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Red nucleus IL-33 facilitates the early
development of mononeuropathic pain in
male rats by inducing TNF-a through
activating ERK, p38 MAPK, and JAK2/STAT3
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Abstract

Background: Our recent studies have identified that the red nucleus (RN) dual-directionally modulates the development
and maintenance of mononeuropathic pain through secreting proinflammatory and anti-inflammatory cytokines. Here, we
further explored the action of red nucleus IL-33 in the early development of mononeuropathic pain.

Methods: In this study, male rats with spared nerve injury (SNI) were used as mononeuropathic pain model.
Immunohistochemistry, Western blotting, and behavioral testing were used to assess the expressions, cellular
distributions, and actions of red nucleus IL-33 and its related downstream signaling molecules.

Results: IL-33 and its receptor ST2 were constitutively expressed in the RN in naive rats. After SNI, both IL-33
and ST2 were upregulated significantly at 3 days and peaked at 1 week post-injury, especially in RN neurons,
oligodendrocytes, and microglia. Blockade of red nucleus IL-33 with anti-IL-33 neutralizing antibody attenuated
SNI-induced mononeuropathic pain, while intrarubral administration of exogenous IL-33 evoked mechanical
hypersensitivity in naive rats. Red nucleus IL-33 generated an algesic effect in the early development of SNI-
induced mononeuropathic pain through activating NF-kB, ERK, p38 MAPK, and JAK2/STAT3, suppression of NF-
KB, ERK, p38 MAPK, and JAK2/STAT3 with corresponding inhibitors markedly attenuated SNI-induced
mononeuropathic pain or IL-33-evoked mechanical hypersensitivity in naive rats. Red nucleus IL-33 contributed
to SNI-induced mononeuropathic pain by stimulating TNF-a expression, which could be abolished by
administration of inhibitors against ERK, p38 MAPK, and JAK2/STAT3, but not NF-kB.

Conclusions: These results suggest that red nucleus IL-33 facilitates the early development of mononeuropathic pain

through activating NF-«B, ERK, p38 MAPK, and JAK2/STAT3. IL-33 mediates algesic effect partly by inducing TNF-a
through activating ERK, p38 MAPK and JAK2/STATS3.
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Introduction
Red nucleus (RN) is a prominent nucleus in extrapyram-
idal system, locating in the center of tegmental part of
midbrain. It receives fiber projections mainly from cere-
bral cortex and cerebellum, and transmits to the spinal
cord Rexed’s laminae V and VI as well as in the dorsal
part of lamina VII through the rubrospinal tract [1].
Traditional wisdom holds that the major function of RN
is to adjust muscle tension, coordinate movement, and
attend sensorimotor integration [2-6]. However, in-
creased evidence shows that the RN is also involved in
sensory regulation. Functional magnetic resonance
imaging studies indicate that the RN can be activated by
painful stimuli, and the activity of RN is more driven by
the requirements for sensory processing than by motor
coordination per se [7, 8]. Morphological and physio-
logical studies demonstrate that the RN receives a large
amount of peripheral sensory information through indir-
ect or direct pathways. Peripheral noxious stimuli
change the electrical activity of RN neurons [9, 10], and
electrical stimulation of the RN affects the spontaneous
discharge and nociceptive reaction of neurons in the
spinal dorsal horn and ventral posterolateral thalamic
nucleus [11, 12]. Furthermore, behavioral experiments
display that intrarubral administration of morphine
markedly raises the pain threshold of thermal stimula-
tion and produces an antinociception in naive rats [9].

Although previous researches have proven the involve-
ment of RN in pain regulation, the underlying molecular
mechanisms remain largely unclear so far. Our recent
studies have shown that the RN modulates neuropatho-
logical pain through secreting cytokines. Following
spared nerve injury (SNI) of rat sciatic nerve, proinflam-
matory cytokine tumor necrosis factor-a (TNF-a) is ele-
vated in the RN at 1 week post-injury, and peaked at 2
weeks, while interleukin-1 (IL-1P) and IL-6 are respect-
ively increased in the RN at 2 weeks and 3 weeks post-
injury. TNF-«, IL-1p, and IL-6 all produce algesic effect
in the development and/or maintenance of mononeuro-
pathic pain [13-19]. Meanwhile, anti-inflammatory cyto-
kine IL-10 is also upregulated in the RN at 3 weeks
post-SNI, but exerts analgesic effect in SNI-induced
mononeuropathic pain [20]. However, another anti-
inflammatory cytokine-transforming growth factor-f
(TGEF-B) is downregulated in the RN at 1 week and re-
duced to the bottom level at 2 weeks post-SNI, although
it produces antinociceptive effect under physiology con-
dition [21]. These results clearly show that the RN con-
tributes to the development and maintenance of chronic
pathological pain, and it dual-directionally regulates
mononeuropathic pain through secreting proinflamma-
tory and anti-inflammatory cytokines.

Alarmin IL-33 is an important cytokine of the IL-1
superfamily; it widely exists in a variety of tissues and
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plays vital actions in tissue function and immune-
mediated diseases. IL-33 is considered to be a dual-
functional protein, regulating transcription intracellu-
larly as a nuclear factor, and functioning extracellularly
as a potent cytokine. IL-33 receptor is a heterodimer
made up of ST2 and IL-1RAcP (IL-1 receptor accessory
protein) [22-24]. Accumulated evidence shows that IL-
33 is extensively distributed in the peripheral and cen-
tral nervous system, and exerts critical actions in the
pathogenesis of numerous nervous system diseases,
such as trauma, infection, cerebrovascular diseases, and
neurodegenerative diseases [25]. Recently, several re-
searches have revealed that IL-33 contributes to noci-
ceptive information processing and pain regulation too.
Administration of exogenous IL-33 to normal mice
evokes allodynia and hyperalgesia symptoms, while in-
jection of IL-33 into ST2~/~ mice cannot induce pain-
related behaviors [26-28]. Furthermore, upregulated
IL-33 and ST2 are detected in the animal with patho-
logical pain, blocking IL-33 with anti-IL-33 neutralizing
antibody or knockout of ST2 gene relieves the symp-
toms of pathological pain [28—30]. Moreover, IL-33 has
been proven to promote the development of cancer
pain [31]. Based on the above findings, IL-33 is likely to
partake in pain regulation and produces facilitatory ef-
fect at spinal cord and peripheral levels. However, it is
unclear whether IL-33 in the RN is also involved in
pain regulation. In the present study, we demonstrated
that IL-33 and ST2 are constitutively expressed in the
RN of male rats, and attend the regulation of mono-
neuropathic pain. IL-33 exerts an algesic effect in the
early development stage of SNI-induced mononeuro-
pathic pain, which relies on the activation of nuclear
factor-kB (NF-xB), extracellular signal-regulated kinase
(ERK), p38 mitogen-activated protein kinase (p38
MAPK), and Janus kinase 2/signal transducer and acti-
vator of transcription 3 (JAK2/STATS3). IL-33 facilitates
the early development of mononeuropathic pain at least
in part by inducing TNF-a through activating ERK, p38
MAPK and JAK2/STATS3.

Materials and methods

Animal

In view of the sex-dependent mechanism of mononeuro-
pathic pain [32], only male Sprague-Dawley rats (200—
230 g) provided by the animal experimental center of
Xi'an Jiaotong University, China, were used in the
present study. All rats were maintained on a 12:12 h
light/dark cycle, and group-housed with water and food
ad libitum. All animal studies were authorized by the
Biomedical Ethics Committee of Xi'an Jiaotong
University, and performed strictly following the ethical
guidelines for the study of pain in animals [33].
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Fig. 1 Increased expressions of IL-33 and ST2 in the RN of SNI rats. A Mononeuropathic pain induced by SNI (n = 6 per group, F = 198.886, P <
0.001). B Western blotting showed that red nucleus IL-33 was increased at 3 days, peaked at 1 week and returned to normal level at 2 weeks
post-SNI (n = 6 per group, F = 9435, P < 0.001). C Immunohistochemistry indicated that red nucleus IL-33 was upregulated at 3 days, peaked at 1
week and returned to normal level at 2 weeks post-SNI (n = 4 per group, F = 50.817, P < 0.001). D Western blotting showed that red nucleus ST2
was increased at 3 days, peaked at 1 week, and still remained at a high level at 3 weeks post-SNI (n = 6 per group, F = 7693, P < 0.001). E, F
Immunohistochemistry (n = 4 per group) indicated that red nucleus ST2 was upregulated at 3 days, peaked at 1 week, and still kept at a high
level at 3 weeks post-SNI (n = 4 per group, F = 39.934, P < 0.001). *P < 0.05 and ***P < 0.001. Scale bars = 50 um

Spared nerve injury

Under the anesthesia of intraperitoneal injection of ur-
ethane (1.4 g/kg body weight), the right sciatic nerve and
its three branches were carefully exposed and separated.
The common peroneal nerve and the tibial nerve were
ligated with 5-0 surgical silk thread and severed at the
distal side, while the sural nerve should be kept intact.
After this, the muscle and skin were then sutured layer
by layer. The operation process of sham-surgery rats was
the same as that of SNI rats, but the nerves were not li-
gated. The brain tissues were collected 1 week post-SNI
or at the maximum effect time point of the test drugs.

Intracerebral catheter implantation and drug
administration

On the basis of the three-dimensional parameters of RN
(5.2-6.7 mm behind bregma, 0.6-1.4 mm beside the
midline, and 6.4—7.4 mm under the cortex) [34], a stain-
less steel catheter with a plug was vertically implanted
into rat brain under the anesthesia of urethane (1.4 g/kg
body weight), the end of the catheter was placed at 2.0
mm above the left RN.

