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Summary

Epithelial cell injury under hyperinflammatory conditions is critical in the development
of septic acute lung injury (ALI). The aim of the present study is to analyze the cytotoxic
effects of a mixture of proinflammatory cytokines in the human alveolar epithelial cell
line A549. The cytotoxicity of proinflammatory cytokines were assessed in A549 cells
by measuring lactate dehydrogenase released into the culture medium and by crystal
violet staining of surviving cells. Activation of the caspase-dependent apoptotic pathway
was evaluated by monitoring cleavage of cytokeratin 18 by caspases using enzyme-liked
immunosorbent assay (ELISA). To estimate the cytotoxic signaling pathways responsible
for epithelial injury, agents with antiinflammatory or antioxidative properties were
extensively screened for cytoprotective effects in the inflammation-associated epithelial
injury model. The present study revealed that inflammatory cytokines exerted cytotoxicity
in A549 cells. A mixture of interleukin-1beta (IL-1p), tumor necrosis factor-alpha
(TNF-0) and interferon-gamma (IFN-y), designated as cytomix, augmented cytotoxicity
compared with each individual cytokine. Treatment with glucocorticoid (dexamethasone),
tetracycline-derived antiinflammatory antibiotics (minocycline or doxycycline),
angiotensin II receptor blockers (losartan or telmisartan), or antioxidants (dimethyl
sulfoxide, catalase) attenuated cytomix-induced cytotoxicity, including caspase activation.
These results implied that inflammatory cytokines alone could cause alveolar epithelial
injury in the pathophysiology of septic ALI. Caspase-dependent apoptosis was speculated
to be one mechanism responsible for the cytokine-induced cytotoxicity. Agents with
antiinflammatory or antioxidative properties such as glucocorticoid, tetracycline-derived
antibiotics, angiotensin II receptor blockers, or direct antioxidants showed substantial
effect in attenuating cytokine-induced cytotoxicity and may be candidates for treatment
options.
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1. Introduction

Despite the broad repertoire of potent antibiotics and
progress in intensive patient care, sepsis remains a life-
threatening condition (/). Multiple organ dysfunctions
are responsible for the high mortality rate of septic
patients. Pulmonary, renal, cardiovascular and
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coagulation systems are susceptible to acute injury
during septic sequelae and therefore resolution of
vital organ dysfunctions is pivotal in management
of patients with sepsis (2). Acute lung injury (ALI)
and its more severe form, acute respiratory distress
syndrome (ARDS), are characterized by hypoxemia
and diffuse bilateral infiltrates in the lung (3). Although
protective ventilatory strategies have been reported
to improve patient survival (4), core information
leading to decisive therapeutic intervention is still
lacking. The pathophysiological basis of ALI consists
of excessive and protracted alveolar inflammation
accompanied by alveolar epithelial injury, including
epithelial cell death (5-7). Thus, it is critical to clarify
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how the hyperinflammatory condition damages alveolar
epithelial cells and to explore what pharmacological
agents have potential to protect lung tissue.

In this study, we evaluated the cytotoxicity induced
by a mixture of proinflammatory cytokines (IL-1p/
TNF-a/IFN-y), which have been suggested to play major
roles in sepsis or ALI (5,8-13), in the human alveolar
epithelial cell line A549. Then, to clarify the cytotoxic
signaling pathways responsible for alveolar epithelial
cell injury, various agents with antiinflammatory or
antioxidative properties were screened for cytoprotective
effects in an in vitro acute lung injury model (9,7/4-17).

2. Materials and Methods
2.1. Cell culture and reagents

Human lung carcinoma type II epithelium-like A549
cells, purchased from Riken BioResource Center
Cell Bank (Tsukuba, Ibaraki, Japan), were grown in
Dulbecco's Modified Eagle's Medium (DMEM; Sigma,
St. Louis, MO, USA) with 10% heat-inactivated fetal
bovine serum (FBS), 100 U/mL penicillin, 100 mg/mL
streptomycin in 10 cm dishes at 37°C in a humidified
atmosphere of 5% CO,.

Reagents were purchased commercially as follows;
human IL-1fB, human high-mobility group box 1
(Humanzyme, Chicago, IL, USA); human TNF-a,
human interleukin-6 (IL-6) (Prospec, Rehovot, Israel),
human IFN-y (Peprotech, Rocky Hill, NJ, USA);
dexamethasone, minocycline, doxycycline, human Fas
ligand (Enzo, Plymouth Meeting, PA, USA); losartan,
telmisartan (LKT Laboratories, St. Paul, MN, USA);
dimethyl sulfoxide (DMSO), catalase-polyethylene
glycol (PEG), crystal violet (Sigma, St. Louis, MO,
USA).

2.2. Drug treatment

A549 cells were seeded in 24-well tissue culture plates
at 5 x 10" cells/well overnight. After cell attachment,
the content of FBS in medium was decreased to 2%
by medium change. Cells were pretreated for 1 h with
agents which were expected to confer cytoprotection
and then stimulated with proinflammatory cytokines.
To recapitulate the severe inflammatory condition
in vitro experiments, stimulation of cultured cells
by combination of proinflammatory cytokines, such
as IL-1B/TNF-o/IFN-y (designated as cytomix for
convenience) was employed (/5-17). The concentration
of these cytokines was mainly 10 ng/mL in the present
study. This value was adopted with reference to other
reports (/5-17) and to our preliminary experiments.
In fact, at this concentration, either IL-13 or TNF-a
exerted substantial cytotoxicity in A549 cells. Control
(ctrl) cells were treated with the corresponding vehicle
alone. The concentration of vehicle DMSO or ethanol in

the medium was kept < 0.2% to minimize the effect of
solvents.

