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Introduction
Sepsis is a devastating medical condition characterized by systematic 

inflammatory response syndrome (SIRS). It has been suggested that 
sepsis results in multiple-organ dysfunction syndrome in response to 
the processes: 1) endotoxemia (i.e., drastic increase of endotoxin in 
the blood), 2) SIRS and 3) septic encephalopathy (SE) [1]. SE patients 
show mental confusion, sensory neuronal impairment and long-term 
cognitive impairment [2,3]. Patho-physiological mechanisms of brain 
dysfunction caused by sepsis provoke the development of medical 
intervention against SE. 

Sensory neurons are responsible for converting various external 
stimuli into corresponding internal stimuli. The stimuli are projected 
from peripheral neurons and transmitted to thalamus, somatosensory 
cortex and then integrated at Prefrontal Cortex (PFC) in the central 
nervous system. These processes participate in the sensory informational 
processing such as pain generation [4,5]. When the sensory neurons 
are impaired, the patho-physiology is destined to be peripheral nerve 
injury such as poly-neuropathy found in the severe septic patients [6]. 
On the other hand, several reports suggest the PFC-relevant functional 
impairment in the encephalopathy [7,8]. SE showed the cognitive 
impairment (i.e. conscious disturbance) in human [9]. In addition, 
memory deficit with neuronal loss (mainly related to the Central 
Nervous System (CNS)) [10] and the phrenic nerve neurophathy 

(Peripheral Nervous System (PNS)) [11] are observed in rodent studies. 
Hence, the cause of neuronal dysfunctions seems to be attributed to the 
impairment of informational processing between CNS and PNS.

Connexin, gap junction protein, plays a pivotal role on sensory 
neuronal function such as vision [12], spinal synaptic transmission 
[13] and pain [14]. Conversely, loss of connexin results in the sensory
dysfunction [14,15]. In the inflammatory symptoms, connexin is often
targeted by inflammatory mediator such as interleukin-1β (IL-1β)
and tumor necrosis factor-α and lead to be loss of functions [16]. In
addition, we previously found that the IL-1β aggravates the synaptic
function in the septic brain [17]. In the present study, we hypothesize
that sepsis leads to the impairment of substrate such as connexin and
the dysfunction of neuronal information processing relevant to sensory
function in the septic brain.

Conversely, several evidences suggest that the increased Matrix 
Metalloproteinases (MMPs) during systemic inflammation play major 
roles on the functional disturbance in sepsis [18-20]. MMPs which 
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Abstract
Although septic encephalopathy leads to be the devastating neurological symptoms including sensory dysfunction, 

cognitive impairment and unconsciousness, potent substrates and their effects inducing the synaptic dysfunction 
remain obscure. In this study, we successfully characterized the sensory dysfunction with immunohistochemistry, 
immunoblotting and electrophysiology. A mouse model of septic encephalopathy was examined at 20 hrs after cecal 
ligation and puncture or intraperitoneal injection of lipopolysaccharide (1 mg). We found several effects of active enzyme 
of matrix metalloproteinases-9 (active MMP-9) on the somatosensory cortex, thalamus and prefrontal cortex related to 
the sensory functions in septic encephalopathy. At first, active MMP-9 was up-regulated. Second, both of the occludin, 
tight junction protein composing blood brain barrier, and the connexin-43, transmembrane protein of gap junction, which 
were potent substrate of active MMP-9, were disrupted. Third, the evoked local field potentials in cortical and thalamic 
neurons were impeded during sensory neuronal stimulation. Conversely, matrix metalloproteinase inhibitor GM6001 
significantly protected the reduction of occludin, connexin-43 and the regression of neuronal activities. In conclusion, 
MMP-9 is a prerequisite candidate for protection of the junction proteins reduction and for the potent therapeutics in the 
sensory dysfunction in septic encephalopathy.
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hold super-family are zinc-dependent endopeptidase. MMPs degrade 
cell-adhesion molecules constructing various proteins localized mainly 
on cellular surface. The MMPs are initially synthesized as inactive 
zymogen (i.e., MMPs precursors: pro-MMPs). The pro-MMPs contain 
pro-peptide domain at carboxy-terminals for keeping their enzymes 
inactive. Following the removal of pro-peptide domain, pro-MMPs 
are allowed to be secreted to extracellular milieu as active-MMPs. 
The broad spectrum inhibitor (e.g. GM6001) antagonizes the active 
MMPs. On inflammatory symptoms, MMP-9, gelatinase, is especially 
activated and the active MMP disrupts cell adhesion molecules, tight 
junction and gap junction proteins. For example, the disruption of tight 
junction proteins increases the permeability through the blood brain 
barrier [21]. In a cardiac dysfunction, MMPs impairs the connexin 
(i.e., gap junction protein) [22]. In the patho-physiology of central 
nervous system, MMPs aggravate cerebral ischemia and edema [23,24], 
which are also often found as the complicated symptoms of sepsis [25]. 
Thereby, it seems that MMP-9 may be a critical enzyme for the synaptic 
dysfunction in a septic brain. Hence, the regulation of MMP-9 may 
be critical to prevent the systemic inflammation related to the brain 
dysfunction in sepsis.

