polyclonal Anti-B-Actin (1:5000, Abcam;
cat# ab8229); and secondary antibodies used: Goat anti-Rabbit
(1:1000, cat# sc-2004) or Rabbit anti-Goat (1:10,000, cat# sc-2768;
Santa Cruz Biotechnology).

Preparation of the cDNA from Total RNA
Total RNA extraction from DRGs was done as previously
described (Norcini et al., 2014). The quality of the total RNA
samples was determined with the 2100 Bioanalyzer (Agilent
Technologies). The total RNA samples had an RNA integrity
number (RIN) between 8.4 and 9.5 (the maximum RIN
value is 10). The total RNA concentration was determined
using the NanoDrop® ND-1000 Spectrophotometer (Thermo
Fisher Scientific), and ranged between 90.5 and 327.6 ng/pl.
We converted total RNA into ¢DNA by using the High
Capacity cDNA Reverse Transcription Kit (Applied Biosystems,
cat#4368814). We performed the RT step in an Eppendorf
ep gradient S Mastercycler with a ramp speed of 6°C/s. The
thermal-cycling conditions used were the ones suggested from
the manufactures.

RT-PCR for mRNA

The expression of the messenger RNAs for the NMDA receptor
subunits, the kinesin family member 17 (Kifl7), and the
kinesin family member 5b (Kif5b) was quantified by real-
time qRT-PCR and it was performed using a CFX96 Touch™
apparatus from BIO-RAD and Multiplate™ Low-Profile 96-Well
Unskirted PCR Plates (BIO-RAD, cat#MLL9601). TagMan Gene
Expression Master Mix (Applied Biosystems, #4369016) was used
according to the protocol. The TagMan Gene Expression Assays
(TagMan Assays from Applied Biosystems, Life Technologies,
Carlsbad, CA, USA, #4331182) used are the following: Grinl:
Glutamate Receptor, Ionotropic, N-Methyl D-Aspartate 1,
ID#Rn01436038_m1; Grin2A: Glutamate Receptor, Ionotropic,
N-Methyl D-Aspartate 2A, ID#Rn00561341_ml; Grin2B:
Glutamate Receptor, Ionotropic, N-Methyl D-Aspartate 2B,
ID#Rn00680474_m1; Grin2C: Glutamate Receptor, Ionotropic,
N-Methyl D-Aspartate 2C, ID#Rn00561359_ml; Grin2D:
Glutamate Receptor, Ionotropic, N-Methyl D-Aspartate 2D,
ID#Rn00575638_m1 and GAPDH: glyceraldehyde-3-phosphate
dehydrogenase, ID#Rn01775763_g1. Expression Assays (TagMan
Assay from Applied Biosystems, Life Technologies, Carlsbad,
CA, USA, #4351372) was used for Kifl7: ID#Rn01515647_m]l;
and the (TagMan Assay from Applied Biosystems, Life
Technologies, Carlsbad, CA, USA, #4331182) was used for

Kif5b: ID#Rn01538432. For a given sample, all reactions were
run in duplicate. Background controls consisted of replacing
the cDNA with water. Forty five cycles of amplification were
done. Data (C; values were analyzed using a comparative A AC;
method (Schmittgen and Livak, 2008). GAPDH was used as
the endogenous control to obtain the AC; value for each of the
probes within each DRG and spinal cord. GAPDH has been
validated as a stable normalization gene for qRT-PCR when
using DRG and spinal cord samples derived from the SNI model
(Piller et al., 2013). For each probe the A AC; was obtained by
using the AC; experimental value (sural-SNI or tibial-SNI DRG)
minus the AC; control value (Sham DRG). Then the fold change
(2= AACH) wag calculated.

Statistical Analyses

Statistics were done by using GraphPad Prism vs. 6.07. One-
way ANOVA was used when comparing more than two groups,
followed by Bonferroni’s multiple comparison test or by Tukey’s
multiple comparison test. Two-way ANOVA was used when
comparing two or more groups over time. Two-way ANOVA
Ordinary was used when there was not an equal number of data
for each of the days. Two-way ANOVA Matching Stacked was
used when there was an equal number of data for each of the
days. Two-way ANOVA was followed by Bonferroni’s Multiple
comparison.

RESULTS

Both Tibial (Middle) and Sural (Lateral)
Regions of the Hindpaw Develop

Mechanical Hypersensitivity

Responses to mechanical stimulation to the middle (tibial)
and lateral (sural) regions of the hindpaws were compared
between the two SNI variants (Figure 2G). The middle region
is mostly innervated by the tibial nerve, and the lateral region
is mostly innervated by the sural nerve. The corresponding
spared and non-spared regions for each SNI are shown in
Figure 2G. The onset of mechanical hypersensitivity and
its highest level, corresponding to the lowest mechanical
threshold value, was detected on Day 1 post-surgery and
had a similar magnitude in the spared regions of both SNI
variants (Figure 3A). However, while the sural-SNI animals
maintained a low mechanical threshold throughout the entire
observation period (Figure 3A, dark blue) the tibial-SNI
animals started to recover from mechanical hypersensitivity,
as indicated by the increase in their mechanical threshold
value, at about 2 weeks and displayed almost full recovery
by Day 40 post-surgery (Figure 3A, dark green), as we
previously reported (Norcini et al, 2014). We now report
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FIGURE 3 | Differences in Mechanical Thresholds and Percentage of Paw Withdrawals between spared and non-spared regions in the tibial-SNI and
sural-SNI models. (A) Mechanical Thresholds measurements in the ipsilatereal (IL) and contralateral (CL) paws in both the spared and non-spared regions of
sural-SNI and tibial-SNI rats. No significant difference was found between the spared vs. non-spared regions in the IL paws for the tibial-SNI, neither for the
sural-SNI. Significant different: symbols in black: non-spared-IL vs. non-spared-CL for a given SNI (# tibial-SNI, *sural-SNI). *(green): spared-IL vs. spared-CL
regions in tibial-SNI. *(blue): spared-IL vs. spared-CL regions in sural-SNI. *(red): spared-IL tibial-SNI vs. spared-IL sural SNI. *(purple): non-spared-IL tibial-SNI vs.
non-spared-IL sural-SNI. For all the groups n = 6 rats for most days, except for Days 20, 71, and 75 where n = 3 rats, and Day 83 where n = 4 rats. One exception
is for tibial-SNI non-spared (CL and IL) that the n = 3 rats on Day 1. (B) Percentage of Paw Withdrawals in the Tibial-area (IL and CL) and Sural-area (IL and CL) in
naive rats. No significant difference was found when comparing between groups at a given day, or within a group between 1-6 Days vs. later days; n = 3 rats.

(C) Percentage of Paw Withdrawals in the IL paws of sural-SNI and tibial-SNI. Comparison between groups at a given day: *(blue): spared-sural-SNI vs. non-spared
sural-SNI. No significant difference was found between spared-tibial-SNI vs. non-spared-tibial-SNI; or between spared-tibial-SNI vs. spared-sural-SNI. Within a
group between 1-6 Days vs. later days: + (black): sural-SNI (spared and non-spared); -+(green) tibial-SNI (spared and non-spared). n = 6 rats (same animals as in
A). (D) Percentage of Paw Withdrawals in the CL paws of sural-SNI and tibial-SNI in the CL. For a given day, no significant difference between the sural-SNI-CL and

tibial-SNI-CL regions. Within a group between 1-6 Days vs. later days: no significance difference in tibial-SNI; + (black): sural-SNI. (E) Percentage of Paw
Withdrawals in the tibial-area (IL and CL) and sural-area (IL and CL) in Sham rats. For a given day, no significant difference was found between the groups. For a
given group, significant difference was found between 1-6 Days vs.>50 Days for three of the groups. The fourth group, the tibial-Area-IL, significant difference was
found between 1-6 Days vs.>65 Days. n = 4 rats; (F) Mechanical Threshold measurements in the IL and CL paws in both Sural and Tibial areas. No significant
differences were found; between groups within a given day. Two-way ANOVA Ordinary (A) and Two-way ANOVA Matching Stacked (B-F); followed by Bonferroni’s

Multiple comparison (all symbols: p < 0.05). Values are mean + SEM.

that, within each SNI variant, the mechanical thresholds were
the same for the corresponding “spared” and “non-spared”
regions (Figure 3A, solid lines vs. dashed lines-dark green
and dark blue). However, the spared and non-spared regions
displayed qualitative differences in their mechanical response as
could be assessed by recording whether the animals displayed
a paw withdrawal. We further characterized the responses
to this mechanical stimulus by calculating the percentage of
responses that were accompanied by a paw withdrawal (% Paw
Withdrawals).