2.3. Cytotoxicity of cytokines against A549 cells

The cytotoxicity of cytokines against A549 cells was
evaluated after 24 h-60 h of cytokine stimulation
depending on the purpose of the experiments. Cell
morphologies were observed and photographed
under a light microscope. Cytotoxicity was evaluated
quantitatively by monitoring lactate dehydrogenase
(LDH) concentration in culture medium and by
crystal violet staining (/8,7/9). LDH is abundant in
the cytoplasm and is released into the culture medium
accompanying damage of the cell membrane. Crystal
violet solution can promptly fix and stain living cells on
culture plates. Thus, LDH concentration reflects the total
amount of damaged cells, while crystal violet staining
reflects the total amount of surviving cells.

2.3.1. LDH determination

LDH concentration in culture medium was determined
using a Cytotoxicity Detection Kit Plus (Roche Applied
Science, Mannheim, Germany) according to the
manufacturer's instructions. The samples were measured
spectrophotometrically at a wavelength of 490 nm (with
a reference wavelength of 620 nm). After subtracting the
background control value (medium only), each sample
value was represented in relation to the untreated control
value.

2.3.2. Crystal violet staining

After aspiration of culture medium, surviving cells
were fixed and stained with 0.5% crystal violet in
95% ethanol for 5 min and then washed with tap water
several times. After photographs were taken, 1% sodium
dodecylsulfate (SDS) solution was added to each well to
clute the blue dye and the absorbance at 595 nm of the
eluted samples was measured spectrophotometrically for
quantitative evaluation. The values of samples stimulated
with cytomix in the presence of pretreatment drugs were
calibrated relative to that of the corresponding control
with pretreatment drug only.

2.3.3. Evaluation of caspase activity

To explore the contribution of apoptosis to the cytokine-
induced cytotoxicity of A549 cells, caspase activity
was investigated. To this purpose, the levels of soluble
caspase-cleaved cytokeratin 18 fragments were
measured by M30 cytodeath ELISA (Peviva, Bromma,
Sweden) according to the manufacturer's instructions.
The M30 antibody recognizes a neo-epitope (Asp396)
exposed after cleavage of cytokeratin 18 by effector
caspase (caspase 3, 6, and 7) in human, monkey, and
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bovine epithelial cells (20,217). After subtracting the
background control value (empty blank), each sample
value was represented in relation to the untreated control
value.

2.4. Statistical analysis

Experiments were carried out in triplicate and repeated at
least three times. Data are expressed as means + standard
error of mean (S.E.M.). Statistical significance of
differences between means was determined with either
by Student's ¢ test or by analysis of variance followed
by post hoc Tukey test for multiple comparisons. All
statistical procedures were performed using Excel 2004
(Microsoft, USA) with the add-in software Statmate™
2008 (ATMS, Japan). In all analyses, p < 0.05 was taken
to indicate statistical significance.

3. Results

3.1. Mixture of proinflammatory cytokines exerted
cytotoxicity synergistically in A549 cells

The cytotoxic effects of proinflammatory cytokines
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were investigated in A549 cells. Cytomix (a mixture
of IL-1B/TNF-o/IFN-y) induced cell death, a decrease
in cell number, and morphological changes in A549
cells in a dose dependent manner (Figures 1A and
1B). The cytotoxicity became prominent 48 hours
after cytomix challenge (Figure 1C). IL-1 decreased
cell survival (Figures 2A and 2B) and significantly
induced cell damage (Figure 2C). TNF-a showed
similar cytotoxicity, although to a lesser extent than
IL-1p at the same concentration. IFN-y alone failed
to show cytotoxicity at this concentration. However,
adding IFN-y to IL-1B/TNF-a significantly augmented
the cytotoxicity compared to IL-1B/TNF-a alone. This
cytotoxic synergism was thought to reflect the clinical
observations in sepsis where multiple cytokines are
responsible for biological toxic effects in cooperation
(22).

To estimate the role of apoptosis in cytokine-induced
cytotoxicity, the activity of caspases was evaluated by
measurement of cleaved cytokeratin 18 released into the
culture medium. Cytokeratin 18 is a cytoskeleton protein
distributed in the cytoplasm of human epithelial cells. It
is a substrate of activated effector caspases (caspase 3,
6, 7), and the amount of cleaved form in culture medium
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Figure 1. Cytomix induced cell death in A549 cells in a dose-dependent manner. (A) Light microscopic images of A549
cells stimulated with cytomix (CM: a mixture of IL-1B/TNF-o/IFN-y) for 48 h. Dose dependent decrease in cell number and
changes in morphology were observed. The original magnification of the images was 100%. (B) A549 cells were stimulated with
cytomix at various concentrations. 1x CM stands for 1 ng/mL each of IL-1p, TNF-a, and IFN-y. Cell damage was evaluated
by monitoring the concentration of LDH in culture medium at 48 hours after cytomix challenge. Cytomix induced cell damage
in a dose dependent manner in A549 cells. (C) A549 cells were stimulated with 10x CM. Cell damage was evaluated by LDH
measurement at the indicated times after cytomix challenge. The cytotoxicity induced by cytomix became remarkable 48 h after
cytomix challenge. Control cells were treated with the corresponding vehicle alone. Bar graph shows means = S.EM. * p < 0.01
vs. the corresponding control, “ p < 0.01 vs. 24 h, ¥ p < 0.01 vs. 32 h.
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Figure 2. Mixture of proinflammatory cytokines exerted synergistic cytotoxicity in A549 cells. A549 cells were stimulated
with proinflammatory cytokines, alone or in combination as indicated, for 48 h. The concentration of each cytokine was 10
ng/ml. The combination of IL-1B/TNF-o/IFN-y was the most potent in terms of cytotoxicity. Bar graph shows means + S.E.M.
Control (ctrl) cells were treated with the corresponding vehicle alone. (A) Photographs showing crystal violet staining of residual
cells in culture plates. (B) Quantltatlve analysis of crystal violet (CV) staining was performed as described in "Materials and

