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A Medicinal Extract of Scutellaria baicalensis and Acacia catechu Acts as a Dual
Inhibitor of Cyclooxygenase and 5-Lipoxygenase to Reduce Inflammation
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ABSTRACT A mixed extract containing two naturally occurring flavonoids, baicalin from Scutellaria baicalensis and cat-
echin from Acacia catechu, was tested for cyclooxygenase (COX) and 5-lipoxygenase (5-LOX) inhibition via enzyme, cellu-
lar, and in vivo models. The 50% inhibitory concentration for inhibition of both ovine COX-1 and COX-2 peroxidase enzyme
activities was 15 �g/mL, while the mixed extract showed a value for potato 5-LOX enzyme activity of 25 �g/mL. Prostaglandin
E2 generation was inhibited by the mixed extract in human osteosarcoma cells expressing COX-2, while leukotriene produc-
tion was inhibited in both human cell lines, immortalized THP-1 monocyte and HT-29 colorectal adenocarcinoma. In an arachi-
donic acid-induced mouse ear swelling model, the extract decreased edema in a dose-dependent manner. When arachidonic
acid was injected directly into the intra-articular space of mouse ankle joints, the mixed extract abated the swelling and re-
stored function in a rotary drum walking model. These results suggest that this natural, flavonoid mixture acts via “dual in-
hibition” of COX and LOX enzymes to reduce production of pro-inflammatory eicosanoids and attenuate edema in an in vivo
model of inflammation.
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INTRODUCTION

MORE THAN 4,000 DISTINCT, natural flavonoids exist and
are commonly consumed as foods, teas, wines, tradi-

tional medicines, and pharmaceutical drugs.1 Not only do
flavonoids contribute to color and flavor in foods such as
fruits, vegetables, and spices, but they also have been used
as antioxidants, antimicrobials, and antivirals to fight infec-
tion and as pharmaceutical agents for chronic disease man-
agement.2–4 Flavonoids are also both anticarcinogenic and
antimutagenic.4,5 Flavonoids from Scutellaria baicalensis
(Chinese skullcap) and Acacia catechu (black catechu) have
been used in many traditional medicines and pharmaceuti-
cal products, especially in Asia, for a variety of purposes,
including anti-inflammatory, antiviral, antibacterial, anti-
cancer, and cardiovascular applications.6–13 The anti-in-
flammatory properties of these flavonoids are particularly
interesting in the management of chronic inflammatory dis-
eases, such as osteoarthritis (OA).

Following the trauma that initiates OA, metabolic
processes play an important role in pathophysiology result-

ing in progressive cartilage degradation and joint pain.16 For
instance, high levels of arachidonic acid (AA) are generated
from damaged cell membrane phospholipids by the action
of phospholipase A2.14 AA is then further metabolized by
the cyclooxygenase (COX) and 5-lipoxygenase (5-LOX) en-
zyme systems to a variety of mediator molecules, including
prostaglandin (PG) E2, thromboxanes (TXs) (TXA2), prosta-
cyclins (PGI2), and highly inflammatory leukotrienes such
as leukotriene (LT) B4, LTC4, and LTD4 (Fig. 1).14–16 Con-
ventional pharmacological management of OA involves
treatment with nonsteroidal anti-inflammatory drugs
(NSAIDs) or selective COX-2 inhibitors that block the for-
mation of PGs without modulating 5-LOX enzyme activity.
Inhibition of one or both of the COX enzymes may “shunt”
AA metabolism down the 5-LOX pathway, which can ag-
gravate toxicity associated with the lack of PGs and excess
production of LTs.17,18 For example, NSAID-induced gas-
tric ulcers have been shown to have high concentrations of
LTB4 in their walls, which attracts leukocytes to the stom-
ach and may contribute to ulceration.18,19 Recently, reports
have appeared regarding so-called “dual inhibitors,” agents
that inhibit not only COX-1 and COX-2, but also 5-
LOX.20–23 These agents may be particularly effective for
managing the metabolic processes underlying OA and re-
ducing both gastric and cardiovascular side effects by bal-
ancing AA metabolism in the body.16,24
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Using a high-throughput screening method, baicalin and
catechin, from S. baicalensis and A. catechu, respectively,
were previously found to inhibit COX-1, COX-2, and 5-
LOX, whose AA metabolic products contribute to the de-
velopment and progression of OA.25 It is important to un-
derstand the mechanism of action of these compounds at the
enzymatic and cellular levels in order to prepare for further
human clinical studies. The present study demonstrates that
the mixed extract containing baicalin and catechin exhibits
properties of dual inhibition of both COX and LOX enzyme
systems and cellular down-regulation of specific inflamma-
tory metabolites, as well as reduction of inflammatory re-
sponses in an in vivo animal model. This profile, at the cel-
lular and whole animal level, suggests the utility of a baicalin
and catechin extract for the dietary management of OA.

MATERIALS AND METHODS

Preparation of extracts containing baicalin 
and catechin

The screening process for the identification of active or-
ganic extracts containing both baicalin and catechin that in-
hibit COX-1, COX-2, and 5-LOX has been described.25 In
the current study, three different lots of S. baicalensis ex-
tracts from roots were used in the biochemical, cellular, and
animal experiments. The roots were extracted with 70%
ethanol and then recrystallized with an ethanol/water sol-
vent. The S. baicalensis extract contained baicalin as the ma-
jor component (82.2%) (Fig. 2A), as well as other minor
free-B-ring flavonoids: wogonin-7-O-G-glucuronide, orox-
ylin A-7-O-G-glucuronide, and baicalein. Baicalein, nor-
mally a digestive product of baicalin by intestinal flora, ap-
pears in small amounts in the root of S. baicalensis. Three
different lots of catechin extract were also obtained from re-
peated crystallization of an aqueous extraction of the heart-
woods of a medicinal plant from India, A. catechu, and used
in these experiments. (�)-Catechin is the major component
in the A. catechu extract (80.4%) (Fig. 2B), plus a minor
amount of its entantiomer, epicatechin, as well as minor
amounts of other flavans.

Analysis of the extracts was performed separately by high
performance liquid chromatography (HPLC)/photo diode ar-
ray (PDA) and liquid chromatography/mass spectrometry.
The results showed the major compounds to be baicalin,
from the S. baicalensis extract, and catechin, from the A.
catechu extract, by comparison with known standards. The
structure of these compounds was then confirmed by 13C
and 1H nuclear magnetic resonance analysis, respectively.
The combined flavonoid content was analyzed by HPLC us-
ing a Phenomenex (Torrance, CA) Luna 5� C-18 column
(250 mm � 4.6 mm) with a C-18 Security Guard cartridge
in a column oven at 35°C. The mobile phase had a flow rate
of 1.0 mL/minute and used an isocratic 1% phosphoric
acid:acetonitrile ratio of 85%:15% for the first 7 minutes,
then a new gradient of 10%:90% from 7 minutes to 16.5
minutes, and then an isocratic 1% phosphoric acid:acetoni-
trile gradient with a ratio of 85%:15% for 7.5 minutes. The
flavonoids were detected using a ultraviolet detector at 275
nm and identified based on retention time by comparison
with known flavonoid standards.

Inhibition of COX enzymes

A cleavable, peroxide chromophore [N,N,N�,N�-tetra-
methyl-p-phenylenediamine dihydrochloride (TMPD)]
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FIG. 1. Metabolic conversion of AA to inflammatory metabolites.
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FIG. 2. Chemical structure of (A) baicalin and (B) (�)-catechin,
which compose the major active compounds in UP446.
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(Sigma, St. Louis, MO) was included in the assay to mea-
sure the peroxidase activity of each enzyme with AA as a
cofactor.26 Each putative inhibitor and appropriate positive
controls were tested for COX-1 and COX-2 inhibition in
triplicate, at room temperature over a range of concentra-
tions from 0 to 500 �g/mL using ovine COX-1 and COX-
2 enzymes (Cayman Chemical, Ann Arbor, MI), hematin
(Sigma), TMPD (Sigma), and AA (Sigma). Absorbance of
the cleaved TMPD substrate was read at 570 nm after a 5-
minute incubation. The inhibitor concentration versus per-
centage inhibition was plotted, and the 50% inhibitory con-
centration (IC50) was determined by taking the half-maximal
point along the isotherm and intersecting the concentration
on the x-axis. Different ratios of S. baicalensis and A. cat-
echu extract were mixed to obtain equal inhibition of the
peroxidase activity for both COX-1 and COX-2 enzymes in
vitro. S. baicalensis to A. catechu ratios of 1:4, 1:1, and 4:1
were tested. The combined extract labeled UP446 (4:1 mix-
ture S. baicalensis to A. catechu) was then compared to S.
baicalensis and A. catechu extracts individually, pure
baicalin (Aldrich, Milwaukee, WI), pure catechin (Sigma),
ibuprofen (Sigma), aspirin (Sigma), and celecoxib (Pfizer,
New York, NY).