After 1 week recovery, the plug was pulled out from the
catheter and the test drug (0.5 ul) was administrated to
the RN under the anesthesia of isoflurane (RWD Life Sci-
ence Co, China) using a microsyringe with tip 2.0 mm be-
yond the end of the catheter. Recombinant rat IL-33 (10
ng/ul, 20 ng/ul, 40 ng/ul; Abcam, #ab200250) and rabbit
anti-rat IL-33 neutralizing antibody (200 ng/pl, 500 ng/pl,
1000 ng/pl; ProSci, #4273) were made up with 0.9% saline.
Inhibitors of JAK2 (AG490, 10 ug/pl; Abcam, #ab120950),
ERK (PD98059, 5.0 pg/pl; Abcam, #ab120234), p38 MAPK
(SB203580, 20 pg/pl; Abcam, #ab120162), and NF-«B
(PDTC, 200 ng/pl; Sigma, #P8765) were first prepared
with DMSO and then diluted with 0.9% saline to a final
concentration of 10% DMSO. Doses of drugs were chosen
according to the previous studies and proven to be effect-
ive [14, 19, 35]. Anti-IL-33 antibody and different signal-
ing pathway inhibitors were administrated to the RN at 1
week post-SNIL IL-33 was administrated to the RN of
naive rats directly or at 30 min after the pretreatment with
different signaling pathway inhibitors. Then, 10% DMSO
or 0.9% saline was used as vehicle control. After the exper-
iments, toluidine blue (0.1%) staining was applied to

confirm whether the drug was injected into the RN
(Suppl. Fig. S1A).

Mechanical hypersensitivity induced by IL-33

One week after intracerebral catheter implantation, 20
ng of recombinant rat IL-33 was injected into the left
RN of naive rat to induce mechanical hypersensitivity
since this dose could mimic the amount of IL-33 in the
RN of SNI rats (1 week post-injury) (Suppl. Fig. S1C).
IL-33 pre-absorbed by anti-IL-33 antibody or 0.9% saline
alone was administrated as negative control. The brain
tissues were collected at the maximum effect time point
of IL-33.

Behavioral testing

Mechanical paw withdrawal threshold measurement
Mechanical Dynamic Plantar Aesthesiometer (Ugo
Basile, Italy) was applied to measure the paw withdrawal
threshold (PWT) of rat. Before the behavioral experi-
ment, rats were placed on the test arena for 30 min
every day to familiar with the circumstance, and lasted
at least 3 days. For formal measurement, the rat was sin-
gly put beneath a transparent plexiglass box on the
metal mesh, and the sural innervation region was stimu-
lated by a measuring steel needle (0.5 mm in diameter)
with force ascending gradually from 0 to 50 g within 30
s. The monitor recorded the PWT automatically when
the rat withdrew its hindpaw.

Footprint test

To explore whether intrarubral administration of anti-IL-
33 antibody or IL-33 affects the locomotion of rats, a
footprint test was conducted after injection of anti-IL-33
antibody into the RN of SNI rats or IL-33 into the RN of
naive rats. The hindpaws of rats were dipped in black
non-toxic paint and the rats were allowed to walk through
a plastic tunnel (70 x 12 x 15 cm? length x width x
height), whose floor was covered with a sheet of white
paper. Then, 5-6 steps were selected to analyze the step
length and gait width as previously described [36].

Immunohistochemical staining

Under anesthesia condition, rats were perfused via aortic
intubation. At first, 200 ml normal saline was used for
rapid flushing until the outflow was clear, and then 300
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Fig. 2 Cellular distributions of 1L.-33 and ST2 in the RN of SNI rats, and the effect of IL-33 in the early development of mononeuropathic pain. A
Representative images of IL-33 (Red) co-localized with RN neurons, oligodendrocytes, astrocytes, microglia or endothelial cells (Green) in naive
and SNI rats. B Semiquantitative analysis of IL-33-positive cells in the RN of naive and SNI rats (neurons: F = 104.519, P < 0.001; oligodendrocytes:
F=121.789, P < 0.001; microglia: F = 251.137, P < 0.001) (n = 4 per group). C Representative images of ST2 (Red) co-localized with RN neurons,
oligodendrocytes, astrocytes, microglia, or endothelial cells (Green) in naive and SNI rats. D Semiquantitative analysis of ST2-positive cells in the
RN of naive and SNI rats (neurons: F = 233.032, P < 0.001; oligodendrocytes: F = 76.744, P < 0.001; microglia: F = 155490, P < 0.001) (n = 4 per
group). E Intrarubral administration of anti-IL-33 antibody at 1 week post-SNI dose-dependently (r = 0.961, P = 0.0385) attenuated SNI-induced
mononeuropathic pain compared to saline control (n = 6 per group, F = 7.166, P = 0.003). F Intrarubral administration of exogenous IL-33 to
naive rats dose-dependently (r = —0.955, P = 0.0454) evoked a mechanical hypersensitivity compared to saline control (n = 6 per group, F =
35,194, P < 0.001). *P < 0.05, **P < 0.01, and ***P < 0.001. Scale bars = 50 ym

ml 4% paraformaldehyde (PFA) was slowly perfused for
fixation. The brain tissue containing RN was took out
and post-fixed in 4% PFA for 1 day, and then dehydrated
with 30% sucrose and embedded into optimal cutting
temperature compound. The coronal tissue slices (10
pum thick) were made by a cryostat microtome and used
for the later histological studies.

After the usual proceedings, the sections were reacted
with rabbit-derived anti-rat IL-33 antibody (1:400;
ProSci, #4273), anti-rat ST2 antibody (1:500; Protein-
tech, #11920-1-AP), anti-rat NF-xB p65 antibody (1:200;
Boster, Wuhan, China, #BA0610), anti-rat p-ERK1/2
antibody (1:50; CST, #4376), anti-rat p-JNK1/2/3 anti-
body (1:200; Abcam, #ab124956), anti-rat p-p38 MAPK
antibody (1:50; CST, #4511), anti-rat p-JAK2 antibody
(1:100; ImmunoWay, #YP0306), anti-rat p-STAT3 anti-
body (1:100; CST, #9145S), anti-rat p-AKT antibody (1:
400; R&D, #AF887), or anti-rat TNF-a antibody (1:100;
Abcam, #ab6671) overnight at 4 °C. Then the goat anti-
rabbit IgG working solution (Boster, Wuhan, China,
#SV0002) labeled with polymerized HRP was added and
reacted 30 min at 37 °C. Finally, chromogenic agent 3,
3’-diaminobenzidine tetrahydrochloride (Zsbio, Beijing,
China) was used to develop the color. For control
groups, the primary antibody was missed or supplanted
by normal rabbit IgG. The histological images were
taken using a Carl Zeiss microscope (Axio Scope Al),
and the mean optical densities (MOD) of RN region
were analyzed using Image] software (National Institute
of Health, USA).

Immunofluorescence staining

After blocking with normal goat serum, the sections
were reacted with rabbit-derived anti-rat IL-33 antibody
(1:400; ProSci, #4273) or anti-rat ST2 antibody (1:500;
Proteintech, #11920-1-AP) mixed with mouse-derived
anti-rat NeuN (1:1000; Abcam, #ab104224; marker of
neuron), anti-rat OX42 (1:100; Millipore, #CBL1512;
marker of microglia), anti-rat GFAP (1:250; Sigma,
#G3893; marker of astrocyte), anti-rat O4 (1:250; Sigma,
#07139; marker of oligodendrocyte), or anti-rat CD31
(1:300; Santa Cruz, #sc-376764; marker of endothelial

cell) overnight at 4 °C. Then the mixture of FITC-
labeled goat anti-mouse IgG antibody (1:250; Abcam;
green fluorescence) and Cy3-labeled goat anti-rabbit IgG
antibody (1:2500; Abcam; red fluorescence) were added
and reacted 1 h at 37 °C. Finally, the slides were counter-
stained with 4',6-diamidino-2-phenylindole (DAPI) and
observed on a Carl Zeiss microscope (Axio Scope Al)
fluorescent microscope. To further verify the specificity
of anti-IL-33 antibody and anti-ST2 antibody, brain
slices from IL337'~, ST27"~, and wild-type (WT) male
C57BL/6 mice (friendly provided by Prof. Fang Zheng,
Department of Immunology, School of Basic Medicine,
Tongji Medical College, Huazhong University of Science
and Technology, China) were stained based on their re-
activity with mouse IL-33 and ST?2.

