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The anti-inflammatory role of tissue inhibitor of
metalloproteinase-2 in lipopolysaccharide-
stimulated microglia
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Abstract

Background: Tissue inhibitors of metalloproteinases (TIMPs) are known to be endogenous inhibitors of matrix
metalloproteinases (MMPs). Our preliminary study showed that TIMP-2 is constitutively expressed in microglia but
significantly inhibited by lipopolysaccharide (LPS) treatment. The current study was undertaken to investigate the
role of TIMP-2 in microglia.

Methods: The expression of TIMP-2 was evaluated in the BV2 mouse microglial cell line and rat primary cultured
microglia. To investigate the role of TIMP-2, a TIMP-2 expression plasmid or small interfering RNA (siRNA) was introduced
into BV2 cells by transient transfection, and their effects on LPS-induced inflammatory reactions were examined. We
further analyzed the molecular mechanism underlying the anti-inflammatory effects of TIMP-2 by electrophoretic
mobility shift assay (EMSA), a reporter gene assay and Western blot analysis.

Results: Overexpression of TIMP-2 significantly inhibited the production of nitric oxide (NO), TNF-α, IL-1β, and reactive
oxygen species (ROS), while increasing anti-inflammatory IL-10 production. On the other hand, knockdown of
TIMP-2 augmented the production of pro-inflammatory molecules and downregulated IL-10 in LPS-stimulated
BV2 cells. The results suggest that endogenously expressed TIMP-2 plays an anti-inflammatory role. Further
mechanistic studies revealed that overexpression of TIMP-2 suppresses microglial activation via inhibition of
the activity of mitogen-activated protein kinases (MAPKs) and NF-κB with enhancement of the activity of
anti-inflammatory Nrf2 and cAMP-response element binding protein (CREB) transcription factors. TIMP-2 also
inhibited the activity and expression of LPS-induced MMP-3, −8, and −9. Finally, we demonstrated that TIMP-2
exerts a neuroprotective effect via the inhibition of microglial activation.

Conclusions: Enhancement of TIMP-2 expression may be a potential therapeutic target for neuroinflammatory
disorders.
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Background
Microglia, resident immune cells of the central nervous
system (CNS), play an important role in brain physiology,
including sensing and regulating neuronal activities in
the intact brain [1,2]. However, microglia are activated
in response to injury and neurotoxic stimuli that can
activate inflammatory intracellular signaling pathways,
contributing to the release of various proinflammatory/
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neurotoxic molecules, including nitric oxide (NO), react-
ive oxygen species (ROS), and cytokines [3-6]. Previous
studies have reported that matrix metalloproteinases
(MMPs) are also upregulated in activated microglia and
play an important role in the pathogenesis of neuroin-
flammatory disorders [7-9].
Generally, MMP activity is regulated by several mecha-

nisms, including gene transcription, proenzyme activation
and inhibition by various endogenous inhibitors such as
tissue inhibitors of metalloproteinases (TIMPs) [10,11].
TIMPs bind to active and alternative sites of activated
MMPs and inhibit MMP activity by forming a non-
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covalent complex at a 1:1 molecular ratio. Currently,
four different types of TIMPs have been characterized,
designated TIMP-1, −2, −3 and −4 [12]. TIMP-2 is con-
stitutively and widely expressed throughout the body,
whereas the expression of TIMP-1, −3, and −4 is inducible
and often exhibits tissue specificity [10,13].
TIMP-2 is a soluble, non-glycosylated, secreted protein

consisting of 194 amino acids. In the adult central nervous
system (CNS), the expression of TIMP-2 is enriched with
populations of neuronal progenitor cells, suggesting the
role of TIMP-2 in neurogenesis [10]. TIMP-2 is also
known to be associated with various neuropathological
conditions. The TIMP-2 level was reduced in the plasma
of patients with frontotemporal dementia [14]. Conversely,
TIMP-2 was significantly increased in the serum or
cerebrospinal fluid of multiple sclerosis (MS), stroke,
Alzheimer’s disease (AD), and Huntington’s disease (HD)
patients, suggesting a protective role for TIMP-2 in
these diseases [15-17]. Viral vector-mediated delivery of
TIMP-2 has been shown to inhibit the development of
experimental autoimmune encephalomyelitis or ischemic
brain injury [18,19]. In addition, our previous study has
proven that TIMP-2 has neuroprotective effects in
dopaminergic cell death [20]. Therefore, TIMP-2 has been
suggested to be a therapeutic candidate for CNS disorders,
such as MS, stroke, and Parkinson’s disease.
Although TIMP-2 is most abundantly expressed in the

adult CNS, the function of TIMP-2 in microglia has not
been demonstrated until now. We recently reported that
TIMP-2 is constitutively expressed in BV2 cells, which is
decreased after LPS treatment [8]. However, other TIMP
types, such as TIMP-1, −3, and −4, were not detected in
BV2 cells, and their expression levels were not altered
by LPS treatment. Based on these preliminary findings,
we confirmed the mRNA and protein expression of
TIMP-2 in BV2 cells and in primary microglia, and ana-
lyzed the TIMP-2 function. Using TIMP-2 overexpression
and knockdown experiments, we demonstrated, for the
first time, that TIMP-2 plays an anti-inflammatory role
in LPS-stimulated microglia. Furthermore, we analyzed
the detailed molecular mechanisms underlying the anti-
inflammatory effects of TIMP-2 in microglia.