In the present study, we examined whether the MMP-9 exerted 
the disruption of connexin-43 (i.e., a marker for gap junction [26] and 
impairment of sensory neuronal function in septic encephalopathy. 
Our findings suggest the novel molecular mechanisms and therapeutic 
strategies for the patho-physiology in the septic brain.

Material and Methods
Surgery and drug treatment

C57BL6 male mice (8 weeks old) were used for the study. Mice 
were purchased from Nihon SLC (Hamamatsu, Japan). The surgical 
procedures were approved by the Animal Care and Use Committee of 
Osaka University Medical School. Mice were deeply anesthetized by 
the intra-peritoneal (i.p.) injection of sodium pentobarbital (45 mg/
kg) or urethane cocktail including urethane (0.7 g/kg) and α-chloralose 
(0.06 g/kg). Body temperature of the mice was maintained at 37°C by 
a thermostatically-controlled electrical heating pad during surgery. 
Sepsis was induced by an i.p. injection of lipopolysaccharide (LPS) 
(5 mg, SIGMA-aldrich, St Louis, MO) (n=7) or cecal ligation and 
puncture (CLP) (n=6) according to the method described elsewhere 
[17]. Then, electrophysiological recordings from PFC, somatosensory 
cortex and thalamus were performed at 20 hrs after the induction of 
sepsis. In sham-operated mice (n=8), intraperitoneal injection of saline, 
or similar surgical procedure without CLP were followed. GM6001 was 
administered by an i.p. injection at 1 hr after LPS- or CLP-treatment. 
After the conclusion of the experiments, mice were euthanized with 
excess amount of i.p. injection of pentobarbital (450 mg/kg). 

Immunohistochemical staining

Experimental procedures for the immunohistochemical staining 
of sliced brain samples are described in previous studies [17]. In brief, 
brain tissues were obtained from the mice at 20 hr after the sham, CLP 
and LPS-treatments. They were fixed in 4% paraformaldehyde in 0.1 M 
phosphate buffer (pH=7.2) and provided with the frozen 10 µm thick 
coronal sections. The primary antibodies used were anti-active MMP-9 
(dilution: 1:200, rabbit polyclonal; Abcam, Cambridge, MA) for active 
enzyme of MMP-9, anti-connexin-43 (dilution: 1:75, rabbit polyclonal; 

Cell Signaling Technology, Danvers, MA) for gap junction, anti-occludin 
(dilution: 1:200, rabbit polyclonal; Zymed, San Francisco, CA) for the 
BBB. Secondary antibodies used included Alexa Fluor 488 goat anti-
mouse IgG (dilution: 1:100, Invitrogen, Carlsbad, CA) and Alexa Fluor 
555 goat anti-rabbit IgG (dilution: 1:200, Invitrogen, Carlsbad, CA). 
The images were recorded with a fluorescent microscope (Axioplan, 
Zeiss, Oberkochen, Germany). The number of immunoreactive cells in 
each slice was determined with Image-J software. 

Immunoblot assay

Tissues samples were collected from sham or LPS, CLP treated 
mice and homogenized in the lysis buffer containing 50 mM Tris-
HCl (pH 7.5), 150 mM NaCl, 1% Triton X-100, 10% glycerol, 0.5% 
SDS, 1.5 mM MgCl2, 1 mM EDTA and the protease inhibitor cocktail 
(03969-21, Nacalai tesque, Kyoto, JAPAN). The amount of protein in 
each sample was determined by standard BCA assay (Thermo Fisher 
Scientific, Waltham, MA). The proteins were separated by SDS-PAGE 
and analyzed by immunoblot assay as described previously [17]. The 
primary antibodies used were anti-MMP-9 (dilution: 1:1000), anti-
connexin-43 (dilution: 1:1000) and anti-occludin (dilution: 1:250). 
Immunoreactive band intensities were analyzed by Image-J software.

Electrophysiology

The anesthetized mice were fixed on a stereotaxic flame (Narishige, 
Japan). A small hole on cranial skull was opened above the PFC region 
(coordinates: 3.0 mm anterior from bregma, 1.8 mm lateral, 1.0 mm 
depth on right hemisphere), somatosensory cortex (coordinates: 2.8 
mm lateral from bregma, 1.0 mm depth on right hemisphere), and 
thalamus (coordinates: 2.3 mm posterior from bregma, 1.3 mm lateral, 
3.5 mm depth on right hemisphere) by mechanical drill (minimo power 
pack, Minitor, Tokyo, Japan). Mice of which brain tissues were injured 
by the drill were excluded from the analyzed data. Local Field Potentials 
(LFPs) were recorded by a monopolar tungsten electrode coated with 
silicon (impedance: 10-20 KΩ), whose tip (length: 10-20 μm) was 
excised, placed into 800-1000 μm depth from the pial surface of PFC 
through a hole of cranium. LFPs were amplified (×10000), filtered 
(lowpass: 100Hz, highpass: 10 kHz) by NEURO DATA ER98 (Cygnus 
technology, Southport, NC). The data were transferred to Powerlab 
(AD instruments, Colorado Springs, CO) and recorded into PC for 
online and offline analysis using scope software (AD instruments, 
Colorado Springs, CO). Background electrical noises (i.e., artifact) 
were recorded with an electrode outside the brain during experiments 
and postmortem excluded from recording data. Sampling rates of the 
data were set on 1260 Hz. 