Western blotting

The fresh RN tissue of rats was quickly removed under
the anesthesia of urethane (1.4 g/kg body weight) (Suppl.
Fig. S1B), and put into the refrigerant radio immunopre-
cipitation assay lysis buffer containing inhibitors against
protease and phosphatase (Bimake, USA). After tissue
homogenization and protein quantification, 20 pg/lane
was loaded for electrophoresis and membrane transfer.
The polyvinylidene difluoride membrane was blocked 2
h with 5% skim milk and reacted subsequently with
rabbit-derived anti-rat IL-33 antibody (1:1000; ProSci,
#4273), anti-rat ST2 antibody (1:1000, Proteintech,
#11920-1-AP), anti-rat NF-kB p65 antibody (1:400,
Boster, Wuhan, China, #BA0610), anti-rat p-ERK1/2
antibody (1:800, CST, #4376), anti-rat p-JNK1/2/3 anti-
body (1:3000, Abcam, #ab124956), anti-rat p-p38 MAPK
antibody (1:300, Wanlei, Shenyang, China, #WL03428),
anti-rat  p-JAK2 antibody (1:1000; ImmunoWay,
#YP0306), anti-rat p-STAT3 antibody (1:1000, CST,
#9145S), anti-rat p-AKT antibody (1:800, R&D, #AF887),
anti-rat TNF-a antibody (1:500, Boster, Wuhan, China,
#PB0082), or anti-rat glyceraldehyde-3-phosphate de-
hydrogenase (GAPDH) antibody (1:5000, Proteintech,
#10494-1-AP) overnight at 4 °C. Then HRP-labeled anti-
rabbit IgG antibody (1:5000, Zsbio, Beijing, China, #ZB-
5301) was added and reacted 1 h under room
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Fig. 3 Red nucleus IL-33 facilitates the early development of mononeuropathic pain by activating NF-kB signaling pathway. A Western blotting
showed an upregulated NF-kB in the RN at 1 week post-SNI, intrarubral administration of anti-IL-33 antibody restrained the overexpression of NF-
KB (n = 6 per group, F = 12.766, P < 0.001). B Western blotting showed that intrarubral injection of IL-33 stimulated the protein expression of NF-
kB in naive rats (n = 6 per group, F = 7497, P = 0.003). C Immunohistochemistry demonstrated that NF-kB was increased in the RN of SNI rats (F
=41.250, P < 0.001) and IL-33-induced hypersensitivity rats (F = 34.509, P < 0.001) (n = 4 per group). D Intrarubral injection of NF-kB inhibitor
PDTC at 1 week post-injury attenuated SNI-induced mononeuropathic pain compared to DMSO control (n = 5-6 per group, F = 135298, P <
0.001). E PDTC pre-injected into the RN, 30 min ahead of IL-33 administration, relieved IL-33-evoked mechanical hypersensitivity compared to
DMSO control (n = 5-6 per group, F = 97.341, P < 0.001). *P < 0.05, **P < 0.01, and ***P < 0.001. Scale bars = 50 um

temperature. Finally, enhanced chemiluminescence solu-
tion (Boster, Wuhan, China) was used to develop the
color, and Fusion FX5 camera system was applied for
capturing photos. Images were analyzed using Image]
software and normalized to GAPDH.

Statistical analysis

Data were presented as the mean * standard error
(S.E.M.). The doses-effect relationship of drug was evalu-
ated by Pearson correlation coefficient. The protein ex-
pression and locomotion difference among different
groups were analyzed by one-way analysis of variance
(ANOVA) with post hoc Bonferroni correction test. The
effect difference of drug among different groups was an-
alyzed by two-way repeated measures of ANOVA with
post hoc Bonferroni correction test. P < 0.05 was consid-
ered the criteria of significance.

Results

Increased expressions of IL-33 and ST2 in the red nucleus
of SNI rats

After spared nerve injury, the mechanical PWT of in-
jured hindpaw was significantly reduced at 3 days, and
maintained at a low level 1 week later (Fig. 1A). During
the whole experiment, no significant PWT changes were
measured in the uninjured hindpaw of SNI rats (data
not shown) and the hindpaw of sham-surgery rats com-
pared to that before operation.

In naive rats, IL-33 and ST2 were constitutively
expressed in the RN (Fig. 1B—F). IL-33 was synthesized
mainly in oligodendrocytes and endothelial cells, and a
few in neurons, astrocytes and microglia (Fig. 2A, B).
ST2 was mainly expressed in oligodendrocytes, micro-
glia, and endothelial cells, together with a small amount
in neurons and astrocytes (Fig. 2C, D). In SNI rats, red
nucleus IL-33 and ST2 were significantly increased at 3
days post-injury, and peaked at 1 week compared to that
in sham-surgery rats (Fig. 1B—F). Both IL-33 and ST2
were upregulated in neurons, oligodendrocytes, and
microglia, but not astrocytes and endothelial cells (Fig.
2A-D). The protein expression of red nucleus IL-33
returned to normal level at 2 weeks post-SNI, while the
expression of red nucleus ST2 remained at a high level
at least until 3 weeks post-SNI (Fig. 1B—F). Additionally,

no specific signals of IL-33 and ST2 were detected re-
spectively in the RN of IL-337'~ and ST2”'~ mice, indi-
cating the specificity of anti-IL-33 antibody and anti-ST2
antibody we used (Suppl. Fig. S1D). These results imply
that IL-33 probably attends the early development of
mononeuropathic pain.

Red nucleus IL-33 facilitates the early development of
mononeuropathic pain

To assess the action of red nucleus IL-33 in the early de-
velopment stage of SNI-induced mononeuropathic pain,
we first observed the PWT changes in SNI rats after
blocking red nucleus IL-33 with neutralizing antibody.
As illustrated in Fig. 2E, intrarubral administration of
various dosages of anti-IL-33 antibody (100 ng, 250 ng,
500 ng) at 1 week post-SNI raised the mechanical PWT
of injured hindpaw (but not intact hindpaw) and attenu-
ated SNI-induced mononeuropathic pain in a dose-
dependent manner. Compared to saline control, both
500 ng and 250 ng anti-IL-33 antibody increased the
PWT of injured hindpaw in SNI rats, and reached the
peak at 25 min post-injection. However, 100 ng of anti-
IL-33 antibody had no obvious effect on the PWT of
SNI rats.

In order to confirm the action of red nucleus IL-33 in
pain modulation, the effect of exogenous IL-33 on the
PWT of naive rats was observed after injected into the
RN. As illustrated in Fig. 2F, intrarubral administration
of various dosages of exogenous IL-33 (5.0 ng, 10 ng, 20
ng) to naive rats lowered the PWT of contralateral hind-
paw and produced an obvious mechanical hypersensitiv-
ity in a dose-dependent manner, but had no influence
on the PWT of ipsilateral hindpaw. Compared to saline
control, both 20 ng and 10 ng IL-33 decreased the PWT
of contralateral hindpaw in naive rats, and reached the
maximum effect at 105 min post-injection. However, 5.0
ng IL-33 did not change the PWT of rats. Further stud-
ies showed that 20 ng of IL-33 injected into the RN was
similar to the amount of IL-33 expressed in the RN of
SNI rats (1 week post-injury) (Suppl. Fig. S1C). During
the whole experiment process, no abnormal locomotion
was observed in the rats after intrarubral application of
anti-IL-33 antibody or IL-33 (Suppl. Fig. S1E). These re-
sults show that red nucleus IL-33 attends the early
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Fig. 4 Red nucleus IL-33 facilitates the early development of mononeuropathic pain by activating ERK signaling pathway. A Western blotting
showed that red nucleus p-ERK was increased at 1 week post-SNI, intrarubral injection of anti-IL-33 antibody inhibited the upregulation of p-ERK
(n =6 per group, F = 12666, P < 0.001). B Western blotting indicated that intrarubral injection of IL-33 promoted the protein expression of p-ERK
in naive rats (n = 6 per group, F = 14.495, P < 0.001). C Immunohistochemistry showed that p-ERK was upregulated in the RN of SNI rats (F =
69.719, P < 0.001) and IL-33-induced hypersensitivity rats (F = 40.034, P < 0.001) (n = 4 per group). D Intrarubral administration of ERK inhibitor
PD98059 at 1 week post-injury attenuated SNI-induced mononeuropathic pain compared to DMSO control (n = 5-6 per group, F = 102911, P <
0.001). E Intrarubral pre-injection of PD98059, 30 min before IL-33 administration, relieved IL-33-evoked mechanical hypersensitivity compared to
DMSO control (n = 5-6 per group, F = 35306, P = 0.002). *P < 0.05, **P < 0.01, and ***P < 0.001. Scale bars = 50 um

development of mononeuropathic pain and exerts an
algesic effect.

Red nucleus IL-33 facilitates the early development of
mononeuropathic pain by activating NF-kB signaling
pathway

Previous studies have reported that IL-33 generates di-
verse biological effects through activating a variety of
downstream signaling pathways, such as NF-kB, MAPKs,
phosphatidylinositide 3-kinase/protein kinase B (PI3K/
AKT), and JAK2/STAT3 [25]. Therefore, we first investi-
gated whether NF-«B attends red nucleus IL-33-
mediated algesic effect. In accordance with the upregula-
tions of IL-33 and ST2, an overexpressed NF-kB was
also detected in the RN at 1 week post-SNI compared to
that in sham-surgery rats. Intrarubral administration of
anti-IL-33 antibody at 1 week post-SNI significantly
restrained the overexpression of NF-kB, while injection
of normal saline had no any influence on the protein
level of NF-kB (Fig. 3A, C). Intrarubral injection of
PDTC, an inhibitor of NF-kB, at 1 week post-SNI ele-
vated the mechanical PWT of injured hindpaw and sig-
nificantly attenuated SNI-induced mononeuropathic
pain compared to DMSO control. However, intrarubral
application of PDTC did not change the mechanical
PWT of sham-surgery rats (Fig. 3D).

Further studies demonstrated that intrarubral injection
of IL-33 stimulated the protein expression of NF-«kB in
naive rats, while normal saline or IL-33 pre-absorbed by
anti-IL-33 antibody did not alter the protein level of NEF-
kB (Fig. 3B, C). PDTC pre-injected into the RN, 30 min
ahead of IL-33 administration, significantly attenuated
IL-33-evoked mechanical hypersensitivity compared to
DMSO control, while intrarubral injection of PDTC
alone had no influence on the mechanical PWT of naive
rats (Fig. 3E). These results indicate that red nucleus IL-
33 facilitates the early development of mononeuropathic
pain by activating NF-kB signaling pathway.