Inhibition of 5-LOX enzyme

Other important inflammatory pathways involve non-
heme, iron-containing LOXs that catalyze the addition of
molecular oxygen onto fatty acids such as AA to produce
unstable hyperoxides (hydroperoxyeicosatetraenoic acids)
that are then converted to LTs.27 Purified catechin from A.
catechu was examined for its ability to inhibit 5-LOX and
compared with purified baicalin and baicalein from S.
baicalensis, UP446, and a known 5-LOX inhibitor,
phenidone (Sigma), using a Lipoxygenase Inhibitor Screen-
ing Assay Kit (Cayman Chemical) in which potato 5-LOX
(Cayman Chemical) was substituted for the soy 15-LOX
usually present in the kit after a change of buffer from phos-
phate buffer, pH 6.8, to Tris-HCl, pH 7.4. The assay detects
the formation of hydroperoxides through an oxygen-sensing
chromagen consisting of FeSO4�7H2O and NH4SCN, which
changes to bright yellow and is read at 490 nm. The assay
was performed in triplicate using potato 5-LOX (15.3 units),
linoleic acid (Sigma) as a cofactor, and TMPD (Sigma) as
a substrate with a titration of inhibitors ranging from 0 to
500 �g/mL. The inhibitor concentration versus percentage
inhibition was plotted, and the IC50 was determined by tak-
ing the half-maximal point along the isotherm and inter-
secting the concentration on the x-axis.

Down-regulation of COX and LOX metabolites in cells

For analysis of the COX-2 inhibitory activity in cells,
HOSC (ATCC #8304-CRL, American Type Culture Col-
lection, Manassas, VA) cells, a human osteosarcoma cell
line that expresses COX proteins, were cultured to 80–90%
confluence, trypsinized, washed, resuspended in fresh

medium, plated out in 96-well tissue culture plates, and in-
cubated for 2 hours at 37°C in 5% CO2 in a humidified 
environment. The medium was then replaced with new
medium containing 1 ng/mL interleukin-1� and incubated
overnight to induce COX gene expression. The medium was
removed again and replaced with fresh medium. Test com-
pounds were then added in 10 �L of medium to final con-
centrations of 0.75–50 �g/mL for 15 minutes at 37°C. AA,
in the same medium, was added to the mixture and incu-
bated for 10 minutes at room temperature. Supernatant was
transferred to new plates containing 100 �M indomethacin
in enzyme-linked immunosorbent assay (ELISA) buffer to
suppress the COX-1 enzyme activity.

Immunolon-4 ELISA plates (Dynatech Laboratories,
Chantilly, VA) were coated with capture antibody at 0.5–4
�g/mL against PGE2 and TXB2 in carbonate buffer (pH 9.2)
and incubated overnight at 4°C. The plates were washed and
incubated for 2 hours with blocking buffer (phosphate-
buffered saline � 1% bovine serum albumin) at room tem-
perature. The plates were washed again, and test sample was
added and incubated for 1 hour at room temperature. Per-
oxidase-conjugated secondary antibody was added at 0.5–4
mg/mL and incubated for 1 hour at room temperature while
shaking. The plates were then washed three times with phos-
phate-buffered saline, and 100 �L of 3,3�,5,5�-tetramethyl-
benzidine (Sigma) substrate was added. The plates were al-
lowed to develop, after which the reaction was stopped by
addition of 1 M phosphoric acid. The plates were then read
at 450 nm.

To analyze the effect on 5-LOX metabolites, UP446 was
titrated in triplicate at 0, 3, 10, 30, and 100 �g/mL, into
fresh tissue culture medium containing confluent layers of
THP-1 (ATCC #TIB 202) or HT-29 (ATCC #HTB-38™)
cells, human monocyte and colorectal adenocarcinoma cell
lines, which express COX-1, COX-2, and 5-LOX. A com-
petitive ELISA for LTB4 (Neogen, Lansing, MI) was used
to assess the effect of the combined purified extracts on
newly synthesized levels of LTB4 present after 48 hours of
incubation at 37°C with 5% CO2 in a humidified environ-
ment. Each treated cell line was then harvested by centrifu-
gation and disrupted by gentle dounce homogenization ly-
sis in physiological buffers. The amount of newly
synthesized LTB4 was measured by ELISA.

To assess the effects of a typical NSAID on LTB4 pro-
duction, ibuprofen was added to the HT-29 cells at 3 �g/mL
versus UP446 at 3 �g/mL and incubated for 48 hours. A
competitive ELISA was performed as above, and 0- and 48-
hour results were plotted for each.

In vivo anti-inflammatory model for efficacy

Outbred, pathogen-free ICR male mice (Harlan Inc., In-
dianapolis, IN) were used in anti-inflammatory experiments
to test efficacy in vivo. Mice were received at 4–5 weeks of
age and used after 1 week of acclimatization. Animals were
housed five per cage, maintained under a light:dark sched-
ule of 12 hours:12 hours, and provided tap water and com-

444 BURNETT ET AL.

31



mercial rodent chow (Teklad 2019, Harlan) ad libitum.
Health status of the mice was monitored once daily. All an-
imals were maintained under accepted health standards in a
facility approved by the Institutional Animal Care and Use
Committee and were maintained in accordance with the
Guide for the Care and Use of Laboratory Animals.28

To determine if UP446 had an effect on inflammation in
vivo, a mouse ear swelling assay with topically applied AA
was utilized.29 Briefly, 4–5-week-old ICR mice were fed
dose equivalents of 0, 50, 100, and 200 mg/kg of UP446
finely suspended in water by repeated vortex-mixing via oral
gavage, while control mice were fed only water (n � 10 per
group) 12 hours before applying 20 �L of 185 �M AA
(Sigma) dissolved in 95% ethanol on one ear. The other ear
served as an internal control with the application of 20 �L

of 95% ethanol. Indomethacin (Sigma) administered at 50
mg/kg served a control in this experiment (n � 10). Ear
swelling was measured twice prior to AA application and
again 30–60 minutes after AA application with a spring-
loaded micrometer. If measurements differed at each time
point by �10% an additional measurement was taken to min-
imize measurement error. Inflammation was quantified as a
percentage increase from baseline ear thickness to control for
individual differences in basal ear thickness among mice.

After determining the anti-inflammatory activity in the
ear swelling assay, 10 �L of 185 �M AA (Sigma) dissolved
in 95% ethanol was injected into the intra-articular ankle
space of mice (n � 9) that had been previously gavaged with
200 mg/kg UP446 12 hours before. Other animals, also pre-
viously gavaged with water, received injections with 10 �L
of 185 �M AA (n � 9), 10 �L of 95% ethanol (n � 5), or
no injection (n � 5) to control for the invasive procedure.
Micrometer measurements of ankle swelling were taken at
baseline and then 30–60 minutes after ankle injection or no
treatment. Ankle swelling was quantified as the mean in-
crease of the bilateral percent increase from baseline ankle
thickness.

A “rota-rod” device, typically used for coordination stud-
ies in mice,30 was used to assess how the mixed extract, con-
taining baicalin and catechin, helped to maintain functional
locomotor activity in control animals as well as animals 
injected with vehicle or AA. The animals were placed on
the rota-rod (5-cm-diameter drum rotating at 20 revolu-
tions/minute) after micrometer measurements of ankle in-
flammation were taken, and the latency to fall from the drum
was determined.

