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Anthrax Lethal Toxin Suppresses Murine Cardiomyocyte
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Abstract

Objectives: Anthrax infection is associated with devastating cardiovascular sequelae, suggesting unfavorable cardiovascular
effects of toxins originated from Bacillus anthracis namely lethal and edema toxins. This study was designed to examine the
direct effect of lethal toxins on cardiomyocyte contractile and intracellular Ca®" properties.

Methods: Murine cardiomyocyte contractile function and intracellular Ca?* handling were evaluated including peak
shortening (PS), maximal velocity of shortening/ relengthening (= dL/dt), time-to-PS (TPS), time-to-90% relengthening
(TRgo), intracellular Ca** rise measured as fura-2 fluorescent intensity (AFFI), and intracellular Ca** decay rate. Stress signaling
and Ca®' regulatory proteins were assessed using Western blot analysis.

Results: In vitro exposure to a lethal toxin (0.05 — 50 nM) elicited a concentration-dependent depression on cardiomyocyte
contractile and intracellular Ca®" properties (PS, = dL/dt, AFFI), along with prolonged duration of contraction and intracellular
Ca®" decay, the effects of which were nullified by the NADPH oxidase inhibitor apocynin. The lethal toxin significantly
enhanced superoxide production and cell death, which were reversed by apocynin. In vivo lethal toxin exposure exerted
similar time-dependent cardiomyocyte mechanical and intracellular Ca** responses. Stress signaling cascades including MEK1/
2, p38, ERK and JNK were unaffected by in vitro lethal toxins whereas they were significantly altered by in vivo lethal toxins.
Ca’" regulatory proteins SERCA2a and phospholamban were also differentially regulated by in vitro and in vivo lethal toxins.
Autophagy was drastically triggered although ER stress was minimally affected following lethal toxin exposure.

Conclusions: Our findings indicate that lethal toxins directly compromised murine cardiomyocyte contractile function and
intracellular Ca** through a NADPH oxidase-dependent mechanism.
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Introduction

Bacillus anthracis (B. anthracis), a spore-forming, Gram-positive
bacterium, has been widely known as the causative agent of
anthrax [1]. Accidental or intentional exposure of B. anthracis
spores by oral, cutaneous or pulmonary routes often triggers
infection resulting in a high mortality rate associated with severe
hypotension [2,3,4]. Treatment remedies such as administration of
antibiotics, vaccination or antibody to the toxin have shown some
promises in the clinical management of B. anthracts infection [1,5].
However, patients with anthrax exposure develop refractory
hypotension unresponsive to antibiotics, fluid, pressor and
respiratory support [2,6]. The lack of reproducible benefit from
critical care intervention in these patients has spurred experimen-
tal studies to uncover the pathophysiology and molecular basis of
anthrax shock and the associated organ complications.

B. anthracis vegetative bacteria secrete 3 proteins namely protective
antigen (PA), lethal factor (LF) and edema factor (EF), forming anthrax
lethal toxin (PA and LF) and anthrax edema toxin (PA and EF) [7]. EF
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and LF bind to the pore entrance to be translocated into cytosolic
space. LI is a Zinc-metalloprotease which specifically cleaves the NHs-
terminal of mitogen-activated protein kinase kinases (MEKSs) resulting
in inactivation of the kinases. EI is a calmodulin-dependent adenylyl
cyclase to promote intracellular cAMP accumulation and the
associated cellular responses [8,9]. Up-to-date, the main toxic
mechanism of anthrax is considered to be derived from the lethality
of purified preparations of lethal and edema toxins in rodents [10,11].
The toxicity of bacterial strain may be reduced by a thousand-fold with
mutated or inactivated toxin genes [12] while animals may be
protected from fatal B. anthracis infection by prophylactic treatment
with antibodies or vaccines to anthrax toxins [13,14]. One of the most
devastating consequences for anthrax infection is anthrax shock
associated with edema and hemorrhage, suggesting poor cardiovascu-
lar sequelae of lethal and edema toxins [1,15]. Lethal toxin has been
shown to trigger a significant reduction in ejection fraction, decreased
myocardial contractility and diastolic dysfunction [1,16,17]. On the
other hand, edema toxin leads to a significant reduction in left
ventricular volume (preload) and cardiac output without overt change
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n ejection fraction or myocardial contractility [16,17]. These findings
favor a more prominent role of lethal toxin over edema toxin in
compromised myocardial contractile function although the precise
mechanism(s) behind lethal toxin-elicited cardiac dysfunction is largely
unknown. Therefore, the aim of the present study was to elucidate the
role of lethal toxin on cardiomyocyte contractile function and
intracellular Ca®* properties (both i vitro and in vive) as well as the
underlying mechanism of action in isolated murine cardiomyocytes.
Given the notion that proteins affording protection against ROS may
play an important role in cell survival to lethal toxin infection as
evidenced by proteomic studies [18], we examined superoxide anion
production and involvement of the main superoxide anion generating
enzyme NADPH oxidase in the heart following lethal toxin exposure.
Expression of the stress signaling molecules MEK1/2, p38 MAP
kinase, ERK and JNK as well as the essential Ca®" regulatory proteins
were also evaluated in an effort to better understand the mechanism of
action behind lethal toxin-induced cardiomyocyte mechanical and
intracellular Ca?* handling responses, if any.

Materials and Methods

Generation of lethal toxin
Recombinant PA; LF and EF were produced and purified as
previously described [16,17]. The toxins were stored at —80°C in
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phosphate buffered saline, pH 7.4 (PBS). Immediately prior to
injection, toxin components were thawed and mixed in PBS.