Spinal nerve transection

The spinal nerve transection was performed in accordance with the 
method described previously [27]. This experiment was conducted in 
order to examine whether the evoked-LFPs were activated by sensory 
neuronal stimulation. In brief, under a deep anesthesia in mice, the 
spinal nerves on the lumber segment were transected to remove the 
nerve impulse conduction from a foot pad to the brain. Finally, the 
wound was closed with nylon sutures. 

Statistical analysis

Values are shown as means ± s.e.m. Statistical significance of all 
differences was assessed by Dunnet-test. For all statistical analyses in 
the present study, a value of P<0.05 indicates statistical significance.
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Results
Immunohistochemical and immunoblot analyses

Up-regulation of active MMP-9 in SE brain:  Immunohistochemical 
staining was conducted to examine active MMP-9 expression in the 
prefrontal cortex (PFC), somatosensory cortex and thalamic slices 
(Figure 1A). In sham-operated mice, active MMP-9 immuno-reactivity 
was barely found in the PFC, somatosensory cortex (Somato) and 
thalamus (Thalamus) (Figure 1B, left panels). Conversely, in LPS- 
(Figure 1B, middle) and CLP-treated mice (Figure 1B, right), active 

MMP-9 immuno-reactivity (red) was robustly found respectively. In 
GM6001-treated (an inhibitor of metalloproteinase activity) group, the 
active MMP-9 immuno-reactivity was clearly suppressed even in SE 
group (Figure 1C). These results suggest that SE induces increase in the 
active MMP-9 expression in PFC, somatosensory cortex and thalamus.

 MMP-9 impairs BBB in SE

Next, we examine a pathological state for BBB in SE. First, we found 
the immuno-reactive positive cells for BBB in sham-operated mice 
(Figure 2). Next, SE was induced with LPS or CLP. Positive immuno-
reactivity of occludin (i.e., a marker of the BBB) was significantly 
reduced in PFC, somato and thalamus in the brain slices from LPS- 
and CLP-treated mice (Figure 2A). In addition, the signal intensities of 
occludin with administration of GM6001 were as the same level as the 
sham-operated mice (Figure 2B and 2C). These findings suggest that 
BBB are impaired via up-regulated active MMP-9 in SE.

MMP enhances the reduction of gap junction in SE

To determine whether the electrical synapse dysfunction is occurred 
in SE, we measured immuno-reactivity of connexin-43 (a marker for 
gap junctions) which is abundantly expressed as hemichannel in the 
brain [28]. At first, we found that the connexin-43 was predominantly 
expressed in the Glial Fibrillary Acidic Protein (GFAP) positive cells 
(Figure 3). Next, in sham-operated mice, the immuno-positive cells 
of connexin-43 were found in PFC, somato and thalamus of the brain 
(Figure 4). Whereas, the number of connexin-43 imuuno-positive cells 
were significantly reduced in CLP and LPS-treated mice (Figure 4A). 
Conversely, GM6001 canceled the reduction of connexin-43 (Figure 
4B). These findings suggest that gap junction is impaired via MMP-9 
in SE.

SE results in the protein reduction 

To determine whether these immunohistochemical results after 
LPS and CLP with or without GM6001 are caused by altered protein 
expression levels or aberrant distribution of immuno-positive cells 
in the brain, we performed immunoblot assay (i.e., western blotting). 
As a result, decreased protein expression levels after LPS- and CLP-
treatments with GM6001 (Figures 5A-5C) were similar to the results of 
immuno-histochemical assays (Figures 1, 2 and 4). These results suggest 
that the protein reductions occur with LPS- and CLP-treatments, and 
GM6001 effectively inhibits their reductions. 

Electrophysiological assays

Evoked local field potentials during a sensory stimulation: To 
examine the sensory neuronal function, we used a monopolar tungsten 
electrode to record Local Field Potentials (LFPs) in the PFC, Somato 
and Thalamus region of mouse brain during paw pressure stimulation 
(Figures 6A and 6B). LFPs reflect population of neuronal activities 
around the recording electrode placed brain region [29]. LFPs were 
evoked in somato and thalamus region during sensory stimulation in 
sham-operated mice, whereas in PFC, LFPs were diminished during the 
stimulation (Figure 6C, left). These findings suggest that evoked LFPs 
in PFC show different properties from those of Somato and Thalamus.

Next, to examine whether the evoked LFPs are mediated by the 
peripheral nerve activation, the spinal nerve of mice were transected. 
In spinal nerve transected mice, the alteration of evoked LFPs during 
paw pressure stimuli were ablated (Figure 6C, right). These findings 
suggest that the evoked LFPs of the somato and thalamus are induced 
with peripheral nerve activation, and the activation of the somato and 
thalamus inhibits the PFC activation. 
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Figure 1: Active MMP-9 up-regulation in SE.

A: The brain sagittal section of slices (10 μm thick) for immunostaining 
in Prefrontal Sensory Cortex (PFC), somatosensory cortex (Somato) and 
thalamus. Scale bar: 1 mm. 