In naive animals the “% Paw Withdrawals” showed
no significant differences among the various times points
(Figure 3B). The average “% Paw Withdrawals” in naive rats
was ~61% and comparable for the sural and tibial paw regions
(sural region: 60 £ 7%; tibial region: 62 £ 7%, mean £ SEM,
n = 3 rats; for each animal the value was calculated by averaging

all their values measured over time). In the sural-SNI rats, the
non-spared region (in this case corresponding to the middle
tibial area) displayed a significant decrease in the “% Paw
Withdrawals” up to Day 58 post-surgery (Figure 3C). This
decrease disappeared with time such that by Day 66 onward,
there was no significant difference between the spared and
non-spared regions in sural-SNI animals. In contrast, such
difference was not observed in the tibial-SNI model, in which
the “% Paw Withdrawals” was comparable in the spared and
non-spared regions (Figure 3C). Although within a SNI variant,
both the non-spared and spared areas displayed the same
decrease in mechanical threshold, qualitatively in the sural-SNI,
but not in the tibial-SNI, there were differences between the two
regions such that the non-spared area showed a decrease “%
Paw Withdrawals” during the first 50 days following the surgery.
This difference in “% Paw Withdrawals” disappeared over time
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while the level of “Mechanical Threshold” remained low and
constant.

Interestingly, in each paw region stimulated (middle and
lateral) during the first week there was a tendency for a
decrease in the “% Paw Withdrawals,” in both the ipsilatereal (IL;
Figure 3C) and contralateral (CL; Figure 3D) paws regardless
of SNI This decrease was also observed in the Sham group
(Figure 3E), but not in the naive group (Figure 3B). However,
in Sham animals, the mechanical threshold was not affected
(Figure 3F). Hence, the decrease in % Paw Withdrawals within
the first week in part results from surgical procedures distinct to
nerve injury.

As indicated above, we found no correlation between the “%
Paw Withdrawals” and the “mechanical threshold value”; hence
both measurements appear to be assessing different aspects of
mechanical sensation. The “Mechanical Threshold” measures
mechanical sensitivity and the percentage of paw withdrawals
likely measures a qualitative difference in the mechanical
sensation, that appears to be related to the level of innervation
(see “Discussion” section).

In order to investigate whether the two SNI variants displayed
differences in paw inflammation, potentially induced by the
degeneration of transected fibers, we measured the volume
change of the paw. We found that there were no detectable
differences in the paw volumes between sham and either SNI
group, or between the two SNI groups, in either the IL or the CL
paws (Supplementary Figure S1). Hence, both SNI variants do
not result in detectable levels of paw edema.

NR2B Expression Is Differentially
Regulated in Sural-SNI and Tibial-SNI

Both SNI variants induce strong mechanical hypersensitivity,
but only in the sural-SNI does this behavior persist for over
3 months. Moreover, only the sural-SNI rats develop cold
hypersensitivity (Decosterd and Woolf, 2000; Norcini et al,
2014). In the SNI models, the hypersensitivity that develops in
the rat hind paw from transecting some or all of the sciatic
nerve branches is evoked by stimulation of the nerve terminals
of the spared sciatic nerve branches and from the saphenous
nerve that become hyperexcitable as a result of interactions
with the injured sciatic nerve fibers (Kingery and Vallin, 1989;
Kingery et al., 1993; Ro and Jacobs, 1993; Attal et al., 1994;
Tal and Bennett, 1994; Guilbaud et al., 1995; Sotgiu and Biella,
1997; Campbell, 2001; Smith et al., 2013). Moreover, these fibers
(spared sciatic fibers and saphenous fibers) not only become
hyperexcitable but they also sprout and reinnervate the areas
that were denervated following transection of some of sciatic
nerve fibers. In rat, the sensory neurons of the saphenous nerve
are located mostly in the L3-DRG and those of the sciatic
nerve mostly in the L4- and L5-DRG. Based on the composition
of afferent fibers within each of the sciatic nerve branches
(Swett et al, 1991), L4 DRG contains the highest number
and percentage of injured primary sensory neurons following
sural-SNI (Table 1). Hence, we measured NR2B expression in
L3-DRG and L4-DRG. We selected Day 23 and Day 86 post-
injury to measure NR2B labeling because significant behavioral
differences between the two models are evident. At Day 23,

TABLE 1 | The number of sensory fibers within each of the sciatic nerve branches (peroneal, tibial, sural) that contributes to each of the Dorsal root

ganglias (DRGs; L3, L4, and L5) was taken from (Swett et al., 1991).

Sural-SNI Tibial-SNI

Sensory neurons’!

# (%) Injured sensory neurons

L3-DRG' 113(~0.8%) 65 (~0.5%)
L4-DRG' 5,367 (43%) 2,208 (18%)
L5-DRG' 1,967 (13%) 2065 (13%)

# (%) Injured sensory neurons

#neurons (% of a given sciatic
nerve branch)’

65 (2.4% of peroneal)
48 (1.0% of tibial)

0 (0% of sural)

2133 (79% of peroneal)
3234 (68.1% of tibial)
75 (4.5% of sural)

501 (18.6% of peroneal)
1466 (30.9% of tibial)
1564 (98.4% of sural)

#sensory neurons in DRG
mean?-3

12,496 (12,000-12,991)

15,321 (15,000-15642)

#/type neurons injured in each SNI 7,447 sensory (68%)’ 4,338 sensory (39%)’
1,614 motor 700 motor
13,200 sensory® 8,200 sensory®
1,600 motor 600 motor
4,800 sympathetic 2,600 sympathetic

Sprague-Dawley rats: 1 (Swett et al., 1991) and 2(McKay Hart et al., 2002). Wistar rats: 3(Schmalbruch, 1986). To estimate the percentage of injured sensory neurons
within each DRG we used the total number of sensory neurons reported for the L4-DRG and L5-DRG in two studies (Schmalbruch, 1987; McKay Hart et al., 2002). Since
no values were available for L3-DRG we used an average value of those reported for the L4-L5 DRG (13,908). Although those two studies used different rat species
(Sprague-Dawley and Wistar rats), they found a comparable number of sensory neurons within the DRG and of motor fibers within the various sciatic nerve branches.
However, the number of sensory fibers within each of the sciatic nerve branches was very different, being almost double in Wistar rats than in Sprague-Dawley rats. We
are showing the values from the Schmalbruch study, since it also provides us with the number of sympathetic fibers within each of the sciatic nerve branches, which
allowed us to provide an estimate of the number of sympathetic fibers that would be expected to be injured in both spared nerve injurys (SNIs). This was done to help us
in the discussion.
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while there is 50% recovery in mechanical thresholds, and no
cold allodynia in tibial-SNI rats, sural animals display strong
mechanical and cold hypersensitivity. At Day 86, tibial-SNI rats
fully recover, while thermal and mechanical hypersensitivities
persist in the sural-SNI rats (Figure 3A). Thus, Day 23 and
Day 86 measurements of NR2B expression provide information
regarding how changes in this subunit is correlated with recovery
or persistent pain.

In L3-DRG, at Day 23 post-surgery there were no significant
differences in the level of NR2B labeling (in red) in the neuronal
somata and SGCs between either tibial-SNI or sural-SNI and the
control group (Figures 4A-C and 5A,C,E). In contrast, at Day
86 post-surgery, there was an increase in the intensity of NR2B
labeling in the neuronal somata and SGCs from tibial-SNI but
not from sural-SNI (Figures 4D-F and 5B,F). The increase in
NR2B labeling in the neuronal somata is primarily found within
the perinuclear region of the neuron (Figures 5B vs. 5D).

The presence of small cells with intense NR2B labeling
were also observed, and were morphologically distinct from
SGCs and neurons (Figure 4, some indicated with “x”). Co-
labeling with anti-Iba-1 (green) confirmed that these NR2B-
positive cells (red) are microglia/macrophages (Figures 6A,B,
green, and circles); however, not all Iba-1 positive cells expressed

NR2B (arrows; Figures 6A,B). At Day 23, an increase in
the number of microglia/macrophage cells that were NR2B-
positive were observed in the ipsilateral DRG of sural-SNI
and tibial-SNI rats (Figures 6C-E and 5G). This increase was
transitory since it became undetectable on Day 86 post-surgery
(Figure 5H).

In contrast to L3-DRG, the neuronal somata and SGCs did not
show significant changes in NR2B labeling in L4-DRG at Day 86
post-surgery (Figure 7).