Lethal toxin treatment (in vivo and in vitro)

All animal procedures described here were in accordance with
humane animal care standards outlined in the NIH Guide for the
Care and Use of Experimental and were approved the University
of Wyoming Animal Care and Use Committee (#A-3216-01). In
brief, adult male C57BL/6] mice (5-6 months of age) were kept in
our institutional animal facility under well-controlled conditions of
temperature (22+2°C), humidity (55+5%) and a 12 h/12 h light-
dark cycle with access to food and water ad libitum. For acute lethal
toxin challenge i vivo, mice were injected intraperitoneally with
anthrax lethal toxin (2 pug/g body weight, LF+PA at 1:2 ratio) and
were sacrificed under anesthesia (ketamine/xylazine: 3:1,
1.32 mg/kg, i.p.,) at 2, 4 and 18 hrs after lethal toxin injection.
The dosages of lethal toxin injection were chosen based on earlier
report of overt myocardial dysfunction [15]. To evaluate the role
of NADPH oxidase in anthrax lethal toxin-induced cardiac
dysfunction, if any, a cohort of mice was fed the NADPH oxidase
inhibitor apocynin (80 pg/ml) in drinking water for 6 days [19]
prior to anthrax challenge (2 pg/g b.w., 1.p. for 18 hrs). For in vitro
lethal toxin exposure, freshly isolated murine cardiomyocytes were
incubated with lethal toxin (0.05 — 50 nM) at 37°C for 2 hrs with
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Figure 1. Effect of in vitro lethal toxin (0.05-50 nM, 2 hrs) exposure on cardiomyocyte contractile function. A: resting cell length; B: Peak
shortening (normalized to cell length); C: Maximal velocity of shortening (+ dL/dt); D: Maximal velocity of relengthening (- dL/dt); E: Time-to peak shortening

(TPS); and F: Time-to-90% relengthening (TRgp). Mean * SEM, n=95-101 cells
doi:10.1371/journal.pone.0013335.g001
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from 4 mice per group, * p<<0.05 vs. control group (0 concentration of LeTx).
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or without preincubation of the NADPH oxidase inhibitor
apocynin (100 nM).

Isolation of murine cardiomyocytes

Cardiomyocytes were isolated as described previously. In brief,
mice were anesthetized using ketamine and xylazine (3:5,
1.32 mg/kg). Hearts were rapidly removed and perfused with
oxygenated (5% CO9/95% Oy) Krebs-Henseleit bicarbonate
(KHB) buffer containing (in mM) 118 NaCl, 4.7 KCl, 1.25 CaCl,,
1.2 MgSO,, 1.2 KHyPO,, 25 NaHCOs;, 10 HEPES, and 11.1
glucose. Hearts were then perfused with a Ca**-free KHB
containing Liberase Blendzyme 4 (Hoffmann-La Roche Inc.,
Indianapolis, IN, USA) for 20 min. After perfusion, left ventricles
were removed and minced to disperse cardiomyocytes in Ca”*-free
KHB buffer. Extracellular Ca** was added incrementally back to
1.25 mmol/l. Only rod-shaped myocytes with clear edges were
selected for mechanical and intracellular Ca®* transient studies.
Cells were used within 6 hrs of isolation [20].

Cell shortening/relengthening

Mechanical properties of cardiomyocytes were assessed using a
SoftEdge MyoCam system (IonOptix Corporation, Milton, MA,
USA). In brief, cardiomyocytes were placed in a chamber mounted
on the stage of an inverted microscope (Olympus, IX-70) and
superfused at 25°C with a buffer containing (in mM): 131 NaCl, 4
KCl, 1 CaCly, 1 MgCly, 10 Glucose and 10 HEPES, at pH 7.4. The
cells were field stimulated with suprathreshold voltage at a
frequency of 0.5 Hz, 3 msec duration, using a pair of platinum
wires placed on opposite sides of the chamber and connected to an
electrical stimulator (FHC Inc, Brunswick, NE,USA). The myocyte
being studied was displayed on a computer monitor using an
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IonOptix MyoCam camera. An IonOptix Softlidge software was
used to capture changes in cell length during shortening and
relengthening. Cell shortening and relengthening were assessed
using the following indices: peak shortening (PS), maximal velocities
of cell shortening and relengthening (% dL/dt), time-to-PS (TPS),
and time-to-90% relengthening (TRgp) [20].

Intracellular Ca®* fluorescence measurement

Myocytes were loaded with fura-2/AM (0.5 uM) for 10 min
and fluorescence measurements were recorded with a dual-
excitation fluorescence photo multiplier system (Ionoptix).
Cardiomyocytes were placed on an Olympus IX-70 inverted
microscope and imaged through a Fluor 40x oil objective. Cells
were exposed to light emitted by a 75 W lamp and passed through
either a 360 or a 380 nm filter, while being stimulated to contract
at 0.5 Hz. Fluorescence emissions were detected between 480 and
520 nm by a photomultiplier tube after first illuminating the cells
at 360 nm for 0.5 s then at 380 nm for the duration of the
recording protocol (333 Hz sampling rate). The 360 nm excita-
tion scan was repeated at the end of the protocol and qualitative
changes in intracellular Ca®* concentration were inferred from
the ratio of fura-2 fluorescence intensity at two wavelengths (360/
380). Fluorescence decay time was assessed as an indication of
intracellular Ca®* clearing. Single and bi-exponential curve fit
was applied to calculate the intracellular Ca®* decay constant

[20].

Intracellular fluorescence measurement of superoxide
(0:)

Intracellular Oy~ was monitored by changes in fluorescence
intensity resulted from intracellular probe oxidation [20]. In brief,
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Figure 2. Effect of in vitrolethal toxin (0.05-50 nM, 2 hrs) exposure on cardiomyocyte intracellular Ca** transient property. A: Resting fura-

2 fluorescent intensity (FFI); B: Electrically- stimulated rise in FFI (AFFI); C: Intracellular Ca®* transient decay rate (single exponential); and D: Intracellular Ca?

4

transient decay rate (bi-exponential). Mean = SEM, n=59 - 60 cells from 4 mice per group, * p<<0.05 vs. control group (0 concentration of LeTx).

doi:10.1371/journal.pone.0013335.g002
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lethal toxin-treated cardiomyocytes (with or without the NADPH
oxidase inhibitor apocynin) were loaded with 5 uM dihydroethi-
dium (DHE) (Molecular Probes, Eugene, OR, USA) for 30 min at
37°C and washed with PBS buffer. Cells were sampled randomly
using an Olympus BX-51 microscope equipped with an Olympus
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MagnaFire'™ SP digital camera and ImagePro image analysis
software (Media Cybernetics, Silver Spring, MD, USA). Fluores-
cence was calibrated with InSpeck microspheres (Molecular
Probes). An average of 100 cells was evaluated using the grid
crossing method in 15 visual fields per isolation.
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Figure 3. Effect of in vivo lethal toxin (LeTx, 2 pg/g b.w., i.p.) exposure for 2, 4 and 18 hrs on cardiomyocyte contractile function.
A: resting cell length; B: Peak shortening (normalized to cell length); C: Maximal velocity of shortening (+ dL/dt); D: Maximal velocity of relengthening
(- dL/dt); E: Time-to peak shortening (TPS); and F: Time-to-90% relengthening (TRgo). Mean = SEM, n=94-107 cells from 3 mice per time point,