All in vivo data were analyzed by analysis of variance. To
probe statistically significant differences, standard polynomial
contrasts and post hoc tests (Tukey’s HSD) were employed.
Significance for all statistical tests was set at P � .05.
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TABLE 1. COMPARISON OF S. BAICALENSIS AND A. CATECHU EXTRACTS FOR

INHIBITION OF COX-1 AND COX-2 WITH BAICALIN, (�)-CATECHIN, 
NSAIDS, AND A SELECTIVE COX-2 INHIBITOR, CELECOXIB

IC50 (�g/mL)

Compound COX-1 COX-2 COX-1/COX-2a

S. baicalensis extract 12 6.0 2.0
A. catechu extract 4.3 10.3 0.42
Baicalin 9.8 7.3 1.34
(�)-Catechin 2.8 10.5 0.27
S. baicalensis to A. catechu ratio

1�4 3.5 15 0.23
1�1 9.5 20 0.48
4�1b 15 15 1.0

Ibuprofen 10.5 90 0.12
Aspirin 2.6 40 0.065
Celecoxib 10.8 0.025 432

aA COX-1-selective inhibitor will have a ratio of �1, whereas a COX-2 –selective inhibitor
will have a ratio of 	1.

bThis ratio of S. baicalensis to A. catechu is the final formulation of UP446.

FIG. 3. HPLC profile of the combined extract, UP446.
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RESULTS

Characterization of isolated and purified extracts from
S. baicalensis and A. catechu

Eleven structures were elucidated and identified for the
S. baicalensis standardized extract using HPLC/PDA/mass
spectrometry analysis, while two were identified in the A.
catechu extract. The mixed extract is shown in Figure 3. The
major active components in the combined extract are
baicalin (62.5%) from S. baicalensis and (�)-catechin
(9.9%) from A. catechu, with other minor flavonoid com-
ponents. Also contributing to the content from the S.
baicalensis extract were wogonin-7-O-G-glucuronide
(6.7%), oroxylin A-7-O-G-glucuronide (2%), baicalein
(1.5%), wogonin (1.1%), chrysin-7-glucuronide (0.8%), 5-
methyl-wogonin-7-glucuronide (0.5%), scutellarin (0.3%),
norwogonin (0.3%), chrysin (�0.2%), and oroxylin A
(�0.2%). In addition to the (�)-catechin, epicatechin was
also present at 0.4% in the A. catechu extract.

Selectivity for COX-1 versus COX-2 inhibition

In order to determine the inhibitory selectivity on COX-
1 and COX-2 enzymes of the combined extracts, inhibition
of the recombinant ovine peroxidase enzyme, a second fatty
acid-modifying activity contained within the COX-1 and
COX-2 enzymes and linked to formation of PGs, was mea-
sured.26,31 IC50 values are expressed in �g/mL rather than
micromolar concentrations because of the impure nature of
the plant extracts. Initial inhibition results for the S.
baicalensis extract and pure baicalin showed approximately
twofold more COX-2 versus COX-1 inhibition when IC50
values were compared (Table 1). COX-1/COX-2 ratios of
�1 reflect COX-1 selectivity, whereas ratios of 	1 reflect
COX-2 selectivity. The A. catechu extract and pure (�)-cat-
echin, however, similarly showed more COX-1 than COX-
2 inhibition. Since we wished to have a balanced dual in-

hibitor as a therapeutic (see Discussion), different ratios of
S. baicalensis to A. catechu extract were tested for COX-1
and COX-2 inhibition in an attempt to balance the activity.
A 1:4 ratio of S. baicalensis to A. catechu extracts showed
an IC50 of 3.5 �g/mL for COX-1 and 15 �g/mL for COX-
2 inhibition (Table 1). A 1:1 ratio of S. baicalensis to A. cat-
echu extracts showed an IC50 of 9.5 (�g/mL for COX-1 and
20 (�g/mL for COX-2 inhibition. Finally, a 4:1 ratio of S.
baicalensis to A. catechu extracts showed equal IC50 values
for both COX-1 and COX-2 inhibition for a COX-1/COX-
2 ratio of 1. This formulation was coded as UP446. The tra-
ditional NSAIDs, aspirin and ibuprofen, showed more se-
lectivity for COX-1 inhibition by IC50 comparison than
COX-2 compared to celecoxib, a selective COX-2 inhibitor,
which showed dramatic selectivity for COX-2 over COX-1
in this assay system (COX-1/COX-2 � 432) (Table 1). An
example of the IC50 analysis by titration of increasing
amounts of UP446 into both COX-1 and COX-2 assays is
shown in Figure 4. For both COX-1 and COX-2, all com-
pounds and combinations tested inhibited 100% of the en-
zyme activities within the 5-minute incubation period.

Inhibition of 5-LOX enzyme

The IC50 for inhibition of 5-LOX enzyme activity was
determined for UP446, baicalin, catechin, and phenidone, a
well-characterized LOX inhibitor (Table 2).32 The extent of
inhibition for catechin was 50% at the two highest concen-
trations tested, and the inhibition reached a maximum of
25% without leveling off for UP446, compared to
phenidone, which reached 100% (Fig. 5). Increased con-
centrations of UP446 were precluded from testing to estab-
lish a more accurate IC50 because of problems with solu-
bility of the molecules. Thus, since 100% inhibition was not
obtained at any concentration, the IC50 for UP446 is only
an estimate based on this analysis. The absorbance for the
color change in the 5-LOX enzymatic conversion of linoleic
acid as measured by the oxygen-sensing system,
FeSO4�7H2O and NH4SCN, is measured at 490 nm.
Baicalin’s absorbance at the same wavelength interferes
with quantitative measurement of the signal produced by the
oxygen-sensing system and that of baicalin, thereby pre-
venting an accurate determination of an IC50 for UP446 and
baicalin. The IC50 was determined for catechin and UP446
after normalizing the data to 100% (Fig. 5). No inhibition

446 BURNETT ET AL.

TABLE 2. COMPARISON OF 5-LOX ENZYME INHIBITION BY

UP446, BAICALIN, (�)-CATECHIN, AND PHENIDONE

Compound rested 5-LOX IC50 (�g/mL)

UP446 29.00
Baicalin NDa

(�)-Catechin 16.50
Phenidone 0.65

aND, no inhibition detected.

FIG. 4. Titration of UP446 for IC50 determination by inhibition of
COX-1 (�) and COX-2 (�) enzymes.
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of 5-LOX was found for indomethacin, ibuprofen, naproxen,
and celecoxib at the concentrations tested (data not shown).

Inhibition of cellular COX and LOX activity

Based on the in vitro inhibition of the COX enzymes, the
ability of UP446 and celecoxib to inhibit PGE2 production
in cells was investigated. UP446 and celecoxib were titrated
between 0.75 to 50 �g/mL into cultures of HOSC cells, a
human osteosarcoma cell line expressing COX-2. Celecoxib
was found to be a much more potent COX-2 inhibitor based
on PGE2 recovery when compared to UP446, consistent with
in vitro enzyme inhibition results compared to UP446 (Fig.
6). UP446 at the highest concentration tested (50 �g/mL)
reached approximately the same level of PGE2 inhibition in
the assay as celecoxib at the lowest concentration tested
(0.75 �g/mL). Treatments of cell cultures with indomethacin
inhibited any COX-1 activity and prevented production of
additional PGE2, which could interfere with the assay re-
sults (data not shown).

Because of the solubility issues in fully determining the
enzymatic inhibition of UP446 on the 5-LOX enzyme, cell
assays that showed the specific reduction of LTB4 in a bi-
ological system were utilized. UP446 was titrated between
0 to 100 �g/mL into cultures of THP-1 cells, a monocyte
cell line that expresses COX-1, COX-2, and 5-LOX. Using
a competitive ELISA, it was found that the production of
newly synthesized lipopolysaccharide-induced LTB4 was al-
most completely inhibited by addition of UP446 to the cul-
tures at concentrations between 3 and 10 �g/mL (Fig. 7A).
The inhibition of LTB4 production by UP446 was compared
to that of ibuprofen as a negative control at 3 �g/mL. In-
tracellular levels of newly produced LTB4 were measured

in this assay after cellular disruption. In this system, UP446
reduced LTB4 production by approximately 80% compared
to 20% by ibuprofen (Fig. 7B).