Though fluorescence analysis of stained tissue sections
demonstrated cell-specific and localized changes of NR2B
labeling, significant NR2B differences were not detectable
through Western Blot of whole DRG cell lysates of individual
L3-DRG and L4-DRG (Supplementary Figures S2A,B). In
addition to the neuronal somata, the SGCs and microglia,
a large proportion of the DRG are comprised of fibers
(Supplementary Figure S2C). Many of these fibers are also
myelinated by Schwann cells, which recently have been shown
to also express NR2B (Mantuano et al., 2015). The presence
of these various cell types, together with the difference
in contribution of the nerve fibers likely complicated the
detection of differences in NR2B expression when using Western
Blotting.

C Tibial-SNI Day 23

A control Day 23 B sural-sni Day 23

*

FIGURE 4 | NR2B intensity labeling in L3-DRG at Day 23 and Day 86 following surgery. L3 DRG sections were immunostained with anti-NR2B (red) and
stained with Nissl (green) at Day 23 for control (A), Sural-SNI (B) and Tibial-SNI (C) and at Day 86 for control (D), Sural-SNI (E), and Tibial-SNI (F). Top panels only
show NR2B intensity labeling (background has been substracted) (A-F); middle panels show NR2B intensity labeling (red) and Niss! staining (green) (A-F’); and
bottom panels shows the corresponding light pictures (A”-F”). Magnification 40x objective. Scale bars: 20 wm.

D control Day 86 E Sural-SNI Day 86 F Tibial-sni DEVRS
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FIGURE 5 | Quantification of NR2B labeling in various cells in the L3-DRG at Day 23 and Day 86 following surgery. NR2B labeling in the neuronal soma
(SOMA) (A,B), the perinuclear area of the neuronal soma (E,C), in SGC (E,F) and in microglia/macrophages (G,H) at Day 23 (A,C,E,G) and Day 86 (B,D,F,H)
following surgery. For Day 23 (A,C,E,G): the control group n = 6 rats (three sham, three naive). For each control rat measurements were done in the IL and CL
L3-DRG. Measurements were done in on average in 198 somas/rat (A); on average in 198 perinuclear areas/rat (C); on average in 120 SGCs/rat (E). For the other
four groups (Sural-SNI-IL, Sural-SNI-CL, Tibial-SNI-L, and Tibial-SNI-CL) n = 3 rats. The “average number of somas/rat-area” measured were 116, 101, 111, 109
for Sural-SNI-IL, Sural-SNI CL, Tibial-SNI IL, and Tibial-SNI CL, respectively. The “average number of perinuclear areas/rat-area” measured were 109, 100, 102. 92
for Sural-SNI-IL, Sural-SNI CL, Tibial-SNI IL, and Tibial-SNI CL, respectively. The “average number of SGCs/rat-area” measured were 72, 62, 66, 60 for Sural-SNI-IL,
Sural-SNI CL, Tibial-SNI L, and Tibial-SNI CL, respectively. For Day 86 (B,D,F,H): the control group n = 4 rats (two sham, two naive). For each control rat
measurements were done in the IL and CL L3-DRG. Measurements were done in on average in 256 somas/rat (B); on average in 257 perinuclear areas/rat (D); on
average in 360 SGCs/rat (F). For the other four groups (Sural-SNI-IL, Sural-SNI-CL, Tibial-SNI-L, and Tibial-SNI-CL) n = 3 rats. The “average number of somas/rat”
measured were 148, 124,122, and 166 for Sural-SNI-IL, Sural-SNI CL, Tibial-SNI IL, and Tibial-SNI CL, respectively. The “average number of perinuclear areas/rat”
measured were 148, 137,143, and 190 for Sural-SNI-IL, Sural-SNI CL, Tibial-SNI IL, and Tibial-SNI CL, respectively. The “average number of SGCs/rat” measured
were 270, 154, 209, and 256 for Sural-SNI-IL, Sural-SNI CL, Tibial-SNI L, and Tibial-SNI CL, respectively. (G,H) Number of microglia/macrophages that were NR2B
positive/324,000 pm?. The n = 6 and 4 rats for Day 23 and Day 86, respectively; and n = 3 rats for all the other groups. In all panels: mean + sem. For (A-F), the
data was normalized to control values. One-way ANOVA, with Tukey’s multiple comparison test. *p < 0.001, +p < 0.01, o < 0.05.

observed changes in NR2B expression between sural-SNI and
tibial-SNI, at Day 86 post-surgery. Kinesins are microtubule
associated molecular motors that transport cargos (vesicles,
proteins, mRNAs) along microtubules mostly in the anterograde
direction (Schnapp, 2003). Of the 47 kinesins identified in
mammals, Kifl7 is involved in the anterograde transport to
dendrites of various proteins including the NR2B subunit (Setou
et al, 2000; Wong-Riley and Besharse, 2012); and Kif5b is
important in axonal transport (Hirokawa et al., 2010). We found
that KIF17 transcripts were down-regulated only in the ipsilateral
L4-DRG of sural-SNI (Figure 9A), but no change was found in
the level of Kif5b transcripts (Figure 9B).

Expression of mRNA Encoding the
Various NMDA Receptor Subunits at Day
86 Post-surgery

Since a significant difference in NR2B labeling was detected only
at Day 86 post-surgery between sural-SNI and tibial-SNI, this
time point was chosen to also measure mRNA expression for
the various NMDA receptor subunits in DRG and in spinal cord
tissue by using qQPCR. We found that NR2B (Grin 2B) subunit
transcripts were up-regulated only in the ipsilateral L4-DRG
of sural-SNI (Figure 8B). Transcripts for NR1 (Grinl), NR2A
(Grin2A), NR2D (Grin2D), NR2C (Grin 2C) subunits were not
changed in L3-DRG, L4-DRG, or L5-DRG (Figure 8). Moreover,
no significant changes were observed in the mRNA for NR1
(Grinl) or NR2B (Grin 2B) in the lumbar spinal cord relative to

shams (Figure 8F). DISCUSSION

We found that the electronic von Frey allows for the detection of
mechanical hypersensitivity in the spared and non-spared regions
of the hindpaws; however, these regions showed qualitative

Expression of mRNA Encoding for the
Kinesin Family Member 17 (Kif17) and

Family Member 5b (Kif5b)
We measured the mRNA expression of the kinesins KIF17
and KIF5B to investigate whether they could contribute to the

differences in their responses. We also observed nerve injury-
induced changes in NR2B expression in neurons, SGCs and
microglia/macrophages of the un-injured L3-DRG and injured
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Scale bars: 20 pm.

FIGURE 6 | Identification of microglia/macrophages. (A) DRG section immunostained with anti-lba-1 (green) a microglia/macrophage marker and stained with
the nuclear stain Hoechst (blue). Both Iba-1+/NR2B+ cells (circles) and lba-1+/NR2B- cells (arrows) were detected. The corresponding light picture is also shown.
(B) shows the overlap of the color images in (A). DRG sections immunostained with anti-NR2B (red) and stained with Nissl (green) from a control (C) Sural-SNI (D)
and Tibial-SNI (E) L3-DRG at Day 23 post-surgery. (A-B) Conventional pictures and (C-E) optical sections (0.86 um thick, Apotome). Magnification 40x objective.

/

L4-DRG. Hence changes in NR2B expression within the DRG
appear to affect neuronal and glial function, and may contribute
to the neuropathic pain phenotype in SNI.

Stimuli-Evoked Hypersensitivity

The sural and tibial nerves innervate the lateral and middle
regions of the hindpaws, respectively, but there is also spatial
overlap (Duraku et al., 2012). Hence, to a different extent, both
regions maintain a level of innervation following SNI. With the
manual von-Frey, mechanical hypersensitivity is detected only
in the sural region following sural-SNI (Duraku et al., 2012,
2013; Nascimento et al., 2015). With the electronic von-Frey,
we detected mechanical hypersensitivity in both regions. The
manual system uses a set of filaments of varying diameters so

as to provide a range of forces (g) (Bradman et al, 2015).
With the manual system a mechanical response is detected with
thin fibers (0.229-0.254 mm diameter, ~1.202-1.479 g) in sural-
SNI animals; but only with a thick fiber (0.483 mm diameter,
~15.136 g) in sham animals' (Wang et al., 2011). The electronic
von Frey system used in this study only uses one filament with
a 0.8 mm tip diameter, hence a constant area is stimulated
and the only variable is the applied pressure. The detection of
mechanical hypersensitivity in the highly denervated region may
in part reflect the stimulation of a relatively larger area when
using the electronic system rather than when using the manual
one.