* p<<0.05 vs. C57BL/6J group without LeTx treatment.
doi:10.1371/journal.pone.0013335.g003
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MTT assay for cell viability
[3-(4,5-Dimethylthiazol-2-yl)-2,5-Diphenyltetrazolium Bromide]
(MTT) assay is based on transformation of the tetrazolium salt
MTT by active mitochondria to an insoluble formazan salt. Lethal
toxin-treated cardiomyocytes (with or without the NADPH oxidase

inhibitor apocynin) were plated in microtiter plate at a density of

3x10° cells/ml. MTT was added to each well with a final
concentration of 0.5 mg/ml, and the plates were incubated for
2 hrs at 37°C. The formazan crystals in each well were dissolved in
dimethyl sulfoxide (150 ul/well). Formazan was quantified spectro-
scopically at 560 nm using a SpectraMax® 190 spectrophotometer
[21].

Cell culture and treatment

HO9c2 cells, a clonal cell line derived from fetal rat hearts, were
purchased from American Type Culture Collection (ATCC,
Manassas, VA, USA). Cells were grown in Dulbecco’s modified
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Eagle’s medium (DMEM) supplemented with 10% fetal bovine
serum (FBS) (Gibco, Grand Island, NY, USA) and 1% penicillin
and streptomycin and maintained in 95% air and 5% CO2 at
37°C. Cells were grown to 80% confluence before incubation with
anthrax lethal toxin.

LC3B-GFP-adenovirus production and infection
Adenovirus containing LC3-GFP construct (kindly provided by
Dr. Cindy Miranti from Van Andel Institute, Grand Rapids, MI,
USA) was propagated using HEK293 cell line. In brief, cells were
infected with LC3-GFP adenovirus. Upon plaque formation,
infected cells were collected, washed with PBS, resuspended in
culture medium and lysed by three cycles of freezing (dry ice)-
thawing (37°C). Cell debris was collected by centrifugation and
aliquots of supernatant with viral particles were stored at —80°C.
Adenovirus was purified using an Adeno-X Maxi purification kit
(Clontech Laboratories, Inc. Mountain View, CA, USA). H9c2
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Figure 4. Effect of /n vivo lethal toxin (LeTx, 2 pg/g b.w., i.p.) exposure for 2, 4 and 18 hrs on murine cardiomyocyte intracellular
Ca?* transient property. A: Resting fura-2 fluorescent intensity (FFI); B: Electrically-stimulated rise in FFI (AFFI); C: Intracellular Ca*" transient decay
rate (single exponential); and D: Intracellular Ca?* transient decay rate (bi-exponential). Mean = SEM, n=64-79 cells from 3 mice per time point,

* p<<0.05 vs. C57BL/6J group without LeTx treatment.
doi:10.1371/journal.pone.0013335.9g004

@ PLoS ONE | www.plosone.org

October 2010 | Volume 5 | Issue 10 | 13335



AA
g 100-
3. —_— —|—\
S 75- \\
(=]
5 \
= 504 \
© \
%) \
»
& QS &
000 \9 ':) v.Qo(ﬁ
&
C. 1204 Vv
100 -#:-
° | T
= 60- §
3 40- \
<
+ 20 \\\
oLl N
AN .
0°$éo <F ) oéo\o
K xV'Q
E. 100 \’S
—_
: \
£ 50 \
£ \
25 \
o &
0°$é &*foo ro’*o
4 x?‘
é\-\-
v

B.2
D) 5.
§ #
5 4= RN
&)
2. §
§ *
2 24 \
\
5 1- \
K \\
g \
o &° S &
000 Védfo vgo(ﬁ
D. , £
N\
g -25- §
g \
= -504 \
E ; \
-
T 751 &
L ¥
1004 o o
c,°€\é éc\f)o Qo@o
Vv v
«‘\'
F. 200- Vi
#
== T
g 1504 \\\
(7]
£ 1004 \
& \
[
50- \\
NS B\
N \(\
o°°¢o é\*\f)o Qo@o
A9 x?
Vé’q‘.

Lethal Toxin and Cardiomyocyte

Figure 5. Effect of apocynin (100 nM) pre-incubation on lethal toxin (LeTx, 5 nM, 2 hrs)-induced cardiomyocyte contractile
response. A: resting cell length; B: Peak shortening (normalized to cell length); C: Maximal velocity of shortening (+ dL/dt); D: Maximal velocity of
relengthening (- dL/dt); E: Time-to peak shortening (TPS); and F: Time-to-90% relengthening (TRgo). Mean * SEM, n =50 cells per group, * p<<0.05 vs.

control group (no drug treatment), #p<0.05 vs. LeTx 5 nM group.

doi:10.1371/journal.pone.0013335.9005
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cells were grown to confluence on Lab-Tek chamber slide. Cells
were then infected at an MOI of 2 with adenoviruses expressing
LC3-GFP fusion protein. Medium was replaced with fresh
DMEM after 6 hrs. Twenty four hrs later, cells were visualized
for autophagy using fluorescence microscopy.

A. Control

Apocynin

Lethal Toxin and Cardiomyocyte

Quantification of the GFP-LC3

H9c2 cells transfected with GFP-LC3 adenovirus were treated
with or without anthrax lethal toxin. The cells were fixed with
4% paraformaldehyde in PBS for 20 min at room temperature.
Cells were washed with PBS three times. Cover slips were
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Figure 6. Effect of lethal toxin on O, generation and cell survival using DHE fluorescent probe and MTT assay, respectively, in the
absence and presence of the NADPH oxidase inhibitor apocynin (100 nM). A: Representative images depicting DHE fluorescent intensity in
murine cardiomyocytes following exposure of various concentrations of LeTx (5 and 50 nM, 2 hrs) in presence and absence of apocynin; B: Pooled
data of superoxide production; and C: MTT assay of cell survival following LeTX exposure (0.05 — 50 nM, 2 hrs) in the absence or presence of
apocynin. Mean * SEM, n=18 and 4 for panels B and C respectively, * p<<0.05 vs. control group (no drug treatment), #p<<0.05 vs. corresponding