Materials and methods
Reagents and antibodies
LPS (Escherichia coli serotype 055:B5) was obtained from
Sigma-Aldrich (St. Louis, MO, USA). All reagents used
for cell culture were purchased from Gibco BRL (Grand
Island, NY, USA). All reagents and enzymes for reverse
transcription polymerase chain reaction (RT-PCR) or
oligonucleotides for electrophoretic mobility shift assay
(EMSA) were purchased from Promega (Madison, WI,
USA). Antibodies against phospho-/total forms of mitogen-
activated protein kinases (MAPKs), β-actin or TIMP-2 were
supplied by Cell Signaling Technology (Beverley, CA, USA)
or Abcam (Cambridge, UK). All other chemicals were
obtained from Sigma-Aldrich, unless otherwise stated.

Microglial and neuronal cell cultures
The immortalized murine BV2 microglial cells and Neuro-
2a mouse neuroblastoma cell lines were grown and
maintained in Dulbecco’s modified Eagle’s medium
(DMEM) supplemented with 10% heat-inactivated fetal
bovine serum, streptomycin (10 μg/ml) and penicillin
(10 U/ml) at 37°C. Primary microglial cells were cultured
from the cerebral cortices of 1- to 2-day-old Sprague-
Dawley rat pups as described previously [21]. All animal
experiments were approved by the Institutional Animal
Care and Use Committee at the School of Medicine, Ewha
Womans University. The purity of microglial cultures was
greater than 95%, which was confirmed by western blot
and immunocytochemisty analyses using an antibody
specific to ionized calcium-binding adapter protein-1 (IBA-
1; data not shown).

Tissue inhibitor of metalloproteinase-2 expression plasmid
The control vector (MFG/eGFP/Puro) and TIMP-2 expres-
sion vector (MFG/TIMP-2/Puro) were from Dr. Y. S. Kim
(Inje University, Seoul, Korea). The MFG/TIMP-2/Puro
vector contains the human TIMP-2 cDNA sequence under
the control of the viral 5′-LTR sequence and a selection
gene (puromycin) [22].

Transient transfection and luciferase assay
For transient overexpression of TIMP-2, BV2 cells (0.5 ×
105 cells per well in a 12-well plate) were transfected with
1 μg of plasmid DNA (control or TIMP-2 plasmid) using
the Convoy™ Platinum transfection reagent (CellTAGen,
Seoul, Korea). For the nuclear factor kappa B (NF-κB),
antioxidant response element (ARE) or cAMP response
element (CRE) reporter gene assay, BV2 cells (2 × 105

cells/well in a 12-well plate) were co-transfected with 1 μg
of the indicated reporter construct and expression vector
(control or TIMP-2 plasmid) mixed with the transfection
reagent. After 36 h, cells were treated with LPS (100 ng/ml)
and incubated for 6 h prior to harvesting cells. A luciferase
assay was performed to determine the effect of TIMP-2 on
NF-κB, ARE or CRE promoter activity.

Reverse-transcription polymerase chain reaction
To monitor gene transcript levels, BV2 cells (7.5 × 105

cells on a 6-cm dish) and rat primary microglial cells
(7 × 106 cells on a 6-cm dish) were treated with LPS, and
total RNA was extracted with TRIzol reagent (Ambion,
Austin, TX, USA). For RT-PCR, total RNA (1 μg) was
reverse transcribed in a reaction mixture containing 1 U
of RNase inhibitor, 500 ng of random primers, 3 mM
MgCl2, 0.5 mM dNTPs and 10 U of reverse transcriptase



Lee and Kim Journal of Neuroinflammation 2014, 11:116 Page 3 of 11
http://www.jneuroinflammation.com/content/11/1/116
(Promega). The synthesized cDNA was used as a template
for PCR using GoTaq polymerase (Promega) and primers
as shown in Table 1.

Measurement of cytokine and nitrite levels
BV2 cells were treated with LPS (100 ng/ml) for 16 h,
and the supernatants were collected. The concentration
of TNF-α, IL-1β, IL-6, and IL-10 was measured by enzyme-
linked immunosorbent assay according to the manufac-
turer’s instructions (BD PharMingen, San Diego, CA,
USA). Accumulated nitrite was measured using the Griess
reagent (Promega).

Intracellular reactive oxygen species measurement
Intracellular accumulation of ROS was measured using
dichlorodihydro-fluorescein diacetate (H2DCF-DA; Sigma-
Aldrich) as described previously with modifications [23].
Briefly, microglial cells were stimulated with LPS for 16 h
and stained with 50 μM H2DCF-DA in phosphate-buffered
saline buffer for 1 h at 37°C. DCF fluorescence intensity
was measured at a 485-nm excitation and a 535-nm emis-
sion on a fluorescence plate reader (Molecular Devices,
Sunnyvale, CA, USA). Data are presented as fold changes
of control-treated values.

Knockdown of tissue inhibitor of metalloproteinase-2 by
small interfering RNA
BV2 cells (0.5 × 105 cells per well in a 12-well plate) were
transiently transfected with 100 pM of TIMP-2 small
interfering RNA (siRNA) using Ambion siPORT™ NeoFX™
transfection reagent following the manufacturer’s proto-
cols (Ambion). A scrambled control siRNA was used as a
negative control. The siRNA sequences are as follows:
TIMP-2 siRNA #1 (5′-GAAGGAGUAUCUAAUUGCA
TT-3′), TIMP-2 siRNA #2 (5′-UCCACAGACUUCAGC
Table 1 Primers used in reverse-transcription polymerase cha

Species Gene Forward primer (5′→ 3′)

Mouse TNF-α CCTATGTCTCAGCCTCTTCT

iNOS CAAGAGTTTGACCAGAGGACC

IL-1β GGCAACTGTTCCTGAACTCAACT

IL-6 CCACTTCACAAGTCGGAGGCTT

IL-10 GCCAGTACAGCCGGGAAGACAA

MMP-3 ATTCAGTCCCTCTATGGA

MMP-8 CCAAGGAGTGTCCAAGCCAT

MMP-9 GTGATCCCCACTTACTATGGAAA

TIMP-2 TCTAATTGCAGGAAAGGCAGA

GAPDH ATGTACGTAGCCATCCAGGC

Rat TIMP-2 CGTAGTGATCAGAGCCAAGC

GAPDH GTGCTGAGTATGTCGTGGAGTCT
GAAU-3′), and Control siRNA (5′-AAUCGCAUAGCG
UAUGCCGUU-3’). The cells were harvested 48 h after
siRNA transfection, and the expression levels of TIMP-2
protein were measured by western blotting.

