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Purpose. During the process of liver fibrogenesis, transforming growth factor- (TGF-p) plays an
essential role in modulating extracellular matrix (ECM) gene expression, and a growing body of
evidence suggests that this is a Smad3-dependent process in the activated hepatic stellate cells (HSCs).
Naringenin showed a significantly protective effect on experimental rat liver fibrosis, in our efforts to
elucidate its antifibrosis molecular mechanisms and to find a novel target based on Smad3 signaling for
challenging fibrosis diseases.

Methods. In this study, reverse transcription-polymerase chain reaction and Western blot assays were
used to investigate the inhibitory effect of naringenin on ECM formation induced by TGF-B1 in the
HSC-T6 cells.

Results. Naringenin reduced not only the accumulation of ECM, including collagen Ial (Col Ial),
fibronectin (FN), and plasminogen activator inhibitor-1 (PAI-1), but also the production of Smad3
induced by TGF-f1 in both mRNA and protein levels in a dose-dependent manner. Moreover,
naringenin selectively inhibited the transcription of Smad3, but not other Smads involved in TGF-$1
signaling pathways.

Conclusion. Our data demonstrate that naringenin can exert antifibrogenic effects by directly or
indirectly down-regulating Smad3 protein expression and phosphorylation through TGF-p signaling.
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INTRODUCTION

Liver fibrosis is the common result of multiple forms of
chronic liver disease, most commonly viral hepatitis, excess
alcohol consumption, or chronic biliary obstruction. It is a
wound-healing response gone awry (1), with the formation of
a “hepatic scar”. Histologically, fibrosis is marked by
disruption of the hepatic architecture and deposition of
excess abnormal extracellular matrix (ECM), with increased
fibrillar collagens, proteoglycans, and fibronectin (2,3), in the
result of both increased production and decreased degrada-
tion of matrix components (4).

The cells primarily responsible for extracellular matrix
production in the fibrotic liver are hepatic stellate cells
(HSCs). These perisinusoidal cells, formerly called lipocytes
or Itocells, normally play an important role in maintaining
liver homeostasis through growth factor secretion, retinoid
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storage and release, and production of extracellular matrix
components essential for both the architectural integrity of
the space of Disse and for phenotypic stability of the
surrounding cells (5). In chronic liver disease, HSCs undergo
transdifferentiation to fibrogenic myofibroblasts that produce
much of the excess abnormal matrix of the hepatic scar.
Many mediators of HSC transdifferentiation in vitro
have been identified, including growth factors, lymphocytes,
apoptotic fragments of hepatocytes, oxidative stress, and
matrix components (6,7). Growth factors that are particularly
important include transforming growth factor B (TGF-B),
which is essential for HSC transdifferentiation in vivo. TGF-$
is unquestionably one of the most important mediators of
liver fibrosis, although its specific effects on HSC, whether
direct or indirect, have been frustratingly difficult to identify
(8). There is extensive evidence demonstrating that TGF-f is
both necessary and sufficient for the development of hepatic
fibrosis in experimental animals. Mice null for TGF-B1 or its
downstream signaling mediator Smads develop less fibrosis in
response to carbon tetrachloride treatment than wild-type
animals, and there are now multiple reports of anti-TGF-$
agents, including soluble and dominant negative TGF-$
receptors and inhibitory signaling molecules, that prevent or
lead to resolution of fibrosis in experimental animals (9-15).
TGF- plays an essential role in modulating ECM gene
expression, and a growing body of evidence suggests that this
is a Smad3-dependent process. Using differential hybridiza-
tion of a cDNA expression array containing 265 known
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ECM-related genes, a number of collagen gene promoters
were identified in human dermal fibroblasts that were
induced by TGF-f1 and dependent upon Smad3 (16). In all
cases, activation of the promoter by TGF-$ was blocked by
both dominant-negative Smad3 and inhibitory Smad7 expres-
sion vectors and promoter transactivation by TGF-$ did not
occur in Smad3 null mice.

Because of the pleiotropic biological actions of TGF-f1
mediated by multiple signaling pathways, therapies targeting
TGF-B expression/activation or binding of TGF-p to its
receptors may potentially induce a number of unwanted side
effects. Agents that target specific signaling pathways down-
stream of the TGF-B receptors are more likely to have the
desired effects while avoiding complications. Because Smad3
plays such a critical role in mediating the pathobiology of
fibrotic disease, as demonstrated by the previously cited
studies, inhibition of Smad3 signaling could be a prime target
for intervention in fibrotic conditions.

Naringenin (4',5,7-trihydroxyflavanone), a natural predom-
inant flavanone, has a wide range of pharmacology properties,
such as anticancer, antimutagenic, anti-inflammatory, and anti-
atherogenic activity (17-20). Naringenin was recently shown to
reduce the accumulation of collagen fibers by reduced HSCs
activity in dimethylnitrosamine-induced liver injury rats and to
exhibit antifibrogenic effects (21). However, the information is
not available on the molecular mechanisms for its antifibrogenic
activity. One may assume that naringenin exerts its antifibro-
genic effects through inhibition of Smad3 signaling.

In the present study, we attempt to elucidate the anti-
fibrosis molecular mechanisms of naringenin and, further-
more, to find a new target based on Smad3 signaling for
challenging fibrosis diseases. We demonstrate for the first time
that naringenin selectively inhibits the expression of Smad3
mRNA and protein, but not Smad2, Smad4, and Smad7, which
in turn significantly attenuates the TGF-Bl-induced deposi-
tion of PAI-1, Col Ial, and FN in cultured rat HSCs. These
results suggest that naringenin exerts its antifibrogenic effects
by directly or indirectly down-regulated Smad3 protein ex-
pression and phosphorylation through TGF-B1 signaling.

MATERIALS AND METHODS
Materials

Naringenin was purchased from Shanxi Huike Botanical
Development Co. (China). SB-431542, synthesized and
kindly provided by institute of Pharmacology Toxicology of
the Academy of Military Medical Sciences, was stored as a
stock solution in DMSO, which was used after diluting with
medium for each assay. Trizol reagent and RevertAid™ M-
MLV Reverse Transcriptase were obtained from Fermentas
Life Science (Lithuan); Tag polymerase, dNTPs, and DNA
marker were from TaKaRa Biotechnology Co. (Dalian,
China). Primers for rat PAI-1, Smad3, Smad2, Smad7,
Smad4, type I, type II, and Col Ial, FN, and B-actin (as
internal control) were designed by our group in accordance
with gene sequence in GeneBank. Cytokine recombinant
human TGF-B1 was purchased from R&D system (Minneap-
olis, MN, USA). Precision protein standards and protein
molecular weight markers were obtained from Bio-Rad
(Hercules, CA, USA). All antibodies, including primary and
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second antibodies, were provided by Santa Cruz Biotechnol-
ogy Inc. (Santa Cruz, CA, USA); Phospho-Smad3 antibody
(Ser433/435) was purchased from Cell Signaling Technology
Inc. (USA). All other reagents were analytically pure.

Cell Culture

HSC-T6 cells, derived from immortalized and activated
rat HSCs transfected by SV40, were kindly donated by
Professor Friedman from Mount Sinai Medical Center and
were maintained at 37°C in Dulbecco's modified Eagle
medium (DMEM) containing 10% fetal calf serum (FCS),
100 units/mL penicillin, and 100 pg/mL streptomycin under a
5% CO, atmosphere.

Cell Viability Assays

HSC-T6 cells were seeded overnight at 10,000 cells/well
in 96-well plates in DMEM media, and the subconfluent cells
in culture (75%) were washed twice with phosphate-buffered
saline and serum-starved for 24 h with serum-free medium.
To determine the optimal concentration of naringenin for use
in these experiments, dose-dependent cytotoxicity was ini-
tially performed with different concentrations of naringenin
added to culture for 48 h. Cell viability was determined by
incubating each well with 10 pul of WST-1 for 4 h at 37°C.
Metabolically active cells cleave WST-1 to water-soluble
formazan, which is directly quantitated with an enzyme-linked
immunosorbent assay plate reader (Bio-Rad 3550). Each
experiment was performed at least twice, and treatment for
cell line was done in triplicate.

Preparation of RNA and Protein Extracts

HSC-T6 cells were plated at a confluence of approxi-
mately 75% in the wells of 6-well dish and allowed to attach
overnight. Cells were treated with 10 ng/mL. TGF-p1 for
12 h before being treated with a variety of concentrations of
naringenin or SB-431542 for 12 h to determine RNA levels,
and for 24 h to analyze TGF-B-regulated protein expression.
Treated cells were harvested, washed, and lysed in ice-cold
buffer [250 mM Tris—HCI, pH 7.4, containing a mixture of
protease inhibitors (100 pg/mL phenylmethylsulfonyl fluo-
ride, 1 pg/mL E-64, 0.5 pg/mL leupeptin, and 1.7 pg/mL
peptatin A)]. The debris was removed by centrifugation at
13,000 x g for 20 min at 4°C. Total protein amount in the
extracts was measured using the Bio-Rad Bradford reagent.
Total RNA was isolated from HSC-T6 cells as described by
Chomeczynski and Sacchi.

Reverse Transcription-Polymerase Chain Reaction Assay

After treatment, RNA was harvested with Trizol (Invi-
trogen, Carlsbad, CA, USA). For each reaction, 1 pg of total
RNA was reverse-transcribed to cDNA using RT kit (MBI)
for reverse transcription-polymerase chain reaction (RT-
PCR) (Ambion) as recommended by the manufacturer. The
resulting cDNA was subsequently subjected to 40 cycles of
PCR. PCR products were quantitated to confirm that they
were in linear range of amplification. PCR products were
quantitated by Quantum RNA 18S internal standards (Ambio).
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The primers used in this study include: rat TGF-p type I
receptor (Geneback 1.26110), forward, 5-GTCGCTGCCTG-
CTTCTCATC-3, reverse, 5-CGGGGAATTAGGTC-
GATTTC-3 (product size 202 bp); rat TGF-f type II receptor
(Geneback S67770), forward, 5'-CTGCACATCGTCCTG-
TGGAC-3, reverse, 5S-TTCTTCCTCCACACGGCCA C-3
(product size 239 bp); rat Smad2 (Geneback AF056001),
forward, 5-ACAACAGGCCTTTACAGCTTC-3, reverse,
5-CTCTGTGGCTCAATTCCTGC-3 (product size 350 bp);
rat Smad3 (Geneback NM013095), forward, 5'-CTGGCTA-
CCTGAGTGAAGATG-3, reverse, 5-TGTGAAGCGT-
GGAATGTCTC-3' (product size 211 bp); rat Smad4
(Geneback AB010954), forward, 5-CCTCATGTGATC-
TATGCCCG-3/, reverse, 5-GTGGAAGCCACAGGAA-
TGTT-3' (product size 395 bp); rat Smad7 (Geneback
AF042499), forward, 5-CCCTGGGGGGCTTTCAGATT-3,
reverse, 5-CGGACTTGATGAAGATGGGG-3' (product
size 308 bp); rat FN (Geneback X15906), forward, 5'-TCCAAT-
GGTGCCTTGTGCCA-3', reverse, 5'- GTTCCCAACA-
CACGTGCAACC-3 (product size 253 bp); rat PAI-1
(Geneback M24067), forward, 5-GGCTTCATGCCC-
CACTTCTTC-3/, reverse, 5-TACTCGTGCCCATCCG-
GAGT-3 (product size 341 bp); rat Col Ial, forward, 5'-
ACTTTGCTTCCCAGATGTCC-3, reverse, 5-CCATC-
CAAACCACTGAAACC-3 (product size 349 bp); rat B-actin
(Geneback BC063166), forward, 5-TGGCGCTTTTGACT-
CAGGAT-3, reverse, 5-AGCCCTGGCTGCCTCAAC-3'
(product size 452 bp). The conditions for RT-PCR were as
follows: cDNA synthesis and predenaturation were at 42°C for
60 min, followed by 94°C for 10 min. PCR amplification
sequence was performed for 40 cycles at 94°C for 45 s, 57°C
for 45 s (except at 55°C for Smad7), and 72°C for 20 s. After
amplification, each sample was applied to 1.2% agarose/
ethidium bromide gel. The resolved PCR products were
photographed under UV illumination.

Western Blot

For Western blot, treated cells were harvested by the
addition of ice-cold lysis buffer as described above. Centri-
fuged lysates (30 pg) from each sample were analyzed by SDS-
polyacrylamide gel electrophoresis and transferred to a PVDF
membrane by semidry transfer. The membranes were blocked
for 1 h at room temperature in Tris-buffered saline containing
0.1% Tween 20 and 3% BSA. Blots were probed overnight at
4°C with the following primary antibodies: anti-Smads, anti-
phospho-Smad3, anti-PAI-1, anti-NF, anti-Col Ial, and anti-
B-actin antibodies. This was followed by incubation with the
appropriate horseradish peroxidase-conjugated secondary an-
tibody at a dilution of 1:1,000 for 1 h. Detection was achieved
by enhanced chemiluminescence (Amersham Pharmacia Bio-
tech) and exposed to film. Filters were quantitated by scanning
densitometry using a Bio-Rad model 620Video Densitometer
with a 1-D Analyst software package for Macintosh.

RESULTS
Effect of Naringenin on HSC-T6 Cell Viability and Growth

To assess the potential toxicity of naringenin to HSC-T6
cells, the treated cells were examined by MTT assay.
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Exposure of the HSC-T6 cells to naringenin resulted in an
LCsy (50% lethal concentration) value of 250 uM. The
viability cure (Fig. 1) showed that HSC-T6 cells could be
treated with naringenin at concentrations up to 50 uM for up
to 48 h without impact on cell viability. Naringenin at
concentrations ranging from 10 to 50 puM slightly enhanced
cell proliferation. However, at 100 uM, naringenin seem toxic
to cells.

Effect of Naringenin on TGF-g1-Induced Expression
of PAI-1 mRNA and Protein in HSC-T6 Cells

Smad3 phosphorylation correlates closely with TGF-p1-
induced PAI-1 expression (22). In the present study, we
asked whether naringenin can inhibit TGF-B1-mediated
biological effects in HSC-T6 cells. For this purpose, the cells
were pretreated with 10 ng/mL TGF-B1 and then exposed to
naringenin. TGF-B1 responsiveness in the cells was initially
analyzed by monitoring the up-regulation of PAI-1 mRNA
expression. Treatment of HSC-T6 cells with 10 ng/mL TGF-
B1 for 12 h led to a significant increase in PAI-1 expression.
However, it was significantly reduced in HSC-T6 cells treated
with naringenin in a dose-dependent manner (Fig. 2a).

To study whether the above-mentioned changes in PAI-
1 gene expression were also associated with change in levels
of PAI-1 protein, we estimated, by Western blot, the ratio of
the optical density of PAI-1 protein, based on the B-actin
protein band under control conditions and after naringenin
treatment with pretreatment of TGF-f1 in HSC-T6 cells
(Fig. 2a and b). The results demonstrated that TGF-p1
treatment had a significant effect on the expression level of
the 60-kDa band corresponding to PAI-1 in TGF-B1-stimu-
lated cells. We observed that naringenin significantly sup-
pressed the up-regulation of PAI-1 in TGF-B1-stimulated
cells. These data demonstrate that naringenin inhibits TGF-p1-
dependent up-regulation of PAI-1 expression at both mRNA
and protein levels.
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Fig. 1. Growth inhibition of naringenin to HSC-T6 cells. Cells
treated with a variety of naringenin concentrations for 48 h; viability
of the cells was examined by MTT. Each concentration was
replicated three times. Data were expressed as mean values with
the corresponding standard deviations. LCs, was performed using the
82798-LCs, program.
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Fig. 2. Naringenin inhibits TGF-B1 induced PAI-1 gene expression
in HSC-T6 cells. Cells were stimulated with 10 ng/mL TGF-p1 for
12 h before adding different naringenin concentrations ranging from
0to 50 uM for 12 h incubation for RT-PCR analysis or 24 h incubation
for Western blot. (a) The level of PAI-1 mRNA was determined
using RT-PCR (upper panel) and the level of PAI-1 protein was
measured by Western blot (lower panel). (b) Values of densitometric
scan are means = SD of three experiments. Results presented were
obtained in triplicate and are representative of three independent
experiments.

Naringenin Reduces TGF-p1-Induced Expression of
Profibrotic Genes

To test whether naringenin regulates extracellular ma-
trix production in HSC-T6 cells in the presence of TGF-f1,
the stimulatory effect of TGF-B1 on profibrotic genes in the
cells was first analyzed by determining the up-regulation of
Col Inland FN mRNA expression. Treatment of HSC-T6
cells with 10 ng/mL TGF-B1 for 12 h led to a significant
increase in Col Ialand FN expression. TGF-B1 induced the
expression of Col Ial, and FN mRNA was significantly
reduced in HSC-T6 cells treated with naringenin in a dose-
dependent manner (Fig. 3a). To study whether changes in
Col Ial and FN gene expression were also associated with
changes in levels of Col Iol and FN proteins, we used
Western blot to estimate the ratio of the optical density of
Col Ial and FN proteins, based on the B-actin protein band
under control conditions and after naringenin treatment with
pretreatment of TGF-B1 in HSC-T6 cells (Fig. 3a and b).
Both Col Ial and FN proteins decreased by almost 10-fold.
Taken together, our results thus far demonstrate that naringe-
nin is a potent inhibitor of TGF-B1 signaling as judged by its
effect on TGF-B1-regulated synthetic events.
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Naringenin Inhibits TGF-p1-Induced Expression of Smad3
and Smad3 Phosphorylation

Smad3 is the essential mediator of TGF-f signaling, because
it directly activates genes encoding transcriptional regulators and
signal transducers through Smad3/4 DNA-binding motif
characteristic of immediate early target genes of TGF-f. In
the present study, we examined via RT-PCR and Western blot
whether naringenin can inhibit the TGF-B1-mediated expres-
sion of Smad3 and phosphorylation of Smad3 in HSC-T6 cells.
As shown in Fig. 4a and b, Smad3-mRNA levels were
markedly down-regulated in HSC-T6 cells treated with
naringenin in a dose-dependent manner for 12 h, which in
turn, resulted in a significant decrease in Smad3 protein levels
in a dose-dependent manner for 24 h. In the TGF-p1 signaling
pathway, phosphorylation of the cytoplasmic signaling mole-
cules Smad3 by TBRII is the first step in signal transduction.
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Fig. 3. Naringenin inhibits TGF-p1-dependent Col Ial and FN genes
expression in HSC-T6 cells. Cells were treated with 10 ng/mL TGF-
B1 for 12 h before adding different naringenin concentrations ranging
from 0 to 50 uM for 12 h incubation for RT-PCR analysis or
24 h incubation for Western blot. (a) Levels of Col Iol and FN
mRNA were determined using RT-PCR (upper panel) and levels of
Col Ial and FN protein were measured by Western blot (lower
panel). (b) Values of densitometric scan are means + SD of three
experiments. Experiments were performed in triplicate and data
presented are representative of three independent experiments.
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Fig. 4. The effect of naringenin on the expression of Smad3 and the
phosphorylation of Smad3. Cells were treated with 10 ng/mL TGF-p1
for 12 h before adding different naringenin concentrations ranging
from 0 to 50 uM for 12 h incubation for RT-PCR analysis or
24 h incubation for Western blot. (a) The level of Smad3 mRNA was
determined using RT-PCR. (b) The level of Smad3 protein was
measured by Western blot. (c) The level of phosphor-Smad3 protein
was measured by Western blot. (d) Values of densitometric scan are
means + SD of three experiments. (e¢) Ratio of phosphor-Smad3 to
total Smad3. Experiments were performed in triplicate and data
presented are representative of three independent experiments.

We further examined whether naringenin can inhibit TGF-p1-
induced phosphorylation of Smad3 in HSC-T6 cells. Naringenin
caused reduction in TGF-B1-induced Smad3 phosphorylation,
and this inhibiting effect was parallel to the dosages used in
treatment of cells (Fig. 4c and d).

To test whether naringenin can also inhibit Smad3 at
both mRNA and protein levels at basal state in HSC-T6 cells,
the cells were treated with various concentrations of nar-
ingenin in the absence of TGF-B1. Naringenin had a
relatively slight influence on Smad3 at both mRNA and
protein levels even when concentration was increased up to
100 uM (Fig 5a). TGF-B1 induced a significant increase in the
level of phospho-Smad3, but exerted no change in Smad3
expression in HSC-T6 cells (Fig 5b). On the other hand,
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SB-431542, a recently developed and potentially specific
inhibitor of type I receptor of TGF-B1, acts as a competitive
ATP binding site kinase inhibitor and was shown to inhibit
the in vitro phosphorylation of Smad2/Smad3 (23). SB-
431542 failed to affect either the expression of Smad3 mRNA
(Fig. 6a) or the level of Smad3 protein (Fig. 6b) induced by
TGF-B1 even at a high concentration (10 uM). However, it
effectively reduced the phosphorylation of Smad3 (Fig. 6¢c
and d). The data suggest that naringenin has a different
mechanism from SB-431542 for inhibiting TGF-B1-mediated
biological effects through TGF- signaling.

Naringenin is a Specific Smad3 Inhibitor

In the above experiment, we assessed the effect of narin-
genin on the expression of Smad3 and Smad3 phosphorylation.
Naringenin not only inhibits the phosphorylation of Smad3, but
also reduces the expression of Smad3 mRNA and protein. Is
naringenin then a Smad3-specific inhibitor? To address this
question, we performed RT-PCR to examine the gene expres-
sion involved in the regulation of TGF-f signaling, including
TBRI, TRRIL, Smad2, Smad3, Smad4, and Smad7 mRNAs.
Cells were preincubated with TGF-B1 for 12 h, followed by
treatment with or without naringenin for 12 h. The levels of
TBRI, TBRII, Smad2, Smad3, Smad4, and Smad7 mRNA were
monitored by RT-PCR. As shown in Fig. 7, except for Smad3,
naringenin had no influence on the mRNA levels of TBRI,
TBRII, Smad2, Smad4, and Smad7, even at high concentrations
(50 uM), indicating that naringenin is a selective inhibitor for
Samd3.
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Fig. 5. Effect of naringenin on the expression of Smad3 without
TGF-plstimulation in HSC-T6 cells (a) and effect of TGF-B1 on
expression of Smad3 and the phosphorylation of Smad3 (b). Cells were
treated with different concentrations of naringenin for 24 h or treated
with different concentrations of TGF-p1 for 12 h, respectively.
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Fig. 6. SB-431542 inhibits the expression of Smad3 and the
phosphorylation of Smad3. Cells were treated with 10 ng/mL TGF-
B1 for 12 h before adding different SB-431542 concentrations ranging
from 0 to 10 uM for 12 h incubation for RT-PCR analysis or
24 h incubation for Western blot. (a) The level of Smad3 mRNA was
determined using RT-PCR. (b) The level of Smad3 protein was
measured by Western blot. (c) The level of phosphor-Smad3 protein
was measured by Western blot. (d) Values of densitometric scan are
means +SD of three experiments. (¢) Ratio of phosphor-Smad3 to
total Smad3. Experiments were performed in triplicate and data
presented are representative of three independent experiments.

DISCUSSION

In this study, we have proven that naringenin has a
potential to inhibit TGF-Bl-induced production of Smad3,
PAI-1, Col Iol, and FN in HSC-T6 cells, suggesting that
naringenin may inhibit the accumulation of ECM compo-
nents via disruption of TGF-f1-Smad3 signaling pathway, at
least partially. The present study for the first time showed
that naringenin could reduce the TGF-B1-induced accumula-
tion of ECM in cultured HSC-T6 cells. One mechanism was
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put forward that naringenin disrupts TGF-f1 signaling by
selectively targeting Smad3.

First of all, we investigated the cytotoxicity of naringenin
to HSC-T6 cells. MTT assay showed that naringenin has
lower cytotoxicity with an LCsg value of 250 uM. The
antiproliferative action of TGF-$ has been documented
particularly in HSCs and rats, disrupting TGF-p signaling
leads to increased HSCs proliferation (24). At lower concen-
trations without toxicity, naringenin slightly promoted HSC-
T6 cells propagation (Fig. 1), indicating that naringenin could
be an antagonist of TGF-f signaling.

HSCs are regarded as the primary target cells for hepatic
fibrogenesis, and activated HSCs have been identified as the
key source of excess deposition of ECM proteins in liver
fibrosis (5,25). Increasingly extracellular TGF-B1 initiates
TGF-B1-Smad3 signaling in liver fibrogenesis, then activated
Smad3/Smad4 complexes translocate into the nucleus, and
immediately bind and activate targeting genes, including Col
Ial, TIMP-1, PAI-1, FN, and other ECM (13,16,26-29). As a
specific targeting gene of Smad3, PAI-1 was usually used as
one of the markers and developed the reporter gene in
activated TGF-B1-Smad3 signaling (22,28). Naringenin sig-
nificantly inhibited the expression of PAI-1 mRNA and
protein induced by TGF-B1 (Fig. 2), demonstrating that
naringenin may directly or indirectly intervene in TGF-B1-
Smad3 signaling. In addition, the decrease in PAI-1 protein
could cause indirect increase in matrix degradation through
increased plasmin activity (24).

SB-431542, a well-known small molecular inhibitor of
type I TGF-p receptor through specific and competitive ATP
binding site kinase, only inhibits the phosphorylation of
Smad2/Smad3 by binding TBRI (Fig. 6¢) (22), which in turn,
inhibits the syntheses of FN, PAI-1, and Col Ial induced by
exogenous TGF-B1. In this work we showed that naringenin
inhibited not only the expression of Smad3 mRNA and
protein, but also the phosphorylation of Smad3 in HSC-T6

TRRT  —— — — — — —
TPRIL - — — — — —
Smad3 | M M N
Smad] e ———— -
SMAC2 e — — — — -
Smad4 e et et e G B
IS RS —
TGF-B1 (10ng/ml)  +  + + 4+ 4
Naringenin (uM) 0 1.0 5.0 10 20 50

Fig. 7. Naringenin specifically down-regulates transcription of
Smad3 gene. Cells were treated with 10 ng/mL TGF-p1 for 12 h
before different naringenin concentrations were added ranging from
0 to 50 uM for 12 h incubation. mRNA levels of TBRI, TBRII,
Smad2, Smad3, Smad4, and Smad7 were determined by RT-PCR.
Details of reactions and primer pairs are described in Materials and
Methods.
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cells induced by TGF-B1 (Fig. 4). This suggests that
naringenin could have a different molecular mechanism from
SB-431542 for reduction of ECM components.

Naringenin has been found to increase PI3K and MAPK
erk (p 38) activity in HepG2 cells, which paralleled that of
insulin. However, in contrast to insulin, naringenin did not
induce phosphorylation of insulin receptor substrate (IRS)
(30,31). Insulin and insulin-like growth factor-I mediated
signaling pathways have been shown to modulate TGF-$
signaling (32,33). However, the molecular details of how
these pathways control TGF-f signaling are not clear. One
simple mechanism by which growth and antiapoptotic
signaling, mediated by PI3K-PKB, thwarts TGF-$ signaling
is by inducing an interaction between PKB and Smad3, thus
reducing the pool of Smad3 available for TGF-f signaling.
This model is based on all the suppression of TGF-f-
regulated gene expression by insulin and insulin-like growth
factors, and can be reversed using highly specific inhibitors of
PI3K, LY294002, or wortmannin. The phosphorylation of
Smad3, but not Smad2, induced by TGF-B1 was significantly
inhibited with insulin, whereas the levels of total Smad3 and
Smad?2 protein did not change. However, naringenin reduced
both the levels of Smad3 protein and the phosphorylation of
Smad3 in HSC-T6 cells induced by TGF-B1, suggesting that
naringenin also has a different molecular mechanism from
insulin and insulin-like growth factors for reduction of ECM
components.

To investigate the specificity of naringenin to Smad3, we
used RT-PCR to examine the effects of naringenin on other
Smads, including Smad?2 (high homology to Smad3), Smad4
(involving in the signaling transduction), and Smad7 (inhibit-
ing TGF-B1-Smad3 signaling response) (22). Except for
Smad3 mRNA, which was decreased, the mRNA levels of
Smad2, Smad4, and Smad7 were not changed in HSC-T6 cells
treated with naringenin (Fig. 7), indicating that naringenin
specifically inhibits the expression of Smad3.

Both naringenin and SB-431542 reduced the level of
phosphorylated Smad3 protein, decreased the formation and
translocation into nucleus of the Smad3/Smad4 complex, and
then had the same terminal effects resulting in the reduction
of ECM components. The data demonstrate that the level of
phosphorylated Smad3 protein plays a critical role in the TGF-
B1 signaling pathway. Compared with SB-431542, which had
no effect on the total Smad3 protein expression, naringenin
significantly decreased the total Smad3 protein expression,
suggesting that naringenin's attenuating impact on the level of
phosphorylated Smad3 protein might be through the reduc-
tion of the total Smad3 protein expression. However, the
presence of TGF-B1 is necessary for naringenin to exert its
inhibitory effect on the total Smad3 protein expression.
Reasons why naringenin exhibits inhibitory effect on the
expression of Smad3 in the presence of TGF-1 in HSC-T6
cells are unknown, seeming to be involved in crosstalk
between signaling pathways as mentioned above.

In conclusion, naringenin disrupts TGF-f1-Smad3 signal-
ing via reducing the formation of Smad3 directly or indirectly
for its antiliver fibrosis. This further verifies Smad3's capacity
as a pivotal mediator for TGF-f in modulating fibrogenic
function and implicated that inhibition of Smad3 protein
function may be a potential and effective therapeutic strategy
to antifibrogenesis.

Liu et al.

REFERENCES

1. A. Border and N. A. Noble. Transforming growth factor beta in
tissue fibrosis. N. Engl. J. Med. 331:1286-1292 (1994).

2. M. Rojkind, M. A. Giambrone, and L. Biempica. Collagen types
in normal and cirrhotic liver. Gastroenterology 76:710-719
(1979).

3. A. M. Gressner and M. G. Bachem. Cellular sources of
noncollagenous matrix proteins: role of fat-storing cells in
fibrogenesis. Semin. Liver Dis. 10:30-46 (1990).

4. M. J. Arthur. Fibrogenesis II. Metalloproteinases and their
inhibitors in liver fibrosis. Am. J. Physiol.: Gasterointest. Liver
Physiol. 279:G245-G249 (2000).

5. A. Geerts. History, heterogeneity, developmental biology, and
functions of quiescent hepatic stellate cells. Semin. Liver Dis.
21:311-335 (2001).

6. S. L. Friedman. Molecular regulation of hepatic fibrosis, an
integrated cellular response to tissue injury. J. Biol. Chem.
275:2247-2250 (2000).

7. S. L. Friedman. Liver fibrosis—from bench to bedside. J.
Hepatol. 38:S38-S53 (2003).

8. R. G. Wells and V. Fibrogenesis. TGF-beta signaling pathways.
Am. J. Physiol.: Gasterointest. Liver Physiol. 279:G845-G850
(2000).

9. S. Dooley, J. Hamzavi, K. Breitkopf, E. Wiercinska, H. M. Said,
J. Lorenzen, P. DijkeTen, and A. M. Gressner. Smad7 prevents
activation of hepatic stellate cells and liver fibrosis in rats.
Gastroenterology 125:178-191 (2003).

10. N. Sanderson, V. Factor, P. Nagy, J. Kopp, P. Kondaiah, L.
Wakefield, A. B. Roberts, M. B. Sporn, and S. S. Thorgeirsson.
Hepatic expression of mature transforming growth factor beta 1
in transgenic mice results in multiple tissue lesions. Proc. Natl.
Acad. Sci. USA 92:2572-2576 (1995).

11. B. Schnabl, Y. O. Kweon, J. P. Frederick, X. F. Wang, R. A.
Rippe, and D. A. Brenner. The role of Smad3 in mediating
mouse hepatic stellate cell activation. Hepatology 34:89-100
(2001).

12. C. Hellerbrand, B. Stefanovic, F. Giordano, E. R. Burchardt,
and D. A. Brenner. The role of TGFbetal in initiating hepatic
stellate cell activation in vivo. J. Hepatol. 30:77-87 (1999).

13. H. Ueno, T. Sakamoto, T. Nakamura, Z. Qi, N. Astuchi, A.
Takeshita, K. Shimizu, and H. Ohashi. A soluble transforming
growth factor beta receptor expressed in muscle prevents liver
fibrogenesis and dysfunction in rats. Hum. Gene Ther. 11:33-42
(2000).

14. J. George, D. Roulot, V. E. Koteliansky, and D. M. Bissell.
In vivo inhibition of rat stellate cell activation by soluble
transforming growth factor beta type II receptor: a potential
new therapy for hepatic fibrosis. Proc. Natl. Acad. Sci. USA
96:12719-12724 (1999).

15. Y. Yata, P. Gotwals, V. Koteliansky, and D. C. Rockey. Dose-
dependent inhibition of hepatic fibrosis in mice by a TGF-beta
soluble receptor: implications for antifibrotic therapy. Hepatol-
ogy 35:1022-1030 (2002).

16. F. Verrecchia, M. L. Chu, and A. Mauviel. Identification of
novel TGF-beta/Smad gene targets in dermal fibroblasts using a
combined cDNA microarray/promoter transactivation approach.
J. Biol. Chem. 276:17058-17062 (2001).

17. F. V. So, N. Guthrie, A. F. Chambers, and K. K. Carroll.
Inhibition of proliferation of estrogen receptor-positive MCF-7
human breast cancer cells by flavonoids in the presence and
absence of excess estrogen. Cancer Lett 112:127-133 (1997).

18. A.R. Francis, T. K. Shetty, and R. K. Bhattacharya. Modulating
effect of plant flavonoids on the mutagenicity of N-methyl-
N’-nitro-N-nitrosoguanidine. Carcinogenesis 10:1953-1955
(1989).

19. G. M. Raso, R. Meli, G. Di Carlo, M. Pacilio, and R. Di Carlo.
Inhibition of inducible nitric oxide synthase and cyclooxygenase-
2 expression by flavonoids in macrophage J774A.1. Life Sci.
68:921-931 (2001).

20. C.H. Lee, T. S. Jeong, Y. K. Choi, B. H. Hyun, G. T. Oh, E. H.
Kim, J. R. Kim, J. I. Han, and S. H. Bok. Anti-atherogenic effect
of citrus flavonoids, naringin and naringenin, associated with
hepatic ACAT and aortic VCAM-1 and MCP-1 in high



Antifibrogenic Effect on HSC-T6 Cells

21.

22.

23.

24.

25.

26.

217.

cholesterol-fed rabbits. Biochem. Biophys. Res. Commun.
284:681-688 (2001).

M. H. Lee, S. Yoon, and J. O. Moon. The flavonoid naringenin
inhibits dimethylnitrosamine-induced liver damage in rats. Biol.
Pharm. Bull 27:72-76 (2004).

Y. Shi and J. Massague. Mechanisms of TGF-beta signaling from
cell membrane to the nucleus. Cell 113:685-700 (2003).

J. F. Callahan, J. L. Burgess, J. A. Fornwald, L. M. Gaster, J. D.
Harling, F. P. Harrington, J. Heer, C. Kwon, R. Lehr, A.
Mathur, B. A. Olson, J. Weinstock, and N. J. Laping. Identifi-
cation of novel inhibitors of the transforming growth factor
betal (TGF-betal) type 1 receptor (ALKS). J. Med. Chem. 45:
999-1001 (2002).

D. M. Bissell, D. Roulot, and J. George. Transforming growth
factor beta and the liver. Hepatology 34:859-867 (2001).

L. P. Zhang, T. Takahara, Y. Yata, K. Furui, B. Jin, N. Kawada,
and A. Watanabe. Increased expression of plasminogen activa-
tor and plasminogen activator inhibitor during liver fibrogenesis
of rats: role of stellate cells. J. Hepatol. 31:703-711 (1999).

M. J. Goumans, F. Lebrin, and G. Valdimarsdottir. Controlling
the angiogenic switch: a balance between two distinct TGF-b
receptor signaling pathways. Trends Cardiovasc. Med. 13: 301-307
(2003).

L. Vindevoghel, R. J. Lechleider, A. Kon, M. P. De Caestecker,
J. Uitto, A. B. Roberts, and A. Mauviel. SMAD3/4-dependent
transcriptional activation of the human type VII collagen gene
(COL7A1) promoter by transforming growth factor beta. Proc.
Natl. Acad. Sci. USA 95:14769-14774 (2003).

28.

29.

30.

31.

32.

33.

89

S. Dennler, S. Itoh, D. Vivien, P. Dijketen, S. Huet, and J. M.
Gauthier. Direct binding of Smad3 and Smad4 to critical TGF
beta-inducible elements in the promoter of human plasminogen
activator inhibitor-type 1 gene. EMBO J. 17:3091-3100 (1998).
M. Isono, S. Chen, S. W. Hong, M. C. Iglesias-de la Cruz, and
F. N. Ziyadeh. Smad pathway is activated in the diabetic mouse
kidney and Smad3 mediates TGF-beta-induced fibronectin in
mesangial cells. Biochem. Biophys. Res. Commun. 296:1356-1365
(2002).

N. M. Borradaile, L. E. Dreude, and M. W. Huff. Inhibition of
net HepG2 cell apolipoprotein B secretion by the citrus
flavonoid naringenin involves activation of phosphatidylinositol
3-kinase, independent of insulin receptor substrate-1 phosphor-
ylation. Diabetes 52:2554-2561 (2003).

E. M. Allister, N. M. Borradaile, J. Y. Edwards, and M. W. Huff.
Inhibition of microsomal triglyceride transfer protein expression
and apolipoprotein bl00 secretion by the citrus flavonoid
naringenin and by insulin involves activation of the mitogen-
activated protein kinase pathway in hepatocytes. Diabetes
54:1676-1683 (2005).

K. Song, S. C. Cornelius, M. Reiss, and D. Danielpour. Insulin-
like growth factor-I inhibits transcriptional responses of trans-
forming growth factor-beta by phosphatidylinositol 3-kinase/
Akt-dependent suppression of the activation of Smad3 but not
Smad2. J. Biol. Chem. 278:38342-38351 (2003).

I. Remy, A. Montmarquette, and S. W. Michnick. PKB/Akt
modulates TGF-beta signalling through a direct interaction with
Smad3. Nat. Cell Biol. 6:358-365 (2004).




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (None)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (ISO Coated)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Perceptual
  /DetectBlends true
  /ColorConversionStrategy /sRGB
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 524288
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveEPSInfo true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts false
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
    /AardvarkPSMT
    /AceBinghamSH
    /AddisonLibbySH
    /AGaramond-Italic
    /AGaramond-Regular
    /AkbarPlain
    /Albertus-Bold
    /AlbertusExtraBold-Regular
    /AlbertusMedium-Italic
    /AlbertusMedium-Regular
    /AlfonsoWhiteheadSH
    /Algerian
    /AllegroBT-Regular
    /AmarilloUSAF
    /AmazoneBT-Regular
    /AmeliaBT-Regular
    /AmerigoBT-BoldA
    /AmerTypewriterITCbyBT-Medium
    /AndaleMono
    /AndyMacarthurSH
    /Animals
    /AnneBoleynSH
    /Annifont
    /AntiqueOlive-Bold
    /AntiqueOliveCompact-Regular
    /AntiqueOlive-Italic
    /AntiqueOlive-Regular
    /AntonioMountbattenSH
    /ArabiaPSMT
    /AradLevelVI
    /ArchitecturePlain
    /Arial-Black
    /Arial-BlackItalic
    /Arial-BoldItalicMT
    /Arial-BoldMT
    /Arial-ItalicMT
    /ArialMT
    /ArialMTBlack-Regular
    /ArialNarrow
    /ArialNarrow-Bold
    /ArialNarrow-BoldItalic
    /ArialNarrow-Italic
    /ArialRoundedMTBold
    /ArialUnicodeLight
    /ArialUnicodeLight-Bold
    /ArialUnicodeLight-BoldItalic
    /ArialUnicodeLight-Italic
    /ArrowsAPlentySH
    /ArrusBT-Bold
    /ArrusBT-BoldItalic
    /ArrusBT-Italic
    /ArrusBT-Roman
    /Asiana
    /AssadSadatSH
    /AvalonPSMT
    /AvantGardeITCbyBT-Book
    /AvantGardeITCbyBT-BookOblique
    /AvantGardeITCbyBT-Demi
    /AvantGardeITCbyBT-DemiOblique
    /AvantGardeITCbyBT-Medium
    /AvantGardeITCbyBT-MediumOblique
    /BankGothicBT-Light
    /BankGothicBT-Medium
    /Baskerville-Bold
    /Baskerville-Normal
    /Baskerville-Normal-Italic
    /BaskOldFace
    /Bauhaus93
    /Bavand
    /BazookaRegular
    /BeauTerrySH
    /BECROSS
    /BedrockPlain
    /BeeskneesITC
    /BellMT
    /BellMTBold
    /BellMTItalic
    /BenguiatITCbyBT-Bold
    /BenguiatITCbyBT-BoldItalic
    /BenguiatITCbyBT-Book
    /BenguiatITCbyBT-BookItalic
    /BennieGoetheSH
    /BerlinSansFB-Bold
    /BerlinSansFBDemi-Bold
    /BerlinSansFB-Reg
    /BernardMT-Condensed
    /BernhardBoldCondensedBT-Regular
    /BernhardFashionBT-Regular
    /BernhardModernBT-Bold
    /BernhardModernBT-BoldItalic
    /BernhardModernBT-Italic
    /BernhardModernBT-Roman
    /Bethel
    /BibiGodivaSH
    /BibiNehruSH
    /BKenwood-Regular
    /BlackadderITC-Regular
    /BlondieBurtonSH
    /BodoniBlack-Regular
    /Bodoni-Bold
    /Bodoni-BoldItalic
    /BodoniBT-Bold
    /BodoniBT-BoldItalic
    /BodoniBT-Italic
    /BodoniBT-Roman
    /Bodoni-Italic
    /BodoniMTPosterCompressed
    /Bodoni-Regular
    /BookAntiqua
    /BookAntiqua-Bold
    /BookAntiqua-BoldItalic
    /BookAntiqua-Italic
    /BookmanOldStyle
    /BookmanOldStyle-Bold
    /BookmanOldStyle-BoldItalic
    /BookmanOldStyle-Italic
    /BookshelfSymbolFive
    /BookshelfSymbolFour
    /BookshelfSymbolOne-Regular
    /BookshelfSymbolThree-Regular
    /BookshelfSymbolTwo-Regular
    /BookwomanDemiItalicSH
    /BookwomanDemiSH
    /BookwomanExptLightSH
    /BookwomanLightItalicSH
    /BookwomanLightSH
    /BookwomanMonoLightSH
    /BookwomanSwashDemiSH
    /BookwomanSwashLightSH
    /BoulderRegular
    /BradleyHandITC
    /Braggadocio
    /BrailleSH
    /BRectangular
    /BremenBT-Bold
    /BritannicBold
    /Broadview
    /Broadway
    /BroadwayBT-Regular
    /BRubber
    /Brush445BT-Regular
    /BrushScriptMT
    /BSorbonna
    /BStranger
    /BTriumph
    /BuckyMerlinSH
    /BusoramaITCbyBT-Medium
    /Caesar
    /CalifornianFB-Bold
    /CalifornianFB-Italic
    /CalifornianFB-Reg
    /CalisMTBol
    /CalistoMT
    /CalistoMT-Italic
    /CalligrapherRegular
    /CameronStendahlSH
    /Candy
    /CandyCaneUnregistered
    /CankerSore
    /CarlTellerSH
    /CarrieCattSH
    /CaslonOpenfaceBT-Regular
    /CassTaylorSH
    /CDOT
    /Centaur
    /CenturyGothic
    /CenturyGothic-Bold
    /CenturyGothic-BoldItalic
    /CenturyGothic-Italic
    /CenturyOldStyle-BoldItalic
    /CenturySchoolbook
    /CenturySchoolbook-Bold
    /CenturySchoolbook-BoldItalic
    /CenturySchoolbook-Italic
    /Cezanne
    /CGOmega-Bold
    /CGOmega-BoldItalic
    /CGOmega-Italic
    /CGOmega-Regular
    /CGTimes-Bold
    /CGTimes-BoldItalic
    /CGTimes-Italic
    /CGTimes-Regular
    /Charting
    /ChartreuseParsonsSH
    /ChaseCallasSH
    /ChasThirdSH
    /ChaucerRegular
    /CheltenhamITCbyBT-Bold
    /CheltenhamITCbyBT-BoldItalic
    /CheltenhamITCbyBT-Book
    /CheltenhamITCbyBT-BookItalic
    /ChildBonaparteSH
    /Chiller-Regular
    /ChuckWarrenChiselSH
    /ChuckWarrenDesignSH
    /CityBlueprint
    /Clarendon-Bold
    /Clarendon-Book
    /ClarendonCondensedBold
    /ClarendonCondensed-Bold
    /ClarendonExtended-Bold
    /ClassicalGaramondBT-Bold
    /ClassicalGaramondBT-BoldItalic
    /ClassicalGaramondBT-Italic
    /ClassicalGaramondBT-Roman
    /ClaudeCaesarSH
    /CLI
    /Clocks
    /ClosetoMe
    /CluKennedySH
    /CMBX10
    /CMBX5
    /CMBX7
    /CMEX10
    /CMMI10
    /CMMI5
    /CMMI7
    /CMMIB10
    /CMR10
    /CMR5
    /CMR7
    /CMSL10
    /CMSY10
    /CMSY5
    /CMSY7
    /CMTI10
    /CMTT10
    /CoffeeCamusInitialsSH
    /ColetteColeridgeSH
    /ColonnaMT
    /ComicSansMS
    /ComicSansMS-Bold
    /CommercialPiBT-Regular
    /CommercialScriptBT-Regular
    /Complex
    /CooperBlack
    /CooperBT-BlackHeadline
    /CooperBT-BlackItalic
    /CooperBT-Bold
    /CooperBT-BoldItalic
    /CooperBT-Medium
    /CooperBT-MediumItalic
    /CooperPlanck2LightSH
    /CooperPlanck4SH
    /CooperPlanck6BoldSH
    /CopperplateGothicBT-Bold
    /CopperplateGothicBT-Roman
    /CopperplateGothicBT-RomanCond
    /CopticLS
    /Cornerstone
    /Coronet
    /CoronetItalic
    /Cotillion
    /CountryBlueprint
    /CourierNewPS-BoldItalicMT
    /CourierNewPS-BoldMT
    /CourierNewPS-ItalicMT
    /CourierNewPSMT
    /CSSubscript
    /CSSubscriptBold
    /CSSubscriptItalic
    /CSSuperscript
    /CSSuperscriptBold
    /Cuckoo
    /CurlzMT
    /CybilListzSH
    /CzarBold
    /CzarBoldItalic
    /CzarItalic
    /CzarNormal
    /DauphinPlain
    /DawnCastleBold
    /DawnCastlePlain
    /Dekker
    /DellaRobbiaBT-Bold
    /DellaRobbiaBT-Roman
    /Denmark
    /Desdemona
    /Diploma
    /DizzyDomingoSH
    /DizzyFeiningerSH
    /DocTermanBoldSH
    /DodgenburnA
    /DodoCasalsSH
    /DodoDiogenesSH
    /DomCasualBT-Regular
    /Durian-Republik
    /Dutch801BT-Bold
    /Dutch801BT-BoldItalic
    /Dutch801BT-ExtraBold
    /Dutch801BT-Italic
    /Dutch801BT-Roman
    /EBT's-cmbx10
    /EBT's-cmex10
    /EBT's-cmmi10
    /EBT's-cmmi5
    /EBT's-cmmi7
    /EBT's-cmr10
    /EBT's-cmr5
    /EBT's-cmr7
    /EBT's-cmsy10
    /EBT's-cmsy5
    /EBT's-cmsy7
    /EdithDaySH
    /Elephant-Italic
    /Elephant-Regular
    /EmGravesSH
    /EngelEinsteinSH
    /English111VivaceBT-Regular
    /English157BT-Regular
    /EngraversGothicBT-Regular
    /EngraversOldEnglishBT-Bold
    /EngraversOldEnglishBT-Regular
    /EngraversRomanBT-Bold
    /EngraversRomanBT-Regular
    /EnviroD
    /ErasITC-Bold
    /ErasITC-Demi
    /ErasITC-Light
    /ErasITC-Medium
    /ErasITC-Ultra
    /ErnestBlochSH
    /Euclid
    /Euclid-Bold
    /Euclid-BoldItalic
    /EuclidExtra
    /EuclidExtra-Bold
    /EuclidFraktur
    /EuclidFraktur-Bold
    /Euclid-Italic
    /EuclidMathOne
    /EuclidMathOne-Bold
    /EuclidMathTwo
    /EuclidMathTwo-Bold
    /EuclidSymbol
    /EuclidSymbol-Bold
    /EuclidSymbol-BoldItalic
    /EuclidSymbol-Italic
    /EuroRoman
    /EuroRomanOblique
    /ExxPresleySH
    /FencesPlain
    /Fences-Regular
    /FifthAvenue
    /FigurineCrrCB
    /FigurineCrrCBBold
    /FigurineCrrCBBoldItalic
    /FigurineCrrCBItalic
    /FigurineTmsCB
    /FigurineTmsCBBold
    /FigurineTmsCBBoldItalic
    /FigurineTmsCBItalic
    /FillmoreRegular
    /Fitzgerald
    /Flareserif821BT-Roman
    /FleurFordSH
    /Fontdinerdotcom
    /FontdinerdotcomSparkly
    /FootlightMTLight
    /ForefrontBookObliqueSH
    /ForefrontBookSH
    /ForefrontDemiObliqueSH
    /ForefrontDemiSH
    /Fortress
    /FractionsAPlentySH
    /FrakturPlain
    /Franciscan
    /FranklinGothic-Medium
    /FranklinGothic-MediumItalic
    /FranklinUnic
    /FredFlahertySH
    /Freehand575BT-RegularB
    /Freehand591BT-RegularA
    /FreestyleScript-Regular
    /Frutiger-Roman
    /FTPMultinational
    /FTPMultinational-Bold
    /FujiyamaPSMT
    /FuturaBlackBT-Regular
    /FuturaBT-Bold
    /FuturaBT-BoldCondensed
    /FuturaBT-BoldItalic
    /FuturaBT-Book
    /FuturaBT-BookItalic
    /FuturaBT-ExtraBlack
    /FuturaBT-ExtraBlackCondensed
    /FuturaBT-ExtraBlackCondItalic
    /FuturaBT-ExtraBlackItalic
    /FuturaBT-Light
    /FuturaBT-LightItalic
    /FuturaBT-Medium
    /FuturaBT-MediumCondensed
    /FuturaBT-MediumItalic
    /GabbyGauguinSH
    /GalliardITCbyBT-Bold
    /GalliardITCbyBT-BoldItalic
    /GalliardITCbyBT-Italic
    /GalliardITCbyBT-Roman
    /Garamond
    /Garamond-Antiqua
    /Garamond-Bold
    /Garamond-Halbfett
    /Garamond-Italic
    /Garamond-Kursiv
    /Garamond-KursivHalbfett
    /Garcia
    /GarryMondrian3LightItalicSH
    /GarryMondrian3LightSH
    /GarryMondrian4BookItalicSH
    /GarryMondrian4BookSH
    /GarryMondrian5SBldItalicSH
    /GarryMondrian5SBldSH
    /GarryMondrian6BoldItalicSH
    /GarryMondrian6BoldSH
    /GarryMondrian7ExtraBoldSH
    /GarryMondrian8UltraSH
    /GarryMondrianCond3LightSH
    /GarryMondrianCond4BookSH
    /GarryMondrianCond5SBldSH
    /GarryMondrianCond6BoldSH
    /GarryMondrianCond7ExtraBoldSH
    /GarryMondrianCond8UltraSH
    /GarryMondrianExpt3LightSH
    /GarryMondrianExpt4BookSH
    /GarryMondrianExpt5SBldSH
    /GarryMondrianExpt6BoldSH
    /GarryMondrianSwashSH
    /Gaslight
    /GatineauPSMT
    /GDT
    /Geometric231BT-BoldC
    /Geometric231BT-LightC
    /Geometric231BT-RomanC
    /GeometricSlab703BT-Bold
    /GeometricSlab703BT-BoldCond
    /GeometricSlab703BT-BoldItalic
    /GeometricSlab703BT-Light
    /GeometricSlab703BT-LightItalic
    /GeometricSlab703BT-Medium
    /GeometricSlab703BT-MediumCond
    /GeometricSlab703BT-MediumItalic
    /GeometricSlab703BT-XtraBold
    /GeorgeMelvilleSH
    /Georgia
    /Georgia-Bold
    /Georgia-BoldItalic
    /Georgia-Italic
    /Gigi-Regular
    /GillSansBC
    /GillSans-Bold
    /GillSans-BoldItalic
    /GillSansCondensed-Bold
    /GillSansCondensed-Regular
    /GillSansExtraBold-Regular
    /GillSans-Italic
    /GillSansLight-Italic
    /GillSansLight-Regular
    /GillSans-Regular
    /GoldMinePlain
    /Gonzo
    /GothicE
    /GothicG
    /GothicI
    /GoudyHandtooledBT-Regular
    /GoudyOldStyle-Bold
    /GoudyOldStyle-BoldItalic
    /GoudyOldStyleBT-Bold
    /GoudyOldStyleBT-BoldItalic
    /GoudyOldStyleBT-Italic
    /GoudyOldStyleBT-Roman
    /GoudyOldStyleExtrabold-Regular
    /GoudyOldStyle-Italic
    /GoudyOldStyle-Regular
    /GoudySansITCbyBT-Bold
    /GoudySansITCbyBT-BoldItalic
    /GoudySansITCbyBT-Medium
    /GoudySansITCbyBT-MediumItalic
    /GraceAdonisSH
    /Graeca
    /Graeca-Bold
    /Graeca-BoldItalic
    /Graeca-Italic
    /Graphos-Bold
    /Graphos-BoldItalic
    /Graphos-Italic
    /Graphos-Regular
    /GreekC
    /GreekS
    /GreekSans
    /GreekSans-Bold
    /GreekSans-BoldOblique
    /GreekSans-Oblique
    /Griffin
    /GrungeUpdate
    /Haettenschweiler
    /HankKhrushchevSH
    /HarlowSolid
    /HarpoonPlain
    /Harrington
    /HeatherRegular
    /Hebraica
    /HeleneHissBlackSH
    /Helvetica
    /Helvetica-Bold
    /Helvetica-BoldOblique
    /Helvetica-Narrow
    /Helvetica-Narrow-Bold
    /Helvetica-Narrow-BoldOblique
    /Helvetica-Narrow-Oblique
    /Helvetica-Oblique
    /HenryPatrickSH
    /Herald
    /HighTowerText-Italic
    /HighTowerText-Reg
    /HogBold-HMK
    /HogBook-HMK
    /HomePlanning
    /HomePlanning2
    /HomewardBoundPSMT
    /Humanist521BT-Bold
    /Humanist521BT-BoldCondensed
    /Humanist521BT-BoldItalic
    /Humanist521BT-Italic
    /Humanist521BT-Light
    /Humanist521BT-LightItalic
    /Humanist521BT-Roman
    /Humanist521BT-RomanCondensed
    /IBMPCDOS
    /IceAgeD
    /Impact
    /Incised901BT-Bold
    /Incised901BT-Light
    /Incised901BT-Roman
    /Industrial736BT-Italic
    /Informal011BT-Roman
    /InformalRoman-Regular
    /Intrepid
    /IntrepidBold
    /IntrepidOblique
    /Invitation
    /IPAExtras
    /IPAExtras-Bold
    /IPAHighLow
    /IPAHighLow-Bold
    /IPAKiel
    /IPAKiel-Bold
    /IPAKielSeven
    /IPAKielSeven-Bold
    /IPAsans
    /ISOCP
    /ISOCP2
    /ISOCP3
    /ISOCT
    /ISOCT2
    /ISOCT3
    /Italic
    /ItalicC
    /ItalicT
    /JesterRegular
    /Jokerman-Regular
    /JotMedium-HMK
    /JuiceITC-Regular
    /JupiterPSMT
    /KabelITCbyBT-Book
    /KabelITCbyBT-Ultra
    /KarlaJohnson5CursiveSH
    /KarlaJohnson5RegularSH
    /KarlaJohnson6BoldCursiveSH
    /KarlaJohnson6BoldSH
    /KarlaJohnson7ExtraBoldCursiveSH
    /KarlaJohnson7ExtraBoldSH
    /KarlKhayyamSH
    /Karnack
    /Kashmir
    /KaufmannBT-Bold
    /KaufmannBT-Regular
    /KeplerStd-Black
    /KeplerStd-BlackIt
    /KeplerStd-Bold
    /KeplerStd-BoldIt
    /KeplerStd-Italic
    /KeplerStd-Light
    /KeplerStd-LightIt
    /KeplerStd-Medium
    /KeplerStd-MediumIt
    /KeplerStd-Regular
    /KeplerStd-Semibold
    /KeplerStd-SemiboldIt
    /KeystrokeNormal
    /Kidnap
    /KidsPlain
    /Kindergarten
    /KinoMT
    /KissMeKissMeKissMe
    /KoalaPSMT
    /KorinnaITCbyBT-Bold
    /KorinnaITCbyBT-KursivBold
    /KorinnaITCbyBT-KursivRegular
    /KorinnaITCbyBT-Regular
    /KristenITC-Regular
    /Kristin
    /KunstlerScript
    /KyotoSong
    /LainieDaySH
    /LandscapePlanning
    /Lapidary333BT-Bold
    /Lapidary333BT-BoldItalic
    /Lapidary333BT-Italic
    /Lapidary333BT-Roman
    /LatinoPal3LightItalicSH
    /LatinoPal3LightSH
    /LatinoPal4ItalicSH
    /LatinoPal4RomanSH
    /LatinoPal5DemiItalicSH
    /LatinoPal5DemiSH
    /LatinoPal6BoldItalicSH
    /LatinoPal6BoldSH
    /LatinoPal7ExtraBoldSH
    /LatinoPal8BlackSH
    /LatinoPalCond4RomanSH
    /LatinoPalCond5DemiSH
    /LatinoPalCond6BoldSH
    /LatinoPalExptRomanSH
    /LatinoPalSwashSH
    /LatinWidD
    /LatinWide
    /LeeToscanini3LightSH
    /LeeToscanini5RegularSH
    /LeeToscanini7BoldSH
    /LeeToscanini9BlackSH
    /LeeToscaniniInlineSH
    /LetterGothic12PitchBT-Bold
    /LetterGothic12PitchBT-BoldItal
    /LetterGothic12PitchBT-Italic
    /LetterGothic12PitchBT-Roman
    /LetterGothic-Bold
    /LetterGothic-BoldItalic
    /LetterGothic-Italic
    /LetterGothicMT
    /LetterGothicMT-Bold
    /LetterGothicMT-BoldOblique
    /LetterGothicMT-Oblique
    /LetterGothic-Regular
    /LibrarianRegular
    /LinusPSMT
    /Lithograph-Bold
    /LithographLight
    /LongIsland
    /LubalinGraphMdITCTT
    /LucidaBright
    /LucidaBright-Demi
    /LucidaBright-DemiItalic
    /LucidaBright-Italic
    /LucidaCalligraphy-Italic
    /LucidaConsole
    /LucidaFax
    /LucidaFax-Demi
    /LucidaFax-DemiItalic
    /LucidaFax-Italic
    /LucidaHandwriting-Italic
    /LucidaSans-Typewriter
    /LucidaSans-TypewriterBold
    /LucidaSansUnicode
    /LydianCursiveBT-Regular
    /Magneto-Bold
    /Map-Symbols
    /MarcusHobbesSH
    /Mariah
    /Marigold
    /MaritaMedium-HMK
    /MaritaScript-HMK
    /Market
    /MartinMaxxieSH
    /MathTypeMed
    /MatisseITC-Regular
    /MaturaMTScriptCapitals
    /MaudeMeadSH
    /MemorandumPSMT
    /Metro
    /Metrostyle-Bold
    /MetrostyleExtended-Bold
    /MetrostyleExtended-Regular
    /Metrostyle-Regular
    /MicrogrammaD-BoldExte
    /MicrosoftSansSerif
    /MikePicassoSH
    /MiniPicsLilEdibles
    /MiniPicsLilFolks
    /MiniPicsLilStuff
    /MischstabPopanz
    /MisterEarlBT-Regular
    /Mistral
    /ModerneDemi
    /ModerneDemiOblique
    /ModerneOblique
    /ModerneRegular
    /Modern-Regular
    /MonaLisaRecutITC-Normal
    /Monospace821BT-Bold
    /Monospace821BT-BoldItalic
    /Monospace821BT-Italic
    /Monospace821BT-Roman
    /Monotxt
    /MonotypeCorsiva
    /MonotypeSorts
    /MorrisonMedium
    /MorseCode
    /MotorPSMT
    /MSAM10
    /MSLineDrawPSMT
    /MS-Mincho
    /MSOutlook
    /MSReference1
    /MSReference2
    /MTEX
    /MTEXB
    /MTEXH
    /MT-Extra
    /MTGU
    /MTGUB
    /MTLS
    /MTLSB
    /MTMI
    /MTMIB
    /MTMIH
    /MTMS
    /MTMSB
    /MTMUB
    /MTMUH
    /MTSY
    /MTSYB
    /MTSYH
    /MT-Symbol
    /MTSYN
    /Music
    /MysticalPSMT
    /NagHammadiLS
    /NealCurieRuledSH
    /NealCurieSH
    /NebraskaPSMT
    /Neuropol-Medium
    /NevisonCasD
    /NewMilleniumSchlbkBoldItalicSH
    /NewMilleniumSchlbkBoldSH
    /NewMilleniumSchlbkExptSH
    /NewMilleniumSchlbkItalicSH
    /NewMilleniumSchlbkRomanSH
    /News702BT-Bold
    /News702BT-Italic
    /News702BT-Roman
    /Newton
    /NewZuricaBold
    /NewZuricaItalic
    /NewZuricaRegular
    /NiagaraEngraved-Reg
    /NiagaraSolid-Reg
    /NigelSadeSH
    /Nirvana
    /NuptialBT-Regular
    /OCRAbyBT-Regular
    /OfficePlanning
    /OldCentury
    /OldEnglishTextMT
    /Onyx
    /OnyxBT-Regular
    /OpenSymbol
    /OttawaPSMT
    /OttoMasonSH
    /OzHandicraftBT-Roman
    /OzzieBlack-Italic
    /OzzieBlack-Regular
    /PalatiaBold
    /PalatiaItalic
    /PalatiaRegular
    /PalmSpringsPSMT
    /Pamela
    /PanRoman
    /ParadisePSMT
    /ParagonPSMT
    /ParamountBold
    /ParamountItalic
    /ParamountRegular
    /Parchment-Regular
    /ParisianBT-Regular
    /ParkAvenueBT-Regular
    /Patrick
    /Patriot
    /PaulPutnamSH
    /PcEncodingLowerSH
    /PcEncodingSH
    /Pegasus
    /PenguinLightPSMT
    /PennSilvaSH
    /Percival
    /PerfectRegular
    /Pfn2BlackItalic
    /Phantom
    /PhilSimmonsSH
    /Pickwick
    /PipelinePlain
    /Playbill
    /PoorRichard-Regular
    /Poster
    /PosterBodoniBT-Italic
    /PosterBodoniBT-Roman
    /Pristina-Regular
    /Proxy1
    /Proxy2
    /Proxy3
    /Proxy4
    /Proxy5
    /Proxy6
    /Proxy7
    /Proxy8
    /Proxy9
    /Prx1
    /Prx2
    /Prx3
    /Prx4
    /Prx5
    /Prx6
    /Prx7
    /Prx8
    /Prx9
    /Pythagoras
    /Ranegund
    /Ravie
    /Ribbon131BT-Bold
    /RMTMI
    /RMTMIB
    /RMTMIH
    /RMTMUB
    /RMTMUH
    /RobWebsterExtraBoldSH
    /Rockwell
    /Rockwell-Bold
    /Rockwell-ExtraBold
    /Rockwell-Italic
    /RomanC
    /RomanD
    /RomanS
    /RomanT
    /Romantic
    /RomanticBold
    /RomanticItalic
    /Sahara
    /SalTintorettoSH
    /SamBarberInitialsSH
    /SamPlimsollSH
    /SansSerif
    /SansSerifBold
    /SansSerifBoldOblique
    /SansSerifOblique
    /Sceptre
    /ScribbleRegular
    /ScriptC
    /ScriptHebrew
    /ScriptS
    /Semaphore
    /SerifaBT-Black
    /SerifaBT-Bold
    /SerifaBT-Italic
    /SerifaBT-Roman
    /SerifaBT-Thin
    /Sfn2Bold
    /Sfn3Italic
    /ShelleyAllegroBT-Regular
    /ShelleyVolanteBT-Regular
    /ShellyMarisSH
    /SherwoodRegular
    /ShlomoAleichemSH
    /ShotgunBT-Regular
    /ShowcardGothic-Reg
    /SignatureRegular
    /Signboard
    /SignetRoundhandATT-Italic
    /SignetRoundhand-Italic
    /SignLanguage
    /Signs
    /Simplex
    /SissyRomeoSH
    /SlimStravinskySH
    /SnapITC-Regular
    /SnellBT-Bold
    /Socket
    /Sonate
    /SouvenirITCbyBT-Demi
    /SouvenirITCbyBT-DemiItalic
    /SouvenirITCbyBT-Light
    /SouvenirITCbyBT-LightItalic
    /SpruceByingtonSH
    /SPSFont1Medium
    /SPSFont2Medium
    /SPSFont3Medium
    /SPSFont4Medium
    /SpsFont4Medium
    /SPSFont5Normal
    /SPSScript
    /SRegular
    /Staccato222BT-Regular
    /StageCoachRegular
    /StandoutRegular
    /StarTrekNextBT-ExtraBold
    /StarTrekNextPiBT-Regular
    /SteamerRegular
    /Stencil
    /StencilBT-Regular
    /Stewardson
    /Stonehenge
    /StopD
    /Storybook
    /Strict
    /Strider-Regular
    /StuyvesantBT-Regular
    /StylusBT
    /StylusRegular
    /SubwayRegular
    /SueVermeer4LightItalicSH
    /SueVermeer4LightSH
    /SueVermeer5MedItalicSH
    /SueVermeer5MediumSH
    /SueVermeer6DemiItalicSH
    /SueVermeer6DemiSH
    /SueVermeer7BoldItalicSH
    /SueVermeer7BoldSH
    /SunYatsenSH
    /SuperFrench
    /SuzanneQuillSH
    /Swiss721-BlackObliqueSWA
    /Swiss721-BlackSWA
    /Swiss721BT-Black
    /Swiss721BT-BlackCondensed
    /Swiss721BT-BlackCondensedItalic
    /Swiss721BT-BlackExtended
    /Swiss721BT-BlackItalic
    /Swiss721BT-BlackOutline
    /Swiss721BT-Bold
    /Swiss721BT-BoldCondensed
    /Swiss721BT-BoldCondensedItalic
    /Swiss721BT-BoldCondensedOutline
    /Swiss721BT-BoldExtended
    /Swiss721BT-BoldItalic
    /Swiss721BT-BoldOutline
    /Swiss721BT-Italic
    /Swiss721BT-ItalicCondensed
    /Swiss721BT-Light
    /Swiss721BT-LightCondensed
    /Swiss721BT-LightCondensedItalic
    /Swiss721BT-LightExtended
    /Swiss721BT-LightItalic
    /Swiss721BT-Roman
    /Swiss721BT-RomanCondensed
    /Swiss721BT-RomanExtended
    /Swiss721BT-Thin
    /Swiss721-LightObliqueSWA
    /Swiss721-LightSWA
    /Swiss911BT-ExtraCompressed
    /Swiss921BT-RegularA
    /Syastro
    /Symap
    /Symath
    /SymbolGreek
    /SymbolGreek-Bold
    /SymbolGreek-BoldItalic
    /SymbolGreek-Italic
    /SymbolGreekP
    /SymbolGreekP-Bold
    /SymbolGreekP-BoldItalic
    /SymbolGreekP-Italic
    /SymbolGreekPMono
    /SymbolMT
    /SymbolProportionalBT-Regular
    /SymbolsAPlentySH
    /Symeteo
    /Symusic
    /Tahoma
    /Tahoma-Bold
    /TahomaItalic
    /TamFlanahanSH
    /Technic
    /TechnicalItalic
    /TechnicalPlain
    /TechnicBold
    /TechnicLite
    /Tekton-Bold
    /Teletype
    /TempsExptBoldSH
    /TempsExptItalicSH
    /TempsExptRomanSH
    /TempsSwashSH
    /TempusSansITC
    /TessHoustonSH
    /TexCatlinObliqueSH
    /TexCatlinSH
    /Thrust
    /Times-Bold
    /Times-BoldItalic
    /Times-BoldOblique
    /Times-ExtraBold
    /Times-Italic
    /TimesNewRomanMT-ExtraBold
    /TimesNewRomanPS-BoldItalicMT
    /TimesNewRomanPS-BoldMT
    /TimesNewRomanPS-ItalicMT
    /TimesNewRomanPSMT
    /Times-Oblique
    /Times-Roman
    /Times-Semibold
    /Times-SemiboldItalic
    /TimesUnic-Bold
    /TimesUnic-BoldItalic
    /TimesUnic-Italic
    /TimesUnic-Regular
    /TonyWhiteSH
    /TransCyrillic
    /TransCyrillic-Bold
    /TransCyrillic-BoldItalic
    /TransCyrillic-Italic
    /Transistor
    /Transitional521BT-BoldA
    /Transitional521BT-CursiveA
    /Transitional521BT-RomanA
    /TranslitLS
    /TranslitLS-Bold
    /TranslitLS-BoldItalic
    /TranslitLS-Italic
    /TransRoman
    /TransRoman-Bold
    /TransRoman-BoldItalic
    /TransRoman-Italic
    /TransSlavic
    /TransSlavic-Bold
    /TransSlavic-BoldItalic
    /TransSlavic-Italic
    /Trebuchet-BoldItalic
    /TrebuchetMS
    /TrebuchetMS-Bold
    /TrebuchetMS-Italic
    /TribuneBold
    /TribuneItalic
    /TribuneRegular
    /Tristan
    /TrotsLight-HMK
    /TrotsMedium-HMK
    /TubularRegular
    /Txt
    /TypoUprightBT-Regular
    /UmbraBT-Regular
    /UmbrellaPSMT
    /UncialLS
    /Unicorn
    /UnicornPSMT
    /Univers
    /UniversalMath1BT-Regular
    /Univers-Bold
    /Univers-BoldItalic
    /UniversCondensed
    /UniversCondensed-Bold
    /UniversCondensed-BoldItalic
    /UniversCondensed-Italic
    /UniversCondensed-Medium
    /UniversCondensed-MediumItalic
    /Univers-CondensedOblique
    /UniversExtended-Bold
    /UniversExtended-BoldItalic
    /UniversExtended-Medium
    /UniversExtended-MediumItalic
    /Univers-Italic
    /UniversityRomanBT-Regular
    /UniversLightCondensed-Italic
    /UniversLightCondensed-Regular
    /Univers-Medium
    /Univers-MediumItalic
    /URWWoodTypD
    /USABlackPSMT
    /USALightPSMT
    /Vagabond
    /Venetian301BT-Demi
    /Venetian301BT-DemiItalic
    /Venetian301BT-Italic
    /Venetian301BT-Roman
    /Verdana
    /Verdana-Bold
    /Verdana-BoldItalic
    /Verdana-Italic
    /VinerHandITC
    /VinetaBT-Regular
    /Vivaldii
    /VladimirScript
    /VoguePSMT
    /WaldoIconsNormalA
    /WaltHarringtonSH
    /Webdings
    /Weiland
    /WesHollidaySH
    /Wingdings-Regular
    /WP-HebrewDavid
    /XavierPlatoSH
    /YuriKaySH
    /ZapfChanceryITCbyBT-Bold
    /ZapfChanceryITCbyBT-Medium
    /ZapfDingbatsITCbyBT-Regular
    /ZapfElliptical711BT-Bold
    /ZapfElliptical711BT-BoldItalic
    /ZapfElliptical711BT-Italic
    /ZapfElliptical711BT-Roman
    /ZapfHumanist601BT-Bold
    /ZapfHumanist601BT-BoldItalic
    /ZapfHumanist601BT-Italic
    /ZapfHumanist601BT-Roman
    /ZappedChancellorMedItalicSH
    /ZurichBT-BlackExtended
    /ZurichBT-Bold
    /ZurichBT-BoldCondensed
    /ZurichBT-BoldCondensedItalic
    /ZurichBT-BoldItalic
    /ZurichBT-ExtraCondensed
    /ZurichBT-Italic
    /ZurichBT-ItalicCondensed
    /ZurichBT-Light
    /ZurichBT-LightCondensed
    /ZurichBT-Roman
    /ZurichBT-RomanCondensed
    /ZurichBT-RomanExtended
    /ZurichBT-UltraBlackExtended
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 150
  /ColorImageDepth -1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /ColorImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 150
  /GrayImageDepth -1
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /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
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 600
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputCondition ()
  /PDFXRegistryName (http://www.color.org?)
  /PDFXTrapped /False

  /SyntheticBoldness 1.000000
  /Description <<
    /DEU <>
    /ENU <>
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [2834.646 2834.646]
>> setpagedevice