LeTx group in the absence of apocynin.
doi:10.1371/journal.pone.0013335.g006
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mounted on the slides using Vecta mountITM AQ-aqueous
mounting medium (Vector Laboratories, Inc, Burlingame, CA,
USA). For autophagy assessment, cells were visualized at 40X
magnification using a Olympus BX5lfluorescence microscope
(Olympus America, Inc, Melville, NY, USA) and the percentage
of cells showing numerous GFP-LC3 puncta (>10 dots/cells)
were scored as described previously [22]. A minimum of 75-100
cells were scored for each condition in at least three independent
experiments.
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Western blot analysis

Expression of the stress signaling molecules MEK1/2, ERK, JNK
and p38 MAP kinase, the intracellular Ca®* regulatory proteins
sarco(endo)plasmic reticulum Ca®*-ATPase (SERCA2a) and phos-
pholamban, the ER stress proteins BIP (GRP78), pan and phospho-
ell2a, the autophagy markers Beclin-1 and LC3B were assessed. In
brief, left ventricular tissue was sonicated in a lysis buffer containing
(in mmol/l): Tris 10, NaCl 150, EDTA 5, 1% Triton X-100 and
protease inhibitor cocktail followed by centrifugation at 12,000 xg for

Figure 7. Effect of in vivo lethal toxin challenge on O, generation in the absence and presence of the NADPH oxidase inhibitor
apocynin pretreatment (80 pg/ml) in drinking water for 6 days. A: Representative images depicting DHE fluorescent intensity in murine
cardiomyocytes following exposure of LeTx (2 ug/g b.w., i.p.) for 18 hrs; B: Pooled data of superoxide production. Mean * SEM, n=75-100 cells per
group. * p<<0.05 vs. C57BL/6J group, #p<0.05 vs. C57BL/6J+LeTx group in the absence of apocynin.

doi:10.1371/journal.pone.0013335.g007
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10 min. Equal amount (30 pg) protein and prestained molecular
weight marker were separated using the 7%—-12% SDS-polyacryl-
amide gels in a minigel apparatus (Mini-PROTEAN 1I, Bio-Rad,
Hercules, CA, USA), and were then transferred to nitrocellulose
membranes (0.2 pm pore size, Bio-Rad). Membranes were blocked
for 1 hr in 5% nonfat milk before being rinsed in TBS-T. The
membranes were incubated overnight at 4°C with anti-MEK1/2
(1:1,000, Cell Signaling Technology, Beverly, MA, USA), anti-
phospho-MEK1/2 (Ser217/221, 1:1,000, Cell Signaling), anti-ERK
(1:1,000, Santa Cruz Biotechnology, Santa Cruz, CA, USA), anti-
phospho-ERK' (Thr202, 1:1,000, Santa Cruz), anti-JNK (1:1,000,
Cell Signaling), anti-phospho-JNK (Thr183/Ttyr185, 1:1,000, Cell

Control Apocynin LeTx (5nM)

A.
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Signaling), anti-p38 MAP kinase (1:1,000, Cell Signaling), anti-
phospho-p38 MAP kinase (Thr180/Tyr182, 1:1,000, Cell Signaling),
anti-elF200 (1:1,000, Cell Signaling), anti-phospho-ell200 (1:1,000,
Cell Signaling), anti-BIP (GRP78, 1:1,000, Cell Signaling), anti-
Beclin-1 (1:1,000, Cell Signaling), anti-LC3B (1:1,000, Cell Signal-
ing), anti-BelxL (1:1,000, Cell Signaling), anti-Bcl-2 (1:1,000, Santa
Cruz), anti-Bax (1:1,000, Cell Signaling), anti-Bad (1:1,000, Cell
Signaling), anti-cytochrome-C (1:1,000, Cell Signaling) and anti-
caspase-12 (1:1,000, Cell Signaling) antibodies. After incubation with
the primary antibodies, blots were incubated with horseradish
peroxidase-linked secondary antibodies (1:5,000) for 60 min at room
temperature. Immunoreactive bands were detected using the Super
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Figure 8. Effect of apocynin on lethal toxin (LeTx)-induced phosphorylation of MEK1/2, p38 MAP kinase, ERK1/2 and JNK. Isolated
mouse cardiomyocytes were pre-treated with apocynin (100 nM) for 1 hr followed by incubation of LeTx (5 nM) for 2 hrs. A: Representative Western
blot depicting expression of pan and phosphorylated forms of MEK1/2, p38 MAP kinase, ERK1/2, JNK and a-tubulin (loading control) using specific
antibodies; B: Phospho-MEK1/2-to-MEK1/2 ratio; C: Phospho-p38 MAP kinase-to-p38 MAP kinase ratio; D: Phospho-ERK1/2-to- ERK1/2 ratio; and E:

Phospho-JNK-to-JNK ratio, Mean = SEM, n=3 - 4 isolations.
doi:10.1371/journal.pone.0013335.g008

@ PLoS ONE | www.plosone.org

October 2010 | Volume 5 | Issue 10 | 13335



Signal West Dura Extended Duration Substrate (Pierce, Milwaukee,
WI, USA). The intensity of bands was measured with a scanning
densitometer (Model GS-800; Bio-Rad) coupled with a Bio-Rad
personal computer analysis software. o-Tubulin was used as the
loading control [20].

Data Analysis
Data were presented as MEAN = SEM. Statistical significance
(p<<0.05) for each variable was estimated by analysis of variance

(ANOVA).

Results

In vitro effect of lethal toxin on cardiomyocyte
shortening and intracellular Ca®* transients

Acute mn wvitro exposure (2 hrs) of lethal toxin displayed a
concentration-dependent (0.05 — 50 nM) prolongation in resting
cell length and decrease in peak shortening [14] as well as maximal
velocity of shortening/relengthening (= dL/dt) in freshly isolated
cardiomyocytes. The threshold of response was between 0.05 and
0.5 nM for all these indices. The cell mechanical response of lethal
toxin was associated with prolongation in both shortening (TPS)
and relengthening (TRgg) durations although only at the higher
concentrations (Fig. 1). To determine whether lethal toxin-induced
mechanical responses in cardiomyocyte shortening (PS, = dL/dt,
TPS and TRyg) were due to altered intracellular Ca?* handling,
the influence of lethal toxin on electrically-stimulated intracellular
Ca®" transients was examined. Fig. 2 revealed that lethal toxin
increased resting intracellular Ca”" level (FFI) only at the highest

Lethal Toxin and Cardiomyocyte

concentration (50 nM) while eliciting an overt inhibition in
intracellular Ca®* rise (AFFI) and prolongation in intracellular
Ca?" decay (both single and bi-exponential) with a much lower
threshold. These data suggest possible involvement of intracellular
Ca®*-dependent mechanism(s) in acute lethal toxin exposure-
elicited cardiomyocyte contractile inhibitory responses.