THP-1 and HOSC cells were both tested for cytotoxicity
using a lactate dehydrogenase assay.33 UP446 showed no
cytotoxicity at concentrations up to 100 �g/mL in each cell
line (data not shown).34

In vivo efficacy

In vitro inhibition assays are not a true measure of efficacy
for anti-inflammatory compounds. It is necessary to test the
combination extract, UP446, in a biological system to deter-
mine efficacy. AA-induced ear swelling is a well-established
assay for induction of COX and 5-LOX and the metabolites
produced by each enzyme.28 Edema is produced in 30–60
minutes mediated by PGE2 and LTB4 production and infil-
tration of leukocytes into the AA-treated ear.31 In the present
experiment, epicutaneous application of AA induced a robust
swelling response, as evidenced by a mean 95% increase in
ear thickness among animals gavaged with water (Fig. 8A).
Edema was significantly reduced by acute oral UP446 pre-
treatment (F3,31 � 6.09, P � .002) in a dose-dependent man-
ner (P � .001 for linear contrast). Post hoc analyses revealed
that both 100 mg/kg (P � .047) and 200 mg/kg (P � .001)
produced a significant attenuation of ear swelling compared
to vehicle control. Indomethacin (50 mg/kg) treatment pro-
duced a trend towards reduced edema compared to vehicle
that approached statistical significance (F1,13 � 3.22, P �
.096). Importantly, UP446 did not significantly affect the
thickness of the vehicle-treated ear (P 	 .05), indicating that
it does not produce generalized reductions in ear thickness in-
dependent of an inflammatory stimulus.
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FIG. 5. Titration of UP446 (�), catechin (�), baicalin (�), and
phenidone (�) and determination of IC50 for each by inhibition of the
5-LOX enzyme.

FIG. 6. Inhibition of PGE2 production in HOSC cells by UP446 (�)
and celecoxib (�). TXB2 activity was minimal because of in-
domethacin being added to supernatants.
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Bilateral intra-articular ankle injections of AA yielded a
robust increase in ankle thickness of approximately 34%
among animals gavaged with water compared to baseline.
Overall, there was a significant difference between treatment
groups (F3,24 � 10.05, P � .001), with AA-treated animals
that received water by gavage displaying significantly
greater inflammation than all other treatment groups (all P �
.04). Importantly, the group pretreated with 200 mg/kg
UP446 12 hours before AA injection displayed virtually no
change in ankle thickness and was statistically indistin-
guishable from animals receiving no intra-articular AA in-
jection (P � .986) or ethanol injection (P � .67; Fig. 8B).
Therefore, UP446 completely blocks AA-induced increases
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FIG. 7. (A) Titration of UP446 to inhibit newly synthesized LTB4
in THP-1 cells (�). (B) Reduction of LTB4 by UP446 versus ibupro-
fen at 3 �g/mL (0 days, black squares; 2 days, gray squares).

FIG. 8. (A) Titration of UP446 for reduction in topically applied
AA-induced ear swelling. (B) Effect of UP446 on reduction of in-
jected AA-induced ankle swelling. (C) Injected AA-induced ankle
swelling timed run on a rotating drum. EtOH, ethanol.
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in ankle edema. This effect was accompanied by a signifi-
cant UP446-induced improvement in run time on the rotarod
compared to animals gavaged with vehicle (P � .001; Fig.
8C). Both AA-injected animals pretreated with UP446 and
animals receiving ethanol intra-articularly performed equiv-
alently well on the rotarod task (P � .287); however, both
of these groups performed significantly worse than unin-
jected controls (P � .001), likely because of the effects of
the injection procedure. These data complement the enzyme
and cellular assays and strongly support the in vivo anti-in-
flammatory potential of UP446 on measures of inflamma-
tion and locomotor performance.

DISCUSSION

Recently, there has been renewed interest in botanically
derived products as sources of therapeutic agents because of
safety concerns with synthetic drugs. Lack of characteriza-
tion of agents with specific actions, especially in supple-
ments from natural products, have made clinicians skepti-
cal of their efficacy.36 Only with proper studies regarding
safety, mechanism of action, and efficacy can these com-
pounds be accepted as medicinal therapeutics.

Baicalin is a free-B-ring flavonoid as it lacks any side
chains in the B-ring of its structure (Fig. 2A). Baicalin has
specifically been shown to down-regulate the expression of
cytokines and PGE2, nitric oxide formation, and neutrophil
invasion in a carrageenan-induced paw edema model.37 Sim-
ilarly, baicalein has been shown to inhibit the production of
LTC4 in the same inflammatory model, suggesting an in-
hibitory effect on 5-LOX as well, though whether it was at
the gene expression level or via enzyme inhibition was not
determined.38 Baicalein was also shown to reduce LTC4 and
LTD4 in sensitized lungs of guinea pigs.39 Extracts of S.
baicalensis as well as isolated baicalin and baicalein seemed
to inhibit COX-2 gene expression40 but not COX-2 enzyme
as assessed by PGE2 production directly compared to cele-
coxib in head and neck squamous cell carcinoma cells in
vitro.41

Catechin derivatives purified from green tea and black
tea, such as epigallocatechin-3-gallate, epigallocatechin, and
epicatechin-3-gallate showed inhibition of COX and LOX-
dependent metabolism of AA in human colon mucosa and
colon tumor tissues.42 Green tea catechins, when added to
the diets of Sprague-Dawley male rats, lowered the activity
level of platelet phospholipase A2 and significantly reduced
platelet COX-1 levels.43 Catechin and epicatechin report-
edly weakly suppressed COX-2 gene transcription in human
colon cancer DLD-1 cells.44 Green tea extract has been for-
mulated with seven other plant extracts for reducing in-
flammation by inhibiting the COX-2 enzyme, without iden-
tification of any of the specific active components.45 It was
reported that five flavan-3-ol derivatives, including (�)-cat-
echin and gallocatechin, isolated from four plant species
(Atuna racemosa, Syzygium carynocarpum, Syzygium
malaccense, and Vantanea peruviana) exhibit equal to
weaker inhibitory activity against COX-2, relative to COX-
1, with IC50 values ranging from 3.3 �M to 138 �M.46 (�)-

Catechin, isolated from the bark of Ceiba pentandra, inhib-
ited COX-1 with an IC50 value of 80 �M.47 Even with this
evidence, the exact mechanism for control of inflammation
by free-B-ring flavonoids, such as baicalin, and flavan-3-
ols, like (�)-catechin, has not fully been elucidated, and the
combination of the two compounds has never been tested.
Therefore, the present study represents an important exten-
sion of this work by determining the relative selectivity of
these flavonoids as COX and 5-LOX inhibitors, as well as
demonstrating their in vivo anti-inflammatory efficacy.

There is considerable evidence that selective COX-2 over
COX-1 inhibition is associated with an increased risk for
cardiovascular events, including edema, hypertension,
stroke, and myocardial infarction.48–50 This suggests that an
excess of TXA2, which acts as a vasoconstrictive molecule
in the cardiovascular system over reduced vasodilatory
PGI2, as a consequence of selective COX-2 inhibition, is the
primary reason for increased cardiovascular toxicity.50 Ev-
idence is also available that COX inhibition shunts AA me-
tabolism toward the 5-LOX pathway generating LTB4,
which attracts neutrophils producing toxicity in various or-
gan systems.17,18 Therefore, dual inhibition of the COX and
5-LOX enzymes may provide therapeutic benefit with a
greater degree of safety than currently available modali-
ties.24

To this end, standardized extracts of S. baicalensis en-
riched for baicalin and A. catechu containing a high level of
(�)-catechin were isolated and tested for their COX-1,
COX-2, and 5-LOX enzyme inhibition capabilities. The
anti-inflammatory capacity of these compounds was mea-
sured by their ability to inhibit the peroxidase activity of the
COX enzymes. In both enzymes, the COX activity oxy-
genates AA to produce PGG2, which then is converted to
PGH2 by the peroxidase activity followed by cell-specific
synthetase conversion to individual PGs such as PGE2 or
the TX, TXA2.51 One could argue that inhibition of the per-
oxidase activity is not a direct measure of COX inhibition.
Since the two enzyme activities are coupled and required in
the enzyme to produce the end-product PGs, however, in-
hibition of one or both activities reflects down-regulation of
overall COX enzyme activity.31 Using this activity as a mea-
sure for COX enzyme inhibition, the defined extracts of S.
baicalensis and A. catechu exhibited inhibition similar to
that of pure compounds, baicalin and (�)-catechin, respec-
tively, when tested on COX-1 and COX-2. This suggests
that the inhibition activity, within the extracts, was due to
each individual flavonoid component (Table 1). When the
extracts were mixed at selected ratios, the combined extract
exhibited the desired dual inhibition properties on COX and
5-LOX with balanced COX-1 and COX-2 inhibitory activ-
ity. One drawback of the current study is that we were un-
able to establish a true IC50 for the UP446 mixed extract on
5-LOX because of enzyme assay interference. Further work
must be done to characterize the true inhibition of the mixed
extract on 5-LOX enzyme.