B: Up-regulation of active MMP-9 immunoreactivity in SE. Active MMP-9 
immunoreactivity in GM6001 treated and untreated (UT) of sham and SE model 
mice at each field. SE model: lipopolysaccaride (LPS-treated mice) and cecal 
ligation and puncture (CLP-treated mice). Sham-operated mice (left panel), 
LPS-treated mice (middle panel) and CLP-treated mice (right panel). Areas: 
PFC (upper panel), Somato (middle panel) and thalamus (lower panel). 

C: GM6001 antagonizes active MMP-9 immunoreactivity in SE. Red: active 
MMP-9, blue: DAPI. Scale bar: 20 µm.

D: Statistical analyses of active MMP-9 immunoreactivity in PFC, Somato and 
Thalamus. Exposure time of UV laser for immunodetection was normalized 
by DAPI signal intensities. Statistical difference was calculated against sham-
operated mice, respectively. Bar represents mean ± s.e.m.; (UT: sham, n=6, 
LPS, n=7, CLP, n=5; GM6001: sham, n=5, LPS, n=5, CLP, n = 6). *p<0.01.
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endotoxaemia induces the expression of MMP-9 [18,19,30]. These 
reports support our present finding that the activation of MMP-9 in 
cortical brain resulted in the synaptic dysfunction in SE.

What is the role of MMP-9? Conventionally, MMP-9 is well-known 
to cleave the extracellular matrix such as collagen, fibronectin etc, which 
allow migration of cancer cells for the metastasis [31] and of embryonic 
cells for the development [32]. However, recently, it is reported that 
MMP-9 affects the other substrates in the pathological conditions. For 
example, in the brain disorder, MMP-9 destroys the molecules such as 
tight junction protein composed of blood brain barrier and increases 
the permeability through the barrier [33]. In sepsis, MMP-9 aggravates 
septic condition with the promotion of tissue injury [34,35]. Hence, up-
regulated MMP-9 seems to cause the damages in the organs including 
lung, liver, kidney, spleen, stomach and brain accompanying with 
vascular hypofunction [18,19,35-38]. 

 What is the detrimental effect of inducible MMP-9 to the brain 
dysfunction in SE? The MMP-9 expression is associated with the 
production of the pro-inflammatory cytokine such as IL-1β [39]. Our 
group previously reported that IL-1β from microglial cells results in 
synaptic plasticity deficiency in the hippocampus [17]. In addition, 
tumor necrosis factor-α [40,41] and C-X-C motif chemokine 10 
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Figure 2: Active MMP-9 triggers blood brain barrier (BBB) dysfunction in SE.

A: Reduction of immunoreactivity of occludin (marker for BBB) for the PFC, 
Somato and Thalamus in SE. 

B: The recovery of occludin signals in SE model with GM6001 treatment. Red: 
occludin, blue: DAPI. Scale bar: 20 µm. 

C: Statistical analyses for occludin immunoreactivity. In subsequent experiments, 
each area of brain surrounded by dashed white lines was analyzed. Exposure 
time of UV laser for immunodetection was normalized by DAPI signal intensities. 
Bar represents mean ± s.e.m.; (n = 5-7 per. group). *p<0.01. 

SE aggravates the evoked LFPs: To examine the neuronal 
dysfunction with SE, LFPs in PFC, Somato and Thalamus were 
recorded (Figure 7). In LPS and CLP-treated mice, the alteration of 
LFP amplitudes observed in sham-operated mice during the sensory 
stimulation (Figure 7B, left) was not found in each field (Figure 7B, 
middle and right). In addition, the results of the statistical analysis 
(Table 1) showed that the amplitudes of LFPs during stimulation 
were significantly increased in PFC, whereas decreased in somato and 
thalamus in the LPS and CLP-treated mice. Furthermore, all of these 
alterations were diminished by administration of GM6001. These 
findings suggest that the brain activities relating to somatosensory 
functions are aggravated via MMP-9 in SE. 

Discussion
In the present study, we found that increased MMP-9 

caused gap junction degradation from the immunoblotting and 
immunohistochemical experiments. Several reports suggest that 
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Figure 3: Connexin-43 preferentially expressed in GFAP positive cells.

A: Triple staining of connexin-43, NF200 (i.e. a marker for neurofilament), GFAP 
(i.e. a marker for glial cells) and DAPI (cell nuclei) in PFC, Somato and Thalamus. 
White arrows indicate that the connexin-43 was preferentially expressed in the 
GFAP-positive cells. Scale bar: 20 µm. 

B: Statistical analyses for the rate of connexin-43 positive cells in NF200 (left panel) 
and in GFAP positive cells (right panel). Bar represents mean ± s.e.m.; (n=7).
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(CXCL10) [42] which should be critical for the immune response 
in sepsis aggravated the normal brain function. These cytokines and 
inflammatory mediators from immune cells certainly lead to functional 
impairment of the brain in SE. Hence, MMP-9 not only degrades tight 
junction protein but also may trigger the pro-inflammatory cytokines 
which aggravate the brain dysfunction in SE. Furthermore, in the 
present study, we found a novel effect of MMP-9 on the reduction of 
connexin protein, which underlie the electrical synaptic transmission 
in the brain. 