'http://www.stoeltingco.com/media/wysiwyg/58011_Touch_Test_Evaluator.pdf
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FIGURE 7 | Quantification of NR2B labeling in various cells in the L4-DRG at Day 86 following surgery. NR2B labeling in the neuronal soma (SOMA) (A),
the perinuclear area of the neuronal soma (B), in SGC (C) and in microglia/macrophages (D) at Day 86 following surgery. The control group n = 5 rats (three naive
and two sham). For each control rat measurements were done in the IL and CL L4-DRG. Measurements were done in on average in 803 somas/rat (A); on average
in 564 perinuclear areas/rat (B); on average in 576 SGCs/rat (C). For the other four groups (Sural-SNI-IL, Sural-SNI-CL, Tibial-SNI-L, and Tibial-SNI-CL) n = 3 rats.
The “average number of somas/rat-area” measured were 294, 558, 358, and 396 for Sural-SNI-IL, Sural-SNI CL, Tibial-SNI IL, and Tibial-SNI CL, respectively. The
“average number of perinuclear areas/rat-area” measured were 176, 351, 169, and 181 for Sural-SNI-IL, Sural-SNI CL, Tibial-SNI IL, and Tibial-SNI CL, respectively.

The “average number of SGCs/rat-area” measured were 243, 285, 232, 204 for Sural-SNI-IL, Sural-SNI CL, Tibial-SNI L, and Tibial-SNI CL, respectively.
(D) Number of microglia/macrophages that were NR2B positive/324,000 umZ. The n = 5 for control and and n = 3 rats for all the other groups. In all panels:
mean + SEM. For (A-C), the data was normalized to control values. One-way ANOVA.

In sural-SNI, the non-spared and spared regions displayed
the same decrease in mechanical threshold, while the non-
spared region displayed a lower percentage paw withdrawals.
However, the “% Paw Withdrawals” slowly increased, and by
Day 65 was similar to that of the spared region. This gradual
increase in the “% Paw Withdrawals” roughly correlates with
the reported time course of reinnervation by sensory fibers
(Duraku et al, 2012, 2013). Therefore, in sural-SNI there
is a qualitative difference in the mechanical hypersensitivity
in these two paw regions, which appears to be related to
the level of innervation. In tibial-SNI, the non-spared and
spared regions displayed a transient decrease in mechanical
threshold, while the “% Paw Withdrawals® was comparable
to those in sham animals. Based on the fiber composition
of the sciatic nerve (Swett et al, 1991) a lower percentage
of afferent fibers are injured following tibial-SNI compared
to sural-SNI (39% vs. 68%; Table 1). Hence a decrease
in “% Paw Withdrawals” requires a high level of sensory
denervation.

No correlation was found between the “Mechanical
Threshold” and the “% Paw Withdrawals”; hence both
measurements assess different aspects of mechanical sensation.
While “Mechanical Threshold” measures the mechanical
sensitivity, the “% Paw Withdrawals” appears to be related and
proportional to the level of sensory innervation. By combining
both measurements, one could obtain information regarding the
overall increase in mechanical hypersensitivity. In sural-SNI,
both the spared and non-spared regions showed a slow continual
increase in overall mechanical hypersensitivity, with the spared
region showing a highest value and the strongest increase; while
in tibial-SNI both regions displayed a transient and comparable
increase in overall mechanical hypersensitivity.

Mechanical hypersensitivity ~displayed by both SNIs
appears to primarily involve changes in primary sensory
neurons, but it may also involve changes in sympathetic
neurons. The number of damaged sympathetic neurons
is twice as high in sural-SNI than in tibial-SNI (Table 1).

In the sural-SNI sympathetic neurons contribute to cold
hypersensitivity; but their reported contribution to mechanical
hypersensitivity depends on the protocol used for chemical
sympathectomy (Pertin et al, 2007; Nascimento et al,
2015).

DRG NR2B Expression

We used the different neuropathic pain phenotype between the
sural-SNI and tibial-SNI to investigate whether changes in NR2B
expression within the DRG correlated with the development of
sustained hypersensitivity following a sciatic nerve injury. We
selected Day 23 and Day 86 to measure NR2B labeling, because
in tibial-SNI at Day 23 there is 50% recovery and at Day 86 there
is full recovery in injury-induced mechanical hypersensitivity,
while sural-SNI displays strong mechanical hypersensitivity at
both time points.

At Day 86 an increase in NR2B mRNA was observed
only in sural-SNI; hence this upregulation correlates with the
development of sustained hypersensitivity. Interestingly, this
increase was not accompanied by an increase in NR2B protein
in the DRG, suggesting that the mRNA increase may be
accompanied by an accelerated transport of NR2B protein away
from the soma. To investigate this possibility we measured the
level of kinesin Kifl17. In central neurons Kif17 is involved in
the transport into dendrites of various proteins including the
NR2B subunit (Setou et al., 2000). Kifl7 protein has not been
detected in the sciatic nerve (Setou et al.,, 2000) and primary
sensory neurons do not have dendrites. Hence in primary sensory
neurons Kifl7 most likely is involved in transporting NR2B to
the soma’s plasma membrane. Here we found that the expression
of Kifl7 transcripts was decreased only in sural-SNI. Because
of the observed increase in NR2B mRNA, we expect that there
should be an increase in NR2B protein production. The observed
lack of a change in the measured NR2B protein level within
the soma appears to result in part from a decrease in Kifl7
which will result in a decrease in NR2B transport to the soma’s
plasma membrane. The results also suggest that there may be
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FIGURE 8 | gPCR for the various NMDAr subunits in DRG and spinal cord derived from sural-SNI and tibial-SNI. (A-E) For DRG, n = 4 rats, except for
two groups in Grin1 DRG5 (sural-SNI IL and tibial-SNI CL) n = 3. (F) For Spinal cord, n = 3 rats. For each probe the A AC; was obtained by using the ACt
experimental value (sural-SNI or tibial-SNI DRG) minus the AC; control value (Sham DRG). Then the fold change (2~ 2 2C%) was calculated. Values are mean + SEM.
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an increase in axonal transport of NR2B protein away from
the soma toward the plasma membrane of fibers and/or nerve
terminals and in this way contribute to their hyperexcitability.
To our knowledge there is no available information of which
kinesin(s) are involved in axonal transport of NR2B, however,
we measured the expression of Kif5b since it has been shown
to be important in axonal transport of various ion channels and
receptors (Rivera et al., 2007; Hirokawa et al., 2010; Twelvetrees
et al, 2010; Su et al, 2013). We found that the expression of
Kif5b transcripts was not changed. Whether the decrease in
Kif17 may promote axonal transport by increasing the availability
of NR2B protein to be taken up by axonal transporters, or

whether there is an increase in other molecules that mediate
axonal transport of NR2B remains to be determined. However,
the increase in NR2B mRNA in injured primary sensory neurons
correlates with the development of sustained hypersensitivity in
sural-SNI.

In sural-SNI, the increase in NR2B mRNA was observed
only in L4-DRG, hence enhanced NR2B transcription may
be triggered only when a large proportion of sensory fibers
are injured (Table 1). The hypersensitivity that develops in
the rat hind paw from transecting some or all of the sciatic
nerve branches is evoked by stimulation of the nerve terminals
of the spared sciatic nerve branches (L4-L5 DRG) and from
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control value (Sham DRG). Then the fold change (2~ 2 2C1) was calculated. (A)
Kif17, (B) Kif5b. Values are mean + SEM. One-way ANOVA, tukey’s multiple
comparison test. *p < 0.05.

the saphenous nerve (L3-DRG) that become hyperexcitable as
a result of interactions with the injured sciatic nerve fibers
(Kingery and Vallin, 1989; Kingery et al., 1993; Ro and Jacobs,
1993; Attal et al, 1994; Tal and Bennett, 1994; Guilbaud
et al., 1995; Sotgiu and Biella, 1997; Campbell, 2001; Smith
et al., 2013). Our results indicate that upregulation of NR2B
mRNA may directly contribute to the hypersensitivity of primary
sensory neurons located in DRG containing a high number of
damaged neurons (L4-DGR) but not to those located in DRG
containing a low number of damaged neurons (L3 and L5
DRG).

There was no upregulation of NR2B mRNA in tibial-SNI
which correlates with the lack of development of sustained
hypersensitivity. Moreover, in tibial-SNI, at Day 86, but not at
Day 23 a significant upregulation of NR2B protein was detected
within the perinuclear region of the neuronal soma and only
in L3-DRG, which contain mostly uninjured saphenous sensory
neurons. Uninjured saphenous sensory neurons also become
hyperexcitable following injury to the sciatic nerve (Kingery et al.,
1993; Ro and Jacobs, 1993; Attal et al., 1994; Guilbaud et al.,
1995; Sotgiu and Biella, 1997; Smith et al., 2013). The increase
in NR2B protein within the perinuclear region, in the absence

of a change in NR2B mRNA, indicates that there is retention
and slowing of NR2B transport away from the perinuclear region
toward the neuronal plasma membrane. The decrease of NR2B
protein transport to the neuronal plasma membrane, would
render them non-functional and by doing so would decrease their
contribution to neuronal excitability and this may contribute to
the recovery of tibial-SNI animals.