Red nucleus IL-33 facilitates the early development of
mononeuropathic pain by activating MAPK signaling
pathway

We next explored whether MAPK signaling pathways,
including ERK, p38 MAPK, and JNK, contribute to red

nucleus IL-33-mediated algesic effect. At 1 week post-
SNI, the protein expressions of red nucleus p-ERK and
p-p38 MAPK were significantly higher than that in
sham-surgery rats. Intrarubral administration of anti-IL-
33 antibody at 1 week post-SNI could suppress the over-
expression of p-ERK and p-p38 MAPK (Fig. 4A, C and
Fig. 5A, C). Whereas, the protein level of red nucleus p-
JNK was not changed in SNI rats and not affected by ad-
ministration of anti-IL-33 antibody (Suppl. Fig. S2).
Intrarubral injection of normal saline had no influence
on the expressions of p-ERK, p-p38 MAPK, and p-JNK
in SNI rats. After administration of ERK inhibitor
PD98059 or p38 MAPK inhibitor SB203580 to the RN at
1 week post-SNI, the PWT of the injured hindpaw was
raised, and the mononeuropathic pain was significantly
relieved. Intrarubral injection of PD98059 or SB203580
did not alter the mechanical PWT of sham-surgery rats
(Fig. 4D and Fig. 5D).

Furthermore, intrarubral injection of IL-33 signifi-
cantly promoted the protein expressions of p-ERK and
p-p38 MAPK in naive rats, but did not alter the protein
level of p-JNK compared to saline group. Neither normal
saline nor IL-33 pre-absorbed by anti-IL-33 antibody af-
fected the protein expressions of p-ERK, p-p38 MAPK,
and p-JNK (Fig. 4B, C; Fig. 5B, C; and Suppl. Fig. S2).
Intrarubral pre-injection of PD98059 or SB203580, 30
min before IL-33 administration, significantly attenuated
IL-33-evoked mechanical hypersensitivity, while intraru-
bral injection of PD98059 or SB203580 alone had no in-
fluence on the mechanical PWT of naive rats (Fig. 4E
and Fig. 5E). These results demonstrate that red nucleus
IL-33 facilitates the early development of mononeuro-
pathic pain by activating ERK and p38 MAPK in MAPK
signaling pathway rather than JNK.

Red nucleus IL-33 facilitates the early development of
mononeuropathic pain by activating JAK2/STAT3
signaling pathway

We then studied the action of JAK2/STATS3 signaling
pathway in red nucleus IL-33-mediated algesic effect. At
1 week post-SNI, the protein expressions of red nucleus
p-JAK2 and p-STAT3 were significantly upregulated
compared to that in sham-surgery rats. Intrarubral ad-
ministration of anti-IL-33 antibody at 1 week post-SNI
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Fig. 5 Red nucleus IL-33 facilitates the early development of mononeuropathic pain by activating p38 MAPK signaling pathway. A Western blotting
showed an upregulated p-p38 MAPK in the RN at 1 week post-SNI, intrarubral administration of anti-IL-33 antibody restrained the increase of p-p38
MAPK (n = 6 per group, F = 13.002, P < 0.001). B Western blotting demonstrated that intrarubral injection of IL-33 stimulated the protein expression of
p-p38 MAPK in naive rats (n = 6 per group, F = 18974, P < 0.001). C Immunohistochemistry showed that p-p38 MAPK was increased in the RN of SNI
rats (F= 88711, P < 0.001) and IL-33-induced hypersensitivity rats (F = 27.208, P < 0.001) (n = 4 per group). D Intrarubral administration of p38 MAPK
inhibitor SB203580 at 1 week post-injury attenuated SNI-induced mononeuropathic pain compared to DMSO control (n = 5-6 per group, F = 51.310, P
< 0.001). E SB203580 pre-injected into the RN, 30 min ahead of IL-33 administration, relieved IL-33-evoked mechanical hypersensitivity compared to
DMSO control (n = 5-6 per group, F = 39.381, P < 0.001). *P < 0.05, **P < 0.01, and ***P < 0.001. Scale bars = 50 um

significantly restrained the overproductions of p-JAK2
and p-STATS3, while injection of normal saline did not
alter the protein levels of p-JAK2 and p-STAT3 (Fig. 6A,
C and Fig. 7A, C). Administration of AG490, an inhibi-
tor against JAK2, to the RN at 1 week post-SNI could
elevate the mechanical PWT of injured hindpaw and re-
lieve SNI-induced mononeuropathic pain, while intraru-
bral injection of AG490 had no effect on the mechanical
PWT of sham-surgery rats (Fig. 7D).

Moreover, intrarubral administration of IL-33 signifi-
cantly increased the protein expressions of p-JAK2 and
p-STATS3 in naive rats, while application of normal sa-
line or IL-33 pre-absorbed by anti-IL-33 antibody had
no influence on p-JAK2 and p-STAT3 expressions (Fig.
6B, C and Fig. 7B, C). Intrarubral pre-injection of
AG490, 30 min ahead of IL-33 administration, signifi-
cantly attenuated IL-33-evoked mechanical hypersensi-
tivity. However, intrarubral injection of AG490 alone did
not change the mechanical PWT of naive rats (Fig. 7E).
These results show that red nucleus IL-33 facilitates the
early development of mononeuropathic pain by activat-
ing JAK2/STAT3 signaling pathway.

PI3K/AKT signaling pathway does not attend red nucleus
IL-33-mediated pain facilitation

In addition, we investigated whether PI3K/AKT signaling
pathway has a hand in red nucleus IL-33-mediated algesic
effect. As illustrated in Suppl. Fig. S3, our study results did
not show obvious expression change of red nucleus p-
AKT at 1 week post-SNI, and no significant difference
was observed compared to sham-surgery rats. Intrarubral
administration of anti-IL-33 antibody or normal saline at
1 week post-SNI had no impact on the protein level of p-
AKT. In addition, intrarubral injection of IL-33 did not
alter the expression of p-AKT in naive rats. These results
display that PI3K/AKT signaling pathway does not attend
red nucleus IL-33-mediated pain facilitation.

Red nucleus IL-33 facilitates the early development of
mononeuropathic pain by inducing TNF-a through ERK,
p38 MAPK, and JAK2/STAT3 signaling pathways

Our previous studies have identified that red nucleus
TNF-«a is increased at 1 week post-SNI [18], and exerts an
algesic effect in pain regulation [16]. Thus, we further

explored whether red nucleus IL-33 generates algesic ef-
fect by inducing the production of TNF-a. The results
showed that intrarubral injection of anti-IL-33 antibody at
1 week post-SNI significantly suppressed the overexpres-
sion of TNF-a, while administration of normal saline had
no any influence on the protein level of TNF-a (Fig. 8A,
C). Moreover, intrarubral injection of exogenous IL-33
significantly potentiated the secretion of TNF-a in naive
rats, but administration of normal saline or IL-33 pre-
absorbed by anti-IL-33 antibody did not affect the expres-
sion of TNF-a (Fig. 9A, C). These results indicate that red
nucleus IL-33 facilitates the early development of mono-
neuropathic pain by inducing the production of TNF-a.

Based on the above findings, we next studied the sig-
naling transduction pathways through which IL-33 stim-
ulates the production of TNF-a. Our study results
showed that intrarubral administration of PD98059,
SB203580, or AG490 at 1 week post-SNI significantly
inhibited the expression of TNF-a, but PDTC and
DMSO did not affect the protein level of TNF-a (Fig.
8B, C). Intrarubral pre-injection of PD98059, SB203580,
or AG490, 30 min before IL-33 administration, signifi-
cantly restrained IL-33-induced overexpression of TNF-
a in naive rats, whereas pre-injection of PDTC and
DMSO had no obvious influence on IL-33-induced pro-
duction of TNF-a (Fig. 9B, C). These results display that
red nucleus IL-33 facilitates the early development of
mononeuropathic pain by inducing TNF-a through acti-
vating ERK, p38 MAPK, and JAK2/STATS3, but not NF-
KB, signaling pathways.