Tests in cell models expressing PGE2 and LTB4 demon-
strated that the observed enzyme inhibition activity was re-
flective of the mixed extract’s COX and LOX inhibition ac-
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tivity in a biological system at the cellular level. Coupled
with the dose-dependent reduction in edema in the AA-in-
duced ear swelling model, as well as in ankles injected in-
tra-articularly with AA, which allowed animals to maintain
a higher level of locomotor function over non-treated ani-
mals, these observations suggest that the extract containing
both baicalin and (�)-catechin directly inhibits the produc-
tion of inflammatory fatty acids by acting on the COX and
LOX enzymes. Since elevated AA metabolism is part of the
etiology of arthritis,14–16 inhibition of the production of
these inflammatory mediators via dual inhibition of the COX
and LOX pathways may provide a way to manage OA safely
while providing acceptable efficacy. Toxicological safety
studies in animals and humans have shown the combination
of S. baicalensis and A. catechu extracts to be safe.34 Ad-
ditional studies are under way to further clarify the exact
mechanism of action of baicalin and (�)-catechin at the pro-
tein and gene expression levels, and clinical trials are in
process to evaluate the therapeutic potential of this extract
as a prescription medical food for the dietary management
of OA.

ACKNOWLEDGMENTS

Primus Pharmaceuticals, Inc. markets a Food and Drug
Administration-regulated medical food composed of a puri-
fied mixed extract of S. baicalensis and A. catechu. Unigen
Pharmaceuticals, Inc. markets supplement ingredients com-
posed of a less pure mixed extract of S. baicalensis and A.
catechu. As such, all authors have an interest in their re-
spective companies and the success of their products.

Support for this research was provided by Unigen Phar-
maceuticals, Inc. The authors would like to thank Dr.
MaryAnn Armbruster for her helpful suggestions during the
writing of this manuscript. In addition, we would like to ac-
knowledge Dr. Jay Elliott’s contributions for editorial input
and statistical analysis of the in vivo animal results.

REFERENCES

1. Middleton E, Kandaswami C, Theoharides TC: The effects of
plants flavonoids on mammalian cells: implications for inflam-
mation, heart disease, and cancer. Pharmacol Rev 2000;52:
673–751.

2. Cowan MM: Plant products as antimicrobial agents. Clin Micro-
biol Rev 1999;12:564–582.

3. Knekt P, Kumpulainen J, Jaervinen R, Rissanen H, Helioevaara
M, Reunanen A, Hakulinen T, Aromaa A: Flavonoid intake and
risk of chronic diseases. Am J Clin Nutr 2002;76:560–568.

4. Lule SU, Xia W: Food phenolics, pros and cons: a review. Food
Rev Int 2005;21:367–388.

5. Moon YJ, Wang X, Morris ME: Dietary flavonoids: effects of
xenobiotic and carcinogen metabolism. Toxicol In Vitro 2006;
20:187–210.

6. Razina TG, Udintsev SN, Tiutrin II, Borovskaia TG, Iaremenko
KV: The role of thrombocyte aggregation function in the mech-
anism of the antimetastatic action of an extract of Baikal skull-
cap. Vopr Onkologii 1989;35:331–335.

7. Mahmood N, Pizza C, Aquino R, De Tommasi N, Piacente S,
Colman S, Burke A, Hay AJ: Inhibition of HIV infection by fla-
vanoids. Antiviral Res 1993;22:189–199.

8. van Loon IM: The golden root: clinical applications of Scutellaria
baicalensis GEORGI flavonoids as modulators of the inflamma-
tory response. Altern Med Rev 1997;2:472–480.

9. Lee BH, Lee SJ, Kang TH, Kim DH, Sohn DH, Ko GI, Kim YC:
Baicalein: an in vitro antigenotoxic compound from Scutellaria
baicalensis. Planta Med 2000;66:70–71.

10. Shigeta S: Recent progress in antiviral chemotherapy for respira-
tory syncytial virus infections. Expert Opin Investig Drugs
2000;9:221–235.

11. Nakajima T, Imanishi M, Yamamoto K, Cyong JC, Hirai K: In-
hibitory effect of baicalein, a flavonoid in Scutellaria Root, on eo-
taxin production by human dermal fibroblasts. Planta Med
2001;67:132–135.

12. De Clerq E: Current lead natural products for the chemotherapy
of human immunodeficiency virus (HIV) infection. Med Res Rev
2005;20:323–349.

13. Huang Y, Tsang SY, Tao X, Chen ZY: Biological properties of
baicalein in cardiovascular system. Curr Drug Targets Cardio-
vasc Haematol Disord 2005;5:177–184.

14. Heller A, Koch T, Schmeck J, Van Ackern K: Lipid mediators in
inflammatory disorders. Drugs 1998;55:487–496.

15. Kuehl FA Jr, Egan RW: Prostaglandins, arachidonic acid and in-
flammation. Science 1980;210:978–984.

16. Burnett BP, Levy RM, Cole BJ: Metabolic pathogenesis of os-
teoarthritis. J Knee Surg 2006;19:191–197.

17. Hudson N, Balsitis M, Everitt S, Hawkey CJ: Enhanced gastric
mucosal leukotriene B4 synthesis in patients taking non-steroidal
anti-inflammatory drugs. Gut 1993;34:742–747.

18. Fiorucci S, Meli R, Bucci M, Cirino G: Dual inhibitors of cy-
clooxygenase and 5-lipoxygenase. A new avenue in anti-inflam-
matory therapy? Biochem Pharmacol 2001;62:1433–1438.

19. Kirchner T, Aparicio B, Argentieri DC, Lau CY, Ritchie DM: Ef-
fects of tepoxalin, a dual inhibitor of cyclooxygenase/5-lipoxy-
genase and cyclooxygenase-1 and 2 on events associated with
NSAID-induced gastrointestinal inflammation. Prostaglandins
Leukot Essent Fatty Acids 1997;56:417–423.

20. Celloti F, Durand T: The metabolic effects of inhibitors of 5-
lipoxygenase and of cyclooxygenase 1 and 2 are an advancement
in the efficacy and safety of anti-inflammatory therapy.
Prostaglandins Other Lipid Mediat 2003;71:147–162.

21. Shelly MM, Hawkey CJ: Cox-Lox inhibition: current evidence
for an emerging new therapy. Int J Clin Pract 2003;57:301–304.

22. Alvaro-Garcia JM: Licofelone-clinical update on a novel
LOX/COX inhibitor for the treatment of osteoarthritis. Rheuma-
tology (Oxf) 2004;43(Suppl 1):21–25.

23. Brune K: Safety of anti-inflammatory treatments-new ways of
thinking. Rheumatology (Oxf) 2004;43(Suppl 1):116–120.

24. Martel-Pelletier J, Lajeunesse D, Reboul P, Pelletier JP: Thera-
peutic role of dual inhibitors of 5-LOX and COX, selective and
non-selective non-steroidal anti-inflammatory drugs. Ann Rheum
Dis 2003;62:501–509.

25. Jia Q: Generating and screening a natural product library for cy-
clooxygenase & lipoxygenase dual inhibitors. Studies Nat Prod
Chem 2003;29:643–718.

26. Kulmacz RJ, Lands WE: Requirements for hydroperoxide by the
cyclooxygenase and peroxidase activities of prostaglandin H syn-
thase. Prostaglandins 1983;25:531–540.

450 BURNETT ET AL.

37



27. Sala A, Zarini S, Bolla M: Leukotrienes: lipid bioeffectors of in-
flammatory reactions. Biochemistry 1998;63:84–92.

28. National Research Council: Guide for the Care and Use of Lab-
oratory Animals, National Academy Press, Washington, DC,
1996.

29. Young JM, Spires DA, Bedord CJ, Wagner B, Ballaron SJ, De
Young LM: The mouse ear inflammatory response to topical
arachidonic acid. J Invest Dermatol 1984;82:367–371.

30. Jones BJ, Roberts DJ: The quantitative measurement of motor in-
coordination in naÔve mice using an accelerating rota-rod. J
Pharm Pharmacol 1968;20:302–304.

31. Dietz R, Nastainczyk W, Ruf HH: Higer oxidation states of
prostaglandin H synthase. Rapid electronic spectroscopy detected
two spectral intermediates during the peroxidase reaction with
prostaglandin G2. Eur J Biochem 1988;171:321–328.