Connexin-43 is predominantly expressed on astrocyte in the 
brain (e.g. the frontal cortex, hippocampus and thalamus) [26,43,44]. 
The connexin supports neuron-astrocyte and astrocyte-astrocyte 
communications (i.e., transmissions of chemical substrates) which 
render a normal synaptic function [45]. In the present study, our 
findings clearly demonstrated that the increased active MMP-9 
disrupts connexin-43, component of gap junction, which may lead to 
be the sensory neuronal dysfunction in SE. In addition, it was reported 
that the connexin-43 disruption may occur the increased gliosis and 
neuronal loss [43]. These neuronal dysfunctions reflect the reduction of 
LFP amplitudes during a sensory neuronal stimulation in SE (Figures 
7A, 7B and Table 1). Hence, these pathological phenomena alter the 
neuronal activity in SE.

What is the patho-physiological dysfunction in SE? To tackle the 
issue, Local Field Potentials (LFPs) were recorded in thalamo-cortical 
network during the stimulation of sensory neurons. We found that LFPs 
in somatosensory cortex and thalamus evoked by sensory neuronal 
stimulation were lost in SE. These findings clearly demonstrated that 
the somatosensory dysfunction occurred in SE. 

These findings are similar to LFP dissipation in PFC; however, 
the phenomena in the PFC seem to be unique (Figure 6). PFC is 
anatomically projected and functionally connected to somatosensory 
cortex and thalamus especially in pain stimulation [46]. However, in 
the PFC, brain activity alteration during somatosensory stimulation 
seems to be different from somatosensory cortex and thalamus [47]. 
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Figure 4: Gap junction disruption via MMP-9 in SE.

A: Decreased immunoreactivity of connexin-43 (a marker for gap junction) in SE. 

B: GM6001 cancels connexin-43 reduction in SE. Green: connexin43, blue: 
DAPI. Scale bar: 20 µm. Arrow heads indicate the connexin-43 immunoreactivity. 

C: Statistical analyses of connexin-43 immunoreactivity in PFC, Somato and 
Thalamus. Exposure time of UV laser for immunodetection was normalized 
by DAPI signal intensities. Statistical difference was calculated against sham-
operated mice, respectively. Bar represents mean ± s.e.m.;. (UT: sham, n=7, 
LPS, n=7, CLP, n=5; GM6001: sham, n=5, LPS, n=5, CLP, n=4). *p<0.01. 
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Figure 5: Altered protein expressions of UT and GM6001 treated mice in SE.

A-C: Immunoblot analysis of the proteins in untreated (UT) and GM6001 treated 
of sham and SE model mice at each field. Lysates (300 μg) from brain tissues 
were utilized for immunoblot assay. α -Tubulin was used as a loading control. 
For quantitative analyses, average band intensity for each immuno-reactive 
band was stored and calculated by Image-J, then the value was divided by α 
-Tubulin band intensity, respectively. Bar represents mean ± s.e.m.; (UT: n=7, 
GM6001: n=6). *significantly different from Sham, *p<0.05.

PFC Somato Thalamus

UT
Sham             0.07 ± 0.04
LPS               6.35 ± 0.18
CLP               3.42 ± 0.43

6.79 ± 0.35
0.99 ± 0.18
0.25 ± 0.03

8.45 ± 0.26        
0.13 ± 0.08   
0.19 ± 0.02  

Spinal Nerve 9.25 ± 0.19
transected 0.05 ± 0.02 0.03 ± 0.01

GM6001
Sham            0.09 ± 0.05
LPS               0.06 ± 0.03
CLP               0.07 ± 0.04

6.85 ± 0.34
6.85 ± 0.39
t6.63 ± 0.35

8.52 ± 0.24      
8.39 ± 0.26     
8.23 ± 0.26

Data are presented as mean ± sem. n=5-7 per group.
Table 1:  The amplitude (µV) of LFPs during stimulation.
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Figure 6: Local field potentials (LFP) recording with a sensory synaptic stimulation.

A: In vivo electrophysiological recordings from mouse brain. The monopolar 
tungsten electrode placement on the mouse brain. The weight (50 g) was used 
for the paw pressure (i.e., sensory) stimulation. The button placed under the foot 
pad was connected to the recording device (i.e., power lab) and provided with an 
electrical positive pulse during the stimulation. 

B: The saggital (right) and coronal (left) brain sections (400 μm thick) were recorded 
above each field, Prefrontal Sensory Cortex (PFC), somatosensory cortex (somato) 
and thalamic area. Arrow heads indicate the places of recording electrode. Scale 
bar : 1 mm. 

C: The Local Field Potentials (LFP) oscillation in the Sham mice and sensory 
neuron injury mice at each field. (n=7: Sham, n=6: sensory neuron injury).

Why is the somatosensory function related to PFC so unique? The 
answer may be found in the consistent activation of brain activity 
during the resting state, default mode. The default mode network is 
critical for the generation or maintenance of a normal brain function in 
the human mental state and behavior [48]. In a pathological condition, 
the aberrant default mode network is related to the unconscious state 
[49,50]. However, the patho-physiological mechanism is still unclear 
and warrant further evaluation. 