Discussion

IL-33 is a newly discovered cytokine that has been impli-
cated in the physiological and pathological processes of
nervous system. Recently, a number of studies have
proven that IL-33 contributes to the development of
pathological pain [37-42]. However, the effect of
supraspinal IL-33 in pain modulation is largely unknown
so far. In the current study, we have investigated the ac-
tion of red nucleus IL-33/ST2 in the early development
of mononeuropathic pain in male rats since the mechan-
ism of mononeuropathic pain is sex-dependent [32]. Fol-
lowing SNI, an obvious mechanical hypersensitivity is
induced in rats at 3 days and aggravated at 1 week later.
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Fig. 6 Red nucleus IL-33 facilitates the early development of mononeuropathic pain by activating JAK2/STAT3 signaling pathway. A Western
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upregulation of p-JAK2 (n = 6 per group, f = 70.984, P < 0.001). B Western blotting showed that intrarubral administration of IL-33 promoted the
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Fig. 7 Red nucleus IL-33 facilitates the early development of mononeuropathic pain by activating JAK2/STAT3 signaling pathway. A Western
blotting showed an upregulated p-STAT3 in the RN at 1 week post-SNI, intrarubral administration of anti-IL-33 antibody restrained the increase of
p-STAT3 (n = 6 per group, F = 21.807, P < 0.001). B Western blotting demonstrated that intrarubral injection of IL-33 stimulated the protein
expression of p-STAT3 in naive rats (n = 6 per group, F = 28.843, P < 0.001). C Immunohistochemistry showed that p-STAT3 was increased in the
RN of SNI rats (F = 82451, P < 0.001) and IL-33-induced hypersensitivity rats (F = 135468, P < 0.001) (n = 4 per group). D Intrarubral
administration of JAK2 inhibitor AG490 at 1 week post-injury attenuated SNI-induced mononeuropathic pain compared to DMSO control (n = 5-6
per group, F = 32.046, P = 0.002). E Intrarubral pre-injection of AG490, 30 min before IL-33 administration, relieved IL-33-evoked mechanical
hypersensitivity compared to DMSO control (n = 5-6 per group, F = 73.740, P < 0.001). *P < 0.05 and ***P < 0.001. Scale bars = 50 um

Consistent with the behavioral alterations, a short-term
elevation of IL-33 is detected in the RN, starting at 3
days and returning to the basic level at 2 weeks post-
SNI, implying that red nucleus IL-33 is involved mainly
in the early development, but not in the late mainten-
ance of mononeuropathic pain. Interestingly, red nucleus
ST2 is also increased at 3 days post-SNI but still kept at
a high level 3 weeks later. Thus, we speculate that the
difference of decline time between IL-33 and ST2 may
be related to their different upstream regulatory mole-
cules. These results are parallel to previous findings that
spinal IL-33 and ST2 are markedly increased at 3 days
post-nerve injury [30, 39, 40]. However, several studies
have provided inconsistent results that spinal IL-33 and
ST2 are upregulated at 7 days or 14 days post-nerve in-
jury [41, 42]. To further explore the effect of red nucleus
IL-33 in the early development of mononeuropathic
pain, we have detected the behavioral alterations in SNI
rats after blocking IL-33 signaling. Our data show that
intrarubral administration of anti-IL-33 antibody at 1
week post-SNI attenuates mechanical hypersensitivity of
rats, indicating that red nucleus IL-33 facilitates the early
development of mononeuropathic pain. Additionally, ex-
ogenous IL-33 injected into the RN of naive rats can
dose-dependently evoke mechanical hypersensitivity,
which further confirms the algesic effect of red nucleus
IL-33. However, it is noteworthy that mechanical hyper-
sensitivity evoked by 20 ng of IL-33 in naive rats is
weaker than that induced by SNI at 1 week, although
this dose is similar to the amount of IL-33 expressed in
the RN of SNI rats, implying some molecules excepting
IL-33 may be also involved in the early development of
mononeuropathic pain. Our findings are in accord with
previously reported that administration of exogenous IL-
33 to normal animals induces pain hypersensitivity,
while blocking IL-33/ST2 signaling inhibits pathological
pain [39, 43, 44].

Previous studies and the data from single cell RNA se-
quencing databases have shown that both mRNA and
protein of IL-33 are detected in astrocytes [39, 45-49],
oligodendrocytes [39, 48—50], neurons [39, 49], microglia
[39, 49, 50], and endothelial cells [45, 46, 49] in various
human and animal tissues. Nevertheless, the expression
levels of IL-33 across spinal cord and brain regions are

not uniform and constant, which potentially reflects spe-
cific actions of IL-33 in region-related neuronal activities
and disorders. Here, we demonstrate that red nucleus
IL-33 is produced mainly by oligodendrocytes, endothe-
lial cells, and a small amount by neurons, astrocytes, and
microglia in naive rats. Following SNI, IL-33 is elevated
in RN neurons, oligodendrocytes, and microglia but not
astrocytes and endothelial cells. Our findings suggest
that RN neurons, oligodendrocytes, and microglia con-
tribute to the early development of mononeuropathic
pain through upregulating the expression of IL-33. Simi-
lar to the expression of IL-33, the distribution of ST2 is
also inconsistent in different regions of center nerve sys-
tem. Some studies show that ST2 is expressed mainly in
microglia [45, 48, 49], whereas others demonstrate its
expression in astrocytes [40, 45, 48], neurons [40, 48],
oligodendrocytes [40, 48], and endothelial cells [48, 51].
Our data indicate that red nucleus ST2 is mainly
expressed in oligodendrocytes, microglia, endothelial
cells, and a minor expression in neurons and astrocytes
in naive rats. It is also increased in neurons, oligoden-
drocytes, and microglia after SNI. These results display
that red nucleus IL-33 perhaps mediates the early devel-
opment of mononeuropathic pain by activating neurons,
oligodendrocytes, and microglia through autocrine and/
or paracrine manners. ST2 expressed in RN astrocytes
and endothelial cells do not show obvious changes, im-
plying that these cells may be not the direct responders
for IL-33 mediating pain regulation.

Further studies have discovered that IL-33 contributes
to pathological pain through NF-kB, ERK, p38 MAPK,
JNK, JAK2/STATS3, and/or PI3K/AKT signaling pathways
[30, 39, 40]. However, it remains unclear whether these
signaling pathways participate in red nucleus IL-33-
mediated algesic effect. Thus, we have detected the ex-
pression changes of these signaling molecules in the RN
of SNI rats and their roles in the early development of
mononeuropathic pain. Parallel to the upregulations of IL-
33 and ST2, red nucleus NF-«B, p-ERK, p-p38 MAPK,
and p-JAK2/p-STATS3, but not p-JNK and p-AKT, are ele-
vated at 1 week post-SNI. Blockade of NF-xB, ERK, p38
MAPK, or JAK2/STAT3 with corresponding inhibitor re-
lieves SNI-induced mechanical hypersensitivity. These re-
sults suggest an algesic effect of red nucleus NF-kB, ERK,
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**P < 0.01 and ***P < 0.001. Scale bars = 50 um
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Fig. 8 Red nucleus IL-33 facilitates the early development of mononeuropathic pain by inducing TNF-a through activating ERK, p38 MAPK and
JAK2/STAT3 signaling pathways. A Western blotting showed that red nucleus TNF-a was increased at 1 week post-SNI, intrarubral injection of
anti-IL-33 antibody at 1 week post-SNI suppressed the overexpression of TNF-a (n = 6 per group, F =
displayed that intrarubral administration of PD98059, SB203580, or AG490 at 1 week post-SNI inhibited the production of TNF-a (n = 6 per group,
F=13.157, P < 0.001). C Immunohistochemistry showed that red nucleus TNF-a was upregulated at 1 week post-SNI, intrarubral injection of anti-
IL.-33 antibody, PD98059, SB203580, or AG490 at 1 week post-SNI suppressed the production of TNF-a (n = 4 per group, F = 33.029, P < 0.001).

e

14302, P < 0.001). B Western blotting

p38 MAPK, and JAK2/STATS3, but not JNK and PI3K/
AKT, in the early development of mononeuropathic pain.
Then, we have further addressed whether the activation of
NF-«B, ERK, p38 MAPK, and JAK2/STAT3 are caused by

IL-33. Our data show that blocking red nucleus IL-33 with
anti-IL-33 antibody at 1 week post-SNI inhibits the over-
expression of NF-kB, p-ERK, p-p38 MAPK, and p-JAK2/
p-STATS3, suggesting that red nucleus IL-33 facilitates the



Li et al. Journal of Neuroinflammation (2021) 18:150 Page 17 of 20

C TNF-a
TNF-0f s s S— —
CAPDH s W S - ol T
\Xé\\l@ o a\.\‘\e _6\)066 \,2;5’?&) )
e G
DS ‘s . >
2 = o Naive Saline-induced
4 TNF-o
31 sesksk sokok - 2

Protein levels (relative density)
N

W i X o y \;“’%W : Ry b
B\ -
,’5’5 ! -
N s A 4G s (i
b T AGHR0+IL-33 e pDTCHL-33

TNF-o "o ses D » - G == -

GAPDH S ND SWD Se= TP GNP TND T : : ' ;

IR 2 © > &
WG W T A W W WP
O e\ e <G RA 2
o RTINS o SR 207 (4
N . TPD98059+IL-33 SB203580+IL-33

54 TNF-ol % ThF-g

B kok 8

] sk 40 A

S 34 = N

g % 30 i biod **::**

E =

£ 2] 3

2 S 201

- s

£ § 101 H
o [\

9 (0]

[e]

5 s

o

04 0-
O D ad
o \@Ox\»'rb\; Pv*\»ﬁo*\v AN N v“& & 33){\@ A g*\v s*\v
0\“ o O"‘g \?0« g%“c’ o® A ’\\,"55’\P“‘\'\\’P~0A "& o &
\\;’5 6%7’ = \\\’,5 90 %’L

Fig. 9 Red nucleus IL-33 evokes mechanical hypersensitivity by inducing TNF-a through activating ERK, p38 MAPK, and JAK2/STAT3 signaling pathways.
A Western blotting indicated that intrarubral administration of IL-33 stimulated the secretion of TNF-a in naive rats (n = 6 per group, F = 15.143, P <
0.001). B Western blotting showed that intrarubral pre-injection of PD98059, SB203580, or AG490, 30 min before IL-33 administration, restrained IL-33-
induced overexpression of TNF-a in naive rats (n = 6 per group, F = 9.812, P < 0.001). C Immunohistochemistry showed that intrarubral injection of IL-33
potentiated the secretion of TNF-a in naive rats, intrarubral pre-injection of PD98059, SB203580, or AG490, 30 min prior to IL-33 administration, inhibited
IL-33-induced overexpression of TNF-a in naive rats (n = 4 per group, F = 44310, P < 0.001). *** P < 0.001. Scale bars = 50 um

early development of mononeuropathic pain through acti-  productions of NF-kB, p-ERK, p-p38 MAPK, and p-JAK2/
vating NF-«B, ERK, p38 MAPK, and JAK2/STAT3 signal-  p-STAT3, but has no effect on the expressions of p-JNK
ing pathways. This conclusion is further proven by the and p-AKT. Pre-injection of inhibitor against NF-kB,
experiments performed in naive rats, that is, intrarubral ERK, p38 MAPK, or JAK2/STAT3 attenuates IL-33-
administration of IL-33 in naive rats potentiates the evoked mechanical hypersensitivity. Previous studies have
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reported that ERK and JNK located in astrocytes and neu-
rons, p38 MAPK located in microglia, and JAK2/STAT3
located in astrocytes are activated during the development
of pathological pain [30, 52, 53]. Nevertheless, future stud-
ies are required to address the cellular localization and
interaction of NF-«B, ERK, p38 MAPK, and JAK2/STAT3
signaling pathways in the RN of rats.