32. Cucurou C, Battioni JP, Thang DC, Nam NH, Mansuy D: Mech-
anisms of inactivation of lipoxygenases by phenidone and
BW755C. Biochemistry 1991;30:8964–8970.

33. Schafer H, Schafer A, Kiderlen AF, Masihi KN, Burger R: A
highly sensitive cytotoxicity assay based on the release of reporter
enzymes, from stably transfected cell lines. J Immunol Methods
1997;204:89–98.

34. Burnett BP, Silva S, Mesches MH, Wilson S, Jia Q: Safety eval-
uation of a combination, defined extract of Scutellaria baicalen-
sis and Acacia catechu. J Food Biochem 2007 (in press).

35. Carlson RP, O’Neill-Davis L, Chang J, Lewis AJ: Modulation of
mouse ear edema by cyclooxygenase and lipoxygenase inhibitors
and other pharmacologic agents. Agents Actions 1985;7:197–204.

36. Ahmed S, Anuntiyo J, Charles J, Malemud CJ, Haqqi TM: Bio-
logical basis for the use of botanicals in osteoarthritis and rheuma-
toid arthritis: a review. eCAM 2005;2:301–308.

37. Chou TC, Chang LP, Li CY, Wong CS, Yang SP: The antiin-
flammatory and analgesic effects of baicalin in carrageenan-
evoked thermal hyperalgesia. Anesth Analg 2003;97:1724–1729.

38. Butenko IG, Gladtchenko SV, Galushko SV: Anti-inflammatory
properties and inhibition of leukotriene C4 biosynthesis in vitro
by flavonoid baicalein from Scutellaria baicalensis georgy roots.
Agents Actions 1993;39:C49–C51.

39. Miyamoto K, Katsuragi T, Abdu P, Furukawa T: Effects of
baicaleinn on prostanoid generation from the lung and contractile
responses of the trachea in guinea pig. Am J Chin Med 1997;
25:37–50.

40. Chen YC, Shen SC, Chen LG, Lee TJ, Yang LL: Wogonin,
baicalin, and baicalein inhibition of inducible nitric oxide syn-
thase and cyclooxygenase-2 gene expressions induced by nitric
oxide synthase inhibitors and lipopolysaccharide. Biochem Phar-
macol 2001;61:1417–1427.

41. Zhang DY, Wu J, Ye F, Xue L, Jiang S, Yi J, Zhang W, Wei H,
Sung M, Wang W, Li X: Inhibition of cancer cell proliferation
and prostaglandin E2 synthesis by Scutellaria baicalensis. Can-
cer Res 2003;63:4037–4043.

42. Hong J, Smith TJ, Ho CT, August DA, Yang CS: Effects of pu-
rified green and black tea polyphenols on cyclooxygenase- and
lipoxygenase-dependent metabolism of arachidonic acid in human
colon mucosa and colon tumor tissues. Biochem Pharmacol
2001;62:1175–1183.

43. Yang JA, Choi JH, Rhee SJ: Effects of green tea catechin on phos-
pholipase A2 activity and antithrombus in streptozotocin diabetic
rats. J Nutr Sci Vitaminol 1999;45:337–346.

44. Mutoh M, Takahashi M, Fukuda K, Komatsu H, Enya T, Mat-
sushima-Hibiya Y, Mutoh H, Sugimura T, Wakabayashi K: Sup-
pression by flavonoids of cyclooxygenase-2 promoter-dependent
transcriptional activity in colon cancer cells: structure-activity re-
lationship. Jpn J Cancer Res 2000;91:686–691.

45. Newmark T, Schulick P: Herbal composition for reducing in-
flammation and methods of using same. U.S. Patent 6,264,995,
July 24, 2001.

46. Noreen Y, Ringbom T, Perera P, Danielson H, Bohlin L: Devel-
opment of a radiochemical cyclooxygenase-1 and -2 in vitro as-
say for identification of natural products as inhibitors of
prostaglandin biosynthesis. J Nat Prod 1998;61:1–7.

47. Noreen Y, Serrano G, Perera P, Bohlin L: Flavan-3-ols isolated
from some medicinal plants inhibiting COX-1 and COX-2
catalysed prostaglandin biosynthesis. Planta Med 1998;64:
520–524.

48. Antman EM, Demets D, Loscalzo J: Cyclooxygenase inhibition
and cardiovascular risk. Circulation 2005;112:759–770.

49. Solomon DH: Selective cyclooxygenase 2 inhibitors and cardio-
vascular events. Arthritis Rheum 2005;52:1968–1978.

50. Grosser T, Fries S, Fitzgerald GA: Biological basis for the car-
diovascular consequences of COX-2 inhibition: therapeutic chal-
lenges and opportunities. J Clin Invest 2006;116:4–15.