In both SNIs, microglia/macrophages showed a transient
increase in NR2B protein observed on Day 23 but not on Day
86. This may be related to the reported microglia/macrophage
activation following sciatic nerve injuries (Lu and Richardson,
1993; Fenzi et al., 2001; Hu et al.,, 2007; Vega-Avelaira et al,
2009). Since this transient increase was observed in both
SNIs, microglia/macrophage NR2B upregulation may contribute
to initial post-injury induced hypersensitivity, but it would
appear to not be sufficient for the development of sustained
hypersensitivity. At Day 86, but not at Day 23, SGCs displayed
an increase in NR2B protein only in tibial-SNI. SGCs become
activated following sural-SNI (Xie et al, 2009). Many of
the reported injury-evoked alterations in SGCs contribute to
neuropathic pain (Hanani et al., 2002; Dublin and Hanani, 2007;
Liu et al, 2012); but SGCs could also undergo changes that
contribute to recovery. One such alteration could be the increase
in NR2B protein since it was observed only in tibial-SNI. How
the increase in NR2B expression in SGCs contributes to recovery
remains to be determined, but it could involve interactions
between SGCs and neurons.

It is known that pain perception shows sex differences
(Holdcroft et al., 2000; Ji et al., 2006; Meleine and Matricon,
2014). Moreover, sex hormones have been shown to modulate the
somatic sensitivity to nociceptive stimuli (Bradesi et al., 2003; Ji
et al., 2003; Sanoja and Cervero, 2005; Nag and Mokha, 2016).
This hormonal modulation in part involves regulation of various
ion channels and receptors (Lee et al., 2002; McRoberts et al.,
2007; Tang et al., 2008; Cho and Chaban, 2012; Ji et al., 2012);
including the NMDAr in DRG neurons (McRoberts et al., 2007).
Hence additional experiments will be required to determine
whether the observations in this study using male rats can be
extended to female rats.

In summary, the transient increase of NR2B protein
expression in microglia/macrophages correlates with the initial
post-injury induced hypersensitivity observed in both SNIs. The
increase in NR2B mRNA correlates with the development of
sustained hypersensitivity in sural-SNI. The lack of NR2B mRNA
increase, together with the retention of NR2B protein within
the perinuclear region of the neuronal soma correlates with the
recovery from hypersensitivity in Tibial-SNI.

AUTHOR CONTRIBUTIONS

MN: Experimental design, surgical procedures, behavioral
measurements, tissue collection, tissue processing (for:
immunostaining, western blots, and qPCR); immunostaining,
western blots, qPCR, data analysis, figure preparation, data
discussion, and contributed in writing the manuscript. AS:
Assisted in behavioral measurements and surgical procedures;

Frontiers in Molecular Neuroscience | www.frontiersin.org

October 2016 | Volume 9 | Article 100


http://www.frontiersin.org/Molecular_Neuroscience/
http://www.frontiersin.org/
http://www.frontiersin.org/Molecular_Neuroscience/archive

Norcini et al.

SNI and DRG NR2B Expression

contributed in data discussion and in writing the manuscript.
SA and LH: Contributed in immunostaining, data analysis,
and data discussion. JZ: Assisted in surgical procedures,
behavioral measurements, and data discussion. TB: Contributed
in experimental design, data discussion, and manuscript
preparation. ER-P: Directed the project, experimental design,
discussion, prepared figures, responsible for writing the
manuscript.

FUNDING

This study was supported by the Anesthesia Research Fund of the
New York University, Department of Anesthesiology.

ACKNOWLEDGMENTS

We are thankful to Dr. Joanne Mathiasen (Professor, Drexel
University College of Medicine, Department of Pharmacology
and Physiology) for her advice in the proper use of the
electronic von Frey test; to Dr. Paola Bolli (NEUROFARBA,
Italy) for her advice for selecting messenger RNA probes. We are
thankful to various undergraduate students that contributed in
the immunostaining analysis (Nelson Rodrigues, Puja Bhardwaj,
Anna Frenkel, and Lucy Peng) and RNA extraction (Lucy Peng

REFERENCES

Abe, T., Matsumura, S., Katano, T., Mabuchi, T., Takagi, K., Xu, L., et al. (2005).
Fyn kinase-mediated phosphorylation of NMDA receptor NR2B subunit at
Tyr1472 is essential for maintenance of neuropathic pain. Eur. J. Neurosci. 22,
1445-1454. doi: 10.1111/j.1460-9568.2005.04340.x

Attal, N., Filliatreau, G., Perrot, S., Jazat, F., Di Giamberardino, L., and
Guilbaud, G. (1994). Behavioural pain-related disorders and contribution
of the saphenous nerve in crush and chronic constriction injury of
the rat sciatic nerve. Pain 59, 301-312. doi: 10.1016/0304-3959(94)
90083-3

Battaglia, G., and Rustioni, A. (1988). Coexistence of glutamate and substance P
in dorsal root ganglion neurons of the rat and monkey. J. Comp. Neurol. 277,
302-312. doi: 10.1002/cne.902770210

Boyce, S., Wyatt, A., Webb, J. K., O’donnell, R., Mason, G., Rigby, M., et al.
(1999). Selective NMDA NR2B antagonists induce antinociception without
motor dysfunction: correlation with restricted localisation of NR2B subunit
in dorsal horn. Neuropharmacology 38, 611-623. doi: 10.1016/S0028-3908(98)
00218-4

Bradesi, S., Eutamene, H., Garcia-Villar, R., Fioramonti, J., and Bueno, L. (2003).
Stress-induced visceral hypersensitivity in female rats is estrogen-dependent
and involves tachykinin NK1 receptors. Pain 102, 227-234. doi: 10.1016/S0304-
3959(02)00056-8

Bradman, M. J., Ferrini, F., Salio, C., and Merighi, A. (2015). Practical mechanical
threshold estimation in rodents using von Frey hairs/Semmes-Weinstein
monofilaments: towards a rational method. J. Neurosci. Methods 255, 92-103.
doi: 10.1016/j.jneumeth.2015.08.010

Brose, N., Gasic, G. P., Vetter, D. E., Sullivan, J. M., and Heinemann,
S. F. (1993). Protein chemical characterization and immunocytochemical
localization of the NMDA receptor subunit NMDA R1. J. Biol. Chem. 268,
22663-22671.

Brumovsky, P., Watanabe, M., and Hokfelt, T. (2007). Expression of the vesicular
glutamate transporters-1 and -2 in adult mouse dorsal root ganglia and spinal
cord and their regulation by nerve injury. Neuroscience 147, 469-490. doi:
10.1016/j.neuroscience.2007.02.068

and Rebecca Peretz). Special thanks to Dr. Keefe’s laboratory at
NYU Department of Obstetrics and Gynecology, for sharing their
RT-PCR machine.

SUPPLEMENTARY MATERIAL

The Supplementary Material for this article can be found
online at: http://journal.frontiersin.org/article/10.3389/fnmol.
2016.00100

FIGURE S1 | The paw volume was not affected by Tibial-SNI or Sural-SNI.
The paw volume was measured both in the IL (A) and CL (B) paws in Tibial-SNI
and Sural-SNI rats at the indicated dates. For a given rat the measurement was
normalized to the baseline (BL) measurement that was taken the day of the
surgery, prior to anesthetizing the animal. No significant difference between
groups for a given day. One-way ANOVA (p = 0.0055); Bonferroni’s Multiple
comparison post-test.

FIGURE S2 | Western blot of NR2B for L3-DRG and L4-DRG. (A) Western
blot for NR2B indicating the NR2B and B-Actin bands of samples from L3-DRG.
B-Actin was used to control for the amount of protein loaded. a, naive IL, b, sham
L3 IL, ¢, Sural-SNI IL, d, Tibial-SNI'IL, a’, naive CL, b’, sham CL, ¢’, Sural-SNI CL,
d’, Tibial-SNI CL. (IL, ipsilateral, CL, contralateral). (B) The normalized amount of
NR2B protein (NR2B/B-Actin) normalized to the values obtained in sham (control)
animals. n: 4 rats No significant difference between each SNI vs. control, or
Sural-SNI vs. Tibial-SNI, in either L3-DRG or L4-DRG. One-way ANOVA. (C) Low
magnification picture (10x) of a DRG section stained with Nissl (green). Scale bar:
50 pm.