The latest studies have shown that IL-33 regulates the
transcription of proinflammatory cytokines [44, 54]. It
has been reported that IL-33 facilitates pathological pain
by stimulating the secretion of TNF-q, IL-1f3, and/or IL-
6 [31, 38—40]. In the current study, red nucleus IL-33
begins to increase at 3 days post-SNI, reaches to peak at
1 week, and returns to normal level at 2 weeks. Combin-
ing with our previously reported that the expression of
red nucleus TNF-a is increased at 1 week post-SNI [18],
while IL-1p and IL-6 are increased at 2 or 3 weeks post-
SNI (13, 17], it is reasonable to infer that TNF-«, but
not IL-1f and IL-6, may be the direct downstream mol-
ecule of IL-33. Therefore, we have further studied
whether red nucleus IL-33 mediates algesic effect by in-
ducing TNF-a. Our data indicate that blocking red nu-
cleus IL-33 at 1 week post-SNI can suppress the
overexpression of TNF-a, while intrarubral administra-
tion of IL-33 in naive rats promotes the production of
TNE-a. These results strongly suggest that red nucleus
IL-33 exerts an algesic effect at least in part by stimulat-
ing TNF-a expression, although it may has other down-
stream molecules that we do not know yet. In the
present study, we have proven that red nucleus IL-33
mediates algesic effect through activating NF-«xB, ERK,
p38 MAPK and JAK2/STAT3. However, which signaling
pathways attend IL-33-induced production of TNF-a re-
mains unclear. Further studies demonstrate that intraru-
bral administration of inhibitor of ERK, p38 MAPK, or
JAK2/STAT3 (but not NF-«kB) inhibits the overexpres-
sion of TNF-a in SNI rats and IL-33-induced hypersen-
sitivity rats, displaying that red nucleus IL-33 induces
the production of TNF-a through activating ERK, p38
MAPK, and JAK2/STAT3, but not NF-kB, signaling
pathways. Although our data have clearly shown that
NEF-kB is also involved in IL-33-mediated algesic effect,
the downstream molecules regulated by NF-«B in this
process remain unclear and need further investigations.

Conclusions

Taken together, our work provides evidence that red nu-
cleus IL-33 contributes to the early development of
mononeuropathic pain, and generates an algesic effect
via activating NF-«xB, ERK, p38 MAPK, and JAK2/
STAT3 signaling pathways. Red nucleus IL-33 facilitates
the early development of mononeuropathic pain at least
in part by inducing TNF-a through activating ERK, p38
MAPK, and JAK2/STAT3 signaling pathways, and
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maybe a potential target for the treatment of mono-
neuropathic pain.
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Additional file 1: Suppl. Fig. S1. Histomorphological identification of
RN, the analysis of IL-33 in the RN, the specificity verification of anti-IL-33
antibody and anti-ST2 antibody, and the measurement of locomotion. A
0.1% toluidine blue staining exhibited the injection site in the RN. B The
fresh tissue of RN. € Western blotting showed that intrarubral injection of
20 ng IL-33 to naive rats could mimic the amount of IL-33 in the RN of
SNI rats (1 week post-injury) (n = 4 per group). D No specific signals of IL-
33 and ST2 (Red) were detected respectively in the RN of /L-337" and
ST2”" mice. E Footprint test showed that intrarubral application of anti-IL-
33 antibody to SNI rats or IL-33 to naive rats did not affect the locomo-
tion of animal (n = 6-9 per group). Abbreviations: Aq, aqueduct; PAG,
periaqueductal gray; RN, red nucleus. Scale bars = 50 um.

Additional file 2: Suppl. Fig. S2. JNK signaling pathway does not
attend red nucleus IL-33-mediated pain facilitation. A Western blotting
showed no expression alteration of p-JNK in the RN at 1 week post-SNI
(n = 6 per group). B Western blotting indicated that intrarubral injection
of IL-33 did not affect the protein level of p-JNK in naive rats (n = 6 per
group). € Immunohistochemical staining demonstrated no expression
changes of p-JNK in the RN of SNI rats and IL-33-induced hypersensitivity
rats (n = 4 per group). Scale bars = 50 pym.

Additional file 3: Suppl. Fig. S3. PI3K/AKT signaling pathway does not
attend red nucleus IL-33-mediated pain facilitation. A Western blotting
showed no expression alteration of p-AKT in the RN at 1 week post-SNI
(n = 6 per group). B Western blotting indicated that intrarubral injection
of IL-33 did not alter the expression of p-AKT in naive rats (n = 6 per
group). € Immunohistochemical staining demonstrated no expression
changes of p-AKT in the RN of SNI rats and IL-33-induced hypersensitivity
rats (n = 4 per group). Scale bars = 50 pm.

Acknowledgements

The authors wish to appreciate Prof. Fang Zheng for her kind offer of brain
tissues of /L-337~ and ST2”/~ mice. Thank Yan-Li Yu and Wei Wei for their
technical assistance.

Authors’ contributions

JYW and XYZ designed project. HNL, QQY, WTW, XT, FF, STZ, YTX, JXW, and
YWZ performed experiments. JYW, HNL, QQY, and WTW analyzed data and
wrote manuscript.

Funding

This work was supported by the National Natural Science Foundation of
China (No. 31640032) and Natural Science Foundation of Shaanxi Province,
China (No. 2016JM3028, 2021JZ-06).

Availability of data and materials
The datasets used and/or analyzed during the current study are available
from the corresponding author on reasonable request.


https://doi.org/10.1186/s12974-021-02198-9
https://doi.org/10.1186/s12974-021-02198-9

Li et al. Journal of Neuroinflammation (2021) 18:150

Ethics approval and consent to participate

All animal experiments were performed strictly following the ethical
guidelines for the study of pain in animals [33], and approved by the
Biomedical Ethics Committee of Xi'an Jiaotong University (No. 2016-253).

Consent for publication
Not applicable.

Competing interests
The authors declare that they have no competing interests.

Author details

'Department of Laboratory Medicine, The First Affiliated Hospital of Xi'an
Jiaotong University, Xi‘an 710061, Shaanxi, China. “Department of Pathogenic
Biology and Immunology, Xi'an Jiaotong University Health Science Center,
Xi'an 710061, Shaanxi, China. *Key Laboratory of Environment and Genes
Related to Diseases (Xi'an Jiaotong University), Ministry of Education of
China, Xi'an, China. “Biological Science BSc, Department of Biological
Sciences, Xi'an Jiaotong-Liverpool University, Suzhou 215123, Jiangsu, China.
®Biochemistry BSc, Faculty of Health and Life Sciences, University of
Liverpool, Liverpool L69 3BX, UK.

Received: 15 January 2021 Accepted: 17 June 2021
Published online: 05 July 2021

References

1. Kuchler M, Fouad K, Weinmann O, Schwab ME, Raineteau. Red nucleus
projections to distinct motor neuron pools in the rat spinal cord. J Comp
Neurol. 2002,448(4):349-59. https://doi.org/10.1002/cne.10259.

2. Brockett AT, Hricz NW, Tennyson SS, Bryden DW, Roesch MR. Neural signals in
red nucleus during reactive and proactive adjustments in behavior. J Neurosci.
2020/40(24):4715-26. https.//doi.org/10.1523/JINEUROSCI.2775-19.2020.

3. Habas C, Guillevin R, Abanou A. In vivo structural and functional imaging of
the human rubral and inferior olivary nuclei: a mini-review. Cerebellum.
2010,9(2):167-73. https://doi.org/10.1007/512311-009-0145-1.

4. Lavoie S, Drew T. Discharge characteristics of neurons in the red nucleus
during voluntary gait modifications: a comparison with the motor cortex. J
Neurophysiol. 2002;88(4):1791-814. https://doi.org/10.1152/jn.2002.88.4.1791.

5. Muir GD, Whishaw 1Q. Red nucleus lesions impair overground locomotion
in rats: a kinetic analysis. Eur J Neurosci. 2000;12(3):1113-22. https://doi.
0rg/10.1046/.1460-9568.2000.00987 x.

6.  Zelenin PV, Beloozerova IN, Sirota MG, Orlovsky GN, Deliagina TG. Activity of
red nucleus neurons in the cat during postural corrections. J Neurosci. 2010;
30(43):14533-42. https://doi.org/10.1523/JNEUROSCI.2991-10.2010.

7. Bingel U, Quante M, Knab R, Bromm B, Weiller C, Biichel C. Subcortical
structures involved in pain processing: evidence from single-trial fMRI. Pain.
2002;99(1):313-21. https://doi.org/10.1016/S0304-3959(02)00157-4.