Assays for matrix metalloproteinase-3, −8, and −9 activities
BV2 cells transfected with the TIMP-2 expression plasmid
or siRNA were treated with LPS for 24 h, and the superna-
tants were collected to measure MMP activity using the
SensoLyte™ 520 MMP assay system (AnaSpec, San Jose,
CA, USA). MMP activity measurements were performed
by continuous detection of peptide cleavage using a fluores-
cence plate reader (Molecular Devices). MMP activity units
were expressed as a change in the fluorescence intensity at
an excitation of 490 nm and an emission of 520 nm.

Electrophoretic mobility shift assay
Nuclear extracts from treated microglia were prepared
as described previously [24]. The double-stranded DNA
oligonucleotides containing NF-κB, ARE, and CRE con-
sensus sequences (Promega) were end-labeled using T4
polynucleotide kinase (New England Biolabs, Beverly,
MA, USA) in the presence of [γ-32P] ATP. Five micro-
grams of the nuclear proteins were incubated with
32P-labeled probes on ice for 30 min and were resolved
on a 5% acrylamide gel as previously described [24]. For
competitive binding assays, binding reaction reagents and
nuclear extracts were mixed with nonradioactive oligonu-
cleotides in molar excess and incubated before adding the
32P-labeled probe.

Western blot analysis
To detect MAPK activation and TIMP-2 expression, cells
lysates were prepared as previously described [24]. To de-
tect secreted TIMP-2, TIMP-2 protein in the conditioned
in reaction (RT-PCR) reactions

Reverse primer (5′→ 3′) Size

CCTGGTATGAGATAGCAAAT 354 bp

TGGAACCACTCGTACTTGGGA 450 bp

G CCATTGAGGTGGAGAGCTTTCAGC 447 bp

CCAGCTTATCTGTTAGGAGA 395 bp

TA GCCTTGTAGACACCTTGGTCTT 409 bp

CTCCAGTATTTGTCCTCTAC 375 bp

CCTGCAGGAAAACTGCATCG 180 bp

C GAAGCCATACAGTTTATCCTGGTC 352 bp

TGCTCTTCTCTGTGACCCAGT 218 bp

AGGAAGGAAGGCTGGAAGAG 420 bp

TCTGCCTTTCCTGCAATTAGA 225 bp

ACAGTCTTCTGAGTGGCAGTGA 292 bp
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media was enriched using an Amicon™ centrifugal filter
(Millipore Corp., Billerica, MA, USA). Proteins were sepa-
rated on a 12% SDS-polyacrylamide gel and transferred to
nitrocellulose membranes (GE Healthcare, Chalfont St.
Giles, Buckinghamshire, UK). After blocking of the mem-
branes with 5% skimmed milk in Tris-buffered saline with
Tween 20 (TBST), the membranes were incubated with
primary antibodies (1:1000) and then were incubated
with horseradish peroxidase-conjugated secondary anti-
bodies (1:2000 dilution in TBST; New England Biolabs,
Beverly, MA, USA), and the blots were developed using
an enhanced chemiluminescence detection kit (Thermo
Fisher Scientific, Waltham, MA, USA).

Measurement of neuronal cell viability
The control or TIMP-2 plasmid transfected BV2 cells were
treated with LPS for 24 h, and the conditioned media
were transferred to Neuro2a cells. After 24 h of incuba-
tion, the cell viability of Neuro2a cells was checked by
the 3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyl tetrazolium
A

C

Figure 1 Lipopolysaccharide (LPS) suppressed tissue inhibitor of meta
microglia. BV2 cells (A) or rat primary microglia (B) were treated with LPS
LPS treatment. The mRNA expression of TIMP-2 was measured by RT-PCR a
the top, and quantification of three independent experiments are shown a
cell lysates or conditioned medium of BV2 cells treated with LPS (100 ng/m
and were expressed as relative fold changes in comparison with control sa
and β-actin are indicated. (D) Quantification of western blot data. Values co
*P <0.05, significantly different from control samples.
bromide (MTT; Sigma-Aldrich) reduction assay as pre-
viously described [21].

Statistical analysis
Unless otherwise stated, all of the experiments were per-
formed with triplicate samples and were repeated at least
three times. The data are presented as means ± the stand-
ard error of the mean (S.E.M.), and statistical comparisons
between groups were performed using one-way analysis of
variance followed by Newman-Keuls multiple comparison
test. P values less than 0.05 were deemed to indicate
statistical significance.