Butler, M., Hayes, C. S., Chappell, A., Murray, S. F., Yaksh, T. L., and Hua,
X. Y. (2005). Spinal distribution and metabolism of 2’-O-(2-methoxyethyl)-
modified oligonucleotides after intrathecal administration in rats. Neuroscience
131, 705-715. doi: 10.1016/j.neuroscience.2004.11.038

Campbell, J. N. (2001). Nerve lesions and the generation of pain. Muscle Nerve 24,
1261-1273. doi: 10.1002/mus.1143

Castillo, C., Norcini, M., Baquero-Buitrago, J., Levacic, D., Medina, R., Montoya-
Gacharna, J. V., et al. (2011). The N-methyl-D-aspartate-evoked cytoplasmic
calcium increase in adult rat dorsal root ganglion neuronal somata was
potentiated by substance P pretreatment in a protein kinase C-dependent
manner. Neuroscience 177, 308-320. doi: 10.1016/j.neuroscience.2010.
12.040

Castillo, C., Norcini, M., Martin Hernandez, L. A. Correa, G., Blanck,
T. J., and Recio-Pinto, E. (2013). Satellite glia cells in dorsal root
ganglia express functional NMDA receptors. Neuroscience 240, 135-146. doi:
10.1016/j.neuroscience.2013.02.031

Chazot, P. L., and Stephenson, F. A. (1997). Biochemical evidence for the existence
of a pool of unassembled C2 exon-containing NR1 subunits of the mammalian
forebrain NMDA receptor. J. Neurochem. 68, 507-516. doi: 10.1046/j.1471-
4159.1997.68020507.x

Chizh, B. A., Headley, P. M., and Tzschentke, T. M. (2001). NMDA receptor
antagonists as analgesics: focus on the NR2B subtype. Trends Pharmacol. Sci.
22, 636-642. doi: 10.1016/S0165-6147(00)01863-0

Cho, T., and Chaban, V. V. (2012). Expression of P2X3 and TRPV1
receptors in primary sensory neurons from estrogen receptors-alpha and
estrogen receptor-beta knockout mice. Neuroreport 23, 530-534. doi:
10.1097/WNR.0b013e328353fabc

Decosterd, 1., and Woolf, C. J. (2000). Spared nerve injury: an animal model of
persistent peripheral neuropathic pain. Pain 87, 149-158. doi: 10.1016/S0304-
3959(00)00276-1

Dublin, P., and Hanani, M. (2007). Satellite glial cells in sensory ganglia: their
possible contribution to inflammatory pain. Brain Behav. Immun. 21, 592-598.
doi: 10.1016/j.bbi.2006.11.011

Duraku, L. S., Hossaini, M., Hoendervangers, S., Falke, L. L., Kambiz, S.,
Mudera, V. C,, et al. (2012). Spatiotemporal dynamics of re-innervation and

Frontiers in Molecular Neuroscience | www.frontiersin.org

October 2016 | Volume 9 | Article 100


http://journal.frontiersin.org/article/10.3389/fnmol.2016.00100
http://journal.frontiersin.org/article/10.3389/fnmol.2016.00100
http://www.frontiersin.org/Molecular_Neuroscience/
http://www.frontiersin.org/
http://www.frontiersin.org/Molecular_Neuroscience/archive

Norcini et al.

SNI and DRG NR2B Expression

hyperinnervation patterns by uninjured CGRP fibers in the rat foot sole
epidermis after nerve injury. Mol. Pain 8:61. doi: 10.1186/1744-8069-8-61

Duraku, L. S., Hossaini, M., Schuttenhelm, B. N., Holstege, J. C., Baas, M.,
Ruigrok, T. J., et al. (2013). Re-innervation patterns by peptidergic Substance-
P, non-peptidergic P2X3, and myelinated NF-200 nerve fibers in epidermis
and dermis of rats with neuropathic pain. Exp. Neurol. 241, 13-24. doi:
10.1016/j.expneurol.2012.11.029

Farrant, M., Feldmeyer, D., Takahashi, T., and Cull-Candy, S. G. (1994). NMDA-
receptor channel diversity in the developing cerebellum. Nature 368, 335-339.
doi: 10.1038/368335a0

Fenzi, F., Benedetti, M. D., Moretto, G., and Rizzuto, N. (2001). Glial cell and
macrophage reactions in rat spinal ganglion after peripheral nerve lesions: an
immunocytochemical and morphometric study. Arch. Ital. Biol. 139, 357-365.

Gold, M. S., and Gebhart, G. F. (2010). Nociceptor sensitization in pain
pathogenesis. Nat. Med. 16, 1248-1257. doi: 10.1038/nm.2235

Gracely, R. H., Lynch, S. A., and Bennett, G. J. (1992). Painful neuropathy:
altered central processing maintained dynamically by peripheral input. Pain 51,
175-194. doi: 10.1016/0304-3959(92)90259-E

Gu, Y., Chen, Y., Zhang, X, Li, G. W.,, Wang, C,, and Huang, L. Y. (2010).
Neuronal soma-satellite glial cell interactions in sensory ganglia and the
participation of purinergic receptors. Neuron Glia Biol. 6, 53-62. doi:
10.1017/51740925X10000116

Guilbaud, G., Benoist, J. M., and Gautron, M. (1995). Contribution of the sciatic
and saphenous nerve to the ventrobasal thalamic neuronal responses to pinch
in rats with a chronic sciatic nerve constriction: a study using anesthetic
blocks and nerve section. Neurosci. Lett. 187, 197-200. doi: 10.1016/0304-
3940(95)11375-7

Hall, R. A, and Soderling, T. R. (1997). Differential surface expression and
phosphorylation of the N-methyl-D-aspartate receptor subunits NRI and
NR2 in cultured hippocampal neurons. J. Biol. Chem. 272, 4135-4140. doi:
10.1074/jbc.272.7.4135

Hanani, M. (2005). Satellite glial cells in sensory ganglia: from form to function.
Brain Res. Brain Res. Rev. 48, 457-476. doi: 10.1016/j.brainresrev.2004.09.001

Hanani, M., Huang, T. Y., Cherkas, P. S., Ledda, M., and Pannese, E. (2002). Glial
cell plasticity in sensory ganglia induced by nerve damage. Neuroscience 114,
279-283. doi: 10.1016/S0306-4522(02)00279-8

Hirokawa, N., Niwa, S., and Tanaka, Y. (2010). Molecular motors in neurons:
transport mechanisms and roles in brain function, development, and disease.
Neuron 68, 610-638. doi: 10.1016/j.neuron.2010.09.039

Hoffert, M. J., Greenberg, R. P., Wolskee, P. J., Gracely, R. H., Wirdzek,
P. R,, Vinayakom, K., et al. (1984). Abnormal and collateral innervations of
sympathetic and peripheral sensory fields associated with a case of causalgia.
Pain 20, 1-12. doi: 10.1016/0304-3959(84)90806-6

Holdcroft, A., Sapsed-Byrne, S., Ma, D., Hammal, D., and Forsling, M. L.
(2000). Sex and oestrous cycle differences in visceromotor responses and
vasopressin release in response to colonic distension in male and female rats
anaesthetized with halothane. Br. J. Anaesth. 85, 907-910. doi: 10.1093/bja/85.
6.907

Hu, P, Bembrick, A. L., Keay, K. A., and Mclachlan, E. M. (2007). Immune cell
involvement in dorsal root ganglia and spinal cord after chronic constriction
or transection of the rat sciatic nerve. Brain Behav. Immun. 21, 599-616. doi:
10.1016/j.bbi.2006.10.013

Huh, K. H., and Wenthold, R. J. (1999). Turnover analysis of glutamate receptors
identifies a rapidly degraded pool of the N-methyl-D-aspartate receptor
subunit, NR1, in cultured cerebellar granule cells. J. Biol. Chem. 274, 151-157.

Jasmin, L., Vit, J. P., Bhargava, A., and Ohara, P. T. (2010). Can satellite glial
cells be therapeutic targets for pain control? Neuron Glia Biol. 6, 63-71. doi:
10.1017/51740925X10000098

Jeftinija, S. D., and Jeftinija, K. V. (1998). ATP stimulates release of excitatory
amino acids from cultured Schwann cells. Neuroscience 82, 927-934. doi:
10.1016/S0306-4522(97)00310-2

Ji, Y., Murphy, A. Z., and Traub, R. J. (2003). Estrogen modulates the visceromotor
reflex and responses of spinal dorsal horn neurons to colorectal stimulation in
the rat. J. Neurosci. 23, 3908-3915.