Finally, MMP inhibitor, GM6001, clearly inhibits the active 
MMP-9 expression (Figure 1), reduction of occludin (Figure 2) and 
connexin-43 (Figure 3) and neuronal dysfunction (Figure 7) in SE. 
These findings suggest that active MMP-9 triggers the reduction of tight 
junction and gap junction proteins. Since GM6001 is, however, a broad 
spectrum inhibitor of MMPs, other candidate proteases (e.g. MMP-2) 
may be involved in these processes and warrant further evaluation. In 
summary, the regulation of MMP-9 activity is, at least, an important 
therapeutic target for the electrical synaptic dysfunction in SE.
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A: The procedure of electrophysiological experiments in SE. 

B: Undetectable of LFP alteration in SE model mice at each field. 

C: Recovery of LFP in SE mice after GM6001 treatment at each field. (n=8: Sham, 
n=5: GM6001). 

http://www.ncbi.nlm.nih.gov/pubmed/18461451?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12490963
http://www.ncbi.nlm.nih.gov/pubmed/12006815
http://onlinelibrary.wiley.com/doi/10.1016/j.ejpain.2004.11.001/abstract;jsessionid=82DDEC0BA3767EB6A495EFE94A5C257C.d03t03
http://www.ncbi.nlm.nih.gov/pubmed/18346849
http://link.springer.com/article/10.1007%2Fs00415-008-0722-0?LI=true
http://onlinelibrary.wiley.com/doi/10.1111/j.1471-4159.1987.tb00949.x/abstract?deniedAccessCustomisedMessage=&userIsAuthenticated=false
http://www.ncbi.nlm.nih.gov/pubmed/18634813
http://europepmc.org/abstract/MED/17555884
http://www.ncbi.nlm.nih.gov/pubmed/17306796


Citation: Wang H, Imamura Y, Matsumoto N, Yoshikawa N, Nakagawa J,  et al. (2013) Matrix Metalloproteinase-9 Triggers the Gap Junction Impairment 
and Somatosensory Neuronal Dysfunction in Septic Encephalopathy. Biochem Pharmacol 2:108. doi:10.4172/2167-0501.1000108

Page 7 of 7

Volume 2 • Issue 1 • 1000108
Biochem Pharmacol
ISSN:2167-0501 BCPC, an open access journal 

11.	Nayci A, Atis S, Comelekoglu U, Ozge A, Ogenler O, et al. (2005) Sepsis 
induces early phrenic nerve neuropathy in rats. Eur Respir J 26: 686-692.

12.	Bloomfield SA, Volgyi B (2009) The diverse functional roles and regulation of 
neuronal gap junctions in the retina. Nat Rev Neurosci 10: 495-506.

13.	Ochalski PA, Frankenstein UN, Hertzberg EL, Nagy JI (1997) Connexin-43 in 
rat spinal cord: localization in astrocytes and identification of heterotypic astro-
oligodendrocytic gap junctions. Neuroscience 76: 931-945.

14.	Chen MJ, Kress B, Han X, Moll K, Peng W, et al. (2012) Astrocytic CX43 
hemichannels and gap junctions play a crucial role in development of chronic 
neuropathic pain following spinal cord injury. Glia 60: 1660-1670.

15.	Klaassen LJ, Sun Z, Steijaert MN, Bolte P, Fahrenfort I, et al. (2011) Synaptic 
transmission from horizontal cells to cones is impaired by loss of connexin 
hemichannels. PLoS Biol 9: e1001107.

16.	Retamal MA, Froger N, Palacios-Prado N, Ezan P, Sáez PJ, et al. (2007) Cx43 
hemichannels and gap junction channels in astrocytes are regulated oppositely 
by proinflammatory cytokines released from activated microglia. J Neurosci 27: 
13781-13792.

17.	Imamura Y, Wang H, Matsumoto N, Muroya T, Shimazaki J, et al. (2011) 
Interleukin-1β causes long-term potentiation deficiency in a mouse model of 
septic encephalopathy. Neuroscience 187: 63-69.

18.	Pagenstecher A, Stalder AK, Kincaid CL, Volk B, Campbell IL (2000) Regulation 
of matrix metalloproteinases and their inhibitor genes in lipopolysaccharide-
induced endotoxemia in mice. Am J Pathol 157: 197-210.

19.	Lalu MM, Cena J, Chowdhury R, Lam A, Schulz R (2006) Matrix 
metalloproteinases contribute to endotoxin and interleukin-1beta induced 
vascular dysfunction. Br J Pharmacol 149: 31-42.

20.	Lorente L, Martin MM, Sole-Violan J, Blanquer J, Paramo JA (2010) Matrix 
metalloproteinases and their inhibitors as biomarkers of severity in sepsis. Crit 
Care 14: 402.

21.	Yang Y, Hill JW, Rosenberg GA (2011) Multiple roles of metalloproteinases in 
neurological disorders. Prog Mol Biol Transl Sci 99: 241-263.

22.	Lindsey ML, Escobar GP, Mukherjee R, Goshorn DK, Sheats NJ, et al. (2006) 
Matrix metalloproteinase-7 affects connexin-43 levels, electrical conduction, 
and survival after myocardial infarction. Circulation 113: 2919-2928.

23.	Yang Y, Rosenberg GA (2011) Blood-brain barrier breakdown in acute and 
chronic cerebrovascular disease. Stroke 42: 3323-3328.

24.	Ethell IM, Ethell DW (2007) Matrix metalloproteinases in brain development 
and remodeling: synaptic functions and targets. J Neurosci Res 85: 2813-2823.

25.	Papadopoulos MC, Lamb FJ, Moss RF, Davies DC, Tighe D, et al. (1999) 
Faecal peritonitis causes oedema and neuronal injury in pig cerebral cortex. 
Clin Sci (Lond) 96: 461-466.

26.	Simburger E, Stang A, Kremer M, Dermietzel R (1997) Expression of 
connexin43 mRNA in adult rodent brain. Histochem Cell Biol 107: 127-137.

27.	Bjugn R, Nyengaard JR, Rosland JH (1997) Spinal cord transection--no loss 
of distal ventral horn neurons. Modern stereological techniques reveal no 
transneuronal changes in the ventral horns of the mouse lumbar spinal cord 
after thoracic cord transection. Exp Neurol 148: 179-186.

28.	Roscoe WA, Kidder GM, Karlik SJ (2007) Experimental allergic 
encephalomyelitis in connexin 43-heterozygous mice. Cell Commun Adhes 14: 
57-73.

29.	Linden H, Pettersen KH, Einevoll GT (2010) Intrinsic dendritic filtering gives 
low-pass power spectra of local field potentials. J Comput Neurosci 29: 423-
444.

30.	Robinson EK, West SD, Garay A, Mercer DW (2006) Rat gastric gelatinase 
induction during endotoxemia. Dig Dis Sci 51: 548-559.

31.	Overall CM, Kleifeld O (2006) Tumour microenvironment - opinion: validating 

matrix metalloproteinases as drug targets and anti-targets for cancer therapy. 
Nat Rev Cancer 6: 227-239.

32.	McFarlane S (2003) Metalloproteases: carving out a role in axon guidance. 
Neuron 37: 559-562.

33.	Moxon-Emre I, Schlichter LC (2011) Neutrophil depletion reduces blood-
brain barrier breakdown, axon injury, and inflammation after intracerebral 
hemorrhage. J Neuropathol Exp Neurol 70: 218-235.

34.	Teng L, Yu M, Li JM, Tang H, Yu J, et al. (2012) Matrix metalloproteinase-9 as 
new biomarkers of severity in multiple organ dysfunction syndrome caused by 
trauma and infection. Mol Cell Biochem 360: 271-277.

35.	Cena JJ, Lalu MM, Cho WJ, Chow AK, Bagdan ML, et al. (2010) Inhibition of 
matrix metalloproteinase activity in vivo protects against vascular hyporeactivity 
in endotoxemia. Am J Physiol Heart Circ Physiol 298: H45-H51.

36.	Coimbra R, Melbostad H, Loomis W, Porcides RD, Wolf P, et al. (2006) LPS-
induced acute lung injury is attenuated by phosphodiesterase inhibition: effects 
on proinflammatory mediators, metalloproteinases, NF-kappaB, and ICAM-1 
expression. J Trauma 60: 115-125.

37.	Robinson EK, Seaworth CM, Suliburk JW, Adams SD, Kao LS, et al. (2006) 
Effect of NOS inhibition on rat gastric matrix metalloproteinase production 
during endotoxemia. Shock 25: 507-514.

38.	Lalu MM, Csont T, Schulz R (2004) Matrix metalloproteinase activities are 
altered in the heart and plasma during endotoxemia. Crit Care Med 32: 1332-
1337.

39.	Ranaivo HR, Zunich SM, Choi N, Hodge JN, Wainwright MS (2011) Mild Stretch-
Induced Injury Increases Susceptibility to Interleukin-1β-Induced Release of 
Matrix Metalloproteinase-9 from Astrocytes. J Neurotrauma 28: 1757-1766.

40.	Stellwagen D, Malenka RC (2006) Synaptic scaling mediated by glial TNF-
alpha. Nature 440: 1054-1059.

41.	Batti L, O'Connor JJ (2010) Tumor necrosis factor-alpha impairs the recovery of 
synaptic transmission from hypoxia in rat hippocampal slices. J Neuroimmunol 
218: 21-27.

42.	Vlkolinsky R, Siggins GR, Campbell IL, Krucker T (2004) Acute exposure to 
CXC chemokine ligand 10, but not its chronic astroglial production, alters 
synaptic plasticity in mouse hippocampal slices. J Neuroimmunol 150: 37-47.

43.	Vukelic JI, Yamamoto T, Hertzberg EL, Nagy JI (1991) Depletion of connexin43-
immunoreactivity in astrocytes after kainic acid-induced lesions in rat brain. 
Neurosci Lett 130: 120-124.

44.	Hossain MZ, Sawchuk MA, Murphy LJ, Hertzberg EL, Nagy JI (1994) Kainic 
acid induced alterations in antibody recognition of connexin43 and loss of 
astrocytic gap junctions in rat brain. Glia 10: 250-265.

45.	Pannasch U, Vargova L, Reingruber J, Ezan P, Holcman D, et al. (2011) 
Astroglial networks scale synaptic activity and plasticity. Proc Natl Acad Sci 
USA 108: 8467-8472.

46.	Oshiro Y, Quevedo AS, McHaffie JG, Kraft RA, Coghill RC (2007) Brain 
mechanisms supporting spatial discrimination of pain. J Neurosci 27: 3388-
3394.

47.	Laureys S, Faymonville ME, Peigneux P, Damas P, Lambermont B, et al. 
(2002) Cortical processing of noxious somatosensory stimuli in the persistent 
vegetative state. Neuroimage 17: 732-741.

48.	Northoff G, Qin P, Nakao T (2010) Rest-stimulus interaction in the brain: a 
review. Trends Neurosci 33: 277-284.

49.	Yang J, Weng X, Zang Y, Xu M, Xu X (2010) Sustained activity within the default 
mode network during an implicit memory task. Cortex 46: 354-366.

50.	Rocca MA, Valsasina P, Absinta M, Riccitelli G, Rodegher ME, et al. (2010) 
Default-mode network dysfunction and cognitive impairment in progressive 
MS. Neurology 74: 1252-1259.

http://www.ers-education.org/pages/default.aspx?id=2234&idBrowse=33458
http://www.ncbi.nlm.nih.gov/pubmed/19491906
http://books.google.co.in/books?id=XSRrMshWvL8C&pg=PA272&lpg=PA272&dq=Ochalski+PA,+Frankenstein+UN,+Hertzberg+EL,+Nagy+JI+%281997%29+Connexin-43+in+rat+spinal+cord:+localization+in+astrocytes+and+identification+of++heterotypic+astro-oligodendrocytic+gap+ju
http://www.ncbi.nlm.nih.gov/pubmed/22951907
http://www.plosbiology.org/article/info%3Adoi%2F10.1371%2Fjournal.pbio.1001107
http://www.ncbi.nlm.nih.gov/pubmed/18077690
http://europepmc.org/abstract/MED/21571042
http://www.ncbi.nlm.nih.gov/pubmed/10880390
http://www.uniprot.org/citations/16880766
http://link.springer.com/article/10.1186%2Fcc8211
http://www.ncbi.nlm.nih.gov/pubmed/21238938
http://www.ncbi.nlm.nih.gov/pubmed/16769909
http://www.ncbi.nlm.nih.gov/pubmed/21940972
http://onlinelibrary.wiley.com/doi/10.1002/jnr.21273/abstract
http://www.ncbi.nlm.nih.gov/pubmed/10209077
http://www.ncbi.nlm.nih.gov/pubmed/9062798?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9400423
http://www.ncbi.nlm.nih.gov/pubmed/17668350
http://link.springer.com/article/10.1007%2Fs10827-010-0245-4
http://www.ncbi.nlm.nih.gov/pubmed/16614966
http://www.ncbi.nlm.nih.gov/pubmed/16498445
http://www.ncbi.nlm.nih.gov/pubmed/16498445
http://www.ncbi.nlm.nih.gov/pubmed/12597854
http://www.ncbi.nlm.nih.gov/pubmed/21293296
http://www.ncbi.nlm.nih.gov/pubmed/21964536
http://www.ncbi.nlm.nih.gov/pubmed/19837953
http://www.ncbi.nlm.nih.gov/pubmed/16456445
http://www.ncbi.nlm.nih.gov/pubmed/16680016
http://www.ncbi.nlm.nih.gov/pubmed/15187516
http://online.liebertpub.com/doi/abs/10.1089/neu.2011.1799?journalCode=neu
http://www.ncbi.nlm.nih.gov/pubmed/16547515
http://www.uniprot.org/citations/19942300
http://www.ncbi.nlm.nih.gov/pubmed/15081247
http://www.sciencedirect.com/science/article/pii/030439409190242L
http://onlinelibrary.wiley.com/doi/10.1002/glia.440100404/abstract
http://www.ncbi.nlm.nih.gov/pubmed/21536893
http://www.ncbi.nlm.nih.gov/pubmed/17392455
http://www.ncbi.nlm.nih.gov/pubmed/12377148
http://www.ncbi.nlm.nih.gov/pubmed/20226543
http://www.ncbi.nlm.nih.gov/pubmed/19552900
http://www.ncbi.nlm.nih.gov/pubmed/20404306

	Title

	Corresponding author
	Abstract
	Keywords
	Abbreviations
	Introduction
	Material and Methods
	Surgery and drug treatment
	Immunohistochemical staining
	Immunoblot assay
	Electrophysiology
	Spinal nerve transection
	Statistical analysis

	Results
	Immunohistochemical and immunoblot analyses
	MMP-9 impairs BBB in SE
	MMP enhances the reduction of gap junction in SE
	SE results in the protein reduction
	Electrophysiological assays

	Discussion
	Acknowledgement
	Conflict of interest
	Figure 1
	Figure 2
	Figure 3
	Figure 4
	Figure 5
	Figure 6
	Figure 7
	Table 1
	References