Methods". * p < 0. 05 vs. ctrl, *
in culture medium. * p < 0.01 vs. control, ¥ p <0.01 vs. IL1,”

vs. IL1," p <0.05 vs. IL1/TNF.

is thought to reflect the extent of apoptotic cell death,
as explained in the "Materials and Methods". Similar
to LDH (Figure 2C), the amount of cleaved cytokeratin
18 was increased significantly by IL-1 or TNF-a but
not by IFN-y alone (Figure 2D). In addition, cytomix
showed the most prominent increase in level of cleaved
cytokeratin 18.

In addition to IFN-y, to explore a more appropriate
combination of inflammatory mediators, cytotoxicity
of other inflammatory mediators, such as Fas ligand,
IL-6, or high-mobility group box 1 (HMGBI1), was
also investigated because these mediators have been
reported to play significant roles in sepsis (/4,21,23).
With contrast to IFN-y, however, Fas ligand, IL-6, or
HMGBI failed to show cytotoxicity in A549 cells,
either alone or in combination with IL-13/TNFy, up to
100 ng/mL (Figure S1) (http://www.biosciencetrends.
com/getabstract.php?id=532).

3.2. Pharmacological attenuation of cytomix-induced
cytotoxicity in A549 cells

Next, to search for cytoprotective agents that can
suppress the cytotoxicity induced by cytomix, various

p <0.05 Vs IL1/TNF. (C) Cell damage was evaluated by monitoring the concentration of LDH
p <0.05 vs. ILI/TNF. (D) Caspase activation was est1mated by the
concentration of cleaved cytokeratin 18 in culture medium using an M30 cytodeath ELISA kit. * p < 0.01 vs. control,

Yp<0.01

agents with antiinflammatory or antioxidative properties
were extensively screened using LDH measurements.
Preliminary experiments revealed that treatment
with glucocorticoid (dexamethasone), tetracycline-
derived antiinflammatory antibiotics (minocycline or
doxycycline), angiotensin II receptor blockers (losartan
or telmisartan), or antioxidants (dimethyl sulfoxide,
catalase) attenuated cytomix-induced cytotoxicity in
a dose dependent manner (data not shown and Table
S1 (http://www.biosciencetrends.com/getabstract.
php?id=532)). On the other hand, pharmacological
agents, which failed to attenuate cytokine-induced
cytotoxicity in A549 cells, are listed in Table S2 (http.//
www.biosciencetrends.com/getabstract.php?id=532).

Dexamethasone is one of the most widely used
drugs for various inflammatory diseases. For ALI it has
been repeatedly reappraised (24,25) although its clinical
validity has not been established. Dexamethasone
improved cell survival after cytomix stimulation in
A549 cells (Figure 3A). Dexamethasone also markedly
attenuated LDH leakage (Figure 3B) and cleavage
of cytokeratin 18 (Figure 3C) induced by cytomix
stimulation.

Tetracycline-derived antibiotics, such as minocycline
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Figure 3. Dexamethasone attenuated cytomix-induced
cytotoxicity in A549 cells. A549 was pretreated with
dexamethasone (Dex: 1 uM) 1 h before cytomix (CM:
a mixture of IL-1B/TNF-0/IFN-y) stimulation. Forty eight
hours after cytomix stimulation, cytotoxicity was evaluated
as described in Materials and Methods. Control cells were
treated with the corresponding vehicle alone. Bar graph shows
means = S.E.M. (A) Dexamethasone significantly recovered
cell number in A549 cells stimulated with cytomix in crystal
violet staining. (B and C) LDH and cleaved cytokeratin 18
in culture medium were also determined. Dexamethasone
significantly decreased LDH (B) and cleaved cytokeratin 18
levels (C) in A549 cells stimulated with cytomix.

or doxycycline, are known to have pleiotropic effects
other than inhibiting growth of microorganisms,
including antiinflammatory and cytoprotective
properties (/7,26,27). Minocycline or doxycycline was
shown to attenuate the cytotoxicity induced by cytomix
in A549 cells similar to dexamethasone (Figure 4) .
Angiotensin II receptor blockade has been shown to
confer cytoprotection in cardiovascular tissues subjected
to inflammation or ischemia/reperfusion injury (28,29).
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Figure 4. Tetracycline-derived antibiotics (minocycline
and doxycycline) attenuated cytomix-induced cytotoxicity
in A549 cells. A549 was pretreated with minocycline (mino:
100 pg/mL) or doxycyclie (doxy: 100 pg/mL) 1 h before
cytomix (CM: a mixture of IL-1B/TNF-0/IFN-y) stimulation.
Forty eight hours after cytomix stimulation, cytotoxicity was
evaluated as described in Materials and Methods. Control
(ctrl) cells were treated with the corresponding vehicle alone.
Bar graph shows means = S.EM. * p < 0.01 vs. control; * p
< 0.01 vs. CM. (A) Minocycline or doxycycline significantly
recovered cell number in A549 cells stimulated with cytomix
in crystal violet staining. (B and C) LDH and cleaved
cytokeratin 18 in culture medium were also determined.
Minocycline or doxycycline significantly decreased LDH (B)
and cleaved cytokeratin 18 levels (C) in A549 cells stimulated
with cytomix.

Some reports have argued that it is also a promising
candidate for alleviating the pathophysiology of ALI
(30,31). Losartan, the first angiotensin II receptor
blocker (ARB) clinically applied, improved cell survival
after cytomix stimulation in A549 cells (Figure 5A).
In addition, it attenuated LDH leakage and cleavage
of cytokeratin 18 induced by cytomix stimulation
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Figure 5. Losartan attenuated cytomix-induced
cytotoxicity in A549 cells. A549 was pretreated with losartan
(Los: 0.5 mM) 1 h before cytomix (CM: a mixture of IL-
1B/TNF-o/IFN-y) stimulation. Forty eight hours after cytomix
stimulation, cytotoxicity was evaluated as described in
"Materials and Methods". Control cells were treated with the
corresponding vehicle alone. Bar graph shows means + S.E.M.
(A) Losartan significantly recovered cell number in A549
cells stimulated with cytomix in crystal violet staining. (B and
C) LDH and cleaved cytokeratin 18 in culture medium were
also determined. Losartan significantly decreased LDH (B)
and cleaved cytokeratin 18 levels (C) in A549 cells stimulated
with cytomix.

(Figures 5B and 5C). Telmisartan, another established
ARB, showed similar cytoprotective effects in cytomix-
stimulated A549 cells (data not shown).

Oxidative stress is potentially cytotoxic and has
been implicated in the mechanisms of various diseases,
including acute disease such as systemic inflammation

or ischemia-reperfusion injury (32,33). There are
a number of antioxidants with respective spectrum
for neutralizing reactive oxygen species. DMSO,
an important polar aprotic solvent, has antioxidant
properties such as reducing lipid peroxidation (34).
Catalase is a common enzyme found in nearly all
living organisms that are exposed to oxygen, where it
catalyzes the decomposition of hydrogen peroxide to
water and oxygen (35). These antioxidants attenuated
the cytotoxicity induced by cytomix in A549 cells,
in terms of cell survival, cell damage, or cleavage of
cytokeratin 18 (Figure 6).

3.3. Dexamethasone or losartan still exerted
cytoprotection with delayed treatment after challenge of
cytomix in A549 cells

Cytoprotcetive effects of dexamethasone or losartan
were tested as therapeutic agents, meaning that drug
administration began after cytomix challenge in A549
cells. Dexamethasone (Figures 7A and 7B) or losartan
(Figures 7C and 7D) still conferred cytoprotection
significantly with delayed administration up to 12
hours after cytomix challenge, although the degree of
cytoprotection decreased compared to pretreatment.

4. Discussion

The main findings of the present study can be
summarized as follows:

1. A mixture of proinflammatory cytokines (IL-1f/
TNF-a/IFN-y) exerted synergistic cytotoxic effects in
the human alveolar epithelial cell line A549.

2. Cytokine-induced cytotoxicity was mediated
at least partially by the caspase-dependent apoptotic
signaling pathway.

3. Antiinflammatory agents, such as glucocorticoid
(dexamethasone), tetracycline-derived antibiotics
(minocycline, doxycycline), angiotensin Il receptor
blockers (losartan, telmisartan), or antioxidants (DMSO,
catalase) showed prominent cytoprotective effects
against the cytotoxicity induced by proinflammatory
cytokines.

4. Dexamethasone or losartan still exerted
cytoprotection following late treatment after challenge
of cytomix in A549 cells.

IL-1B and TNF-a are postulated to be the two
main proinflammatory cytokines involved in systemic
inflammation (7, /7). Either of these cytokines alone
can induce clinical manifestations, such as hypotension,
high fever, chills, and organ dysfunction, representative
of sepsis (22). In the present study, these cytokines
showed cytotoxicity in A549 cells. Although IFN-y has
not yet been regarded as essential in pathophysiology
of sepsis like IL-1p3 or TNF-a, this study clearly
showed that it enhanced the cytotoxicity of IL-1p and
TNF-a. In fact, the importance of IFN-y in the native
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Figure 6. Antioxidants (DMSO or catalase) attenuated cytomix-induced cytotoxicity in A549 cells. A549 was pretreated with
dimethyl sulfoxide (1% DMSO, A-C) or catalase conjugtated to polyethylene glycol (1,000 unit/mL, D-F) 1 h before cytomix (CM:
a mixture of IL-1p/TNF-a/IFN-y) stimulation. Forty eight hours after cytomix stimulation, cytotoxity was evaluated as described
in "Materials and Methods". Control (ctrl) cells were treated with the corresponding vehicle alone. Bar graph shows means + S.E.M.
DMSO (A) or catalase (D) significantly recovered cell number in A549 cells stimulated with cytomix in crystal violet staining.
LDH and cleaved cytokeratin 18 in culture medium were also determined. DMSO (B and C) or catalse (E and F) significantly
decreased LDH and cleaved cytokeratin 18 levels in A549 cells stimulated with cytomix.

immune system has recently attracted a great deal of
attention (36). For example, IFN-y promotes innate
immune response by activating macrophage, which
plays major roles in eliminating infectious pathogens.
IFN-y enhances immune cell responsiveness to other
inflammatory stimuli, such as toll-like receptor ligands
and TNF. This phenomenon, termed as "priming",
greatly augments toll-like receptor-induced expression
of inflammatory mediators and immune effectors
including multiple cytokines and chemokines, and
profoundly affects biological outcomes of inflammation.

In a murine model of sepsis induced by cecal ligation
and puncture (CLP), late administration of anti-IFN-y
antibody enhanced survival (37). In fact, high levels
of IFN-y has been demonstrated in some populations
with clinical systemic inflammation, especially in
virus-associated ALI such as SARS (severe acute
respiratory syndrome) (8,/0). Multiple inflammatory
mediators have been proved in the bloodstream and
bronchoalveolar lavage fluid of patients with septic
ALI (1/0-13). The observation that a mediator such
as IFN-y, which has minimal direct toxicity against

www.biosciencetrends.com



77 BioScience Trends. 2012; 6(2):70-80.

Dexamethasone

Losartan

100

A

80

60
40
0

CM+Dex(- 1h) CM+Dex( +4h} CM+Dex(+12h)

Survival: CV (% of corresponding ctrl)

= -
=]
'56
S
I * H
9. *
© *
)]
@
£
©
T2
©
Q
0 |

control ™

CM+Dex(-1h) CM+Dex(+1h) CM+Dex(+12h)

N [=2] fe]
O D Q 8

Survival: CV (% of corresponding ctrl) |
n
D

]“[

CM+Los(-1h) CM+Los(+4h)CM+Los(+12h)

o

*H#

1 ﬂﬂﬂ

control CM  CM+Los(-1h) CM+Los{+4h) CM+Los(+12h)

Cell damage: LDH (folds of ctrl)

Figure 7. Dexamethasone or losartan still exerted cytoprotection with delayed treatment after cytomix challenge in A549
cells. A549 was stimulated with cytomix (CM: a mixture of IL-1B/TNF-o/IFN-y). Co-treatement of either dexamethasone (1 pM
or losartan (0.5 mM) was initiated 1 h before (—1 h), 4 h after (+4 h), or 12 h after (+12 h) cytomix stimulation. Sixty hours after
cytomix stimulation, cytotoxicity was evaluated by crystal violet staining and LDH measurement. Dexamethasone (A and B) or
losartan (C and D) still conferred cytoprotection significantly with delayed treatment up to 12 h after cytomix challenge, although
the degree of cytoprotection decreased significantly compared to pretreatment (— 1 h). Control (ctrl) cells were treated with the
corresponding vehicle alone. Bar graph shows means = S.E.M. * p < 0.01 vs. CM; ¥ p <0.01 vs. pretreatment (—1 h).

parenchymal cells, can exert synergistic cytotoxicity in
combination with other mediators implies the complex
pathophysiology of sepsis and suggests one reason for
the failure of antiinflammatory strategies targeting a
single mediator such as IL-1p or TNF-a (38).
Neutrophil recruitment and epithelial injury
play pivotal roles in the development of ALI
(5-7,21). A number of inflammatory mediators,
such as proinflammatory cytokines, lipid mediators,
complements, reactive oxygen species or neutrophil-
derived ptoteases such as elastase (39), are postulated to
be responsible for loss of epithelial integrity. However,
there is little doubt that proinflammatory cytokines
make a substantial contribution in initiating the
pathological process of septic ALI. Thus, elucidation of
the direct link between proinflammatory cytokines and
epithelial injury, focusing on molecular mechanisms,
is indispensable to understand the progression of

septic ALI. The present study confirmed that human
alveolar epithelial cells were damaged after challenge
by proinflammatory cytokines. Cell death evoked by
cytokine challenge was remarkable, and the increase
in level of cleaved cytokeratin 18 strongly suggested
the substantial involvement of caspase-dependent
apoptosis. These results are compatible with other
reports arguing that apoptosis pathways are activated in
septic ALI experimentally or clinically (5-7,11,40,41).
As it has been established that hyperinflammatory
status is the major pathophysiology of septic ALI,
modifying inflammation should be highlighted as one
of the central strategies for alleviating septic ALI.
Although protective ventilatory strategies have been
shown to lessen mortality in ALI patients (4), the way
of directly downregulating inflammation itself has not
been fully examined. In addition, there is increasing
evidence that oxidative stress as well as nitrosative
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stress prevails at sites of inflammation as adaptive
responses of the host, such as antimicrobial strategies
or stress-evoked signal transduction (32,33). As
excessive oxidative stress in turn causes tissue damage
of host cells, alleviation of oxidative stress can be a
promising alternative to controlling inflammation-
associated injury in septic ALI (42,43). In the present
study, we screened agents with antiinflammatory or
antioxidative properties for cytoprotective effects in the
in vitro model mimicking alveolar hyperinflammation.
We have demonstrated that antiinflammatory agents
dexamethasone, tetracycline-derived antibiotics,
or ARBs attenuated cytokine-induced cytotoxicity
including caspase activation in A549 cells. In addition,
antioxidants such as DMSO or catalase similarly
attenuated cytokine-induced cytotoxicity. These
agents have been referred to as cytoprotective in
inflammation-associated conditions (24-35), although
clinical validity has not been fully defined, especially
in septic ALI. Further investigations are underway to
clarify the mechanism of pharmacological attenuation
of cytokine-induced cytotoxicity. It is widely accepted
that inflammatory stimuli activate NF-kappaB pathway
and MAP kinase pathway (44). Simultaneously,
oxidative stress contributes to epithelial injury because
catalase was effective in attenuating inflammation-
associated cell death in the present results. Thus, we
are now focusing on NF-kappaB pathways, MAP
kinase pathways and sources of oxidative stress (such
as mitochondria, NADPH oxidase, xanthine oxidase,
inducible nitric oxide synthase, or arachidonic acid
cascade), as cytotoxic signal pathways evoked by
inflammatory stimuli (Figure 8).