Ji, Y., Murphy, A. Z., and Traub, R. J. (2006). Sex differences in morphine-
induced analgesia of visceral pain are supraspinally and peripherally
mediated. Am. J. Physiol. Regul. Integr. Comp. Physiol. 291, R307-R314. doi:
10.1152/ajpregu.00824.2005

Ji, Y., Tang, B., Cao, D. Y., Wang, G., and Traub, R. J. (2012). Sex differences in
spinal processing of transient and inflammatory colorectal stimuli in the rat.
Pain 153, 1965-1973. doi: 10.1016/j.pain.2012.06.019

Kingery, W. S., Castellote, J. M., and Wang, E. E. (1993). A loose ligature-induced
mononeuropathy produces hyperalgesias mediated by both the injured sciatic
nerve and the adjacent saphenous nerve. Pain 55, 297-304. doi: 10.1016/0304-
3959(93)90004-9

Kingery, W. S., and Vallin, J. A. (1989). The development of chronic mechanical
hyperalgesia, autotomy and collateral sprouting following sciatic nerve section
in rat. Pain 38, 321-332. doi: 10.1016/0304-3959(89)90219-4

Kovalsky, Y., Amir, R., and Devor, M. (2009). Simulation in sensory neurons reveals
a key role for delayed Na+ current in subthreshold oscillations and ectopic
discharge: implications for neuropathic pain. J. Neurophysiol. 102, 1430-1442.
doi: 10.1152/jn.00005.2009

Lee, D. Y., Chai, Y. G, Lee, E. B,, Kim, K. W., Nah, S. Y., Oh, T. H,, et al. (2002).
17Beta-estradiol inhibits high-voltage-activated calcium channel currents in rat
sensory neurons via a non-genomic mechanism. Life Sci. 70, 2047-2059. doi:
10.1016/S0024-3205(01)01534-X

Liu, F. Y., Sun, Y. N., Wang, F. T, Li, Q, Su, L., Zhao, Z. F., et al. (2012).
Activation of satellite glial cells in lumbar dorsal root ganglia contributes
to neuropathic pain after spinal nerve ligation. Brain Res. 1427, 65-77. doi:
10.1016/j.brainres.2011.10.016

Lu, X., and Richardson, P. M. (1993). Responses of macrophages in rat dorsal
root ganglia following peripheral nerve injury. J. Neurocytol. 22, 334-341. doi:
10.1007/BF01195557

Macrae, W. A. (2001). Chronic pain after surgery. Br. J. Anaesth. 87, 88-98. doi:
10.1093/bja/87.1.88

Macrae, W. A. (2008). Chronic post-surgical pain: 10 years on. Br. J. Anaesth. 101,
77-86. doi: 10.1093/bja/aen099

Malmberg, A. B., Gilbert, H., Mccabe, R. T., and Basbaum, A. I. (2003). Powerful
antinociceptive effects of the cone snail venom-derived subtype-selective
NMDA receptor antagonists conantokins G and T. Pain 101, 109-116. doi:
10.1016/S0304-3959(02)00303-2

Mantuano, E., Lam, M. S., Shibayama, M., Campana, W. M., and Gonias, S. L.
(2015). The NMDA receptor functions independently and as an LRP1 co-
receptor to promote Schwann cell survival and migration. J. Cell Sci. 128,
3478-3488. doi: 10.1242/jcs.173765

Marvizon, J. C., Mcroberts, J. A., Ennes, H. S., Song, B., Wang, X., Jinton, L., et al.
(2002). Two N-methyl-D-aspartate receptors in rat dorsal root ganglia with
different subunit composition and localization. J. Comp. Neurol. 446, 325-341.
doi: 10.1002/cne.10202

McKay Hart, A., Brannstrom, T., Wiberg, M., and Terenghi, G. (2002). Primary
sensory neurons and satellite cells after peripheral axotomy in the adult rat:
timecourse of cell death and elimination. Exp. Brain Res. 142, 308-318. doi:
10.1007/500221-001-0929-0

McRoberts, J. A., Li, J., Ennes, H. S., and Mayer, E. A. (2007). Sex-dependent
differences in the activity and modulation of N-methyl-d-aspartic acid
receptors in rat dorsal root ganglia neurons. Neuroscience 148, 1015-1020. doi:
10.1016/j.neuroscience.2007.07.006

Meleine, M., and Matricon, J. (2014). Gender-related differences in irritable bowel
syndrome: potential mechanisms of sex hormones. World J. Gastroenterol. 20,
6725-6743. doi: 10.3748/wjg.v20.i22.6725

Mony, L., Kew, J. N., Gunthorpe, M. J., and Paoletti, P. (2009). Allosteric
modulators of NR2B-containing NMDA receptors: molecular mechanisms and
therapeutic potential. Br. J. Pharmacol. 157, 1301-1317. doi: 10.1111/j.1476-
5381.2009.00304.x

Nag, S., and Mokha, S. S. (2016). Activation of the trigeminal alpha2-adrenoceptor
produces sex-specific, estrogen dependent thermal antinociception and
antihyperalgesia using an operant pain assay in the rat. Behav. Brain Res. 314,
152-158. doi: 10.1016/j.bbr.2016.08.012

Nascimento, F. P., Magnussen, C., Yousefpour, N., and Ribeiro-Da-Silva, A. (2015).
Sympathetic fibre sprouting in the skin contributes to pain-related behaviour in
spared nerve injury and cuff models of neuropathic pain. Mol. Pain 11:59. doi:
10.1186/512990-015-0062-x

Norcini, M., Sideris, A., Martin Hernandez, L. A., Zhang, J., Blanck, T. ],
and Recio-Pinto, E. (2014). An approach to identify microRNAs involved in
neuropathic pain following a peripheral nerve injury. Front. Neurosci. 8:266.
doi: 10.3389/fnins.2014.00266

Frontiers in Molecular Neuroscience | www.frontiersin.org

October 2016 | Volume 9 | Article 100


http://www.frontiersin.org/Molecular_Neuroscience/
http://www.frontiersin.org/
http://www.frontiersin.org/Molecular_Neuroscience/archive

Norcini et al.

SNI and DRG NR2B Expression

Parpura, V., Liu, F.,, Jeftinija, K. V., Haydon, P. G., and Jeftinija, S. D. (1995).
Neuroligand-evoked calcium-dependent release of excitatory amino acids from
Schwann cells. J. Neurosci. 15, 5831-5839.

Pertin, M., Allchorne, A. J., Beggah, A. T., Woolf, C. J., and Decosterd, 1. (2007).
Delayed sympathetic dependence in the spared nerve injury (SNI) model of
neuropathic pain. Mol. Pain 3:21. doi: 10.1186/1744-8069-3-21

Petralia, R. S., Wang, Y. X, and Wenthold, R. J. (1994a). The NMDA receptor
subunits NR2A and NR2B show histological and ultrastructural localization
patterns similar to those of NR1. J. Neurosci. 14, 6102-6120.

Petralia, R. S., Yokotani, N., and Wenthold, R. J. (1994b). Light and electron
microscope distribution of the NMDA receptor subunit NMDARI in the
rat nervous system using a selective anti-peptide antibody. J. Neurosci. 14,
667-696.

Piller, N., Decosterd, L., and Suter, M. R. (2013). Reverse transcription quantitative
real-time polymerase chain reaction reference genes in the spared nerve injury
model of neuropathic pain: validation and literature search. BMC Res. Notes
6:266. doi: 10.1186/1756-0500-6-266

Qu, X. X, Cai, J, Li, M. J,, Chi, Y. N,, Liao, F. F, Liu, F. Y, et al
(2009). Role of the spinal cord NR2B-containing NMDA receptors in
the development of neuropathic pain. Exp. Neurol. 215, 298-307. doi:
10.1016/j.expneurol.2008.10.018

Rivera, J., Chu, P. J., Lewis, T. L. Jr., and Arnold, D. B. (2007). The role of Kif5B
in axonal localization of Kvl K(+) channels. Eur. J. Neurosci. 25, 136-146. doi:
10.1111/j.1460-9568.2006.05277.x

Ro, L. S., and Jacobs, J. M. (1993). The role of the saphenous nerve in experimental
sciatic nerve mononeuropathy produced by loose ligatures: a behavioural study.
Pain 52, 359-369. doi: 10.1016/0304-3959(93)90170-T

Sanoja, R., and Cervero, F. (2005). Estrogen-dependent abdominal hyperalgesia
induced by ovariectomy in adult mice: a model of functional abdominal pain.
Pain 118, 243-253. doi: 10.1016/j.pain.2005.08.021

Schmalbruch, H. (1986). Fiber composition of the rat sciatic nerve. Anat. Rec. 215,
71-81. doi: 10.1002/ar.1092150111