8. LiuY, PuY, Gao JH, Parsons LM, Xiong J, Liotti M, et al. The human red
nucleus and lateral cerebellum in supporting roles for sensory information
processing. Hum Brain Mapp. 2000;10(4):147-59. https://doi.org/10.1002/1
097-0193(200008)10:4<147::AID-HBM10>3.0.CO;2-U.

9. Matsumoto RR, Walker JM. Inhibition of rubral neurons by noxious and non-
noxious pressure. Brain Res. 1991;556(1):78-84. https://doi.org/10.1016/0006-
8993(91)90549-B.

10.  Steffens H, Rathelot JA, Padel Y. Effects of noxious skin heating on
spontaneous cell activity in the magnocellular red nucleus of the cat. Exp
Brain Res. 2000;131(2):215-24. https://doi.org/10.1007/5002219900279.

11. Huang M, Liu M, Li X. The analgesic effect of red nucleus and preliminary
research on its mechanism. Zhen Ci Yan Jiu. 1992;17(3):166-70.

12. Yu Q, Fang Z, Li Y. Effect of electrical stimulation of red nucleus on
acupuncture analgesia. Zhen Ci Yan Jiu. 1995;20(2):7-11.

13. Ding CP, Xue VS, Yu J, Guo YJ, Zeng XY, Wang JY. The red nucleus
interleukin-6 participates in the maintenance of neuropathic pain induced
by spared nerve injury. Neurochem Res. 2016;41(11):3042-51. https://doi.
0rg/10.1007/511064-016-2023-9.

14.  Ding CP, Guo YJ, Li HN, Wang JY, Zeng XY. Red nucleus interleukin-6
participates in the maintenance of neuropathic pain through JAK/STAT3
and ERK signaling pathways. Exp Neurol. 2018;300:212-21. https;//doi.org/1
0.1016/j.expneurol.2017.11.012.

15. Guo YJ, Li HN, Ding CP, Han SP, Wang JY. Red nucleus interleukin-18 evokes
tactile allodynia through activation of JAK/STAT3 and JNK signaling

20.

21.

22.

23.

24,

25.

26.

27.

28.

29.

30.

32.

33.

34.

35.

Page 19 of 20

pathways. J Neurosci Res. 2018;96(12):1847-61. https://doi.org/10.1002/
jnr24324.

Li X, Wang J, Wang Z, Dong C, Dong X, Jing Y, et al. Tumor necrosis factor-a of
red nucleus involved in the development of neuropathic allodynia. Brain Res
Bull. 2008,77(5):233-6. https//doi.org/10.1016/j.brainresbull.2008.08.025.

Wang Z, Wang J, Li X, Yuan Y, Fan G. Interleukin-1 beta of red nucleus
involved in the development of allodynia in spared nerve injury rats. Exp
Brain Res. 2008;188(3):379-84. https://doi.org/10.1007/500221-008-1365-1.
Wang J, Ding CP, Yu J, Zeng XY, Han SP, Wang JY. Dynamic distributions of
tumor necrosis factor-alpha and its receptors in the red nucleus of rats with
spared nerve injury. Neuropathology. 2016;36(4):346-53. https://doi.org/1
0.1111/neup.12282.

Zhang Q, Wang J, Duan MT, Han SP, Zeng XY, Wang JY. NF-kB, ERK, p38
MAPK and JNK contribute to the initiation and/or maintenance of
mechanical allodynia induced by tumor necrosis factor-alpha in the red
nucleus. Brain Res Bull. 2013;99:132-9. https://doi.org/10.1016/j.brainresbull.2
013.10.008.

Wang ZH, Zeng XY, Han SP, Fan GX, Wang JY. Interleukin-10 of red nucleus
plays anti-allodynia effect in neuropathic pain rats with spared nerve injury.
Neurochem Res. 2012;37(8):1811-9. https://doi.org/10.1007/511064-012-
0795-0.

Wang J, Yu J, Ding CP, Han SP, Zeng XY, Wang JY. Transforming growth
factor-beta in the red nucleus plays antinociceptive effect under
physiological and pathological pain conditions. Neuroscience. 2015;291:37-
45. https://doi.org/10.1016/j.neuroscience.2015.01.059.

Cayrol C, Girard JP. Interleukin-33 (IL-33): A nuclear cytokine from the IL-1
family. Immunol Rev. 2018;281(1):154-68. https://doi.org/10.1111/imr.12619.
Martin NT, Martin MU. Interleukin 33 is a guardian of barriers and a local
alarmin. Nat Immunol. 2016;17(2):122-31. https://doi.org/10.1038/ni.3370.
Molofsky AB, Savage AK, Locksley RM. Interleukin-33 in tissue homeostasis,
injury, and inflammation. Immunity. 2015;42(6):1005-19. https://doi.org/10.1
016/j.immuni.2015.06.006.

Du LX, Wang YQ, Hua GQ, Mi WL. IL-33/ST2 pathway as a rational
therapeutic target for CNS diseases. Neuroscience. 2018;369:222-30. https://
doi.org/10.1016/j.neuroscience.2017.11.028.

Han P, Zhao J, Liu SB, Yang CJ, Wang YQ, Wu GC, et al. Interleukin-33
mediates formalin-induced inflammatory pain in mice. Neuroscience. 2013;
241:59-66. https//doi.org/10.1016/j.neuroscience.2013.03.019.

Verri WA Jr, Guerrero AT, Fukada SY, Valerio DA, Cunha TM, Xu D, et al. IL-33
mediates antigen-induced cutaneous and articular hypernociception in
mice. Proc Natl Acad Sci U S A. 2008;105(7):2723-8. https://doi.org/10.1073/
pnas.0712116105.

Zarpelon AC, Cunha TM, Alves-Filho JC, Pinto LG, Ferreira SH, Mclnnes IB,
et al. IL-33/ST2 signalling contributes to carrageenin-induced innate
inflammation and inflammatory pain: role of cytokines, endothelin-1 and
prostaglandin E2. Br J Pharmacol. 2013;169(1):90-101. https://doi.org/1
0.1111/bph.12110.

Magro DA, Hohmann MS, Mizokami SS, Cunha TM, Alves-Filho JC,
Casagrande R, et al. An interleukin-33/ST2 signaling deficiency reduces overt
pain-like behaviors in mice. Braz J Med Biol Res. 2013;46(7):601-6. https//
doi.org/10.1590/1414-431X201328%.

Liu S, Mi WL, Li Q, Zhang MT, Han P, Hu S, et al. Spinal IL-33/ST2 signaling
contributes to neuropathic pain via neuronal CaMKII-CREB and astroglial
JAK2-STAT3 cascades in mice. Anesthesiology. 2015;123(5):1154-69. https://
doi.org/10.1097/ALN.0000000000000850.

Zhao J, Zhang H, Liu SB, Han P, Hu S, Li Q, et al. Spinal interleukin-33 and its
receptor ST2 contribute to bone cancer-induced pain in mice. Neuroscience.
2013,253:172-82. https.//doi.org/10.1016/jneuroscience.2013.08.026.
Mapplebeck JC, Beggs S, Salter MW. Molecules in pain and sex: a
developing story. Mol Brain. 2017;10(1):9. https://doi.org/10.1186/513041-01
7-0289-8.

Zimmermann M. Ethical guidelines for investigations of experimental pain
in conscious animals. Pain. 1983;16(2):109-10. https.//doi.org/10.1016/0304-3
959(83)90201-4.

Paxinos G, Watson C. The Rat Brain in Stereotaxic Coordinates (6th Edition).
San Diego: Academic Press; 2007.

Fang XX, Jiang XL, Han XH, Peng YP, Qiu YH. Neuroprotection of
interleukin-6 against NMDA-induced neurotoxicity is mediated by JAK/
STAT3, MAPK/ERK, and PI3K/AKT signaling pathways. Cell Mol Neurobiol.
2013;33(2):241-51. https.//doi.org/10.1007/510571-012-9891-6.


https://doi.org/10.1002/cne.10259
https://doi.org/10.1523/JNEUROSCI.2775-19.2020
https://doi.org/10.1007/s12311-009-0145-1
https://doi.org/10.1152/jn.2002.88.4.1791
https://doi.org/10.1046/j.1460-9568.2000.00987.x
https://doi.org/10.1046/j.1460-9568.2000.00987.x
https://doi.org/10.1523/JNEUROSCI.2991-10.2010
https://doi.org/10.1016/S0304-3959(02)00157-4
https://doi.org/10.1002/1097-0193(200008)10:4<147::AID-HBM10>3.0.CO;2-U
https://doi.org/10.1002/1097-0193(200008)10:4<147::AID-HBM10>3.0.CO;2-U
https://doi.org/10.1016/0006-8993(91)90549-B
https://doi.org/10.1016/0006-8993(91)90549-B
https://doi.org/10.1007/s002219900279
https://doi.org/10.1007/s11064-016-2023-9
https://doi.org/10.1007/s11064-016-2023-9
https://doi.org/10.1016/j.expneurol.2017.11.012
https://doi.org/10.1016/j.expneurol.2017.11.012
https://doi.org/10.1002/jnr.24324
https://doi.org/10.1002/jnr.24324
https://doi.org/10.1016/j.brainresbull.2008.08.025
https://doi.org/10.1007/s00221-008-1365-1
https://doi.org/10.1111/neup.12282
https://doi.org/10.1111/neup.12282
https://doi.org/10.1016/j.brainresbull.2013.10.008
https://doi.org/10.1016/j.brainresbull.2013.10.008
https://doi.org/10.1007/s11064-012-0795-0
https://doi.org/10.1007/s11064-012-0795-0
https://doi.org/10.1016/j.neuroscience.2015.01.059
https://doi.org/10.1111/imr.12619
https://doi.org/10.1038/ni.3370
https://doi.org/10.1016/j.immuni.2015.06.006
https://doi.org/10.1016/j.immuni.2015.06.006
https://doi.org/10.1016/j.neuroscience.2017.11.028
https://doi.org/10.1016/j.neuroscience.2017.11.028
https://doi.org/10.1016/j.neuroscience.2013.03.019
https://doi.org/10.1073/pnas.0712116105
https://doi.org/10.1073/pnas.0712116105
https://doi.org/10.1111/bph.12110
https://doi.org/10.1111/bph.12110
https://doi.org/10.1590/1414-431X20132894
https://doi.org/10.1590/1414-431X20132894
https://doi.org/10.1097/ALN.0000000000000850
https://doi.org/10.1097/ALN.0000000000000850
https://doi.org/10.1016/j.neuroscience.2013.08.026
https://doi.org/10.1186/s13041-017-0289-8
https://doi.org/10.1186/s13041-017-0289-8
https://doi.org/10.1016/0304-3959(83)90201-4
https://doi.org/10.1016/0304-3959(83)90201-4
https://doi.org/10.1007/s10571-012-9891-6