51. Chandrasekharan NV, Simmons DL: Protein family review: the
cyclooxygenases. Genome Biol 2004;5:241–247.

S. BAICALENSIS/A. CATECHU INHIBITS COX/LOX 451

38



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (None)
  /CalRGBProfile (Adobe RGB \0501998\051)
  /CalCMYKProfile (Japan Web Coated \050Ad\051)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket true
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize false
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo true
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Remove
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile (None)
  /AlwaysEmbed [ true
    /ACaslon-AltBold
    /ACaslon-AltBoldItalic
    /ACaslon-AltItalic
    /ACaslon-AltRegular
    /ACaslon-AltSemibold
    /ACaslon-AltSemiboldItalic
    /ACaslon-Bold
    /ACaslon-BoldItalic
    /ACaslon-Italic
    /ACaslon-Ornaments
    /ACaslon-Regular
    /ACaslon-Semibold
    /ACaslon-SemiboldItalic
    /ACaslon-SwashBoldItalic
    /ACaslon-SwashItalic
    /ACaslon-SwashSemiboldItalic
    /ACaslonExp-Bold
    /ACaslonExp-BoldItalic
    /ACaslonExp-Italic
    /ACaslonExp-Regular
    /ACaslonExp-Semibold
    /ACaslonExp-SemiboldItalic
    /AGaramond-BoldItalic
    /AGaramond-Italic
    /AGaramond-Regular
    /AGaramond-Semibold
    /AGaramond-SemiboldItalic
    /ATTorino-Bold
    /ATTorino-Condensed
    /Americana
    /Americana-Bold
    /Americana-ExtraBold
    /Americana-Italic
    /AmericanaBT-Bold
    /AmericanaBT-ExtraBold
    /AmericanaBT-ExtraBoldCondensed
    /AmericanaBT-Italic
    /AmericanaBT-Roman
    /AvantGarde-Bold
    /AvantGarde-BoldObl
    /AvantGarde-Book
    /AvantGarde-BookOblique
    /AvantGarde-CondBold
    /AvantGarde-CondBook
    /AvantGarde-CondDemi
    /AvantGarde-CondMedium
    /AvantGarde-Demi
    /AvantGarde-DemiOblique
    /AvantGarde-ExtraLight
    /AvantGarde-ExtraLightObl
    /AvantGarde-Mdm
    /AvantGarde-Medium
    /AvantGarde-MediumObl
    /BauerBodoni-Black
    /BauerBodoni-BlackCond
    /BauerBodoni-BlackItalic
    /BauerBodoni-Bold
    /BauerBodoni-BoldCond
    /BauerBodoni-BoldItalic
    /BauerBodoni-Italic
    /BauerBodoni-Roman
    /Belwe-Bold
    /Belwe-Condensed
    /Belwe-Light
    /Belwe-Medium
    /BelweT-LighItal
    /Berkeley-Black
    /Berkeley-BlackItalic
    /Berkeley-Bold
    /Berkeley-BoldItalic
    /Berkeley-Book
    /Berkeley-BookItalic
    /Berkeley-Italic
    /Berkeley-Medium
    /BiffoMT
    /Bodoni
    /Bodoni-Bold
    /Bodoni-BoldCondensed
    /Bodoni-BoldItalic
    /Bodoni-Book
    /Bodoni-BookItalic
    /Bodoni-Italic
    /Bodoni-Poster
    /Bodoni-PosterCompressed
    /Bodoni-PosterItalic
    /Bookman-Bold
    /Bookman-BoldItalic
    /Bookman-Demi
    /Bookman-DemiItalic
    /Bookman-Light
    /Bookman-LightItalic
    /Bookman-Medium
    /Bookman-MediumItalic
    /BorderPi-OneFiveOneFiveNine
    /BrushScript
    /Carta
    /CaslonTwoTwentyFour-Black
    /CaslonTwoTwentyFour-BlackIt
    /CaslonTwoTwentyFour-Bold
    /CaslonTwoTwentyFour-BoldIt
    /CaslonTwoTwentyFour-Book
    /CaslonTwoTwentyFour-BookIt
    /CaslonTwoTwentyFour-Medium
    /CaslonTwoTwentyFour-MediumIt
    /Century-Bold
    /Century-BoldCond-DTC
    /Century-BoldCondItalic-DTC
    /Century-BoldCondensed
    /Century-BoldCondensedItalic
    /Century-BoldItalic
    /Century-Book
    /Century-BookCond-DTC
    /Century-BookCondItalic-DTC
    /Century-BookCondensed
    /Century-BookCondensedItalic
    /Century-BookItalic
    /Century-Light
    /Century-LightCond-DTC
    /Century-LightCondIta-DTC
    /Century-LightCondensed
    /Century-LightCondensedItalic
    /Century-LightItalic
    /Century-Ultra
    /Century-UltraCond-DTC
    /Century-UltraCondIta-DTC
    /Century-UltraCondensed
    /Century-UltraCondensedItalic
    /Century-UltraItalic
    /Century751BT-ItalicB
    /Century751BT-RomanB
    /CenturyExpanded
    /CenturyExpanded-Italic
    /CenturyExpandedBT-Bold
    /CenturyExpandedBT-BoldItalic
    /CenturyExpandedBT-Italic
    /CenturyExpandedBT-Roman
    /CenturyOldStyle-Bold
    /CenturyOldStyle-Italic
    /CenturyOldStyle-Regular
    /CgTorinoOutline
    /Cheltenham-Bold
    /Cheltenham-BoldCond
    /Cheltenham-BoldItalic
    /Cheltenham-Book
    /Cheltenham-BookCond
    /Cheltenham-BookCondItalic
    /Cheltenham-BookItalic
    /Cheltenham-Light
    /Cheltenham-LightCond
    /Cheltenham-LightCondItalic
    /Cheltenham-LightItalic
    /Cheltenham-Ultra
    /Cheltenham-UltraItalic
    /Clarendon
    /Clarendon-Bold
    /Clarendon-Light
    /ClarendonBT-BoldCondensed
    /ClarendonBT-RomanCondensed
    /CompactaBoldPlain
    /CompactaItalicPlain
    /CompactaOnlShaD-ReguItal
    /CooperBlack
    /CooperBlack-Italic
    /Courier
    /Courier-Bold
    /Courier-BoldOblique
    /Courier-Oblique
    /DINEngschrift-Alternate
    /EdwardianScriptITC
    /ElectraLH-Bold
    /ElectraLH-Cursive
    /ElectraLH-Regular
    /Fenice-Bold
    /Fenice-BoldOblique
    /Fenice-Light
    /Fenice-LightOblique
    /Fenice-Regular
    /Fenice-RegularOblique
    /Fenice-Ultra
    /Fenice-UltraOblique
    /FranklinGothic-Book
    /FranklinGothic-BookOblique
    /FranklinGothic-Condensed
    /FranklinGothic-CondensedOblique
    /FranklinGothic-Demi
    /FranklinGothic-DemiOblique
    /FranklinGothic-ExampleNumber
    /FranklinGothic-ExtraCond
    /FranklinGothic-Heavy
    /FranklinGothic-HeavyOblique
    /FranklinGothic-Roman
    /Frutiger-Black
    /Frutiger-BlackCn
    /Frutiger-BlackItalic
    /Frutiger-Bold
    /Frutiger-BoldCn
    /Frutiger-BoldItalic
    /Frutiger-Cn
    /Frutiger-ExtraBlackCn
    /Frutiger-Italic
    /Frutiger-Light
    /Frutiger-LightCn
    /Frutiger-LightItalic
    /Frutiger-Roman
    /Frutiger-UltraBlack
    /Futura
    /Futura-Bold
    /Futura-BoldOblique
    /Futura-Book
    /Futura-BookOblique
    /Futura-CondExtraBoldObl
    /Futura-Condensed
    /Futura-CondensedBold
    /Futura-CondensedBoldOblique
    /Futura-CondensedExtraBold
    /Futura-CondensedLight
    /Futura-CondensedLightOblique
    /Futura-CondensedOblique
    /Futura-Heavy
    /Futura-HeavyOblique
    /Futura-Light
    /Futura-LightOblique
    /Futura-Mdm
    /Futura-MdmCnd
    /Futura-MdmCndItl
    /Futura-MdmItl
    /Futura-Oblique
    /FuturaBT-Bold
    /FuturaBT-BoldCondensed
    /FuturaBT-BoldCondensedItalic
    /FuturaBT-BoldItalic
    /FuturaBT-Book
    /FuturaBT-BookItalic
    /FuturaBT-ExtraBlack
    /FuturaBT-ExtraBlackCondItalic
    /FuturaBT-ExtraBlackCondensed
    /FuturaBT-ExtraBlackItalic
    /FuturaBT-Heavy
    /FuturaBT-HeavyItalic
    /FuturaBT-Light
    /FuturaBT-LightCondensed
    /FuturaBT-LightItalic
    /FuturaBT-Medium
    /FuturaBT-MediumCondensed
    /FuturaBT-MediumItalic
    /FuturaBoldModified
    /FuturaBoldObliqueModified
    /FuturaEF-DemiBold
    /FuturaEF-DemiBoldObl
    /FuturaModified
    /FuturaObliqueModified
    /Garamond-Bold
    /Garamond-BoldCondensed
    /Garamond-BoldCondensedItalic
    /Garamond-BoldItalic
    /Garamond-Book
    /Garamond-BookCondensed
    /Garamond-BookCondensedItalic
    /Garamond-BookItalic
    /Garamond-Light
    /Garamond-LightCondensed
    /Garamond-LightCondensedItalic
    /Garamond-LightItalic
    /Garamond-Ultra
    /Garamond-UltraCondensed
    /Garamond-UltraCondensedItalic
    /Garamond-UltraItalic
    /GillSans
    /GillSans-Bold
    /GillSans-BoldCondensed
    /GillSans-BoldExtraCondensed
    /GillSans-BoldItalic
    /GillSans-Condensed
    /GillSans-ExtraBold
    /GillSans-ExtraBold-ScholasticLg
    /GillSans-ExtraBold-ScholasticSm
    /GillSans-ExtraBoldDisplay
    /GillSans-Italic
    /GillSans-Light
    /GillSans-LightItalic
    /GillSans-LightShadowed
    /GillSans-Shadowed
    /GillSans-UltraBold
    /GillSans-UltraBoldCondensed
    /GillSansExtraBoldItalic
    /GillSansUltraBoldItalic
    /Giovanni-Black
    /Giovanni-BlackItalic