Schmalbruch, H. (1987). The number of neurons in dorsal root ganglia L4-L6 of
the rat. Anat. Rec. 219, 315-322. doi: 10.1002/ar.1092190313

Schmittgen, T. D., and Livak, K. J. (2008). Analyzing real-time PCR data
by the comparative C(T) method. Nat. Protoc. 3, 1101-1108. doi:
10.1038/nprot.2008.73

Schnapp, B. J. (2003). Trafficking of signaling modules by kinesin motors. J. Cell
Sci. 116, 2125-2135. doi: 10.1242/jcs.00488

Setou, M., Nakagawa, T., Seog, D. H., and Hirokawa, N. (2000). Kinesin
superfamily motor protein KIF17 and mLin-10 in NMDA receptor-containing
vesicle transport. Science 288, 1796-1802. doi: 10.1126/science.288.5472.
1796

Smith, A. K., Cl, O. H,, and Stucky, C. L. (2013). Mechanical sensitization of
cutaneous sensory fibers in the spared nerve injury mouse model. Mol. Pain
9:61. doi: 10.1186/1744-8069-9-61

Sotgiu, M. L., and Biella, G. (1997). Role of input from saphenous afferents
in altered spinal processing of noxious signal that follows sciatic nerve
constriction in rats. Neurosci. Lett. 223, 101-104. doi: 10.1016/S0304-3940(97)
13409-7

Su, Y. Y, Ye, M,, Li, L., Liu, C,, Pan, J., Liu, W. W., et al. (2013). KIF5B promotes
the forward transport and axonal function of the voltage-gated sodium channel
Navl.8. J. Neurosci. 33, 17884-17896. doi: 10.1523/J]NEUROSCI.0539-13.
2013

Sukhotinsky, I, Ben-Dor, E., Raber, P., and Devor, M. (2004). Key role of the dorsal
root ganglion in neuropathic tactile hypersensibility. Eur. J. Pain 8, 135-143.
doi: 10.1016/51090-3801(03)00086-7

Swartjes, M., Morariu, A., Niesters, M., Aarts, L, and Dahan, A. (2011).
Nonselective and NR2B-selective N-methyl-D-aspartic receptor
antagonists produce antinociception and long-term relief of allodynia
in acute and neuropathic pain. Anesthesiology 115, 165-174. doi:
10.1097/ALN.0b013e31821bdbob

acid

Swett, J. E., Torigoe, Y., Elie, V. R., Bourassa, C. M., and Miller, P. G. (1991).
Sensory neurons of the rat sciatic nerve. Exp. Neurol. 114, 82-103. doi:
10.1016/0014-4886(91)90087-S

Tal, M., and Bennett, G. J. (1994). Extra-territorial pain in rats with a
peripheral mononeuropathy: mechano-hyperalgesia and mechano-allodynia in
the territory of an uninjured nerve. Pain 57, 375-382. doi: 10.1016/0304-
3959(94)90013-2

Tan, P. H, Yang, L. C, Shih, H. C, Lan, K. C, and Cheng, J. T. (2005).
Gene knockdown with intrathecal siRNA of NMDA receptor NR2B subunit
reduces formalin-induced nociception in the rat. Gene Ther. 12, 59-66. doi:
10.1038/sj.gt.3302376

Tang, B., Ji, Y., and Traub, R. J. (2008). Estrogen alters spinal NMDA receptor
activity via a PKA signaling pathway in a visceral pain model in the rat. Pain
137, 540-549. doi: 10.1016/j.pain.2007.10.017

Twelvetrees, A. E., Yuen, E. Y., Arancibia-Carcamo, I. L., Macaskill, A. F.,,
Rostaing, P., Lumb, M. ], et al. (2010). Delivery of GABAARs to synapses
is mediated by HAP1-KIF5 and disrupted by mutant huntingtin. Neuron 65,
53-65. doi: 10.1016/j.neuron.2009.12.007

Vega-Avelaira, D., Geranton, S. M., and Fitzgerald, M. (2009). Differential
regulation of immune responses and macrophage/neuron interactions in the
dorsal root ganglion in young and adult rats following nerve injury. Mol. Pain
5,70. doi: 10.1186/1744-8069-5-70

Wang, G. M., Tian, X. B, Chen, J. P, Yang, S. B, Gao, F, Yang, H.,
et al. (2007). Prevention of neuropathic pain in an animal model of spare
nerve injury following oral immunization with recombinant adenovirus
serotype 5-mediated NR2B gene transfer. Gene Ther. 14, 1681-1687. doi:
10.1038/sj.gt.3303025

Wang, J., Goffer, Y., Xu, D., Tukey, D. S., Shamir, D. B., Eberle, S. E., et al.
(2011). A single subanesthetic dose of ketamine relieves depression-like
behaviors induced by neuropathic pain in rats. Anesthesiology 115, 812-821. doi:
10.1097/ALN.0b013e31822f16ae

Wang, X., Wang, C., Zeng, J., Xu, X., Hwang, P. Y., Yee, W. C,, et al. (2005). Gene
transfer to dorsal root ganglia by intrathecal injection: effects on regeneration
of peripheral nerves. Mol. Ther. 12, 314-320. doi: 10.1016/j.ymthe.2005.03.032

Watanabe, M., Inoue, Y., Sakimura, K., and Mishina, M. (1993). Distinct
distributions of five N-methyl-D-aspartate receptor channel subunit mRNAs
in the forebrain. J. Comp. Neurol. 338, 377-390. doi: 10.1002/cne.903380305

Weick, M., Cherkas, P. S., Hartig, W., Pannicke, T., Uckermann, O., Bringmann, A.,
et al. (2003). P2 receptors in satellite glial cells in trigeminal ganglia of mice.
Neuroscience 120, 969-977. doi: 10.1016/S0306-4522(03)00388-9

Wong-Riley, M. T., and Besharse, J. C. (2012). The kinesin superfamily protein
KIF17: one protein with many functions. Biomol. Concepts 3, 267-282. doi:
10.1515/bmc-2011-0064

Xie, W., Strong, J. A., and Zhang, J. M. (2009). Early blockade of injured primary
sensory afferents reduces glial cell activation in two rat neuropathic pain
models. Neuroscience 160, 847-857. doi: 10.1016/j.neuroscience.2009.03.016

Zhang, R. X,, Yan, X. B., Gu, Y. H,, Huang, D., Gan, L., Han, R,, et al. (2013). Gene
silencing of NR2B-containing NMDA receptor by intrathecal injection of short
hairpin RNA reduces formalin-induced nociception in C57BL/6 mouse. Int. J.
Neurosci. 123, 650-656. doi: 10.3109/00207454.2013.789873

Conflict of Interest Statement: The authors declare that the research was
conducted in the absence of any commercial or financial relationships that could
be construed as a potential conflict of interest.

Copyright © 2016 Norcini, Sideris, Adler, Hernandez, Zhang, Blanck and Recio-
Pinto. This is an open-access article distributed under the terms of the Creative
Commons Attribution License (CC BY). The use, distribution or reproduction in
other forums is permitted, provided the original author(s) or licensor are credited
and that the original publication in this journal is cited, in accordance with accepted
academic practice. No use, distribution or reproduction is permitted which does not
comply with these terms.

Frontiers in Molecular Neuroscience | www.frontiersin.org

October 2016 | Volume 9 | Article 100


http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://www.frontiersin.org/Molecular_Neuroscience/
http://www.frontiersin.org/
http://www.frontiersin.org/Molecular_Neuroscience/archive

	NR2B Expression in Rat DRG Is Differentially Regulated Following Peripheral Nerve Injuries That Lead to Transient or Sustained Stimuli-Evoked Hypersensitivity
	Introduction
	Materials And Methods
	Animal Model
	Behavioral Test
	Paw Volume Measurements
	Lumbar DRG Collection
	Immunohistochemistry
	Analysis of Images
	Measuring NR2B Intensity Labeling
	Western Blot
	Preparation of the cDNA from Total RNA
	RT-PCR for mRNA
	Statistical Analyses

	Results
	Both Tibial (Middle) and Sural (Lateral) Regions of the Hindpaw Develop Mechanical Hypersensitivity
	NR2B Expression Is Differentially Regulated in Sural-SNI and Tibial-SNI
	Expression of mRNA Encoding the Various NMDA Receptor Subunits at Day 86 Post-surgery
	Expression of mRNA Encoding for the Kinesin Family Member 17 (Kif17) and Family Member 5b (Kif5b)

	Discussion
	Stimuli-Evoked Hypersensitivity
	DRG NR2B Expression

	Author Contributions
	Funding
	Acknowledgments
	SupplemEntary Material
	References