In vivo effect of lethal toxin on cardiomyocyte shortening
and intracellular Ca®" transients

Acute in vivo exposure of lethal toxin (2 pug/g, b.w., i.p.) triggered
a time-dependent mechanical response in cardiomyocyte shorten-
ing. Neither 2 nor 4 hrs of lethal toxin exposure was able to elicit
any notable effect on resting cell length, PS, = dL/dt, TPS and
TRg. Interestingly, longer exposure duration (18 hrs) of lethal
toxin significantly decreased resting cell length and = dL/dt, as
well as prolonged TPS and TR, without affecting PS in murine
cardiomyocytes (Fig. 3). None of the cell mechanics measured was
significantly altered with lethal toxin exposure duration less than
18 hrs. Consistently, # viwo lethal toxin exposure failed to overtly
affect intracellular Ca®* handling property following 2 and 4 hrs of
exposure. Longer duration of lethal toxin exposure (18 hrs)
significantly decreased resting intracellular Ca** level (FFT), and
prolonged intracellular Ca** decay (single and bi-exponential)
without affecting rise in intracellular Ca®* (AFFI) following
electrical stimulus (Fig. 4). Similar to cell shortening, none of the
intracellular Ca2+ property was altered with lethal toxin exposure
duration less than 18 hrs. These data further consolidated the
likely role of intracellular Ca®" handling in lethal toxin exposure
(in vivo)-elicited cardiomyocyte contractile dysfunctions.
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Figure 9. Effect of apocynin on lethal toxin (LeTx)-induced changes in Ca?* regulatory proteins in isolated mouse cardiomyocytes.
Isolated mouse cardiomyocytes were pre-treated with apocynin (100 nM) for 1 hr prior to LeTx (5 nM) exposure for 2 hrs. A: Representative Western
blot depicting SERCA2a, phospholamban (5 kD or 25 kD subunits) and o-tubulin (loading control) using specific antibodies; B: SERCA2a expression;
and C: Phospholamban (combined subunits) expression. Mean = SEM, n =3 - 4 isolations, * p<<0.05 vs. control group (no drug treatment), #p<0.05

vs. LeTx 5 nM group.
doi:10.1371/journal.pone.0013335.g009
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Role of NADPH oxidase in lethal toxin-induced

cardiomyocyte contractile response

To examine the possible mechanism of action behind lethal
toxin-induced cardiomyocyte contractile response, the effect of in
vitro lethal toxin exposure on cardiomyocyte shortening was re-
examined in the presence of the NADPH oxidase inhibitor
apocynin (100 nM). Apocynin alone had little effect on cell
shortening over 2 hrs (data not shown), consistent with our
previous report [23]. Interestingly, NADPH oxidase inhibition
ablated  vitro lethal toxin exposure-induced inhibition in PS and
* dL/dt as well as prolongation of TRg, without affecting lethal

Lethal Toxin and Cardiomyocyte

toxin-elicited action on resting cell length and TPS (Fig. 5). These
data favor the notion that NADPH oxidase may play a crucial role
in lethal toxin-induced cardiomyocyte contractile dysfunction.

Role of NADPH oxidase in lethal toxin-induced
superoxide generation and cell death

Our result suggested a role of NADPH oxidase in lethal toxin-
induced cardiomyocyte contractile dysfunction. To further
examine if such NADPH oxidase-mediated mechanism is due to
production of superoxide anion and change in cell survival,
accumulation of superoxide and cell survival were determined in
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Figure 10. Effect of in vivo lethal toxin (LeTX) exposure on MEK1/2, p38 MAP kinase, ERK1/2 and JNK phosphorylation in murine
hearts. Adult male C57BL/6J mice were treated with LeTx (2 ug/g b.w., i.p.) for 18 hrs. A: Representative gel blots of MEK1/2, pan and phospho-p38
MAP kinase, pan and phospho-ERK1/2, pan and phospho-JNK and a-tubulin (loading control) using specific antibodies; B: MEK1/2 expression; C:
Phospho-p38 MAP kinase-to-p38 MAP kinase ratio; D: Phospho-ERK1/2-to-ERK1/2 ratio; and E: Phospho-JNK-to-JNK ratio. Mean = SEM, n=5 - 6 mice,

* p<<0.05 vs. C57BL/6J group without LeTx treatment.
doi:10.1371/journal.pone.0013335.g010
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cardiomyocytes exposed to lethal in the absence or presence of the
superoxide generating enzyme NADPH inhibitor apocynin. Fig. 6
exhibits that lethal toxin directly promoted superoxide production
and cell death i wvitro, the effects of which were nullified by
apocynin. Our further observation revealed that lethal toxin
stimulated ROS generation which was obliterated by apocynin
(data not shown). Similarly, i vivo examination depicted that
pretreatment of mice with apocynin mitigated i vivo lethal toxin
exposure-induced superoxide production (Fig. 7) and loss of anti-
apoptotic proteins (Figure S1) in the heart. These findings
supported the notion of a NADPH oxidase-dependent superoxide
production and cell death in lethal toxin-elicited cardiomyocyte
contractile dysfunction.

Lethal toxin-induced stress signaling and Ca** regulatory

protein response in vitro

We further examined the effect of lethal toxin on stress signaling
and intracellular Ca*" regulatory proteins as well as the role of
NADPH oxidase in lethal toxin-induced responses. Murine
cardiomyocytes were exposed to lethal toxin for 2 hrs in the
absence and presence of apocynin. Fig. 8 indicated that neither
lethal toxin (5 nM, 2 hrs) nor apocynin (100 nM) or both
significantly altered the phosphorylation of MEK1/2, p38 MAP
kinase, ERK and JNK. I vitro exposure of lethal toxin (5 nM. 2 hrs)
significantly down-regulated and up-regulated the expression of
SERCAZ2a and phospholamban, respectively, the effects of which
were partially restored or ablated by apocynin pretreatment (Fig. 9).

c57BL/6J

Lethal Toxin and Cardiomyocyte

Lethal toxin-induced stress signaling, Ca** regulatory
protein, ER stress and autophagy response