    /Giovanni-Bold
    /Giovanni-BoldItalic
    /Giovanni-Book
    /Giovanni-BookItalic
    /Glypha
    /Glypha-Bold
    /Glypha-BoldOblique
    /Glypha-Oblique
    /Goldwater
    /Goudy
    /Goudy-Bold
    /Goudy-BoldItalic
    /Goudy-BoldItalicOsF
    /Goudy-BoldOsF
    /Goudy-ExtraBold
    /Goudy-Heavyface
    /Goudy-HeavyfaceItalic
    /Goudy-Italic
    /Goudy-ItalicOsF
    /Goudy-SC
    /GoudyCatalog-Itl
    /GoudyCatalog-Rgl
    /Helvetica-Black
    /Helvetica-BlackOblique
    /Helvetica-Bold
    /Helvetica-BoldOblique
    /Helvetica-Compressed
    /Helvetica-Condensed-Black
    /Helvetica-Condensed-BlackObl
    /Helvetica-Condensed-BoldObl
    /Helvetica-Condensed-Light
    /Helvetica-Condensed-LightObl
    /Helvetica-Condensed-Oblique
    /Helvetica-ExtraCompressed
    /Helvetica-LightOblique
    /Helvetica-Narrow-BoldOblique
    /Helvetica-Oblique
    /Helvetica-UltraCompressed
    /Humanist521BT-Roman
    /Industria-Inline
    /Industria-InlineA
    /Industria-Solid
    /Industria-SolidA
    /ItcEras-Bold
    /ItcEras-Book
    /ItcEras-Demi
    /ItcEras-Light
    /ItcEras-Medium
    /ItcEras-Ultra
    /ItcKabel-Bold
    /ItcKabel-Book
    /ItcKabel-Demi
    /ItcKabel-Medium
    /ItcKabel-Ultra
    /Kaufmann
    /Kaufmann-Bold
    /Linoscript
    /LubalinGraph-Book
    /LubalinGraph-BookOblique
    /LubalinGraph-Demi
    /LubalinGraph-DemiOblique
    /LucidaSans
    /LucidaSans-Bold
    /LucidaSans-Italic
    /Machine
    /MediciScript
    /Minion-Black
    /Minion-Bold
    /Minion-BoldItalic
    /Minion-DisplayItalic
    /Minion-DisplayRegular
    /Minion-Italic
    /Minion-Ornaments
    /Minion-Regular
    /Minion-Semibold
    /Minion-SemiboldItalic
    /Minion-SwashDisplayItalic
    /Minion-SwashItalic
    /Minion-SwashSemiboldItalic
    /MinionExp-Black
    /MinionExp-Bold
    /MinionExp-BoldItalic
    /MinionExp-DisplayItalic
    /MinionExp-DisplayRegular
    /MinionExp-Italic
    /MinionExp-Regular
    /MinionExp-Semibold
    /MinionExp-SemiboldItalic
    /Modern735BT-RomanA
    /Modern880BT-Bold
    /Modern880BT-Italic
    /Modern880BT-Roman
    /NewBaskerville-Black
    /NewBaskerville-BlackItalic
    /NewBaskerville-Bold
    /NewBaskerville-BoldItalic
    /NewBaskerville-BoldItalicOsF
    /NewBaskerville-BoldSC
    /NewBaskerville-Italic
    /NewBaskerville-ItalicOsF
    /NewBaskerville-Roman
    /NewBaskerville-SC
    /NewBaskerville-SemiBold
    /NewBaskerville-SemiBoldIta
    /NewCaledonia-Black
    /NewCaledonia-BlackItalic
    /NewCaledonia-Bold
    /NewCaledonia-BoldItalic
    /NewCaledonia-BoldItalicOsF
    /NewCaledonia-BoldSC
    /NewCaledonia-Italic
    /NewCaledonia-ItalicOsF
    /NewCaledonia-SC
    /NewCaledonia-SemiBold
    /NewCaledonia-SemiBoldItalic
    /Nofret-Bold
    /Nofret-BoldItalic
    /Nofret-Italic
    /Nofret-Light
    /Nofret-LightItalic
    /Nofret-Medium
    /Nofret-MediumItalic
    /Nofret-Regular
    /Novarese-Bold
    /Novarese-BoldItalic
    /Novarese-Book
    /Novarese-BookItalic
    /Novarese-Medium
    /Novarese-MediumItalic
    /Novarese-Ultra
    /OCRA
    /OCRB
    /OfficinaSans-Bold
    /OfficinaSans-BoldItalic
    /OfficinaSans-Book
    /OfficinaSans-BookItalic
    /OfficinaSerif-Bold
    /OfficinaSerif-BoldItalic
    /OfficinaSerif-Book
    /OfficinaSerif-BookItalic
    /OnyxMT
    /Optima
    /Optima-Bold
    /Optima-BoldOblique
    /Optima-Oblique
    /PalaceScriptMT
    /PalaceScriptMT-SemiBold
    /Palatino-Black
    /Palatino-BlackItalic
    /Palatino-Bold
    /Palatino-BoldItalic
    /Palatino-BoldItalicOsF
    /Palatino-BoldOsF
    /Palatino-Italic
    /Palatino-ItalicOsF
    /Palatino-Light
    /Palatino-LightItalic
    /Palatino-Medium
    /Palatino-MediumItalic
    /Palatino-Roman
    /Revival565BT-Bold
    /Revival565BT-BoldItalic
    /Revival565BT-Italic
    /Revival565BT-Roman
    /RomanaBT-Bold
    /RomanaBT-Roman
    /Sabon-Bold
    /Sabon-BoldItalic
    /Sabon-BoldItalicOsF
    /Sabon-BoldOsF
    /Sabon-Italic
    /Sabon-ItalicOsF
    /Sabon-Roman
    /Sabon-RomanSC
    /SmileyFace
    /Sonata
    /StoneInformal
    /StoneInformal-Bold
    /StoneInformal-BoldItalic
    /StoneInformal-Italic
    /StoneInformal-Semibold
    /StoneInformal-SemiboldItalic
    /StoneSans
    /StoneSans-Bold
    /StoneSans-BoldItalic
    /StoneSans-Italic
    /StoneSans-Semibold
    /StoneSans-SemiboldItalic
    /StoneSerif
    /StoneSerif-Bold
    /StoneSerif-BoldItalic
    /StoneSerif-Italic
    /StoneSerif-Semibold
    /StoneSerif-SemiboldItalic
    /StoneSerifTn4
    /Syntax-Black
    /Syntax-Bold
    /Syntax-Italic
    /Syntax-Roman
    /Syntax-UltraBlack
    /Techno
    /TimelessCyrillic-Bold
    /TimelessCyrillic-Light
    /TimelessCyrillic-LightIta
    /Times-Bold
    /Times-BoldItalic
    /Times-BoldItalicOsF
    /Times-BoldSC
    /Times-ExtraBold
    /Times-Italic
    /Times-ItalicOsF
    /Times-PhoneticAlternate
    /Times-PhoneticIPA
    /Times-Roman
    /Times-RomanSC
    /Times-Semibold
    /Times-SemiboldItalic
    /TimesEuropa-Bold
    /TimesEuropa-BoldItalic
    /TimesEuropa-Italic
    /TimesEuropa-Roman
    /TimesNewRomanMT-BoldCond
    /TimesNewRomanMT-Cond
    /TimesNewRomanMT-CondItalic
    /TimesNewRomanPS
    /TimesNewRomanPS-Bold
    /TimesNewRomanPS-BoldItalic
    /TimesNewRomanPS-Italic
    /ToonRoman
    /TorinoModern-Bold
    /TorinoModern-BoldItalic
    /TorinoModern-Italic
    /TorinoModern-Roman
    /Trajan-Bold
    /Trajan-Regular
    /Univers
    /Univers-Black
    /Univers-BlackExt
    /Univers-BlackExtObl
    /Univers-BlackOblique
    /Univers-BoldExt
    /Univers-BoldExtObl
    /Univers-BoldOblique
    /Univers-Condensed
    /Univers-CondensedBold
    /Univers-CondensedBoldOblique
    /Univers-CondensedLight
    /Univers-CondensedLightOblique
    /Univers-CondensedOblique
    /Univers-Extended
    /Univers-ExtendedObl
    /Univers-ExtraBlack
    /Univers-ExtraBlackExt
    /Univers-ExtraBlackExtObl
    /Univers-ExtraBlackObl
    /Univers-LightOblique
    /Univers-LightUltraCondensed
    /Univers-Oblique
    /UniversityRoman
    /VAGRounded-Black
    /VAGRounded-Bold
    /VAGRounded-Light
    /VAGRounded-Thin
    /WoodtypeOrnaments-One
    /WoodtypeOrnaments-Two
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 150
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages false
  /ColorImageDownsampleType /Average
  /ColorImageResolution 300
  /ColorImageDepth 8
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /FlateEncode
  /AutoFilterColorImages false
  /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 150
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages false
  /GrayImageDownsampleType /Average
  /GrayImageResolution 300
  /GrayImageDepth 8
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /FlateEncode
  /AutoFilterGrayImages false
  /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 false
  /MonoImageDownsampleType /Average
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName (http://www.color.org)
  /PDFXTrapped /Unknown

  /SyntheticBoldness 1.000000
  /Description <<
    /JPN <FEFF3053306e8a2d5b9a306f30019ad889e350cf5ea6753b50cf3092542b308030d730ea30d730ec30b9537052377528306e00200050004400460020658766f830924f5c62103059308b3068304d306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103057305f00200050004400460020658766f8306f0020004100630072006f0062006100740020304a30883073002000520065006100640065007200200035002e003000204ee5964d30678868793a3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /FRA <>
    /DEU <>
    /PTB <>
    /DAN <>
    /NLD <>
    /ESP <>
    /SUO <>
    /ITA <>
    /NOR <>
    /SVE <>
    /ENU (Use these settings to create PDF documents for RR Donnelley Book plants. The PDF documents can be opened with Acrobat and Reader 5.0 and later.)
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice




