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Abstract
Systemic administration of recombinant thrombomodulin (TM) confers radiation protection

partly by accelerating hematopoietic recovery. The uniquely potent radioprotector gamma

tocotrienol (GT3), in addition to being a strong antioxidant, inhibits the enzyme hydroxy-

methyl-glutaryl-coenzyme A reductase (HMGCR) and thereby likely modulates the expres-

sion of TM. We hypothesized that the mechanism underlying the exceptional radioprotec-

tive properties of GT3 partly depends on the presence of endothelial TM.

In vitro studies confirmed that ionizing radiation suppresses endothelial TM (about 40% at

4 hr after 5 Gy γ-irradiation) and that GT3 induces TM expression (about 2 fold at the mRNA

level after 5 μMGT3 treatment for 4 hr). In vivo survival studies showed that GT3 was signifi-

cantly more effective as a radioprotector in TMwild type (TM+/+) mice than in mice with low

TM function (TMPro/-). After exposure to 9 Gy TBI, GT3 pre-treatment conferred 85% survival

in TM+/+mice compared to only 50% in TMPro/-. Thus, GT3-mediated radiation lethality pro-

tection is partly dependent on endothelial TM. Significant post-TBI recovery of hematopoietic

cells, particularly leukocytes, was observed in TM+/+mice (p = 0.003), but not in TMPro/-mice,

despite the fact that GT3 induced higher levels of granulocyte colony stimulating factor (G-

CSF) in TMPro/-mice (p = 0.0001). These data demonstrate a critical, G-CSF-independent,

role for endothelial TM in GT3-mediated lethality protection and hematopoietic recovery after

exposure to TBI and may point to new strategies to enhance the efficacy of current medical

countermeasures in radiological/nuclear emergencies.

Introduction
The endothelial glycoprotein, thrombomodulin (TM), has important anti-coagulant, anti-in-
flammatory, and cytoprotective properties and appears to regulate normal tissue radiation re-
sponses [1, 2]. Hence, microvascular TM decreases after exposure to ionizing radiation [3], and
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treatment with exogenous recombinant TM significantly improves post-TBI survival in mice,
partly by accelerating hematopoietic cell recovery [4].

Analogs of vitamin E (tocols) are currently being developed as radioprotective agents. Among
the tocols, gamma-tocotrienol (GT3), an unsaturated analogue of tocopherol, has particularly po-
tent radioprotective properties compared with other tocols [5, 6]. However, while GT3 is the nat-
ural compound with the largest dose reduction factor discovered to date, the mechanisms
underlying the superior radioprotective efficacy of GT3 are not completely understood.

Tocols exert their biological effects primarily by virtue of their antioxidant properties and
by their ability to inhibit the enzyme hydroxyl-methyl-glutaryl-coenzyme A reductase
(HMGCR), similar to the lipid lowering drugs statins. Comparison of the antioxidant activities
of tocols suggest that the superior radioprotective efficacy of GT3 is not likely because of differ-
ences in antioxidant properties [7], but rather due to the remarkably strong inhibitory effect of
GT3 on HMGCR compared to other tocols [8]. We and others have demonstrated that inhibi-
tion of HMGCR protects lung and vascular endothelium from radiation injury in vivo [6, 9],
thus pointing to this particular property of GT3 as a possible basis of its unique efficacy as
a radioprotector.

HMGCR inhibitors prominently upregulate TM via mechanisms involving Kruppel-like
transcription factors and nitric oxide-induced dissociation of heat shock factor 1 from heat
shock protein 90 [10]. In fact, this effect is so prominent that, after the first description of the
effect of HMGCR inhibitors on TM [11], TM is commonly used as a read-out when assessing
the effect of HMGCR inhibitors in vitro. We hypothesized that the radioprotective superiority
of GT3 over other tocols may be related specifically to its ability to upregulate endothelial TM.

Our findings confirm that GT3 increases endothelial cell TM in vitro and that the efficacy of
GT3 as a radioprotective agent in vivo to a significant degree depends on the presence of endo-
thelial TM. Surprisingly, however, the levels of granulocyte colony stimulating factor (G-CSF)
appeared to be unrelated to hematopoietic recovery or to lethality protection, suggesting that
this growth factor does not mediate the TM-dependent effect of GT3. Our results corroborate
data using recombinant TM or recombinant activated protein C (APC) [4] and suggest that
synergistic or additive radioprotection can be achieved by using GT3 and other HMGCR inhib-
itors in combination with TM and/or APC.

Materials and Methods

Cell Lines and Reagents
Primary human umbilical vein endothelial cells (HUVECs) and immortal human endothelial
cells (EA.hy926) were obtained from American Type Culture Collection (ATCC, Manassas,
VA). The EGM-2 Bullet kit and HEPES-buffered saline solution, to culture HUVEC cells, were
from Lonza (Walkersville, MD). EA.hy926 cell were maintained in Dulbecco’s Modified Eagle
Medium (DMEM). Heat-inactivated Fetal Bovine Serum (FBS) was obtained from Atlanta Bio-
logicals (Lawrenceville, GA). To dislodge adherent cells 0.05% trypsin was obtained from
HyClone (Pittsburgh, PA). RIPA cell lysis buffer, Tris-Glysine SDS gel running buffer, transfer
buffer, and laemmli SDS 4X sample buffer were procured from Boston BioProducts (Ashland,
MA). Recombinant Hirudin from yeast was obtained from American Diagnostica Inc. (Stam-
ford, CT). Chromogenix S-2366 was obtained from DiaPharma Group Inc. (West Chester,
OH). Primary TM antibody was procured from Novus Biologicals (Catalogue number: NBP1-
95319; Littleton, CO) and goat anti-rabbit IgG-HRP conjugated secondary antibodies were ob-
tained from Santa Cruz Biotechnology, Inc. (Catalogue number: SC-2004; Santa Cruz, CA). TE
buffer and DPBS were obtained from Invitrogen (Grand Island, NY). GT3 was procured from
Yasoo Health Inc. (Johnson City, TN).
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Irradiation
Un-anesthetized mice were exposed to a single whole-body radiation dose in a Shepherd Mark
I, model 25 137Cs irradiator (J. L. Shepherd & Associates, San Fernando, CA). During irradia-
tion, the mice were placed in a well-ventilated chamber made specifically for irradiation of
mice (J.L. Shepherd & Associates). The chamber is made of aluminum with a well-ventilated
Plexiglas lid, divided into eight equal ‘‘pie slice” compartments by dividers made of T-6061 alu-
minum with a gold anodized coating. The average dose rate was 1.12 Gy per min and was cor-
rected for decay each day. All radiation experiments were performed in the morning to
minimize possible diurnal effects.

Ethics Statement
All animal studies were carried out in strict accordance with the recommendations in the
Guide for the Care and Use of Laboratory Animals of the National Institutes of Health. The an-
imal protocol was approved by the Institutional Animal Care and Use Committee of the Uni-
versity of Arkansas for Medical Sciences. All animals were housed under standard air-
conditioned animal facility at 20 ± 2°C with 10–15 hourly cycles of fresh air and free access to
standard rodent food and water. Upon arrival, the mice were held in quarantine for 1 week and
provided certified rodent chow.

Animals
TM wild-type (TM+/+) and TMmutant (TMPro/-) male and female mice were used for the
study. Animals were housed in conventional cages under standardized conditions with con-
trolled temperature and humidity and a 12–12-h day-night light cycle. Animals had free access
to water and chow (Harlan Teklad laboratory diet 7012, Purina Mills, St. Louis, MO). Twenty-
four hours before irradiation, mice received a single dose of GT3 (400 mg/kg) or the excipient
alone by subcutaneous injection.

The homozygous TM-deficient genotype is embryonically lethal. Therefore, mice with very
low TM activity were generated by combining two different transgenic mouse strains on
C57BL/6 background, haploinsufficient heterozygous TM-deficient (TM+/-) mice, and
TMPro/Pro mice where a glutamic acid residue has been replaced with a proline residue, thus
reducing the ability to generate activated protein C by 80% [12]. By crossing TM+/- with
TMPro/Pro mice, TMPro/- with<5% of normal TM activity were generated. Wild-type control
mice (TM+/+) were obtained from crosses of TM+/- with C57BL/6 mice.

Survival Studies
For studies of post-irradiation survival, a total of 46 mice were used, in which 25 wild type
(TM+/+) and 21 thrombomodulin mutant mice (TMPro/-) mice were exposed to 9 Gy of total
body irradiation (TBI). The dose of 9 Gy TBI is known to cause severe hematopoietic and gas-
trointestinal injury resulting in radiation lethality in more than 80% of CD2F1 mice. Before
24 hr of radiation exposure TM+/+ mice were injected subcutaneously (s.c) either with vehicle
(5% Tween-80 in normal saline, n = 12; male = 5 and female = 7) or 400 mg/kg body weight
GT3 (n = 13; male = 6 and female = 7). TMPro/- mice were treated in the same manner either
with vehicle (n = 11; male = 4 and female = 7) or 400 mg/kg body weight of GT3 (n = 10;
male = 4 and female = 6). The GT3 dose was selected based on our previously published GT3
efficacy study in radiation lethality protection[13]. Mice were monitored up to 30 days after
TBI, and the numbers of dead or moribund mice were recorded twice daily. Animals that were
moribund (more than 25% weight loss, lethargy, huddling and/or shivering, loss of appetite,
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hunched posture, severe diarrhea, and vocalization) were euthanized without delay by gradual
exposure to CO2 in a chamber until all respiratory effort has ceased and no detectable heart
beat or eye ball movement are observed. In this study, a total of 26 mice were found dead out of
46 animals. We euthanized 9 moribund animals. The remaining 17 non-moribund mice (out
of 26 dead animals) died during the course of radiation lethality study as a direct result of radi-
ation insult, without showing any of the overt clinical signs used for humane endpoints and
were found dead during the daily monitoring. All survived animals (20 out of 46 animals) were
humanely euthanized after 30 day of irradiation. Kaplan-Meier survival curves were plotted
and analyzed with the log-rank test.

RNA Extraction, cDNA Preparation, and Quantitative Real-time PCR
(qRT-PCR)
HUVEC and EA.hy926 cells were washed twice with calcium- and magnesium-free cold PBS.
Total RNA was extracted using the RNeasy Plus Mini Kit from Qiagen (Valencia, CA), per the
manufacturer’s instructions. Immortalized EA.hy926 cells between passage numbers 25 and 30
and HUVEC cells between passage numbers 3 and 7 were used for RNA extraction. Each RNA
sample was subsequently treated with TURBO Dnase (Ambion, Grand Island, NY) to remove
traces of genomic DNA. RNA quality was assessed and quantity was measured for each sample
by using the Agilent 2100 Bioanalyzer (Agilent Technologies, Santa Clara CA). Samples with
an RNA integration number (RIN) of 10 were used for cDNA preparation. A total of 2 μg RNA
was used to prepare cDNA using a high-capacity cDNA Reverse Transcription kit from Ap-
plied Biosystems (Carlsbad, CA). qRT-PCR for different genes of interest was carried out using
an ABI Prism 7000 Sequence Detection System (Applied Biosystems). Standard real-time PCR
(50°C for 2 minutes and 95°C for 10 minutes, followed by 50 cycles of 95°C for 15 seconds and
60°C for 60 seconds) with the TaqMan 2X Universal PCR master mix from Applied Biosystems
was used to quantitatively measure mRNA. Gene expression assays were performed for TM
(Hs00264920_s1) and 18s (Hs03928990_g1) using the inventoried TaqMan assay from Ap-
plied Biosystems with FAM-labeled probes. Expression of each gene of interest was normalized
to 18s ribosomal RNA for each sample. Relative mRNA expression was calculated using the
comparative CT (2

-ΔΔCt) method.