Results
Lipopolysaccharide inhibited tissue inhibitor of
metalloproteinase-2 expression in BV2 cells and primary
microglia
When we measured TIMP-2 mRNA expression in LPS-
treated BV2 cells at the indicated time points, TIMP-2
was constitutively expressed in resting BV2 cells, and
B

D

lloproteinase (TIMP)-2 expression in BV2 cells and primary
(100 or 10 ng/ml), and total RNA was isolated at indicated times after
nd normalized to GAPDH expression. Representative gels are shown at
t the bottom panel. (C,D) Western blot analysis was performed using
l). Levels of TIMP-2 protein expression were normalized using β-actin
mples. (C) Representative western blots; molecular weights of TIMP-2
rrespond to the mean ± S.E.M. of three independent experiments.
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LPS treatment significantly inhibited its expression after
3 h (Figure 1A). Conversely, in primary microglia, signifi-
cant inhibition of TIMP-2 mRNA was observed after 6 h
of LPS treatment, indicating some delayed regulation
compared with that in the BV2 cell line (Figure 1B). To
confirm the changes in TIMP-2 expression at the protein
level, we performed western blot analysis in cell lysates
and conditioned media collected from LPS-treated BV2
microglia. As shown in Figure 1C, TIMP-2 protein that is
constitutively expressed in cells was time-dependently
inhibited by LPS treatment. The basal expression of
∗

∗ ∗

A

C D

F G

I J

Figure 2 Overexpression of tissue inhibitor of metalloproteinase (TIM
and reactive oxygen species (ROS), while increasing anti-inflammator
cells. (A) Control vector and TIMP-2 expression plasmid. (B) Western blot f
Effects of TIMP-2 on pro- or anti-inflammatory molecules. BV2 cells transfec
for 16 h, and the amounts of NO, TNF-α, IL-1β, IL-6, and IL-10 released into
BV2 cells transfected with TIMP-2 or control vector were treated with LPS (
inducible nitric oxide synthase (iNOS) and cytokines were determined by R
mean ± S.E.M. of three independent experiments. *P <0.05, significantly diff
TIMP-2 was highest at 6 h and decreased thereafter,
probably due to its secretion into the media. Notably,
in resting microglia, TIMP-2 secretion was increased up to
48 h and was inhibited by LPS treatment (Figure 1C, D).

Overexpression of tissue inhibitor of metalloproteinase-2
suppressed the production of pro-inflammatory cytokines,
nitric oxide, and reactive oxygen species, while increasing
anti-inflammatory IL-10 production
To investigate the role of TIMP-2 in activated microglia,
the TIMP-2 expression vector (Figure 2A) was introduced
∗

∗

∗

∗

∗

∗

B

E

H

P)-2 inhibited the production of nitric oxide (NO), TNF-α, IL-1β,
y IL-10 production in lipopolysaccharide (LPS)-stimulated BV2
or TIMP-2 in BV2 cells transfected with TIMP-2 or control vector. (C-H)
ted with TIMP-2 or control vector were treated with LPS (100 ng/ml)
the media, as well as the intracellular ROS level, were measured. (I)
100 ng/ml) for 6 h, and total RNA was isolated. The mRNA levels of
T-PCR. (J) Quantification of RT-PCR data. Values correspond to the
erent from the LPS + control vector group.
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into BV2 cells by transient transfection. We confirmed
that the expression of TIMP-2 was upregulated in TIMP-
2 vector-transfected cells (Figure 2B). The overexpression
of TIMP-2 reduced LPS-induced secretion of NO, TNF-α,
IL-1β without affecting the secretion of IL-6 (Figure C-F).
In addition, TIMP-2 reduced intracellular ROS produc-
tion in LPS-stimulated microglia (Figure 2G). Conversely,
TIMP-2 increased the production of the anti-inflammatory
cytokine, IL-10 (Figure 2H). Likewise, RT-PCR analysis
A

B

C

D

E

Figure 3 Knockdown of tissue inhibitor of metalloproteinase (TIMP)-2
by small interfering RNAs (siRNAs) was confirmed by Western blotting. (B-E
oxygen species (ROS), and IL-10 production in lipopolysaccharide (LPS)-stim
LPS (100 ng/ml) for 16 h, and the amounts of NO, TNF-α, IL-10 released int
knockdown in primary microglia. (G-J) The effects of TIMP-2 knockdown on
primary microglia. Values are expressed as the means ± S.E.M. for three rep
the LPS + control siRNA group.
showed that TIMP-2 suppressed LPS-induced mRNA
expression of iNOS, TNF-α, and IL-1β and upregulated
IL-10 expression (Figure 2I, J).

Knockdown of tissue inhibitor of metalloproteinase-2
expression by small interfering RNA augmented
inflammatory responses
To assess the effects of TIMP-2 in activated microglia,
BV2 cells were transfected with two different TIMP-2
F

G

H

I

J

aggravated inflammatory responses. (A) TIMP-2 protein reduction
) Effects of TIMP-2 knockdown on nitric oxide (NO), TNF-α, reactive
ulated BV2 cells. Cells transfected with TIMP-2 siRNA were treated with
o the media and intracellular ROS level were measured. (F) TIMP-2
pro-/anti-inflammatory molecules were confirmed in LPS-stimulated

licates using different cell cultures. *P <0.05, significantly different from
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siRNAs (#1 and #2), which specifically target TIMP-2 at
different binding sites (Figure 3A). Next, the cells were
incubated with LPS for 16 h. We found that both siR-
NAs elevated NO, TNF-α, and ROS production, but
inhibited IL-10 production compared with the control
siRNA-treated groups (Figure 3B-E). Similar results were
observed using primary microglial cultures (Figure 3F-J).
The results indicate that endogenous TIMP-2 plays an
anti-inflammatory role in activated microglia. We found
that siRNA transfection did not significantly affect BV2
cell viability (data not shown).
A

B

C

Figure 4 Tissue inhibitor of metalloproteinase (TIMP)-2 suppressed th
matrix metalloproteinase (MMP)-3, −8 and −9. (A) BV2 cells transfected
16 h, and the enzymatic activity of MMPs in cell culture supernatants were as
as a change in fluorescence intensity. Values are expressed as the means ± S.E
or control vector were treated with LPS (100 ng/ml) for 6 h, and the mRNA exp
shown in the left panel, and quantification data are shown in the right panel (n
(C) Knockdown of TIMP-2 augmented MMP activities. *P< 0.05, significantly dif
Overexpression of tissue inhibitor of metalloproteinase-2
suppressed the activity and expression of lipopolysaccharide-
induced matrix metalloproteinase-3, −8, and −9
TIMP-2 is known to be an endogenous inhibitor of MMPs.
Thus, we investigated whether TIMP-2 inhibits the activity
of MMP-3, −8 and −9, which have been previously reported
to be important pro-inflammatory mediators in activated
microglia [8,9]. As shown in Figure 4A, TIMP-2 overex-
pression reduced the activity of MMP-3, −8 and −9 in
LPS-stimulated BV2 cells. In addition, RT-PCR analysis
showed that TIMP-2 suppressed MMP-3, −8, and −9
e activity and expression of lipopolysaccharide (LPS)-induced
with TIMP-2 or control vector were treated with LPS (100 ng/ml) for
sessed using MMP activity assay kits. MMP activity units were expressed
.M. for three independent experiments. (B) Cells transfected with TIMP-2
ression of MMPs was monitored by RT-PCR. Representative gels are
= 3). *P< 0.05, significantly different from the LPS + control vector group.

ferent from the LPS + control small interfering RNA (siRNA) group.



Lee and Kim Journal of Neuroinflammation 2014, 11:116 Page 8 of 11
http://www.jneuroinflammation.com/content/11/1/116
expression at the mRNA level (Figure 4B). In contrast,
knockdown of TIMP-2 elevated MMP-3, −8, and −9 activ-
ities (Figure 4C). The results suggest that TIMP-2 may
exert anti-inflammatory effects through the reduction
of MMPs .

Tissue inhibitor of metalloproteinase-2 abrogated
lipopolysaccharide-induced phosphorylation of three
types of mitogen-activated protein kinases
Next, we examined the effect of TIMP-2 on the activity
of MAP kinases, which are crucial signaling molecules
involved in inflammatory reactions and MMP gene expres-
sion. Western blot analysis revealed that overexpression of
TIMP-2 significantly inhibited LPS-induced phosphoryl-
ation of JNK, ERK, and p38 MAPK (Figure 5 A and B).
Conversely, knockdown of TIMP-2 augmented MAPK
phosphorylation (Figure 5C and D). The data suggest
A B

C D

Figure 5 Mitogen-activated protein kinase (MAPK) signaling pathway
inhibitor of metalloproteinase (TIMP)-2. (A) Cells transfected with TIMP-2
for 30 min, and were subjected to immunoblot analysis using antibodies agai
of western blot data. Levels of the active forms of MAPKs were normalize
were expressed as relative fold changes compared with the MAPK levels in co
vector group. (C) Knockdown of TIMP-2 augmented MAPK phosphorylati
data. *P <0.05, significantly different from the LPS + control small interferi
that MAPK signaling pathways are involved in the anti-
inflammatory effect of TIMP-2 in activated microglia.

Tissue inhibitor of metalloproteinase-2 inhibited the
DNA binding and transcriptional activities of NF-κB but
enhanced the DNA binding and transcriptional activities
of Nrf2 and cAMP-response element binding protein in
lipopolysaccharide-stimulated microglia
To explore the anti-inflammatory mechanism of TIMP-
2, we examined the effect of TIMP-2 on NF-κB, which is
an important transcription factor regulating cytokines
and MMP gene expression in microglia [25]. As shown
in Figure 6A, NF-κB DNA binding activity was reduced
in TIMP-2 overexpressed microglia compared with
that in control cells. NF-κB transcriptional activity
was assayed by co-transfecting BV2 cells with the
TIMP-2 expression plasmid and NF-κB reporter plasmid
s are involved in the anti-inflammatory mechanism of tissue
or control vector were treated with lipopolysaccharide (LPS) (100 ng/ml)
nst the phospho- or total forms of JNK, ERK, and p38. (B) Quantification
d with respect to the levels of the total form of MAPKs, and then
ntrol samples. *P <0.05, significantly different from the LPS + control
on in LPS-stimulated BV2 cells. (D) Quantification of Western blot
ng RNA (siRNA) group.
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Figure 6 Tissue inhibitor of metalloproteinase (TIMP)-2 suppressed the DNA binding and transcriptional activities of NF-κB but enhanced
the DNA binding and transcriptional activities of Nrf2 and cAMP-response element binding protein (CREB). Nuclear extracts were prepared
from BV2 cells transfected with TIMP-2 or control vector after treatment with lipopolysaccharide (LPS) (100 ng/ml) for 3 h. Electrophoretic mobility shift
assay (EMSA) was performed using NF-κB (A), anti-oxidant response element (ARE) (C), or cAMP response element (CRE) (E) probe. Competition
assays indicate that the DNA-protein complex is sequence specific because the amount of complex was diminished by a molar excess of cold
oligonucleotides but not by mutant (mNF-κB) or nonspecific oligonucleotides (Sp-1 or PU1). ‘F’ indicates free probe. Transcriptional activity of
the reporter plasmids (B) (κB)3-luc, (D) ARE-luc and (F) CRE-luc in TIMP-2-overexpressed BV2 cells. Cells co-transfected with reporter plasmid
and TIMP-2 vector were treated with LPS (100 ng/ml) for 6 h, and reporter gene assay was performed. Data are reported as the means ± S.E.M.
for three separate experiments. *P <0.05, significantly different from the LPS + control vector group.
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containing three NF-κB binding sites. The luciferase activ-
ity assay showed that overexpression of TIMP-2 inhibited
NF-κB-mediated transcriptional activation (Figure 6B).
Next, we examined the effect of TIMP-2 on Nrf2 and
cAMP-response element binding protein (CREB), which
are key transcription factors mediating anti-inflammatory
and antioxidant functions in microglia [26]. We observed
that TIMP-2 augmented the DNA binding and tran-
scriptional activities of Nrf2 and CREB in LPS-stimu-
lated microglia (Figure 6C-F). The data suggest that
the NF-κB, Nrf2, and CREB pathways are largely
involved in TIMP-2-mediated anti-inflammatory effects
in microglia.

Overexpression of tissue inhibitor of metalloproteinase-2
attenuated neuronal cell death induced by activated
microglia
We examined whether TIMP-2 affects the viability of
neuronal cells by modulating microglial activation. To
determine the effect of soluble factors released from ac-
tivated BV2 cells on Neuro2a cell viability, conditioned
media from BV2 cells were transferred to Neuro2a cells.
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After incubation for 24 h, the cell viability of Neuro2a
cells was measured using the MTT assay. We found that
the cell viability of Neuro2a was markedly improved by
overexpression of TIMP-2 compared with that in the
control vector group (Figure 7). Interestingly, we also
found that the cell viability of BV2 cells was modestly
increased in the TIMP-2-transfected group (data not
shown). Therefore, these data indicate that the cytoprotec-
tive effects of TIMP-2 were due to the reduced secretion
of proinflammatory/neurotoxic mediators from TIMP-2-
overexpressed microglia.
Discussion
In the present study, we demonstrated the role of TIMP-2
in LPS-induced microglial activation. We found that
TIMP-2 is constitutively expressed in microglia, but this
expression was significantly inhibited by LPS treatment.
By utilizing TIMP-2 overexpression and knockdown, the
current study demonstrates the anti-inflammatory role of
endogenous TIMP-2 that may be attenuated by immunos-
timulatory conditions. We showed that overexpression of
TIMP-2 suppresses the production of pro-inflammatory
molecules, whereas TIMP-2 knockdown augmented
them. Moreover, TIMP-2 inhibits three types of MMPs
(MMP-3, −8 and −9) and MAPK/NF-κB signaling path-
ways. Lastly, TIMP-2 overexpression afforded neuroprotec-
tion via reduced microglial activation. Therefore, TIMP-2
is thought to be a crucial regulator of neuroinflammation.
Several studies have reported the role of TIMP-2 in the

CNS. TIMP-2 showed neuroprotective effects in an ani-
mal model of stroke by reducing the proteolytic opening
of the blood-brain barrier and subsequent intracerebral
hemorrhage [27,28]. Along with these findings, transplant-
ation of autologous bone marrow cells overexpressing
TIMP-2 reduced ischemic damage [29]. TIMP-2 was sig-
nificantly increased in the serum or cerebrospinal fluid
Figure 7 Tissue inhibitor of metalloproteinase (TIMP)-2 attenuated
neuronal cell death induced by activated microglia. Neuro2a cells
were incubated with conditioned media (CM) from lipopolysaccharide
(LPS)-treated BV2 cells transfected with TIMP-2 or control vector. After
24 h of incubation, the MTT assay was performed to determine cell
viability. Values are the mean ± S.E.M. of three independent experiments.
*P <0.05, significantly different from non-LPS treated control cells.
#P <0.05, significantly different from the LPS + control vector group.
(CSF) of stroke, MS, AD, or HD patients, suggesting the
protective role of TIMP-2 in neurological disorders [15-17].
Furthermore, TIMP-2 deficient mice demonstrated motor
dysfunction, including trembling prior to locomotion, ex-
cessive jumping upon moving, implying the involvement
of TIMP-2 in developmental and behavioral alterations
[30]. Because microglial activation is associated with
neuropathological conditions, the inhibition of micro-
glial activation by TIMP-2 may be one factor contributing
to TIMP-2-mediated neuroprotection.
Our group recently reported that LPS increased the

expression of MMP-3, −8, and −9 in microglia [8]. Specific
inhibition of these MMPs strongly suppressed inflam-
matory reactions induced by LPS. Thus, inhibition of
MMP-3, −8, or −9 inhibited the expression of iNOS and
proinflammatory cytokines and also suppressed MAPK
and NF-κB activities, as well as ROS production [8]. We
demonstrated that MMP-3, −8, −9 play pro-inflammatory
roles by activating protease activated receptor-1 on the
surface of microglia and/or by cleavage/activation of
proTNF-α [9]. In the present study, we found that TIMP-
2 overexpression suppressed proinflammatory signaling
in a manner similar to that of MMP inhibitors. The data
suggest that the anti-inflammatory effect of TIMP-2 is the
result of a mechanism dependent on the MMP pathway.
Activated microglia release inflammatory cytokines and

neurotoxic factors, as well as amplify the inflammatory
response in an autocrine or paracrine manner. Add-
itionally, released toxic factors from activated microglia
cause neuronal death, which contributes to neurode-
generation in a positive feedback loop [3-6]. Our find-
ings suggest that the neuroprotective effects of TIMP-2
were due to the reduced secretion of proinflammatory/
neurotoxic mediators from microglia. Thus, TIMP-2 may
likely control neurotoxicity through the modulation of
microglial activation.
Conclusions
The present study demonstrated that TIMP-2 exerts anti-
inflammatory effects through the reduction of MMPs and
pro-inflammatory molecules. Therefore, the endogenous
system of TIMP-2, which can modulate the abnormal ex-
pression of MMPs and the concomitant inflammatory
response, may be a promising target for the treatment
of various neuroinflammatory disorders.
Abbreviations
AD: Alzheimer’s disease; ARE: anti-oxidant response element; CM: conditioned
media; CRE: cAMP response element; CREB: cAMP-response element binding
protein; EMSA: electrophoretic mobility shift assay; ERK: extracellular signal-
regulated kinase; HD: Huntington’s disease; iNOS: inducible nitric oxide
synthase; JNK: c-Jun N-terminal kinase; LPS: lipopolysaccharide; MAPK: mitogen-
activated protein kinase; MMP: matrix metalloproteinase; MS: multiple sclerosis;
NF-κB: nuclear factor-κB; Nrf: NF-E2-related factor; siRNA: small interfering RNA;
ROS: reactive oxygen species; TIMP: tissue inhibitor of metalloproteinase.



Lee and Kim Journal of Neuroinflammation 2014, 11:116 Page 11 of 11
http://www.jneuroinflammation.com/content/11/1/116
Competing interests
The authors declare that they have no competing interests.

Authors’ contributions
EL designed the study and performed the experiments and wrote the
manuscript. HK supervised the design of the study and analyzed the
data and wrote the manuscript. Both authors read and approved the
final manuscript.

Acknowledgements
This research was supported by Basic Science Research Program through
the National Research Foundation of Korea (NRF) funded by the Ministry
of Science, ICT & Future Planning (Grant #2012R1A2A2A01045821 &
2012R1A5A2A32671866).

Received: 5 March 2014 Accepted: 14 June 2014
Published: 27 June 2014

References
1. Tremblay ME, Stevens B, Sierra A, Wake H, Bessis A, Nimmerjahn A: The role

of microglia in the healthy brain. J Neurosci 2011, 31:16064–16069.
2. Kettenman H, Kirchoff F, Verhratsky A: Microglia: new roles for the synaptic

stripper. Neuron 2013, 77:10–18.
3. Block ML, Zecca L, Hong JS: Microglia-mediated neurotoxicity: uncovering

the molecular mechanisms. Nat Rev Neurosci 2007, 8:57–69.
4. Glass CK, Saijo K, Winner B, Marchetto MC, Gage FH: Mechanisms

underlying inflammation in neurodegeneration. Cell 2010, 140:918–934.
5. Graeber MB, Streit WJ: Microglia: biology and pathology. Acta Neuropathol

2010, 119:89–105.
6. Nayak D, Roth TL, McGavern DB: Microglia development and function.

Ann Rev Immunol 2014, 32:367–402.
7. Agrawal SM, Lau L, Yong VW: MMPs in the central nervous system: where

the good guys go bad. Semin Cell Dev Biol 2008, 19:42–51.
8. Woo MS, Park JS, Choi IY, Kim WK, Kim HS: Inhibition of MMP-3 or −9

suppresses lipopolysaccharide-induced expression of proinflammatory
cytokines and iNOS in microglia. J Neurochem 2008, 106:770–780.

9. Lee EJ, Woo MS, Moon PG, Baek MC, Choi IY, Kim WK, Junn E, Kim HS:
α-Synuclein activates microglia by inducing the expressions of matrix
metalloproteases and the subsequent activation of protease-activated
receptor-1. J Immunol 2010, 185:615–623.

10. Crocker SJ, Pagenstecher A, Campbell IL: The TIMPs tango with MMPs and
more in the central nervous system. J Neurosci Res 2004, 75:1–11.

11. Kim YS, Joh TH: Matrix metalloproteinases, new insights into the
understanding of neurodegenerative disorders. Biomol Ther 2012, 20:133–143.

12. Brew K, Dinakarpandian D, Nagase H: Tissue inhibitors of
metalloproteinases: evolution, structure and function. Biochim Biophys
Acta 2000, 1477:267–283.

13. Leco KJ, Apte SS, Taniguchi GT, Hawkes SP, Khokha R, Schultz GA, Edwards DR:
Murine tissue inhibitor of metalloproteinases-4 (Timp-4): cDNA isolation
and expression in adult mouse tissues. FEBS Lett 1997, 401:213–217.

14. Lorenzl S, Buerger K, Hampel H, Beal MF: Profiles of matrix
metalloproteinases and their inhibitors in plasma of patients with
dementia. Int Psychogeriatr 2008, 20:67–76.

15. Lorenzl S, Albers DS, LeWitt PA, Chirichigno JW, Hilgenberg SL, Cudkowicz
ME, Beal MF: Tissue inhibitors of matrix metalloproteinases are elevated
in cerebrospinal fluid of neurodegenerative diseases. J Neurol Sci 2003,
207:71–76.

16. Cuadrado E, Rosell A, Penalba A, Slevin M, Alvarez-Sabín J, Ortega-Aznar A,
Montaner J: Vascular MMP-9/TIMP-2 and neuronal MMP-10 up-regulation in
human brain after stroke: a combined laser microdissection and protein
array study. J Proteome Res 2009, 8:3191–3197.

17. Lee MA, Palace J, Stabler G, Ford J, Gearing A, Miller K: Serum gelatinase B,
TIMP-1 and TIMP-2 levels in multiple sclerosis: a longitudinal clinical and
MRI study. Brain 1999, 122:191–197.

18. Nygårdas PT, Grönberg SA, Heikkilä J, Joronen K, Sorsa T, Hinkkanen AE:
Treatment of experimental autoimmune encephalomyelitis with a
neurotropic alphavirus vector expressing tissue inhibitor of
metalloproteinase-2. Scand J Immunol 2004, 60:372–381.

19. Magnoni S, Baker A, Thomson S, Jordan G, George SJ, McColl BW,
McCulloch J, Horsburgh K: Neuroprotective effect of adenoviral-mediated
gene transfer of TIMP-1 and −2 in ischemic brain injury. Gene Ther 2007,
14:621–625.

20. Kim SY, Woo MS, Park JS, Hyun JW, Kim YS, Kim HS: The neuroprotective role
of tissue inhibitor of metalloproteinase-2 in MPP + − or 6-OHDA-treated
SK-N-BE(2)C and SH-SY5Y human neuroblastoma cells. Neurosci Lett 2010,
468:136–140.

21. Park JS, Park EM, Kim DH, Jung K, Jung JS, Lee EJ, Hyun JW, Kang JL, Kim HS:
Anti-inflammatory mechanism of ginseng saponins in activated microglia.
J Neuroimmunol 2009, 209:40–49.

22. Lee YK, So IS, Lee SC, Lee JH, Lee CW, Kim WM, Kim YS: Suppression of
distant pulmonary metastasis of MDA-MB 435 human breast carcinoma
established in mammary fat pads of nude mice by retroviral-mediated
TIMP-2 gene transfer. J Gene Med 2005, 7:145–157.

23. Lee KM, Kang HS, Yun CH, Kwak SH: Potential in vitro protective effect of
quercetin, catechin, caffeic acid and phytic acid against ethanol-induced
oxidative stress in SK-Hep1 cells. Biomol Ther 2012, 20:492–498.

24. Woo MS, Jang PG, Park JS, Kim WK, Joh TH, Kim HS: Selective modulation
of lipopolysaccharide-stimulated cytokine expression and mitogen-
activated protein kinase pathways by dibutyryl-cAMP in BV2 microglial
cells. Brain Res Mol Brain Res 2003, 113:86–96.

25. Smale ST: Selective transcription in response to an inflammatory
stimulus. Cell 2010, 140:833–844.

26. Jung JS, Shin JA, Park EM, Lee JE, Kang YS, Min SW, Kim DH, Hyun JW, Shin CY,
Kim HS: Anti-inflammatory mechanism of ginsenoside Rh1 in
lipopolysaccharide-stimmulated microglia: critical role of the protein kinase
A and hemeoxygenase-1 expression. J Neurochem 2010, 115:1668–1680.

27. Rosenberg GA, Kornfeld M, Estrada E, Kelley RO, Liotta LA, Stetler-Stevenson
WG: TIMP-2 reduces proteolytic opening of blood brain barrier by type
IV collagenase. Brain Res 1992, 576:203–207.

28. Roycik MD, Myers JS, Newcomer RG, Sang QX: Matrix metalloproteinase
inhibition in atherosclerosis and stroke. Curr Mol Med 2013, 13:1299–1313.

29. Baker AH, Sica V, Work LM, Williams-Ignarro S, de Nigris F, Lerman LO,
Casamassimi A, Lanza A, Schiano C, Rienzo M, Ignarro LJ, Napoli C: Brain
protection using autologous bone marrow cell, metalloproteinase
inhibitors, and metabolic treatment in cerebral ischemia. Proc Natl Acad
Sci U S A 2007, 104:3597–3602.

30. Jaworski DM, Soloway P, Caterina J, Falls WA: Tissue inhibitor of
metalloproteinase-2 (TIMP-2)-deficient mice display motor deficits.
J Neurobiol 2006, 66:82–94.

doi:10.1186/1742-2094-11-116
Cite this article as: Lee and Kim: The anti-inflammatory role of tissue
inhibitor of metalloproteinase-2 in lipopolysaccharide-stimulated microglia.
Journal of Neuroinflammation 2014 11:116.
Submit your next manuscript to BioMed Central
and take full advantage of: 

• Convenient online submission

• Thorough peer review

• No space constraints or color figure charges

• Immediate publication on acceptance

• Inclusion in PubMed, CAS, Scopus and Google Scholar

• Research which is freely available for redistribution

Submit your manuscript at 
www.biomedcentral.com/submit


	Abstract
	Background
	Methods
	Results
	Conclusions

	Background
	Materials and methods
	Reagents and antibodies
	Microglial and neuronal cell cultures
	Tissue inhibitor of metalloproteinase-2 expression plasmid
	Transient transfection and luciferase assay
	Reverse-transcription polymerase chain reaction
	Measurement of cytokine and nitrite levels
	Intracellular reactive oxygen species measurement
	Knockdown of tissue inhibitor of metalloproteinase-2 by small interfering RNA
	Assays for matrix metalloproteinase-3, −8, and −9 activities
	Electrophoretic mobility shift assay
	Western blot analysis
	Measurement of neuronal cell viability
	Statistical analysis

	Results
	Lipopolysaccharide inhibited tissue inhibitor of metalloproteinase-2 expression in BV2 cells and primary microglia
	Overexpression of tissue inhibitor of metalloproteinase-2 suppressed the production of pro-inflammatory cytokines, nitric oxide, and reactive oxygen species, while increasing anti-inflammatory IL-10 production
	Knockdown of tissue inhibitor of metalloproteinase-2 expression by small interfering RNA augmented inflammatory responses
	Overexpression of tissue inhibitor of metalloproteinase-2 suppressed the activity and expression of lipopolysaccharide-induced matrix metalloproteinase-3, −8, and −9
	Tissue inhibitor of metalloproteinase-2 abrogated lipopolysaccharide-induced phosphorylation of three types of mitogen-activated protein kinases
	Tissue inhibitor of metalloproteinase-2 inhibited the DNA binding and transcriptional activities of NF-κB but enhanced the DNA binding and transcriptional activities of Nrf2 and cAMP-response element binding protein in lipopolysaccharide-stimulated mi...
	Overexpression of tissue inhibitor of metalloproteinase-2 attenuated neuronal cell death induced by activated microglia

	Discussion
	Conclusions
	Abbreviations
	Competing interests
	Authors’ contributions
	Acknowledgements
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.440 793.440]
>> setpagedevice