Evaluation of stress signaling pathways following i o
challenge of lethal toxin (2 ug/g, b.w., i.p.) for 18 hrs revealed
overtly downregulated MEK1/2, phospho-MAP kinase and
phospho-ERK associated with hyperactivation of JNK in murine
hearts (Fig. 10). However, prolonged exposure (18 hrs) of lethal
toxin in vivo failed to affect the expression of intracellular Ca**
regulatory proteins SERCA2a and phospholamban (Fig. 11). To
examine the role of other possible stress signaling mechanism in
lethal toxin-induced cardiomyocyte mechanical response, pro-
tein markers for ER stress and autophagy were monitored in
murine hearts following 18 hrs of in vivo exposure of lethal toxin
(2 ng/g, b.w., ip.). Our results revealed that lethal toxin
produced subtle although significant upregulation in the
expression of the ER stress maker BIP and the autophagy
markers Beclin-1 and LC3-II without affecting the phospho-
elF20-to- elF2a ratio in murine hears (Fig. 12), suggesting a
possible role of autophagy (and a minor one of ER stress) in lethal
toxin-induced cardiomyocyte mechanical dysfunction. To fur-
ther consolidate the lethal toxin-induced autophagy, H9c2 cells
were transfected with an adenovirus expressing the LC3-GFP
fusion protein prior to the exposure of lethal toxin. Represen-
tative images shown in Fig. 13 displayed GIP-LC3 puncta in
H9c2 cells following lethal challenge exposure. A greater
percentage of cells were found with autophagosomes following
lethal toxin treatment.
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Figure 11. Effect of in vivo lethal toxin (LeTx) exposure on intracellular Ca®* regulatory protein expression in murine hearts. Adult
male C57BL/6J mice were treated with LeTx (2 ug/g b.w.,i.p.) for 18 hrs. A: Representative gel blots depicting expression of SERCA2a, phospholamban
(5 kD and 25 kD subunits) and a-tubulin (loading control) using specific antibodies. B: SERCA2a expression; and C: Phospholamban (both subunits).
Mean = SEM, n=5 — 6 mice, * p<<0.05 vs. C57BL/6J group without LeTx treatment.

doi:10.1371/journal.pone.0013335.g011
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Figure 12. Effect of /in vivo lethal toxin (LeTx) exposure on ER stress and autophagy markers in murine hearts. Adult male C57BL/6J
mice were treated with LeTx (2 ug/g b.w., i.p.) for 18 hrs. A: BIP expression; B: Phospho-elF2a-to- elF2a ratio; C: Beclin-1 expression; and D: LC3-II-to-
tubulin ratio; Insets: Representative gel blots depicting expression of BIP, pan and phospho-elF2aq, Beclin-1, LC3 and a-tubulin (loading control) using
specific antibodies. Mean = SEM, n=5 - 6 mice. * p<<0.05 vs. C57BL/6J group without LeTx treatment.

doi:10.1371/journal.pone.0013335.9g012

Discussion

Data from our current study provided evidence for the first time
that i vitro and i wvivo anthrax lethal toxin exposure directly
depressed cardiomyocyte contractile function and intracellular
Ca”?* handling. The lethal toxin-associated cardiomyocyte me-
chanical depression (reduced peak shortening, maximal velocity of
shortening/relengthening, prolonged duration of shortening and
relengthening) may be underscored by superoxide production and
cell death via a NADPH oxidase-dependent mechanism. These
results may suggest a likely role of cardiomyocyte dysfunction in
anthrax infection-induced pathophysiological change in the heart.

Although cardiac defects triggered by anthrax toxin seem to
depend upon the presence of two toxin components, 1i.e., lethal
toxin (PA+LF) and edema toxin (PA+EF) [1], the two toxins

@ PLoS ONE | www.plosone.org
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apparently affect cardiac function using distinct mechanisms.
Lethal toxin is considered to suppress left ventricular systolic
function whereas edema toxin seems to affect heart function via
preload regulation [16,17]. Combinations of lethal toxin and
edema toxin in systemic anthrax infection is expected to generate
more severe hypotension due to an inability of either the heart or
blood vessels to respond to lesions in the other organ. Data from
our study support the notion of a direct cardiac depressant effect of
lethal toxin at the level of isolated cardiomyocytes. Lethal toxin
has been shown previously to suppress myocardial function in a
manner reminiscent of fulminant myocarditis [16,17]. Mice
intravenously infused with anthrax lethal toxin were shown to
develop malaise and mortality by 60 to 100 hrs [11,24].
Histopathological findings revealed hypoxic tissue necrosis in
liver, marrow, spleen and heart, associated with pleural and
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Figure 13. Lethal toxin (LeTx)-induced autophagy in cultured H9c2 cells. H9c2 cells were infected with an adenovirus for 24 hrs to express
the LC3-GFP fusion protein. Cells were then exposed to LeTx (100 ng/ml) for 3 hrs. (A) Representative images showing GFP-LC3 puncta in H9c2 cells
after LeTx exposure. (B) Percentage of cells with autophagosomes. The cells with 10 or more punctate spots were scored as positive for
autophagosomes. Mean £ SEM, n=100 cells per group from 3 independent experiments, *p<<0.05 vs. control group in the absence of LeTx.

doi:10.1371/journal.pone.0013335.9013

peritoneal fluid and edema [16,24]. Similarly, rodents exposed to
lethal toxin died after 2 to 21 hrs due to refractory hypotension,
bradycardia, lactic acidosis and pleural effusions [6,13,17,25]. It
should be mentioned that either component of lethal toxin (LF and
PA) cannot initiate any overt cardiac contractile response, as
shown previously [10,16]. Similarly, neither component of the
edema toxin alone is capable of eliciting any effect on ventricular
function. Rats receiving intravenous infusion of LI alone survived
and showed no symptom of hypotension. In the absence of PA,
injection of EI does not cause any symptom in animals [10,26].
Only combination of PA with LF or EF, but not LF or EF alone,
displays cellular toxicity in various cell types such as macrophage
cells and T lymphocytes [8,24].

Several mechanisms may be postulated for lethal toxin exposure-
induced cardiomyocyte contractile dysfunction. Our results showed
that lethal toxin significantly inhibits cardiomyocyte contractile
function as well as intracellular Ca®" transient, suggesting a likely role
of intracellular Ca** homeostasis in lethal toxin-induced inhibition of
cardiomyocyte contraction. Our findings of depressed PS and
prolonged TRy, following lethal toxin exposure are in line with the
reduced intracellular Ca®" rise (AFFI) and slowed intracellular Ca**
decay or clearing. In general, there is a general agreement in the
mechanical and intracellular Ca®" parameters measured between

@ PLoS ONE | www.plosone.org
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the in vitro and in vivo lethal toxin studies. The subtle disparity in peak
shortening amplitude and intracellular Ca®* rise (AFFI) between in
vitro and in vivo lethal toxin exposure may be due to the seemingly
discrepant effect of lethal toxin on resting cell length (elongation in
vitro and shortening @ viwo) as peak shortening amplitude is
normalized to resting cell length. The precise mechanism behind
lethal toxin-associated disparity in resting cell length is unknown at
this point although difference between in vitro and in vivo experimental
settings may play a role. In our hand, i vive lethal toxin exposure
failed to elicit any obvious cardiomyocyte mechanical and
intracellular Ca®* handling changes until 18 hrs following treatment.
The time-dependent response of iz vivo lethal toxin exposure is
somewhat supported by our earlier report [15]. Our n vitro data
revealed that cellular machineries responsible for cardiac relaxation
such as SERCA and phospholamban were downregulated and
upregulated, respectively, in response to lethal toxin exposure. These
changes are in line with prolonged cardiac relaxation and delayed
intracellular Ca®* decay in response to lethal toxin exposure.
SERCA is considered as the single most important machinery to
remove Ca®" from cytosolic space (responsible for 92% Ca*"
removal) for cardiac relaxation to occur [27]. Our results revealed
downregulated SERCA in conjunction with upregulated phospho-
lamban, an endogenous inhibitor of SERCA, following in vitro lethal
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toxin exposure, favoring a likely role of SERCA/phospholamban in
lethal toxin-induced intracellular Ca®" dysregulation. Somewhat
surprisingly, prolonged i vivo exposure (18 hrs) failed to significantly
affect expression of SERCA and phospholamban, suggesting
presence of compensatory mechanism or time-dependence in lethal
toxin-induced response on Ca®" regulatory proteins. Furthermore,
although our i vitro data do not favor a major role of stress signaling
MEK1/2, p38 MAP kinase, JNK and ERK in lethal toxin-elicited
cardiomyocyte response i vitro, the fact that these stress signaling
molecules were significantly down-regulated (MEK1/2, p38 MAP
kinase and ERK) or upregulated (JNK) in the i vivo setting of lethal
toxin exposure suggest a time-dependent response for stress signaling
activation. Additional studies using myocardial tissues from anthrax
lethal toxin-treated animals at various time points are in need to
better elucidate these kinase activity as well as the link between
various stress signaling activation and cardiomyocyte mechanical
alterations under anthrax lethal toxin infection.

Perhaps the most novel finding from our study was that
NADPH oxidase inhibition with apocynin mitigated lethal toxin-
induced cardiomyocyte contractile dysfunction, intracellular Ca**
mishandling, intracellular superoxide generation, cell death as well
as change in Ca®" regulatory proteins SERCA2a and phospho-
lamban. These data indicate a key role of NADPH oxidase in
lethal toxin-induced cardiomyocyte dysfunction. NADPH oxidase
has emerged as a key source of reactive oxygen species with diverse
cellular functions including anti-microbial defense, inflammation
and redox signaling. NADPH oxidase is expressed in the
cardiovascular system and is involved in physiological and
pathological processes such as the regulation of cardiac contrac-
tility, vascular tone, cell growth, migration, proliferation, hyper-
trophy, apoptosis and matrix deposition [20,28]. NADPH oxidase
is composed of mainly four subunits, two of them are localized in
the membrane (gp91P">* and p22P") and the others are in the
cytosol (p47°", p67°"°%) [29]. Apocynin is known to inhibit
p47°"* and p67°"°* translocation and superoxide formation
through blockade of sulthydryl groups thus interrupting the
NADPH oxidase enzyme assembly [30]. Several studies have
indicated that induction or up-regulation of p47°"* and p67°"*
protein may occur within a short time frame as short as 15 min
[20,31,32]. Activation of NADPH oxidase, superoxide and
reactive oxygen species are known to cause cardiomyocyte
contractile dysfunction [20,28,33]. Assessment of ER stress and
autophagy revealed a significant increase in Bip, Beclin-1 and
LC3-II expression following lethal toxin exposure, suggesting
possible involvements of ER stress and autophagy. The elevated
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expression of Beclin-1 and LC3-II following lethal toxin exposure
was further substantiated by the overtly increased GFP-LC3
puncta staining in H9C2 cells following lethal toxin challenge.
Future study is warranted to elucidate the interplay among
NADPH oxidase-induced oxidative stress, ER stress and autoph-
agy behind lethal toxin-induced cardiomyocyte dysfunction.

In conclusion, our study demonstrates that lethal toxin triggers
cardiomyocyte contractile dysfunction and intracellular Ca**
mishandling, possibly through NADPH oxidase-mediated super-
oxide production and cell death. These findings not only reveal a
novel role of cardiomyocyte function in anthrax lethal toxin-
induced cardiovascular anomalies but also provide new signaling
insights for lethal toxin-induced cell injury. The precise mecha-
nism behind anthrax lethal toxin-induced cardiac pathophysio-
logical changes is still unclear. Future studies should focus on its
action on cardiac excitation-contraction coupling and membrane
ion channels. These approaches will be essential to further our
understanding of the pathophysiology and therapeutic strategy of
anthrax infection-induced collapse in cardiovascular function.
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Figure S1 Effect of in vivo lethal toxin (LeTx) exposure on the
expression of Bel-xL, Bcl-2, Bax, Bad, cytochrome C and caspase-
12 in murine hearts. Adult male C57BL/6] mice were treated with
LeTx (2 ug/g b.w., i.p.) for 18 hrs. A: Representative gel blots of
Bel-xL, Bcl-2, Bax, Bad, cytochrome C, caspase-12 and a-tubulin
(loading control) using specific antibodies; B: Bel-xL; C: Bcl-2; D:
Bax; E: Bad; F: Cytochrome C; and G: Caspase-12. Mean *
SEM, n=4 -5 mice, * p<<0.05 vs. G57BL/6] group without
LeTX treatment.

Found at: doi:10.1371/journal.pone.0013335.5001
DOC)

(0.20 MB

Acknowledgments

The authors wish to acknowledge Ms. Sara A. Babcock, Bonnie H. Zhao
and Jennifer M. Nunn from University of Wyoming for technical
assistance.

Author Contributions

Conceived and designed the experiments: MRK HM AEF JR. Performed
the experiments: YH HM QL JR. Analyzed the data: MRK YH JR.
Contributed reagents/materials/analysis tools: StTK AEF. Wrote the paper:
JR.

8. Moayeri M, Leppla SH (2004) The roles of anthrax toxin in pathogenesis. Curr
Opin Microbiol 7: 19-24.

9. Moayeri M, Leppla SH (2009) Cellular and systemic effects of anthrax lethal
toxin and edema toxin. Mol Aspects Med 30: 439-455.

. Firoved AM, Miller GF, Moayeri M, Kakkar R, Shen Y, et al. (2005) Bacillus
anthracis edema toxin causes extensive tissue lesions and rapid lethality in mice.
Am ] Pathol 167: 1309-1320.

. Moayeri M, Haines D, Young HA, Leppla SH (2003) Bacillus anthracis lethal
toxin induces TNF-alpha-independent hypoxia-mediated toxicity in mice. J Clin
Invest 112: 670-682.

. Ezzell JW, Ivins BE, Leppla SH (1984) Immunoclectrophoretic analysis, toxicity,
and kinetics of in vitro production of the protective antigen and lethal factor
components of Bacillus anthracis toxin. Infect Immun 45: 761-767.

. Cui X, Li Y, Moayeri M, Choi GH, Subramanian GM, et al. (2005) Late
treatment with a protective antigen-directed monoclonal antibody improves
hemodynamic function and survival in a lethal toxin-infused rat model of
anthrax sepsis. J Infect Dis 191: 422-434.

. Marcus H, Danieli R, Epstein E, Velan B, Shafferman A, et al. (2004)
Contribution of immunological memory to protective immunity conferred by a
Bacillus anthracis protective antigen-based vaccine. Infect Immun 72:
3471-34717.

October 2010 | Volume 5 | Issue 10 | 13335



. Kuo SR, Willingham MC, Bour SH, Andreas EA, Park SK, et al. (2008)

Anthrax toxin-induced shock in rats is associated with pulmonary edema and

hemorrhage. Microb Pathog 44: 467-472.

. Watson LE, Kuo SR, Katki K, Dang T, Park SK, et al. (2007) Anthrax toxins

induce shock in rats by depressed cardiac ventricular function. PLoS ONE 2:
¢466.

. Watson LE, Mock J, Lal H, Lu G, Bourdeau RW, et al. (2007) Lethal and

edema toxins of anthrax induce distinct hemodynamic dysfunction. Front Biosci
12: 4670-4675.

Sapra R, Gaucher SP, Lachmann JS, Buffleben GM, Chirica GS, et al. (2006)
Proteomic analyses of murine macrophages treated with Bacillus anthracis lethal
toxin. Microb Pathog 41: 157-167.

. Hougee S, Hartog A, Sanders A, Graus YM, Hoijer MA, et al. (2006) Oral

administration of the NADPH-oxidase inhibitor apocynin partially restores
diminished cartilage proteoglycan synthesis and reduces inflammation in mice.

Eur J Pharmacol 531: 264-269.

. Dong F, Zhang X, Ren J (2006) Leptin regulates cardiomyocyte contractile

function through endothelin-1 receptor-NADPH oxidase pathway. Hyperten-
sion 47: 222-229.

. LiQ, Yang X, Sreejayan N, Ren J (2007) Insulin-like growth factor I deficiency

prolongs survival and antagonizes paraquat-induced cardiomyocyte dysfunction:
role of oxidative stress. Rejuvenation Res 10: 501-512.

. Edick MJ, Tesfay L, Lamb LE, Knudsen BS, Miranti CK (2007) Inhibition of

integrin-mediated crosstalk with epidermal growth factor receptor/Erk or Src
signaling pathways in autophagic prostate epithelial cells induces caspase-
independent death. Mol Biol Cell 18: 2481-2490.

@ PLoS ONE | www.plosone.org

16

23.

26.

27.
28.
29.

30.

31.

32.

33.

Lethal Toxin and Cardiomyocyte

Privratsky JR, Wold LE, Sowers JR, Quinn MT, Ren J (2003) AT1 blockade
prevents glucose-induced cardiac dysfunction in ventricular myocytes: role of the
ATT receptor and NADPH oxidase. Hypertension 42: 206-212.

. Culley NC, Pinson DM, Chakrabarty A, Mayo MS, Levine SM (2005)

Pathophysiological manifestations in mice exposed to anthrax lethal toxin. Infect
Immun 73: 7006-7010.

. Cui X, LiY, Li X, Laird MW, Subramanian M, et al. (2007) Bacillus anthracis

edema and lethal toxin have different hemodynamic effects but function together
to worsen shock and outcome in a rat model. J Infect Dis 195: 572-580.
Firoved AM, Moayeri M, Wiggins JF, Shen Y, Tang W], et al. (2007) Anthrax
edema toxin sensitizes DBA/2] mice to lethal toxin. Infect Immun 75:
2120-2125.

Bers DM (2002) Cardiac excitation-contraction coupling. Nature 415: 198-205.
Akki A, Zhang M, Murdoch C, Brewer A, Shah AM (2009) NADPH oxidase
signaling and cardiac myocyte function. J Mol Cell Cardiol 47: 15-22.

Behe P, Segal AW (2007) The function of the NADPH oxidase of phagocytes,
and its relationship to other NOXs. Biochem Soc Trans 35: 1100-1103.

Cai H, Griendling KK, Harrison DG (2003) The vascular NAD(P)H oxidases as
therapeutic targets in cardiovascular diseases. Trends Pharmacol Sci 24:
471-478.

Blecke T, Zhang H, Madamanchi N, Patterson C, Faber JE (2004)
Catecholamine-induced vascular wall growth is dependent on generation of
reactive oxygen species. Circ Res 94: 37-45.

Noh KM, Koh JY (2000) Induction and activation by zinc of NADPH oxidase in
cultured cortical neurons and astrocytes. J Neurosci 20: RC111.

Miller DJ, MacFarlane NG (1995) Intracellular effects of free radicals and
reactive oxygen species in cardiac muscle. J Hum Hypertens 9: 465-473.

October 2010 | Volume 5 | Issue 10 | 13335




<<
  /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