The present study has some limitations. First, A549
is a cancer cell line and its intrinsic cell death pathways
may differ from those of physiological human alveolar
epithelial cells. Second, cytotoxic mediators employed
here were IL-1B/TNF-a/IFN-y and it is not clear
whether this combination is optimal in simulating in
vivo hyperinflammatory status. Third, the methods used
to detect cell death in our experiments were limited.
For example, the apoptotic component was estimated
based on the level of cleaved cytokeratin 18 and was
not confirmed directly by morphological evidence of
apoptosis.

However, it is important to check the signaling
pathway using human cells as well as using in vivo
animal models. It is practically impossible to include
all of inflammatory mediators as stimulants. The
combination of IL-1B/TNF-a/IFN-y has often been
adopted to set up hyperinflammation in vitro and
accepted in many medical journals (/5-17,45-48). In
the present study it exerted sufficient cytotoxicity with
clinical relevance as discussed earlier. It is reported
that in clinical septic patients, numerous cytokines,
irrespective pro-, or anti-inflammatory, appear in an
overlapping manner as long as inflammatory process

Proinflammatory cytokines

l

Cytokine receptor

) h

MAP kinases Nf-kappaB Oxidative stress

|

AP-1

/

Inflammation-evoked gene products

Cellular dysfunction

\ (including cell death) /

Figure 8. Proposed signaling pathways through which
proinflammatory cytokines induce cytotoxicity in alveolar
epithelial cells. Putative intracellular signaling components
responsible for proinflammatory cytokine-induced cellular
dysfunction are shown. It is postulated that cytoprotective
agents will interfere in somewhere in the above-mentioned

signaling pathways (see "Discussion"). MAP kinase: mitogen
activated protein kinase; AP-1: activating protein-1.

continues (49). Thus, we postulate that IL-13/TNF-o/
IFN-y is a minimum and appropriate mixture to
simulate the status of clinical cytokine storm in in
vitro system. Lastly, direct confirmation of apoptosis
was not the main objective of this study. Apoptosis is
now regarded as just one form of cell death patterns
in the recent framework explaining the physiological
cell death mechanism (6). Thus, evaluation of overall
cytotoxicity is more important when differential
demonstration of other cell death patterns, such as
autophagy, necroptosis, or caspase-independent other
programmed cell death, has not been well established
yet.

In conclusion, inflammatory cytokines showed
synergistic cytotoxic effects on A549 cells. Caspase-
dependent apoptosis was speculated to be one
mechanism responsible for the cytokine-induced
cytotoxicity. Agents with antiinflammatory or
antioxidative properties such as glucocorticoid,
tetracycline-derived antibiotics, angiotensin II receptor
blockers, or antioxidants showed substantial effect
in attenuating cytokine-induced cytotoxicity. Further
investigations to clarify the mechanisms of their
beneficial effects will contribute to exploring new
treatment options for ALI.

Acknowledgements

We thank Dr. Fumito Ichinose (Boston, MA, USA) and
Dr. Masaomi Nangaku (Tokyo, Japan) for the critical
reading of the paper and insightful suggestions. This
work was supported in part by grants from the Ministry
of Education, Culture, Sports, Science and Technology
of Japan (No. 21592304 to K.C.).

www.biosciencetrends.com



79

BioScience Trends. 2012, 6(2):70-80.

References

1.

10.

11.

12.

13.

14.

15.

Angus DC, Linde-Zwirble WT, Lidicker J, Clermont G,
Carcillo J, Pinsky MR. Epidemiology of severe sepsis
in the united states: Analysis of incidence, outcome,
and associated costs of care. Crit Care Med. 2001;
29:1303-1310.

Dellinger RP, Levy MM, Carlet JM, et al. Surviving
Sepsis Campaign: International guidelines for
management of severe sepsis and septic shock. Intensive
Care Med. 2008; 34:17-60.

Wheeler AP, Bernard GR. Acute lung injury and the
acute respiratory distress syndrome: A clinical review.
Lancet. 2007; 369:1553-1564.

Ventilation with lower tidal volumes as compared with
traditional tidal volumes for acute lung injury and the
acute respiratory distress syndrome. the acute respiratory
distress syndrome network. N Engl J Med. 2000;
342:1301-1308.

Perl M, Lomas-Neira J, Chung CS, Ayala A. Epithelial
cell apoptosis and neutrophil recruitment in acute lung
injury-a unifying hypothesis? what we have learned from
small interfering RNAs. Mol Med. 2008; 14:465-475.
Tang PS, Mura M, Seth R, Liu M. Acute lung injury and
cell death: How many ways can cells die? Am J Physiol
Lung Cell Mol Physiol. 2008; 294:1.632-L641.

Martin TR, Hagimoto N, Nakamura M, Matute-Bello
G. Apoptosis and epithelial injury in the lungs. Proc Am
Thorac Soc. 2005; 2:214-220.

Theron M, Huang KJ, Chen YW, Liu CC, Lei HY. A
probable role for IFN-gamma in the development of
a lung immunopathology in SARS. Cytokine. 2005;
32:30-38.

Bastarache JA, Sebag SC, Grove BS, Ware LB.
Interferon-gamma and tumor necrosis factor-alpha act
synergistically to up-regulate tissue factor in alveolar
epithelial cells. Exp Lung Res. 2011; 37:509-517.

Wong CK, Lam CW, Wu AK, Ip WK, Lee NL, Chan IH,
Lit LC, Hui DS, Chan MH, Chung SS, Sung JJ. Plasma
inflammatory cytokines and chemokines in severe
acute respiratory syndrome. Clin Exp Immunol. 2004;
136:95-103.

Brabant D, Michael P, Bleiblo F, Saleh M, Narain R,
Tai TC, Ramana CV, Parrillo JE, Kumar A, Kumar A.
Septic sera induces apoptosis and DNA fragmentation
factor 40 activation in fibroblasts. Biochem Biophys Res
Commun. 2011; 412:260-265.

Meduri GU, Kohler G, Headley S, Tolley E, Stentz F,
Postlethwaite A. Inflammatory cytokines in the BAL
of patients with ARDS. persistent elevation over time
predicts poor outcome. Chest. 1995; 108:1303-1314.

Wu CL, Lin LY, Yang JS, Chan MC, Hsueh CM.
Attenuation of lipopolysaccharide-induced acute lung
injury by treatment with IL-10. Respirology. 2009;
14:511-521.

Mizuta M, Nakajima H, Mizuta N, Kitamura Y, Nakajima
Y, Hashimoto S, Matsuyama H, Shime N, Amaya F, Koh
H, Ishizaka A, Magae J, Tanuma SI, Hashimoto S. Fas
ligand released by activated monocytes causes apoptosis
of lung epithelial cells in human acute lung injury model
in vitro. Biol Pharm Bull. 2008; 31:386-390.

Fang X, Neyrinck AP, Matthay MA, Lee JW. Allogeneic
human mesenchymal stem cells restore epithelial protein
permeability in cultured human alveolar type II cells
by secretion of angiopoietin-1. J Biol Chem. 2010;

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

285:26211-26222.

Bastarache JA, Wang L, Geiser T, Wang Z, Albertine
KH, Matthay MA, Ware LB. The alveolar epithelium
can initiate the extrinsic coagulation cascade through
expression of tissue factor. Thorax. 2007; 62:608-616.
Raza M, Ballering JG, Hayden JM, Robbins RA, Hoyt
JC. Doxycycline decreases monocyte chemoattractant
protein-1 in human lung epithelial cells. Exp Lung Res.
2006; 32:15-26.

Ota H, Tokunaga E, Chang K, Hikasa M, lijima K, Eto
M, Kozaki K, Akishita M, Ouchi Y, Kaneki M. Sirtl
inhibitor, sirtinol, induces senescence-like growth arrest
with attenuated ras-MAPK signaling in human cancer
cells. Oncogene. 2006; 25:176-185.

Saotome K, Morita H, Umeda M. Cytotoxicity test with
simplified crystal violet staining method using microtitre
plates and its application to injection drugs. Toxicol In
Vitro. 1989; 3:317-321.

Leers MP, Kolgen W, Bjorklund V, Bergman T, Tribbick
G, Persson B, Bjorklund P, Ramaekers FC, Bjorklund
B, Nap M, Jornvall H, Schutte B. Immunocytochemical
detection and mapping of a cytokeratin 18 neo-
epitope exposed during early apoptosis. J Pathol. 1999;
187:567-572.

Perl M, Chung CS, Perl U, Lomas-Neira J, de Paepe M,
Cioffi WG, Ayala A. Fas-induced pulmonary apoptosis
and inflammation during indirect acute lung injury. Am J
Respir Crit Care Med. 2007; 176:591-601.

Dinarello CA. Proinflammatory and anti-inflammatory
cytokines as mediators in the pathogenesis of septic
shock. Chest. 1997; 112 (6 Suppl):321S-329S.

Cohen J. The immunopathogenesis of sepsis. Nature.
2002; 420:885-891.

Peter JV, John P, Graham PL, Moran JL, George
IA, Bersten A. Corticosteroids in the prevention and
treatment of acute respiratory distress syndrome (ARDS)
in adults: Meta-analysis. BMJ. 2008; 336:1006-1009.
Agarwal R, Nath A, Aggarwal AN, Gupta D. Do
glucocorticoids decrease mortality in acute respiratory
distress syndrome? A meta-analysis. Respirology. 2007;
12:585-590.

Nikodemova M, Duncan ID, Watters JJ. Minocycline
exerts inhibitory effects on multiple mitogen-activated
protein kinases and IkappaBalpha degradation in a
stimulus-specific manner in microglia. J Neurochem.
2006; 96:314-323.

Wang AL, Yu AC, Lau LT, Lee C, Wu le M, Zhu X, Tso
MO. Minocycline inhibits LPS-induced retinal microglia
activation. Neurochem Int. 2005; 47:152-158.
Matsuhisa S, Otani H, Okazaki T, Yamashita K,
Akita Y, Sato D, Moriguchi A,Imamura H, Iwasaka
T. Angiotensin II type 1 receptor blocker preserves
tolerance to ischemia-reperfusion injury in dahl salt-
sensitive rat heart. Am J Physiol Heart Circ Physiol.
2008; 294:H2473-H2479.

Cianchetti S, Del Fiorentino A, Colognato R, Di Stefano
R, Franzoni F, Pedrinelli R. Anti-inflammatory and anti-
oxidant properties of telmisartan in cultured human
umbilical vein endothelial cells. Atherosclerosis. 2008;
198:22-28.

Wang F, Xia ZF, Chen XL, Jia YT, Wang YJ, Ma B.
Angiotensin II type-1 receptor antagonist attenuates LPS-
induced acute lung injury. Cytokine. 2009; 48:246-253.
Imai Y, Kuba K, Rao S, ef al. Angiotensin-converting
enzyme 2 protects from severe acute lung failure. Nature.

www.biosciencetrends.com



BioScience Trends. 2012, 6(2):70-80. 80

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

2005; 436:112-116.

Dare AJ, Phillips AR, Hickey AJ, Mittal A, Loveday
B, Thompson N, Windsor JA. A systematic review of
experimental treatments for mitochondrial dysfunction
in sepsis and multiple organ dysfunction syndrome. Free
Radic Biol Med. 2009; 47:1517-1525.

Crimi E, Sica V, Williams-Ignarro S, Zhang H, Slutsky
AS, Ignarro LJ, Napoli C. The role of oxidative stress
in adult critical care. Free Radic Biol Med. 2006;
40:398-406.

Sanmartin-Suarez C, Soto-Otero R, Sanchez-Sellero I,
Mendez-Alvarez E. Antioxidant properties of dimethyl
sulfoxide and its viability as a solvent in the evaluation
of neuroprotective antioxidants. J Pharmacol Toxicol
Methods. 2011; 63:209-215.

Beckman JS, Minor RL Jr, White CW, Repine JE, Rosen
GM, Freeman BA. Superoxide dismutase and catalase
conjugated to polyethylene glycol increases endothelial
enzyme activity and oxidant resistance. J Biol Chem.
1988; 263:6884-6892.

Hu X, Ivashkiv LB. Cross-regulation of signaling
pathways by interferon-gamma: Implications for immune
responses and autoimmune diseases. Immunity. 2009;
31:539-550.

Marquez-Velasco R, Martinez-Velazquez AX, Amezcua-
Guerra LM, Flores-Guzman F, Diaz-Quifionez A, Masso
F, Paniagua-Solis J, Bojalil R. Enhanced survival from
CLP-induced sepsis following late administration of low
doses of anti-IFNyF(ab')2 antibody fragments. Inflamm
Res. 2011; 60:947-953.

Zeni F, Freeman B, Natanson C. Anti-inflammatory
therapies to treat sepsis and septic shock: A reassessment.
Crit Care Med. 1997; 25:1095-1100.

Misumi T, Tanaka T, Mikawa K, Nishina K, Morikawa O,
Obara H. Effects of sivelestat, a new elastase inhibitor,
on IL-8 and MCP-1 production from stimulated
human alveolar epithelial type II cells. J Anesth. 2006;
20:159-165.

Hotchkiss RS, Nicholson DW. Apoptosis and caspases
regulate death and inflammation in sepsis. Nat Rev
Immunol. 2006; 6:813-822.

Matsuda N, Yamamoto S, Takano K, Kageyama S,
Kurobe Y, Yoshihara Y, Takano Y, Hattori Y. Silencing

42.

43.

44.

45.

46.

47.

48.

49.

of fas-associated death domain protects mice from septic
lung inflammation and apoptosis. Am J Respir Crit Care
Med. 2009; 179:806-815.

Koga H, Hagiwara S, Inomata M, Kono Y, Oyama Y, Kai
S, Nishida T, Noguchi T. The new vitamin E derivative,
ETS-GS, protects against cecal ligation and puncture-
induced systemic inflammation in rats. Inflammation.
2011; 35:545-553.

El-Sayed NS, Mahran LG, Khattab MM. Tempol, a
membrane-permeable radical scavenger, ameliorates
lipopolysaccharide-induced acute lung injury in mice: A
key role for superoxide anion. Eur J Pharmacol. 2011;
663:68-73.

Matsuda N, Hattori Y. Systemic inflammatory response
syndrome (SIRS): Molecular pathophysiology and gene
therapy. J Pharmacol Sci. 2006; 101:189-198.

Wang Q, Guo XL, Wells-Byrum D, Noel G, Pritts TA,
Ogle CK. Cytokine-induced epithelial permeability
changes are regulated by the activation of the p38
mitogen-activated protein kinase pathway in cultured
Caco-2 cells. Shock. 2008; 29:531-537.

Berg S, Sappington PL, Guzik LJ, Delude RL, Fink MP.
Proinflammatory cytokines increase the rate of glycolysis
and adenosine-5'-triphosphate turnover in cultured rat
enterocytes. Crit Care Med. 2003; 31:1203-1212.
Farley KS, Wang L, Mehta S. Septic pulmonary
microvascular endothelial cell injury: Role of alveolar
macrophage NADPH oxidase. Am J Physiol Lung Cell
Mol Physiol. 2009; 296:1.480-L488.

Sappington PL, Han X, Yang R, Delude RL, Fink MP.
Ethyl pyruvate ameliorates intestinal epithelial barrier
dysfunction in endotoxemic mice and immunostimulated
Caco-2 enterocytic monolayers. J Pharmacol Exp Ther.
2003; 304:464-476.

Tamayo E, Fernandez A, Almansa R, Carrasco E,
Heredia M, Lajo C, Goncalves L, Gémez-Herreras JI,
de Lejarazu RO, Bermejo-Martin JF. Pro- and anti-
inflammatory responses are regulated simultaneously
from the first moments of septic shock. Eur Cytokine
Netw. 2011; 22:82-87.

(Received February 7, 2012; Revised February 20,
2012; Accepted March 2, 2012)

www.biosciencetrends.com




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /All
  /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 /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /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 ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /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 <>
    /PTB <>
    /SUO <>
    /SVE <>
    /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 [612.000 792.000]
>> setpagedevice