Western Blot Analysis
Endothelial cells were lysed with RIPA buffer containing the cocktail of protease and phospha-
tase inhibitors, and samples were subsequently subjected to electrophoresis on NuPAGE
Novex 4–12% Bis-Tris Gel (Invitrogen) at 100 V constant current for 2 h after protein quanti-
tation with the BCA Protein Assay Kit (Thermo Scientific, Rockford, IL). EA.hy926 cells be-
tween passage numbers 25 and 30 were used for Western blot analysis. Protein samples were
transferred onto PVDF membranes (Invitrogen) at 100 V for 1–3 h depending on protein size.
Each membrane was blocked with 5% non-fat milk from Thermo Scientific (Rockford, IL) in
1x Tris-Buffered Saline Tween-20 (TBST) for 1 h at room temperature on a shaker. Desired an-
tigens were analyzed using designated antibodies. Primary antibody specific for human TM an-
tigen was added in 5% non-fat milk in 1x TBST at a dilution of 1:1000, and each membrane
was incubated overnight with primary antibody at 4°C. Each membrane was washed three
times with 1x TBST for 5 min, and then HRP-conjugated secondary antibody was added at a
dilution of 1:10000 for 1 h at room temperature. After five washes with 1x TBST, bound anti-
body was detected using SuperSignal West Pico Chemiluminescent Substrate (Thermo Scien-
tific Pierce, Rockford, IL). Beta-actin was used as the internal control. The blots were then
exposed to Kodak XAR-5 films to obtain the fluorographic images.
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Protein C Activation Assay
Cells were seeded at a density of 2 x 104 cells/well in 96-well plates 24 h prior to treatment.
Cells were exposed to 5 Gy and incubated for 48 h. Cells were then washed twice with PBS and
incubated with a master mix of thrombin (1 nmol/L), protein C (0.5 μmol/L), and buffer in a
total volume of 60 μL for 1 h. After 1 h of incubation at 37°C, 20 μL of hirudin (0.2 unit/μL)
was added to neutralize thrombin. After ten minutes, 100 μL chromogenic substrate S-2366
(0.5 mM) was added to each well, and the change in absorbance at 405 nm (milli-optical densi-
ty/min) was measured using a microplate reader (BioTek, Winooski, VT). A standard curve
generated with known concentrations of APC was used to determine the concentrations of
APC generated in the reaction mixture.

Blood Cell Counts
At day 30 after 6 Gy of TBI, blood was collected in an EDTA-coated tube by retro-orbital punc-
ture. A sub-lethal dose of radiation (6 Gy) was selected for this study to ensure all the mice sur-
vive for the indicated period of time and, at the same time, cause significant depletion in blood
cell counts. Peripheral blood cell counts were obtained using a veterinary Hemavet system
(Drew Scientific, Dallas, TX) according to the manufacturer’s instructions. For this study a dif-
ferent set of TM+/+ and TMPro/- mice were used.

G-CSF ELISA Assay
Concentrations of G-CSF in blood plasma samples were assessed by using a commercially
available mouse specific enzyme-linked immunosorbent assay kit (RayBiotech, Inc. Norcross
GA), according to the manufacturer’s instructions. Single use plasma aliquots were thawed on
ice, diluted 1:100, and measured in duplicate with a plate reader (SpectraMax M5, Molecular
Devices) set at an absorbance of 450 nm.

Cytokine Estimation in Mouse Blood Plasma
A single dose of GT3 (400 mg/kg) was administered sc to TM+/+ and TMPro/- mice 24 h before
retro-orbital blood collection. Cytokines level were measured in plasma samples of TM+/+ and
TMPro/- mice using a Multiplex kit fromMillipore (Billerica, MA), according to the manufac-
turer's instructions.

Statistical Analysis
The log-rank test was used to compare survival curves. Fisher’s exact test was used to compare
survival rates at the end of 30 d, with a Bonferroni correction used to control for type-I error
whenever multiple comparisons were used. Mean values with standard errors (SE, when appli-
cable) were reported. Analysis of variance (ANOVA) was used to detect whether there were
significant differences between groups. If significant, a Tukey’s post hoc test was used to deter-
mine significant differences between particular groups. All statistical tests were two-sided with
a 5% significance level. Statistical analysis was performed using Prism (GraphPad Software, La
Jolla, CA).

Results

Effects of Radiation on Endothelial TM Expression
To determine the effect of ionizing radiation on endothelial TM expression, human endothelial
cells were exposed to 5 Gy of γ-rays and TM expression was measured at different post-
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irradiation time intervals at the mRNA and protein levels. The effect of radiation on TM func-
tion was also determined by measuring APC generation in irradiated endothelial cells. Signifi-
cant decrease in TMmRNA (Fig 1A) as well as in TM protein (Fig 1B) expression was
observed in endothelial cells at various post-irradiation time points. Increase in APC genera-
tion in irradiated cells was significantly less than that in un-irradiated cells (Fig 1C). These data
confirm that ionizing radiation causes a decrease in TM expression and function.

Effect of GT3 on Endothelial TM Expression
To assess the effect of GT3 on endothelial TM expression, human immortalized (Fig 2A and
2B) and primary endothelial cells (Fig 2C) were treated with 5 or 10 μM of GT3 for various
times and TM expression at the mRNA level was measured by qRT-PCR. GT3 treatment sig-
nificantly induced TMmRNA expression in human endothelial cells in a time-dependent
manner.

Fig 1. Effect of ionizing radiation on endothelial TM expression. Panel A: Relative TMmRNA fold change in human immortalized endothelial cells, EA.
hy926 cells, at different time points after exposure to 5 Gy γ -irradiation. Mean TMmRNA expression in irradiated EA.hy926 cells was significantly lower
between 4 and 48 hr as compared to 0 hr. Panel B: Change in TM protein level in EA.hy926 cells after exposure to 5 Gy at indicated post-irradiation times.
Panel C: Generation of activated protein C (APC), which indicates the functional activity of TM, in EA.hy926 cells at 48 h after exposure to 5 Gy. The increase
in APC generation in irradiated EA.hy926 cells was significantly lower than that in un-irradiated cells. Means and error bars were calculated from at least
three independent experiments.

doi:10.1371/journal.pone.0122511.g001

Fig 2. Effect of GT3 on TM expression in human endothelial cells.Relative TMmRNA fold change in human immortalized EA.hy926 endothelial cells (A
and B) and human primary endothelial cells, HUVEC cells (C), after treatment with 5 to 10 μM of GT3 or vehicle (veh) at different time intervals as detected by
qRT-PCR. GT3 treatment significantly increased (p<0.0001) TM expression at the mRNA level in both the EA.hy926 cells and HUVECs. Means and error
bars were calculated from at least three independent experiments.

doi:10.1371/journal.pone.0122511.g002
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Effect of GT3 Pre-treatment on Radiation Lethality Protection in TM
Wild-type (TM+/+) and TMMutant (TMPro/-) Mice
Because our in vitro studies suggested that GT3 enhances endothelial TM expression, we next
investigated the role of TM in GT3-mediated protection against radiation-induced lethality in
TM+/+ and TMPro/- mice. TM+/+ and TMPro/- mice of both sexes were exposed together to 9 Gy
of TBI using a 137Cs-irradiatior. Significant lethality protection (p = 0.0003) was observed in
GT3-treated TM+/+ mice (84.6% survival) compared to vehicle-treated TM+/+ mice (16.7% sur-
vival). Although GT3 pre-treatment also conferred lethality protection in TMPro/- mice (50%
survival) compared to vehicle-treated TMPro/- mice (18% survival), this difference did not
reach statistical significance (p = 0.29). Overall, the 30-day radiation survival study revealed
that GT3 was only about half as efficacious in TMPro/- compared to TM+/+ mice (Fig 3). These
data clearly suggest that TM plays a critical role in GT3-dependent radiation-induced lethality
protection in mice. There was no gender-dependent difference in radiation sensitivity between
TM+/+ and TMPro/- mice.

Effect of GT3 in Post-TBI Recovery of Hematopoietic Cells
The two major causes of radiation-induced lethality is injury to the hematopoietic and gastro-
intestinal systems. We have previously shown that mice treated with either GT3 or recombi-
nant TM were able to recover hematopoietic cells after TBI more efficiently compared to their
respective vehicle treated groups. In the present study, we investigated the role of TM in he-
matopoietic cell recovery after irradiation. TMPro/- and TM+/+mice were subjected to sub-lethal
TBI (6 Gy) after pre-treatment with GT3 or vehicle for 24 h. Peripheral blood counts were

Fig 3. Lethality protection by GT3 in in TM+/+ and TMPro/- mice after exposure to 9 Gy TBI. TM+/+ mice
were injected subcutaneously (s.c) either with vehicle (5% Tween-80 in normal saline, n = 12; male = 5 and
female = 7) or 400 mg/kg body weight GT3 (n = 13; male = 6 and female = 7). TMPro/- mice were treated in the
samemanner either with vehicle (n = 11; male = 4 and female = 7) or 400 mg/kg body weight of GT3 (n = 10;
male = 4 and female = 6). Twenty-four hr later, the mice were exposed to 9 Gy TBI and survival was
monitored for 30 days. Log-rank (Mantel-Cox) test revealed significant (p = 0.0003) lethality protection after
GT3 treatment in TM+/+mice compared to vehicle treated TM+/+ controls. In contrast, GT3 treatment did not
provide significant (p = 0.29) lethality protection to TMPro/- mice compared to vehicle treated TMPro/- controls.

doi:10.1371/journal.pone.0122511.g003
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obtained at 15 and 30 days. GT3 pre-treatment resulted in significant (p< 0.05) recovery of
total WBC, neutrophils and lymphocytes at 30 day post-irradiation in TM+/+ mice, but not in
TMPro/- mice, in comparison to their respective vehicle-treated irradiated groups (Fig 4). At
day 15 no significant difference in terms of hematopoietic cell recovery was observed between
TM+/+ and TMPro/-mice as a result of GT3 treatment (data not shown). These data indicate
that the post-TBI recovery of hematopoietic cells is more efficient in TM+/+ mice than
TMPro/-mice.

Cytokine Induction in TM+/+ and TMPro/- Mice after GT3 Treatment
As G-CSF is significantly induced after GT3 treatment and plays a critical role in hematopoie-
sis, particularly in granulocytes generation and mobilization, we measured plasma G-CSF level
in un-irradiated TM+/+ and TMPro/- mice after 24 h GT3 treatment. GT3 treatment significant-
ly induced (p< 0.001) G-CSF in both TM+/+ and TMPro/-mice compared to their respective ve-
hicle-treated groups (where plasma G-CSF concentration was below the detection limit).
However, contrary to expectations, plasma G-CSF levels were about 3-fold higher in TMPro/-

Fig 4. Leucocyte recovery in TM+/+ and TMPro/- mice pre-treated with GT3 before exposure to 6 Gy
TBI. Panel A: A single subcutaneous administration of GT3 (400 mg/kg body weight) 24 h before exposure to
6 Gy of TBI significantly improved total white blood cell (WBC) counts, neutrophil counts and lymphocyte
counts in TM+/+ mice in comparison to their vehicle (5% Tween-80 in normal saline) treated control group on
day 30. Similar treatment was unable to improveWBC, neutrophil and lymphocyte counts in TMPro/- mice
(Panel B). Four to 5 mice were used except for un-irradiated vehicle treated group (n = 2). NS, not
statistically significant.

doi:10.1371/journal.pone.0122511.g004
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mice than in TM+/+ mice (Fig 5A). These data suggest that TM-dependent lethality protection
by GT3 occurs by a G-CSF independent pathway.

We also assessed changes in the levels of other cytokines and chemokines that are directly
or indirectly involved in WBC production or mobilization in plasma of TM+/+ and TMPro/-

mice after 24 h of GT3 treatment. Significant increases (p< 0.05) in the levels of interleukin
(IL)-1α, IL-6, IL-7, IL-9, interferon gamma-induced protein (IP)-10 and keratinocyte-derived
chemokine (KC), the murine homolog of IL-8, were found in TMPro/- mice compared to TM+/+

mice (Fig 5B, 5C, 5D, 5E, 5F and 5G) after 24 h of GT3 treatment. Only the concentration of
plasma IL-5 that plays a critical role in eosinophil mobilization from bone marrow to blood,
was significantly elevated (p = 0.01) in TM+/+ mice compared to TMPro/- after 24 h GT3 treat-
ment (Fig 5H).

Discussion
TM is located on the luminal surface of most endothelial cells, where it forms a complex with
circulating thrombin, thereby converting thrombin from a pro-coagulant to an anti-coagulant
[14]. Thrombin, when in complex with TM, loses its ability to activate platelets and to convert
fibrinogen to fibrin, and instead acquires the ability to activate protein C. APC has potent anti-
coagulant, anti-inflammatory, and cyto-protective properties [15]. Deficiencies in endothelial
TM are associated with a variety of disease states, including vascular diseases [16], graft-versus-
host disease [17] and infectious diseases [18], and therapeutic use of recombinant TM or APC
reduces mortality in patient with disseminated intravascular coagulation and/or severe sepsis
[19–21]. Moreover, ionizing radiation reduces TM expression and function, both indirectly
and directly [22, 23], and radiation-induced loss of TM appears to be involved in both early
and delayed radiation toxicity [3, 24]. Conversely, systemic administration of recombinant TM
or APC protects mice from lethality partly by accelerating recovery of hematopoietic cells [4].

Compared to α-tocopherol, GT3 regulates 8 times as many cellular genes [25] and has re-
peatedly been shown to be uniquely effective as a radioprotector [5, 6, 26]. Considerable cir-
cumstantial evidence and correlative data suggest that the superior radioprotective properties

Fig 5. Cytokine- and chemokine expression in plasma of TM+/+ and TMPro/-mice 24 h after injection of GT3. Plasma G-CSF concentration was
measured by mouse specific G-CSF ELISA kit after diluting plasma samples 100 folds. All other cytokines and chemokines were measured using multiplex
Luminex on undiluted plasma samples obtained from TM+/+mice (n = 5) and age matched TMPro/- mice (n = 4).

doi:10.1371/journal.pone.0122511.g005
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of GT3 are, at least partly, related to inhibition of HMGCR. However, while statins reduce the
activity of HMGCR by competitive inhibition, GT3 acts by poly-ubiquitinating HMGCR, thus
targeting the enzyme for proteasomal degradation [27]. Nevertheless, the end results with re-
gard to HMGCR activity are similar, so it was reasonable to assume that GT3 would also en-
hance the expression of endothelial TM. The present study did confirm that ionizing radiation
decreases the expression of endothelial TM, while GT3, similar to what is observed in response
to statins albeit to a somewhat lesser degree, induced TM expression in vitro. More important,
the experiments in the TM “deficient” (TMPro/-) and wild type (TM+/+) mouse models demon-
strated unequivocally that protection against radiation-induced lethality by GT3 is substantial-
ly reduced in the absence of TM. While TM, in addition to activating protein C, also activates
thrombin-activatable fibrinolysis inhibitor (TAFI) and binds high mobility group box 1
(HMGB1) protein, the superior lethality protection observed in TM+/+ is likely related to gen-
eration of APC. Hence, we have shown that administration of wild-type APC as well as an anti-
coagulant variant of APC protects against TBI-induced lethality, while an anti-apoptotic
variant of APC does not [4].

Multiple mechanisms contribute to TM deficiency in irradiated tissues. First, cytokines that
are upregulated during the radiation response, for example, tumor necrosis factor α (TNFα),
downregulate TM the transcriptional level [28]. Second, inflammatory mediators present dur-
ing the early phase of radiation injury (eg, granulocyte elastase) cause shedding of TM from
the endothelial cell membrane into the circulation [29]. Third, ionizing radiation directly inac-
tivates TM by oxidation of a specific methionine (Met388) in the 6th epidermal growth factor-
like domain [23]. Therefore, loss of functional endothelial TM in irradiated tissues is likely a
result of combined downregulation at the gene level, ectodomain shedding, and oxidative
inactivation. Because GT3 acts to increase TM gene expression, the effect is likely to be of bene-
fit regardless of the extent of post-TBI ectodomain shedding and/or Met388 oxidation.

Previous studies have shown that GT3 provides considerable protection of hematopoietic
cells in mice after exposure to ionizing radiation, mainly by mechanisms that appear to involve
protection of hematopoietic stem and progenitor cells [26]. Accordingly, in the present study,
post-TBI recovery of hematopoietic cells as a result of GT3 treatment was significantly better
in TM+/+ mice compared to TMPro/- mice. The colony-stimulating factor, G-CSF, is generally
assumed to play a central role in post-TBI hematopoietic recovery [30]. GT3 significantly in-
duces G-CSF in mice [31], and a recent study showed that G-CSF neutralization abrogates
GT3-mediated lethality protection in mice after exposure to TBI [32]. Interestingly and con-
trary to expectations, the current study showed an inverse relationship between G-CSF levels
and neutrophil numbers and lethality protection, in that G-CSF levels 24 hours after GT3 injec-
tion were significantly higher in TMPro/-mice than in TM+/+ mice. These data suggest that en-
hancing G-CSF beyond a certain level does not contribute to post-TBI hematopoietic cell
recovery and lethality protection. Our data are in agreement with those of other laboratories,
showing that G-CSF deficient mice are capable of generating white blood cells in response to
infection [33], thus clearly supporting the notion of G-CSF independent leukocyte production.

The present study also assessed the levels of various other cytokines and chemokines that
are known to play critical role, directly or indirectly, in hematopoietic cell generation and mo-
bilization. Similar to what was found for G-CSF, the levels of IL-1α, IL-7, and IL-9, all cytokines
that enhance leukocyte formation, as well as of the leucocyte chemo-attractants, IP-10 and KC,
were higher in TMPro/-mice than in TM+/+ mice after 24 h of GT3 treatment. On the other
hand, the plasma levels of IL-6, which suppresses lymphopoiesis [34], were also elevated to a
greater extent in TMPro/-mice compared to TM+/+ mice, while the levels of IL-5, which mobi-
lizes leucocytes from bone marrow to blood [35], were significantly lower in GT3-treated
TMPro/- mice. Taken together it is tempting to speculate that the difference in lethality
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protection and hematopoietic recovery between the TM+/+ mice and TMPro/- mice may involve
IL-5 and/or IL-6.

In conclusion our findings demonstrates that radiation causes decrease in the expression of
endothelial TM, while GT3 induces TM; endothelial TM enhances post-TBI GT3-mediated le-
thality protection and hematopoietic cell recovery; and GT3-mediated lethality protection and
hematopoietic cell recovery in irradiated mice is independent of G-CSF. These data may have
implications to the basic understanding of the role of endothelial dysfunction in the radiation
response and point to novel strategies to improve the efficacy of medical countermeasures used
in radiological/nuclear emergency scenarios.

Acknowledgments
Assistance with performance of Luminex assays by Jeffrey C. Hale and Gregory D. Sempowski
of the Immune Monitoring Core, Duke University Medical Center is gratefully acknowledged.

Author Contributions
Conceived and designed the experiments: RP SPGMBMHJ. Performed the experiments: RP
LS. Analyzed the data: RP LS SPGMB HWDZ. Contributed reagents/materials/analysis tools:
MHJ DZ. Wrote the paper: RP MHJ. Manuscript edited by: SPGMB HWDZMHJ.

References
1. Ito T, Maruyama I. Thrombomodulin: protectorate God of the vasculature in thrombosis and inflamma-

tion. J Thromb Haemost 2011; 9 Suppl 1:168–173 doi: 10.1111/j.1538-7836.2011.04319.x PMID:
21781252

2. Wang J, Zheng H, Ou X, Fink LM, Hauer-Jensen M. Deficiency of microvascular thrombomodulin and
up-regulation of protease-activated receptor-1 in irradiated rat intestine: possible link between endothe-
lial dysfunction and chronic radiation fibrosis. Am J Pathol 2002; 160:2063–2072 PMID: 12057911

3. Richter KK, Fink LM, Hughes BM, Sung C-C, Hauer-Jensen M. Is the loss of endothelial thrombomodu-
lin involved in the mechanism of chronicity in late radiation enteropathy? Radiother Oncol 1997; 44:65–
71 PMID: 9288860

4. Geiger H, Pawar SA, Kerschen EJ, Nattamai KJ, Hernandez I, Liang HP, et al. Pharmacological target-
ing of the thrombomodulin-activated protein C pathway mitigates radiation toxicity. Nat Med 2012;
18:1123–1129 doi: 10.1038/nm.2813 PMID: 22729286

5. Ghosh SP, Kulkarni S, Hieber K, Toles R, Kao TC, Hauer-Jensen M, et al. Gamma-tocotrienol, a tocol
antioxidant as a potent radiation countermeasure. Int J Radiat Biol 2009; 85:598–606 doi: 10.1080/
09553000902985128 PMID: 19557601

6. Berbee M, Fu Q, Boerma M, Wang J, Kumar KS, Hauer-Jensen M. Gamma-tocotrienol ameliorates in-
testinal radiation injury and reduces vascular oxidative stress after total body irradiation by an HMG-
CoA reductase-dependent mechanism. Radiat Res 2009; 171:596–605 doi: 10.1667/RR1632.1 PMID:
19580495

7. Yoshida Y, Niki E, Noguchi N. Comparative study on the action of tocopherols and tocotrienols as anti-
oxidant: chemical and physical effects. Chem Phys Lipids 2003; 123:63–75 PMID: 12637165

8. Pearce BC, Parker RA, Deason ME, Qureshi AA, Wright JJ. Hypocholesterolemic activity of synthetic
and natural tocotrienols. J Med Chem 1992; 35:3595–3606 PMID: 1433170

9. Williams JP, Hernady E, Johnston CJ, Reed CM, Fenton B, Okunieff P, et al. Effect of administration of
lovastatin on the development of late pulmonary effects after whole-lung irradiation in a murine model.
Radiat Res 2004; 161:560–567 PMID: 15161367

10. Fu Q, Wang J, Boerma M, Berbee M, Qiu X, Fink LM, et al. Involvement of heat shock factor 1 in statin-
induced transcriptional upregulation of endothelial thrombomodulin. Circ Res 2008; 103:369–377 doi:
10.1161/CIRCRESAHA.108.174607 PMID: 18599869

11. Shi J, Wang J, Zheng H, Ling W, Joseph J, Li D, et al. Statins increase thrombomodulin expression and
function in human endothelial cells by a nitric oxide-dependent mechanism and counteract tumor ne-
crosis factor alpha-induced thrombomodulin downregulation. Blood Coagul Fibrinolysis 2003; 14:575–
585 PMID: 12960612

Thrombomodulin-Dependent Radioprotection by GT3

PLOSONE | DOI:10.1371/journal.pone.0122511 April 10, 2015 11 / 13

http://dx.doi.org/10.1111/j.1538-7836.2011.04319.x
http://www.ncbi.nlm.nih.gov/pubmed/21781252
http://www.ncbi.nlm.nih.gov/pubmed/12057911
http://www.ncbi.nlm.nih.gov/pubmed/9288860
http://dx.doi.org/10.1038/nm.2813
http://www.ncbi.nlm.nih.gov/pubmed/22729286
http://dx.doi.org/10.1080/09553000902985128
http://dx.doi.org/10.1080/09553000902985128
http://www.ncbi.nlm.nih.gov/pubmed/19557601
http://dx.doi.org/10.1667/RR1632.1
http://www.ncbi.nlm.nih.gov/pubmed/19580495
http://www.ncbi.nlm.nih.gov/pubmed/12637165
http://www.ncbi.nlm.nih.gov/pubmed/1433170
http://www.ncbi.nlm.nih.gov/pubmed/15161367
http://dx.doi.org/10.1161/CIRCRESAHA.108.174607
http://www.ncbi.nlm.nih.gov/pubmed/18599869
http://www.ncbi.nlm.nih.gov/pubmed/12960612


12. Weiler-Guettler H, Christie PD, Beeler DL, Healy AM, HancockWW, Rayburn H, et al. A targeted point
mutation in thrombomodulin generates viable mice with a prethrombotic state. J Clin Invest 1998;
101:1983–1991 PMID: 9576763

13. Ghosh SP, Kulkarni S, Hieber K, Toles R, Romanyukha L, Kao TC, et al. Gamma-tocotrienol, a tocol
antioxidant as a potent radioprotector. Int J Radiat Biol 2009; 85:598–606 doi: 10.1080/
09553000902985128 PMID: 19557601

14. Qureshi SH, Yang L, Manithody C, Iakhiaev AV, Rezaie AR. Mutagenesis studies toward understand-
ing allostery in thrombin. Biochemistry 2009; 48:8261–8270 doi: 10.1021/bi900921t PMID: 19640005

15. Grinnell BW, Joyce D. Recombinant human activated protein C: a systemmodulator of vascular func-
tion for treatment of severe sepsis. Crit Care Med 2001; 29:S53–S60 PMID: 11445735

16. Califano F, Giovanniello T, Pantone P, Campana E, Parlapiano C, Alegiani F, et al. Clinical importance
of thrombomodulin serum levels. Eur Rev Med Pharmacol Sci 2000; 4:59–66 PMID: 11558626

17. Andrulis M, Dietrich S, Longerich T, Koschny R, Burian M, Schmitt-Graf A, et al. Loss of endothelial
thrombomodulin predicts response to steroid therapy and survival in acute intestinal graft-versus-host
disease. Haematologica 2012; 97:1674–1677 doi: 10.3324/haematol.2011.061051 PMID: 22689672

18. Yan SB, Helterbrand JD, Hartman DL, Wright TJ, Bernard GR. Low levels of protein C are associated
with poor outcome in severe sepsis. Chest 2001; 120:915–922 PMID: 11555529

19. Aikawa N, Shimazaki S, Yamamoto Y, Saito H, Maruyama I, Ohno R, et al. Thrombomodulin alfa in the
treatment of infectious patients complicated by disseminated intravascular coagulation: subanalysis
from the phase 3 trial. Shock 2011; 35:349–354 doi: 10.1097/SHK.0b013e318204c019 PMID:
21068698

20. Casserly B, Gerlach H, Phillips GS, Marshall JC, Lemeshow S, Levy MM. Evaluating the use of recom-
binant human activated protein C in adult severe sepsis: results of the Surviving Sepsis Campaign. Crit
Care Med 2012; 40:1417–1426 doi: 10.1097/CCM.0b013e31823e9f45 PMID: 22430247

21. Ogawa Y, Yamakawa K, Ogura H, Kiguchi T, Mohri T, Nakamori Y, et al. Recombinant human soluble
thrombomodulin improves mortality and respiratory dysfunction in patients with severe sepsis. J Trau-
ma Acute Care Surg 2012; 72:1150–1157 doi: 10.1097/TA.0b013e3182516ab5 PMID: 22673239

22. Hauer-Jensen M, Kong F-M, Fink LM, Anscher MS. Circulating thrombomodulin during radiation thera-
py of lung cancer. Radiat Oncol Invest 1999; 7:238–242 PMID: 10492164

23. Ross CC, MacLeod SL, Plaxco JR, Froude JW, Fink LM, Wang J, et al. Inactivation of thrombomodulin
by ionizing radiation in a cell-free system: possible implications for radiation responses in vascular en-
dothelium. Radiat Res 2008; 169:408–416 doi: 10.1667/RR1148.1 PMID: 18363428

24. Hauer-Jensen M, Fink LM, Wang J. Radiation injury and the protein C pathway. Crit Care Med 2004;
32:S325–S330 PMID: 15118539

25. Berbee M, Fu Q, Boerma M, Kumar KS, Loose DL, Hauer-Jensen M. Mechanisms underlying the radio-
protective properties of g-tocotrienol: comparative gene expression profiling in tocol-treated endothelial
cells. Genes Nutr 2012; 7:75–81 doi: 10.1007/s12263-011-0228-8 PMID: 21516479

26. Kulkarni S, Ghosh SP, Satyamitra M, Mog S, Hieber K, Romanyukha L, et al. Gamma-tocotrienol pro-
tects hematopoietic stem and progenitor cells in mice after total-body irradiation. Radiat Res 2010;
173:738–747 doi: 10.1667/RR1824.1 PMID: 20518653

27. Parker RA, Pearce BC, Clark RW, Gordon DA, Wright JJ. Tocotrienols regulate cholesterol production
in mammalian cells by post-transcriptional suppression of 3-hydroxy-3-methylglutaryl-coenzyme A re-
ductase. J Biol Chem 1993; 268:11230–11238 PMID: 8388388

28. Conway EM, Rosenberg RD. Tumor necrosis factor suppresses transcription of the thrombomodulin
gene in endothelial cells. Mol Cell Biol 1988; 8:5588–5592 PMID: 2854203

29. BoehmeMWJ, Deng Y, Raeth U, Bierhaus A, Ziegler R, Stremmel W, et al. Release of thrombomodulin
from endothelial cells by concerted action of TNF-a and neutrophils: in vivo and in vitro studies. Immu-
nology 1996; 87:134–140 PMID: 8666425

30. Tanikawa S, Nose M, Aoki Y, Tsuneoka K, Shikita M, Nara N. Effects of recombinant human granulo-
cyte colony-stimulating factor on the hematologic recovery and survival of irradiated mice. Blood 1990;
76:445–449 PMID: 1696145

31. Kulkarni SS, Cary LH, Gambles K, Hauer-Jensen M, Kumar KS, Ghosh SP. Gamma-tocotrienol, a radi-
ation prophylaxis agent, induces high levels of granulocyte colony-stimulating factor. Int Immunophar-
macol 2012; 14:495–503 doi: 10.1016/j.intimp.2012.09.001 PMID: 23000517

32. Kulkarni S, Singh PK, Ghosh SP, Posarac A, Singh VK. Granulocyte colony-stimulating factor antibody
abrogates radioprotective efficacy of gamma-tocotrienol, a promising radiation countermeasure. Cyto-
kine 2013; 62:278–285 doi: 10.1016/j.cyto.2013.03.009 PMID: 23561424

33. Basu S, Hodgson G, Zhang HH, Katz M, Quilici C, Dunn AR. "Emergency" granulopoiesis in G-CSF-de-
ficient mice in response to Candida albicans infection. Blood 2000; 95:3725–3733 PMID: 10845903

Thrombomodulin-Dependent Radioprotection by GT3

PLOSONE | DOI:10.1371/journal.pone.0122511 April 10, 2015 12 / 13

http://www.ncbi.nlm.nih.gov/pubmed/9576763
http://dx.doi.org/10.1080/09553000902985128
http://dx.doi.org/10.1080/09553000902985128
http://www.ncbi.nlm.nih.gov/pubmed/19557601
http://dx.doi.org/10.1021/bi900921t
http://www.ncbi.nlm.nih.gov/pubmed/19640005
http://www.ncbi.nlm.nih.gov/pubmed/11445735
http://www.ncbi.nlm.nih.gov/pubmed/11558626
http://dx.doi.org/10.3324/haematol.2011.061051
http://www.ncbi.nlm.nih.gov/pubmed/22689672
http://www.ncbi.nlm.nih.gov/pubmed/11555529
http://dx.doi.org/10.1097/SHK.0b013e318204c019
http://www.ncbi.nlm.nih.gov/pubmed/21068698
http://dx.doi.org/10.1097/CCM.0b013e31823e9f45
http://www.ncbi.nlm.nih.gov/pubmed/22430247
http://dx.doi.org/10.1097/TA.0b013e3182516ab5
http://www.ncbi.nlm.nih.gov/pubmed/22673239
http://www.ncbi.nlm.nih.gov/pubmed/10492164
http://dx.doi.org/10.1667/RR1148.1
http://www.ncbi.nlm.nih.gov/pubmed/18363428
http://www.ncbi.nlm.nih.gov/pubmed/15118539
http://dx.doi.org/10.1007/s12263-011-0228-8
http://www.ncbi.nlm.nih.gov/pubmed/21516479
http://dx.doi.org/10.1667/RR1824.1
http://www.ncbi.nlm.nih.gov/pubmed/20518653
http://www.ncbi.nlm.nih.gov/pubmed/8388388
http://www.ncbi.nlm.nih.gov/pubmed/2854203
http://www.ncbi.nlm.nih.gov/pubmed/8666425
http://www.ncbi.nlm.nih.gov/pubmed/1696145
http://dx.doi.org/10.1016/j.intimp.2012.09.001
http://www.ncbi.nlm.nih.gov/pubmed/23000517
http://dx.doi.org/10.1016/j.cyto.2013.03.009
http://www.ncbi.nlm.nih.gov/pubmed/23561424
http://www.ncbi.nlm.nih.gov/pubmed/10845903


34. Maeda K, Baba Y, Nagai Y, Miyazaki K, Malykhin A, Nakamura K, et al. IL-6 blocks a discrete early
step in lymphopoiesis. Blood 2005; 106:879–885 PMID: 15831701

35. Palframan RT, Collins PD, Severs NJ, Rothery S, Williams TJ, Rankin SM. Mechanisms of acute eosin-
ophil mobilization from the bone marrow stimulated by interleukin 5: the role of specific adhesion mole-
cules and phosphatidylinositol 3-kinase. J Exp Med 1998; 188:1621–1632 PMID: 9802974

Thrombomodulin-Dependent Radioprotection by GT3

PLOSONE | DOI:10.1371/journal.pone.0122511 April 10, 2015 13 / 13

http://www.ncbi.nlm.nih.gov/pubmed/15831701
http://www.ncbi.nlm.nih.gov/pubmed/9802974


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /CMYK
  /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 true
  /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

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV (Za stvaranje Adobe PDF dokumenata najpogodnijih za visokokvalitetni ispis prije tiskanja koristite ove postavke.  Stvoreni PDF dokumenti mogu se otvoriti Acrobat i Adobe Reader 5.0 i kasnijim verzijama.)
    /HUN <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents best suited for high-quality prepress printing.  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 /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