Li et al. Journal of Neuroinflammation

36.

37.

38.

39.

40.

41,

42.

43.

44,

45,

46.

47.
48.
49.
50.
51.
52.

53.

54.

(2021) 18:150

Saegusa H, Wakamori M, Matsuda Y, Wang J, Mori Y, Zong S, et al.
Properties of human Cav2.1 channel with a spinocerebellar ataxia type 6
mutation expressed in Purkinje cells. Mol Cell Neurosci. 2007,34:261-70.
Fairlie-Clarke K, Barbour M, Wilson C, Hridi SU, Allan D, Jiang HR. Expression
and function of IL-33/ST2 axis in the central nervous system under normal
and diseased conditions. Front Immunol. 2018,9:2596. https://doi.org/10.33
89/fimmu.2018.02596.

Zeng Y, Shi'Y, Zhan H, Liu W, Cai G, Zhong H, et al. Reduction of silent
information regulator 1 activates interleukin-33/ST2 signaling and
contributes to neuropathic pain induced by spared nerve injury in rats.
Front Mol Neurosci. 2020;13:17. https://doi.org/10.3389/fnmol.2020.00017.
Zarpelon AC, Rodrigues FC, Lopes AH, Souza GR, Carvalho TT, Pinto LG, et al.
Spinal cord oligodendrocyte-derived alarmin IL-33 mediates neuropathic pain.
FASEB J. 2016;30(1):54-65. https//doi.org/10.1096/f].14-267146.

Huang SJ, Yan JQ, Luo H, Zhou LY, Luo JG. IL-33/ST2 signaling contributes
to radicular pain by modulating MAPK and NF-kB activation and
inflammatory mediator expression in the spinal cord in rat models of
noncompressive lumber disk herniation. J Neuroinflammation. 2018;15(1):12.
https.//doi.org/10.1186/512974-017-1021-4.

Bertozzi MM, Rossaneis AC, Fattori V, Longhi-Balbinot DT, Freitas A, Cunha
FQ, et al. Diosmin reduces chronic constriction injury-induced neuropathic
pain in mice. Chem Biol Interact. 2017;273:180-9. https://doi.org/10.1016/j.
cbi2017.06.014.

Longhi-Balbinot DT, Rossaneis AC, Pinho-Ribeiro FA, Bertozzi MM, Cunha FQ,
Alves-Filho JC, et al. The nitroxyl donor, Angeli's salt, reduces chronic
constriction injury-induced neuropathic pain. Chem Biol Interact. 2016;256:
1-8. https//doi.org/10.1016/.cbi.2016.06.009.

Alvarez P, Bogen O, Levine JD. Nociceptor interleukin 33 receptor/ST2
signaling in vibration-induced muscle pain in the rat. J Pain. 2020,21(3-4):
506-12. https://doi.org/10.1016/jjpain.2019.09.004.

Xu D, Jiang HR, Kewin P, Li Y, Mu R, Fraser AR, et al. IL-33 exacerbates
antigen-induced arthritis by activating mast cells. Proc Natl Acad Sci U S A.
2008;105(31):10913-8. https.//doi.org/10.1073/pnas.0801898105.

Yasuoka S, Kawanokuchi J, Parajuli B, Jin S, Doi Y, Noda M, et al. Production
and functions of IL-33 in the central nervous system. Brain Res. 2011;1385:3—
17. https//doi.org/10.1016/j.brainres.2011.02.045.

Jiao M, Li X, Chen L, Wang X, Yuan B, Liu T, et al. Neuroprotective effect of astrocyte-
derived IL-33 in neonatal hypoxic-ischemic brain injury. J Neuroinflammation. 2020;
17(1)251. https//doiorg/10.1186/512974-020-01932-z.
https://bioinfo.uth.edu/scrnaseqdb, ENSGO0000137033/GSE67835.
https.//singlecell.broadinstitute.org/single_cell, SCP6.
https://singlecell.broadinstitute.org/single_cell, SCP97.
https.//singlecell.broadinstitute.org/single_cell, SCP478.
https://bioinfo.uth.edu/scrnaseqdb, ENSGO0000115602/GSE67835.

Han P, Liu S, Zhang M, Zhao J, Wang Y, Wu G, et al. Inhibition of spinal
interlukin-33/ST2 signaling and downstream ERK and JNK pathways in
electroacupuncture analgesia in formalin mice. PLoS One. 2015;10(6):
€0129576. https://doi.org/10.1371/journal pone.0129576.

Ji RR, Gereau RW IV, Malcangio M, Strichartz GR. MAP kinase and pain. Brain
Res Rev. 2009;60(1):135-48. https://doi.org/10.1016/j.brainresrev.2008.12.011.
Cao K Liao X, Lu J, Yao S, Wu F, Zhu X, et al. IL-33/ST2 plays a critical role in
endothelial cell activation and microglia-mediated neuroinflammation
modulation. J Neuroinflammation. 2018;15(1):136. https://doi.org/10.1186/
$12974-018-1169-6.

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in
published maps and institutional affiliations.

Page 20 of 20

Ready to submit your research? Choose BMC and benefit from:

e fast, convenient online submission

o thorough peer review by experienced researchers in your field

 rapid publication on acceptance

o support for research data, including large and complex data types

e gold Open Access which fosters wider collaboration and increased citations
e maximum visibility for your research: over 100M website views per year

K BMC

At BMC, research is always in progress.

Learn more biomedcentral.com/submissions


https://doi.org/10.3389/fimmu.2018.02596
https://doi.org/10.3389/fimmu.2018.02596
https://doi.org/10.3389/fnmol.2020.00017
https://doi.org/10.1096/fj.14-267146
https://doi.org/10.1186/s12974-017-1021-4
https://doi.org/10.1016/j.cbi.2017.06.014
https://doi.org/10.1016/j.cbi.2017.06.014
https://doi.org/10.1016/j.cbi.2016.06.009
https://doi.org/10.1016/j.jpain.2019.09.004
https://doi.org/10.1073/pnas.0801898105
https://doi.org/10.1016/j.brainres.2011.02.045
https://doi.org/10.1186/s12974-020-01932-z
https://bioinfo.uth.edu/scrnaseqdb
https://singlecell.broadinstitute.org/single_cell
https://singlecell.broadinstitute.org/single_cell
https://singlecell.broadinstitute.org/single_cell
https://bioinfo.uth.edu/scrnaseqdb
https://doi.org/10.1371/journal.pone.0129576
https://doi.org/10.1016/j.brainresrev.2008.12.011
https://doi.org/10.1186/s12974-018-1169-6
https://doi.org/10.1186/s12974-018-1169-6

	Abstract
	Background
	Methods
	Results
	Conclusions

	Introduction
	Materials and methods
	Animal
	Spared nerve injury
	Intracerebral catheter implantation and drug administration
	Mechanical hypersensitivity induced by IL-33
	Behavioral testing
	Mechanical paw withdrawal threshold measurement
	Footprint test

	Immunohistochemical staining
	Immunofluorescence staining
	Western blotting
	Statistical analysis

	Results
	Increased expressions of IL-33 and ST2 in the red nucleus of SNI rats
	Red nucleus IL-33 facilitates the early development of mononeuropathic pain
	Red nucleus IL-33 facilitates the early development of mononeuropathic pain by activating NF-κB signaling pathway
	Red nucleus IL-33 facilitates the early development of mononeuropathic pain by activating MAPK signaling pathway
	Red nucleus IL-33 facilitates the early development of mononeuropathic pain by activating JAK2/STAT3 signaling pathway
	PI3K/AKT signaling pathway does not attend red nucleus IL-33-mediated pain facilitation
	Red nucleus IL-33 facilitates the early development of mononeuropathic pain by inducing TNF-α through ERK, p38 MAPK, and JAK2/STAT3 signaling pathways

	Discussion
	Conclusions
	Abbreviations
	Supplementary Information
	Acknowledgements
	Authors’ contributions
	Funding
	Availability of data and materials
	Ethics approval and consent to participate
	Consent for publication
	Competing interests
	Author details
	References
	Publisher’s Note

