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Abstract:

We investigated the effects of LASSBio-998 (L-998), a compound designed to be a p38 MAPK (mitogen-activated protein kinase)
inhibitor, on lipopolysaccharide (LPS)-induced acute lung inflammation in vivo. BALB/c mice were challenged with aerosolized
LPS inhalation (0.5 mg/ml) 4 h after oral administration of L-998. Three hours after LPS inhalation, bronchoalveolar lavage fluid
was obtained to measure the levels of the proinflammatory cytokines TNF-� (tumor necrosis factor-�) and IL-1 (interleukin-1) and
the chemokines MCP-1 (monocyte chemoattractant protein-1) and KC (keratinocyte chemoattractant). In addition, neutrophil infil-
tration and p38 MAPK phosphorylation was measured. L-998 inhibited LPS-induced production of TNF-� and IL-1�� and did not
alter KC and MCP-1 levels. Furthermore, L-998 also significantly decreased neutrophil accumulation in lung tissues. As expected,
L-998 diminished p38 MAPK phosphorylation and reduced acute lung inflammation. Inhibition of p38 MAPK phosphorylation by
L-998 was also demonstrated in LPS-challenged murine C57BL/6 peritoneal macrophages in vitro, with concentration-dependent
effects. L-998 suppressed LPS-induced lung inflammation, most likely by inhibition of the cytokine-p38 MAPK pathway, and we
postulate that L-998 could be a clinically relevant anti-inflammatory drug candidate.
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Abbreviations: ALI – acute lung injury, ARDS – acute respi-
ratory distress syndrome, BALF – bronchoalveolar lavage
fluid, COX – cyclooxygenase, ICAM-1 – intercellular adhesion
molecule-1, IL – interleukin, KC – keratinocyte chemoattrac-
tant, LPS – lipopolysaccharide, MAPK – mitogen-activated
protein kinase, MCP-1 – monocyte chemoattractant protein-1,
MIP-2 – macrophage inflammatory protein-2, MTT – (3-(4,5-
dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromide, NF-�B
– nuclear factor-�B; TNF-� – tumor necrosis factor �.

Introduction

Acute respiratory distress syndrome (ARDS) is char-
acterized by acute lung inflammation with local re-
cruitment and activation of polymorphonuclear neu-
trophils and release of proinflammatory mediators [5].
ARDS can lead to sepsis, trauma and severe pneumo-
nia; sepsis, and in particular pneumonia, can cause
acute lung injury (ALI). ARDS is associated with the
development of interconnected inflammatory cascades,
with proinflammatory cytokines playing a central role
in the initiation and propagation of the inflammatory
response leading to lung injury. In this respect, tumor
necrosis factor-� (TNF-�) and interleukin-1� (IL-1�)
are considered the pivotal mediators of lung inflam-
mation in ARDS [5].

The pulmonary inflammation model utilizing acute
aerosolized exposure to lipopolysaccharide (LPS) is
of significant clinical interest. In the single-exposure
murine model of LPS-induced pulmonary inflammation,
the maximal release of cytokines occurs within 4 h in
the airspaces. Aerosolized or intranasal administration
of LPS induces intense lung inflammation, with
macrophage activation and neutrophil recruitment to
the interstitium, alveoli and airways of guinea-pigs
[18], rats [44] and mice [17]. LPS is not an effective
chemoattractant for neutrophils, but it can trigger
a trophic inflammatory cascade via synthesis of cyto-
kines and other proinflammatory mediators by resi-
dent alveolar macrophages, local mast cells, fibro-
blasts, epithelia and endothelial cells [8, 16]. The re-
lease of TNF-� and neutrophil-directed chemokines,
such as IL-8, is essential to early LPS-mediated neu-
trophil recruitment [36, 43].

Infiltrating leukocytes are hallmarks of pulmonary
inflammation associated with ALI. The expression of
keratinocyte chemoattractant (KC), macrophage in-
flammatory protein-2 (MIP-2) or monocyte chemoat-
tractant protein-1 (MCP-1) in airway epithelial cells is

sufficient to elicit pulmonary inflammation. Early-
response cytokines, i.e., TNF-� and IL-1, can also
amplify this response by stimulating the nuclear fac-
tor-�B (NF-�B)-dependent induction of proinflamma-
tory mediators in cells [5]. More importantly, in the
setting of inflammation, the release of those cytokines
and other functional responses by pulmonary host de-
fense cells are regulated by p38 mitogen-activated
protein kinase (MAPK) and may be hampered by p38
MAPK inhibitors [37]. Different studies have shown
that inhibition of p38 MAPK blocks TNF-� and IL-8
release by LPS-stimulated monocytes/macrophages,
IL-8 release by bronchial epithelial cells, and up-
regulation of the intercellular adhesion molecule-1
(ICAM-1) in endothelial cells when exposed to in-
flammatory stimuli [21, 24, 31]. Neutrophil responses
to such cytokines and other mediators is also regu-
lated by p38 MAPK, which also affects cell adhesion,
NF-�B activation, TNF-�/IL-8 synthesis, superoxide
release, chemotaxis and apoptosis [11, 37].

Despite the recent development of various pharma-
cological therapies for the management of multiple
inflammatory disorders, including ALI, ARDS and
rheumatoid arthritis, none have been approved for
clinical use [13, 28]. Nevertheless, treatment with p38
MAPK inhibitors has been proposed as a selective in-
tervention to reduce LPS-induced lung inflammation
due to the ability of these inhibitors to decrease neu-
trophil recruitment to the airspaces [26]. These inhibi-
tors are being studied in initial clinical trials for
chronic obstructive pulmonary disease and rheuma-
toid arthritis [2, 28], and they are emerging as a new
class of potential therapies for inflammatory condi-
tions caused by excessive cytokine production.

In the present work, we report the anti-inflam-
matory effects of LASSBio-998 (L-998), a novel drug
candidate designed to be a p38 MAPK inhibitor (Fig. 1),
on LPS-induced acute lung inflammation.

Materials and Methods

Animals and reagents

Male BALB/c or C57BL/6 (for peritoneal macro-
phages assays) mice, weighing 20–25 g, were used for
experimentation. Animal holding rooms were kept at
21–24°C and 40–60% relative humidity with a 12 h
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light/dark cycle. Mice were cared for and handled in
accordance with the International Guide for the Care
and Use of Laboratory Animals, and protocols were
approved by the University Animal Care and Use
Committee.

Antibodies were purchased from Cell Signaling
(USA; anti-phosphorylated and anti-total p38 MAPK)
and Santa Cruz Biotechnology (USA; anti-rabbit IgG).
Celecoxib was obtained from Pfizer Pharmacia (USA),
thalidomide was obtained from Sigma Chemical Co.
(USA), and SB202190 was obtained from Tocris Bio-
science (USA). All other analytical grade chemicals
were from Sigma Chemical Co. (USA).

Chemistry

L-998 (ethyl 6-cyclohexylurea-[1,3]dioxolo[5,4-g]
quinoline-7-carboxylate) was designed as a novel anti-
inflammatory drug candidate. It was synthesized by
structural modifications on the prototype GK00687
(Fig. 1A), which was identified by high-throughput
screening of the Bayer compound library [40]. These
modifications were based on bioisosteric replacement
[29] of the thiophene ring, which is present in the
structure of the lead compound GK00687 (subunit A),
by a quinoline nucleus in L-998 (subunit A) (Fig. 1A).
A molecular modeling study utilizing 3D-quantitative

structure-activity relationship analysis associated with
a comparative molecular field assessment was used
earlier to predict p38 MAPK selectivity of L-998
[42]. The natural product safrole was used as the start-
ing material for L-998 synthesis (Patent. WO/2006/
128268, 2006).

Synthesis of ethyl 6-cyclohexylurea-[1,3]dioxolo-

[5,4-g]quinoline-7-carboxylate (LASSBio-998)

The synthesis procedure was adapted from Dumas et
al. [14]. In a reflux condenser system, a mixture of
ethyl 6-amino-[1,3]dioxolo[5,4-g]quinoline-7-carboxylate
(1.823 mmol; 0.5 g), obtained as previously described
[47], and cyclohexyl isocyanate (3.65 mmol) in anhy-
drous toluene (100 ml) was magnetically stirred at re-
flux temperature for 72 h. The reaction medium was
diluted with dichloromethane followed by rotary
evaporation. Then, ethyl acetate (100 ml) was added,
and the mixture was filtered, washed with a saturated
NaCl solution and washed again with water. The or-
ganic phase was dried with anhydrous Na2SO4, con-
centrated in rotary evaporator and purified by recrys-
tallization from a hydroalcoholic (70% ethanol) solution
(yield: 75%; m.p. 128–130°C). 1H-NMR (200 MHz,
DMSO-d6, �, ppm): 1.38 (t, 3H, J = 7 Hz, OCH2CH3);
1.04–1.88 (m, 10H, Hb e Hb’, Hc e Hc’, Hd); 3.71 (s,
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Fig. 1. (A) Bioisosteric strategy chart for the synthesis of
LASSBio-998 (2) using the lead compound GK00687 (1)
and safrole. (B) LASSBio-998 chemical structure
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1H, Ha); 4.39 (q, 2H, J = 7 Hz, OCH2CH3); 6.20 (s,
2H, H2); 7.08 (s, 1H, H4); 7.37 (s, 1H, H9); 8.75 (s, 1H,
H8); 9.72 (d, 1H, H1’); 9.83 (s, 1H, H3’). 13C-NMR (50
MHz, DMSO-d6, �, ppm): 14.7 (COOCH2CH3); 24.7
(Cc and Cc’); 25.9 (Cd); 33.1 (Cb and Cb’); 48.6
(Ca); 62.4 (COOCH2CH3); 103.2 (C2); 103.4 (C4);
104.9 (C9); 108.7 (C7); 119.7 (C10a); 141.9 (C8);
146.3 (C11a); 147.3 (NHCONH); 150.4 (C1a); 153.7
(C3a); 154.5 (C6); 166.7 (COOCH2CH3) (Fig. 1B).
Elemental analysis: for C20H23N3O5 (385.4 g/mol):
calcd. (%): C, 62.33; H, 6.01; N, 10.90; found (%): C,
62.79; H, 6.33; N, 9.74.

Drug treatment

Animals were pre-treated with carboxymethylcellulose
(vehicle), celecoxib (cyclooxygenase-2 inhibitor; 100 mg/
kg) or thalidomide (TNF-� inhibitor; 100 mg/kg) as
positive controls or L-998 (10, 100, 200 mg/kg) by
gavage, 4 h LPS inhalation. For in vitro experiments
with LPS-stimulated peritoneal macrophages, 0.5%
DMSO (vehicle) or L-998 (1, 10, 100 and 1,000 µM)
was incubated with LPS concurrently. No L-998-
induced gross behavioral or functional signs of acute
toxicity were detected in mice at the highest dose used
(200 mg/kg). Also, MTT tests showed no evidence of cy-
totoxicity at a dose of 1,000 µM during the time course
of the present experiments (data not shown).

LPS inhalation

Experiments were performed as described previously
[17]. Briefly, animals were randomly divided into 3
groups. In the first group, the animals inhaled 2 ml
aerosolized saline (NaCl 0.9%) for 10 min; in the sec-
ond group, the mice inhaled Escherichia coli LPS (lot
55:B5 from Difco Lab., USA) dissolved in 2 ml saline
at a concentration of 0.5 mg/ml for the same amount
of time. In the last group, the animals were treated
with L-998, via gavage, 4 h before the LPS inhalation
under the same conditions. The inhalation chamber
was made with a 1 l Büchner funnel adapted with
conical glass tubes coupled to a manometer. Mice
were put inside the tubes to inhale saline or LPS.

TNF instillation

In certain experiments, we utilized the lung inflam-
mation model induced by an intranasal instillation of
recombinant TNF-�. Animals were mildly anesthe-

tized with ether and were instilled with 50 µl TNF-�
(0.5 µg/mice) after reflex depression. In control ani-
mals, saline was instilled.

Bronchoalveolar lavage fluid (BALF)

Tracheas were cannulated, and BALF was obtained by
intratracheal instillation of 1.5 ml saline (pH 7.4) into
the exposed lungs maintained within the thoracic cav-
ity [9]. The lavage fluid was infused 3 times into the
lungs before final collection. The fluid was withdrawn
and stored on ice. Total cell number was determined
with a Z1 Coulter Counter (Beckman Coulter, USA).
Differential cell counts were performed on cytospin
preparations (Shandon Cytospin, Thermo Fisher Scien-
tific, USA) stained with Diff-Quik (Baxter Dade, Swit-
zerland). At least 200 cells/BALF sample were counted
using standard morphological criteria. Results are ex-
pressed as the numbers of cell populations per millili-
ter. The remaining BALF was centrifuged (400 × g for
10 min), and the supernatant was collected and stored
at –20°C for IL-1�, TNF-�, KC and MCP-1 assays.
For western blotting and NF-�B assays, lung tissues
were separated, and cytoplasmic and nuclear extracts
were prepared immediately.

Cytokines and chemokines

The levels of the proinflammatory cytokines TNF-�
and IL-1� and the chemokines KC and MCP-1 were
determined in BALF using commercially available
ELISA kits with rat anti-mouse monoclonal and poly-
clonal antibodies (detection limits of 10 pg/ml) ac-
cording to the manufacturer’s recommended protocol
(R&D Systems, UK). Mouse recombinant cytokine
standards were used in every assay. For the measure-
ments of proinflammatory cytokines and chemokines
in mice challenged with LPS, undiluted BALF was
assayed in all animals.

Preparation of tissue extracts

Whole lung nuclear extracts were performed as previ-
ously described [9]. After BALF withdrawal, per-
fused lungs were excised, homogenized and incubated
for 15 min in 500 µl buffer A [10 mM HEPES (pH
7.9), 10 mM KCl, 0.1 mM EDTA, 0.1 mM EGTA,
1 mM DTT, 0.25% NP-40 v/v, 0.5 mM PMSF, 100 µM
orthovanadate, and 1 mM NaF] at 4°C. After centrifu-
gation (15,000 × g for 30 s), supernatants were col-
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lected and stored at –70°C for p38 MAPK detection.
Pellets were resuspended and incubated in buffer C
[20 mM HEPES (pH 7.9), 0.4 M NaCl, 0.1 mM EDTA,
0.1 mM EGTA, 10% glycerol v/v, 1 mM DTT, and
1 mM PMSF] at 4°C for 15 min. Extracts were centri-
fuged, and supernatants were frozen at –70°C. Cytoplas-
mic and nuclear protein levels were measured by the
Bradford method (Bio-Rad Laboratories, USA).

Isolation and treatment of peritoneal

macrophages

Cells from normal C57BL/6 mice were collected by
lavage of the peritoneal cavity with 5 ml RPMI
1640/sodium bicarbonate medium, then washed 3
times with the same medium and counted in a Neu-
bauer chamber. In order to isolate macrophages, 106

cells were resuspended in 24-well plates and allowed
to attach for 1 h at 37°C. Subsequently, the medium
was replaced to remove nonadherent cells. Adherent
macrophages were stimulated with 1 µg/ml LPS for
1 h in the presence of different concentrations of
L-998, SB202190 (10 µM) or vehicle, followed by the
addition of 100 µl sample buffer (20% glycerol, 10%
SDS, 20% �-mercaptoethanol, 1 mM Tris, pH 6.8) per
well, boiling for 5 min and centrifugation for 10 min
at 6,000 × g. The supernatants were saved and stored
at –20 °C for western blot assays.

Immunoblot assays

Whole cell lysates were separated by 10% SDS-
PAGE and then electro-transferred to nitrocellulose
membranes [9]. Membranes were pre-incubated for
1 h at room temperature in Tris-buffered saline, pH
7.6, containing 0.05% Tween-20 and 3% BSA. Nitro-
cellulose membranes were incubated with phosphory-
lated p38- or total p38-specific antibodies. Immunore-
active bands were then detected by incubation with
anti-rabbit IgG conjugated to horseradish peroxidase
and enhanced chemiluminescence reagents (Amer-
sham Biosciences, USA).

Statistical analyses

Data are presented as the means ± SEM. Comparisons
were made by analysis of variance (ANOVA). Post-

hoc tests, Dunnett’s T3 and Tukey’s, were also used to
identify differences between values. A value of p <

0.05 was considered statistically significant. In vitro

inhibitory effect of L-998 on p38 MAPK phosphory-
lation evaluated by immunoblot experiments was
graphically represented using a log concentration-
effect plot, and the curve fit and IC50 calculations
were performed by nonlinear regression analysis
(Prism 4.0, GraphPad Software, USA).

Results

L-998 inhibits LPS-induced neutrophil

accumulation in BALF

Acute lung inflammation induced by aerosolized bac-
terial LPS is characterized by the production of in-
flammatory mediators and neutrophil recruitment in
the BALF and can be used as a bioassay to evaluate
anti-inflammatory drug candidates [17]. In our experi-
ments, we found that inhalation of LPS elicited a mas-
sive recruitment of neutrophils when compared to sa-
line inhalation, and this effect was significantly inhib-
ited by the control anti-inflammatory drugs thalido-
mide (TNF-� inhibitor) or celecoxib (COX-2 selec-
tive inhibitor) (Fig. 2B). These results are similar to
what we [30, 33] and others [3, 4] have previously de-
scribed. In the case of L-998, preliminary experiments
using different doses 2 h before LPS challenge did not
result in decreased inflammation (Fig. 2A, maximal
dose of 200 mg/kg is shown). However, when admin-
istered 4 h prior to LPS treatment, an inhibitory effect
on neutrophil lung accumulation was evident with the
higher doses, and the effect was equivalent to that of
thalidomide and celecoxib treatment (Fig. 2B).

L-998 inhibits LPS-induced cytokine but not

chemokine release in BALF

Because oral administration of L-998 reduced neutro-
phil migration to the lungs, we investigated whether
the levels of important inflammatory mediators were
altered. In agreement with previous reports [17, 20,
25], the concentrations of the proinflammatory cytoki-
nes TNF-� (Fig. 3A) and IL-1� (Fig. 3B) and the che-
mokines KC (Fig. 3C) and MCP-1 (Fig. 3D) in the
BALF of mice that were exposed to aerosolized LPS
increased drastically (from 3- to 15-fold, depending on
the mediator). Interestingly, pretreatment with L-998
significantly prevented the upsurge of TNF-� and
IL-1� but not that of the chemokine levels (Fig. 3).
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Fig. 3. Cytokine and chemokine levels in the BALF of mice treated with L-998. BALB/C mice were pretreated with vehicle or L-998 (200 mg/kg)
by gavage 4 h before inhalation of aerosolized LPS (0.5 mg/ml). The concentrations of (A) TNF-�, (B) IL-1�, (C) KC and (D) MCP-1 were meas-
ured in the BALF 3 h later by ELISA. Control animals inhaled a saline aerosol. The results are expressed as the means ± SE (n = 6). * p < 0.05
compared to saline; ** p < 0.01 compared to vehicle

B

Fig. 2. L-998 inhibits LPS-induced neutrophilia in bronchoalveolar lavage fluid (BALF). Before the inhalation of aerosolized LPS (0.5 mg/ml),
BALB/c mice were pretreated (A) with vehicle or L-998 (200 mg/kg) by gavage for 2 or 4 h or (B) with vehicle, thalidomide (Tal, 100 mg/ml), ce-
lecoxib (Cel, 100 mg/ml) or L-998 (10, 100 and 200 mg/kg) by gavage for 4 h. BALF was analyzed 3 h later. Control animals inhaled a saline
aerosol. The results are expressed as the means ± SE (n = 6). * p < 0.05 compared to saline; ** p < 0.01 compared to vehicle



L-998 inhibits TNF-�-induced neutrophil

accumulation in BALF

To verify whether the effect of L-998 on neutrophil re-
cruitment involves a signaling component upstream or
downstream of TNF-� release by alveolar macrophages,
acute lung inflammation was induced by intranasal in-
stillation of recombinant TNF-�. Figure 4 shows that
the L-998 treatment significantly decreased neutrophil
accumulation (92%) in the BALF of TNF-�-treated
mice, indicating that pathways downstream of cytokine
secretion are also affected by L-998.

L-998 inhibits LPS-induced p38 MAPK

phosphorylation in lung tissue and in isolated

macrophages

Studies with monocytes and alveolar macrophages
have shown that the p38 MAPK signaling is critical
for LPS-induced cytokine release. Because L-998 was

synthesized as a p38 MAPK inhibitor and effectively
inhibited cellular migration and cytokine production,
we examined whether this compound could affect p38
phosphorylation in lung tissue lysates of mice that had
inhaled LPS. As illustrated in Figure 5, the phospho-
rylated (active) form of this MAPK was increased by
LPS stimulation, and this phosphorylation was sig-
nificantly prevented by L-998 treatment. In fact, there
was even a slight decrease in p38 MAPK activation
when compared to the saline inhalation group. No sig-
nificant changes were observed with regard to the lev-
els of total p38 MAPK (Fig. 5).

To further assess the pharmacological action of
L-998 as a p38 MAPK inhibitor, we evaluated the
ability of the drug to affect LPS-induced p38 MAPK
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Fig. 5. L-998 prevents LPS-induced p38 MAPK phosphorylation in
lung tissue. (A) Representative blot of phosphorylated and total p38
MAPK expression in the lung tissue of mice pretreated with vehicle or
L-998 (200 mg/kg) by gavage 3 h after aerosolized LPS inhalation.
Control animals inhaled a saline aerosol. (B) Relative values of phos-
phorylated p38 MAPK normalized to total p38 MAPK levels are indi-
cated. The results are expressed as the means ± SE (n = 3). * p <

0.05 compared to saline; ** p < 0.01 compared to vehicle

Fig. 4. L-998 inhibits TNF-�-induced neutrophilia in BALF. BALB/C
mice were pretreated with vehicle or L-998 (200 mg/kg) by gavage
4 h before intranasal TNF-� instillation (0.5 µg/mice), and BALF was
analyzed 3 h later. Control animals received intranasal saline instilla-
tion. The results are expressed as the means ± SE (n = 5–11). * p <

0.05 compared to saline; ** p < 0.01 compared to vehicle



activation in primary cultured peritoneal macrophages
in vitro. Figure 6 shows that L-998 can indeed inhibit
macrophage p38 MAPK stimulation, with an experi-
mental IC�� around 14 ± 9 µM. Therefore, these re-
sults demonstrate that L-998 antagonizes the activa-
tion of p38 MAPK by LPS in vitro and in vivo.

Discussion

The main findings of this study were that the orally
bioavailable compound L-998 exerted robust anti-
inflammatory effects in the lungs of mice exposed to
LPS. These effects were most likely mediated by the
inhibition of p38 MAPK activation.

Lung diseases, such as focal pneumonias, cystic fi-
brosis and ARDS, present important inflammatory
components [23], with local or systemic endotoxin re-
lease. Experimentally, LPS inhalation induces lung
inflammation, with a marked increase in neutrophil

recruitment in the airway tissue and lumen. This acute
inflammatory model is characterized by a time-
dependent release of TNF-�, and its synthesis pre-
cedes the influx of neutrophils. In addition to TNF-�,
LPS inhalation also induces IL-1� release [36]. Anti-
inflammatory drugs, as TNF-� antagonists and corti-
costeroids, inhibit those inflammatory mediators but
present numerous adverse effects and have failed to
produce more sustained benefits in vivo [15, 38].
Thus, it is important to design drugs that act on other
cellular targets. p38 MAPK has emerged as a central
kinase involved in signal transduction pathways that
lead to cytokine synthesis and inflammation induced
by different experimental conditions, e.g., LPS or
cigarette smoke [9, 27, 31]. Various p38 MAPK in-
hibitors, such as M39, SB239063 and SB203580,
have been shown to attenuate the production of in-
flammatory mediators, including TNF-�, MIP-2 and
IL-6. They also have been demonstrated to attenuate
neutrophil recruitment into the lungs in animal mod-
els of pulmonary inflammation [24, 31, 36]. Moreo-
ver, the ability of p38 MAPK inhibitors to block
TNF-� synthesis has been explored in the treatment
of other inflammatory diseases, and they have been
shown to impede the development of rheumatoid ar-
thritis in small-animal models [34].

Certain currently available p38 MAPK inhibitors
are in phase I or phase II clinical trials, but many oth-
ers have been withdrawn due to intolerable side ef-
fects and toxicity, which appear to be the result of
cross-reactivity with different off-target proteins, in-
cluding other kinases [10, 13, 28]. These facts moti-
vate the research and design of novel, orally active
p38 MAPK inhibitors.

In the present work, L-998 inhibited the release of
the cytokines TNF-� and IL-1� and did not interfere
with the chemokines KC and MCP-1. The recruited
neutrophils contribute to the local production of
TNF-� and KC [16]. Animals treated with L-998, de-
spite their lack of change in KC levels, have de-
creased alveolar neutrophil accumulation. In vivo leu-
kocyte migration is a complex event involving two
complementary steps: a) leukocyte locomotion in-
duced by chemoattractant factors, including chemoki-
nes, and b) adhesion molecule expression on endothe-
lial cells induced by inflammatory mediators, includ-
ing TNF-�. TNF-� is unable to promote chemotaxis
in vitro, although it is crucial for enhanced expression
of ICAM-1 [45]. These findings are in apparent con-
tradiction with the previous demonstration that ip ad-
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Fig. 6. L-998 prevents LPS-induced p38 phosphorylation in perito-
neal macrophages in a concentration-dependent manner. (A) Repre-
sentative blot of phosphorylated and total p38 MAPK expression in
peritoneal macrophages incubated with LPS and L-998 (1–1000 µM)
or SB202190 (10 µM). (B) Relative values of phosphorylated p38
MAPK normalized to total p38 MAPK levels, where 100% inhibition
was evaluated by incubation with LPS + SB202190 (100 µM) and 0%
by LPS alone. The fitted curve was obtained by nonlinear regression
using the model of one independent saturable process. Each point
corresponds to the mean ± SE (n = 3)



ministration of TNF-� induces neutrophil recruitment
[7]. A possible explanation for this contradiction is
that exogenous TNF-� induces adhesion molecule ex-
pression and the release of other mediators that are
able to induce neutrophil locomotion. Here, as de-
scribed by Canetti et al. [7], when TNF-� was in-
stilled, neutrophil migration was evident in BALF,
and L-998 also evoked a more striking inhibition of
this process, probably because the release of media-
tors induced by TNF-� was inhibited by L-998. Thus,
the inhibition of p38 signaling impairs the release of
TNF-� and secondary mediators, leading to lower al-
veolar neutrophil accumulation. A similar effect was
reported by Nick et al. [36, 37], who demonstrated
that the recovery of TNF-� in the airspaces was re-
duced by a p38 MAPK inhibitor, M39, while MCP-1
and KC levels were not affected. This p38 MAPK in-
hibitor also reduced KC-induced neutrophil lung in-
flux, and loss of neutrophil chemoattractant action of
KC and MIP-2 was achieved in vitro. Indeed, neutro-
phil activation by itself appears to be also selectively
impaired by p38 MAPK inhibition [37].

It is important to mention that these authors sug-
gested that the relative lack of p38 MAPK-dependent
KC and MCP-1 release would have a protective effect
because these chemokines contribute to the recruit-
ment of leukocytes that are involved in inflammation
resolution [38]. For instance, MCP-1 appears to be in-
volved in wound repair, and inhibition of MCP-1 may
also retard tissue healing and regeneration [12, 32,
40]. Conversely, it has been reported that MCP-1
plays no important role in ALI [6].

The time-dependent effects of L-998 on neutrophil
migration may be a consequence of drug pharmacoki-
netics. L-998 was administered by the enteral route;
therefore, it is conceivable that some delay may occur
when compared to other common experimental routes
of administration (e.g., intravenous, intraperitoneal).
Because L-998 distribution and biotransformation is
still unknown, it is important to note that a product of
L-998 metabolism might be the more pharmacologi-
cally active substance.

Using the synthetic strategy of bioisosterism, L-998
was designed to inhibit p38 MAPK [31]. The results
obtained in lung tissue as well as with isolated macro-
phages confirmed this mechanism of action. Addi-
tionally, our preliminary experiments that evaluated
the activation of lung NF-�B, a p38 MAPK-activated
factor critical for the expression of cytokines involved
in the pathogenesis of inflammatory diseases [1, 21,

24, 31], suggest that it is partially impaired by L-998
treatment (data not shown). Treatment of LPS-chal-
lenged peritoneal macrophages with L-998 in vitro re-
sulted in an approximate IC�� of 15 µM. Although
L-998 potency appears to be somewhat low compared
to other well-known p38 MAPK inhibitors, usually
the potency is estimated in protocols that measure p38
kinase activity. Interestingly enough, however, when
several studies have utilized immunoblot techniques
to detect phosphorylated p38 MAPK, they have shown
similar IC�� ranges (1–50 µM) for various distinct se-
lective p38 MAPK inhibitors (SB203580 [36], SB-
239063 and SD-282 [41], SB202190 [46]), at least in
macrophages.

Importantly, considering the anti-inflammatory ef-
fects of L-998 in acute lung inflammation models and
the key role of p38 MAPK activation in inflammation
and pain [22], experiments performed in a novel
model of experimental rheumatoid arthritis, in which
the dorsal flexion of inflamed tibiotarsal articulation
elicits an inflammatory process with hypernocicep-
tion [19], indicated that L-998-treated mice present
significantly higher mechanical thresholds than the
ones that received vehicle alone (data not shown).
The fact that L-998 produced significant analgesia
raises its potential as a novel drug.

Conclusion

LASSBio-998 is characterized by an anti-inflammatory
profile, and treatment with L-998 suppresses LPS-
induced lung inflammation. This is supported by a re-
duction in neutrophil infiltration, down-regulation of
inflammatory cytokines (i.e., TNF-� and IL-1�) and
inhibition of p38 MAPK phosphorylation in vitro and
in vivo. Therefore, our study revealed that LASSBio-998
could become a clinically relevant anti-inflammatory
drug candidate.

Acknowledgments:

This work was supported by grants from the Conselho Nacional

de Pesquisa (CNPq, 420015/05-1, 310149/2006-1 and

151681/2008-2), IM-INOFAR (CNPq, 420.015/05-1), PRONEX,

FAPERJ and CAPES. We thank the excellent technical assistance

of Sérgio R. Rosa and Prof. Waldiceu A. Verri, Jr.

�����������	��� 
������ ����� ��� ��������� 1037

Anti-inflammatory effects of a novel p38 MAPK inhibitor
����� �� �	
��� ��
 �� 
��



References:

1. Abraham E: Nuclear factor-�B and its role in sepsis-
associated organ failure. J Infect Dis, 2003, 187, S364–S369.

2. Adcock IM, Chung KF, Caramori G, Ito K: Kinase in-
hibitors and airway inflammation. Eur J Pharmacol,
2006, 533, 118–132.

3. Aimbire F, Penna SC, Rodrigues M, Rodrigues KC,
Lopes-Martins RA, Sertié JÁ: Effect of hydroalcoholic
extract of Zingiber officinalis rhizomes on LPS-induced
rat airway hyperreactivity and lung inflammation. Prosta-
glandins Leukot Essent Fatty Acids, 2007, 77, 129–138.

4. Aimbire F, Albertine R, de Magalhães RG, Lopes-
Martins RA, Castro-Faria-Neto HC, Zângaro RA,
Chavantes MC, Pacheco MT: Effect of LLLT Ga-Al-As
(685 nm) on LPS-induced inflammation of the airway
and lung in the rat. Lasers Med Sci, 2005, 20, 11–20.

5. Bhatia M., Moochhala S: Role of inflammatory media-
tors in the pathophysiology of acute respiratory distress
syndrome. J Pathol, 2004, 202, 145–156.

6. Bless NM, Huber-Lang M, Guo RF, Warner RL, Schmal
H, Czermak BJ, Shanley TP et al.: Role of CC chemoki-
nes (macrophage inflammatory protein-1�, monocyte
chemoattractant protein-1, RANTES) in acute lung in-
jury in rats. J Immunol, 2000, 164, 2650–2659.

7. Canetti C, Silva JS, Ferreira SH, Cunha FQ: Tumour ne-
crosis factor-� and leukotriene B4 mediate the neutrophil
migration in immune inflammation. Br J Pharmacol,
2001, 134, 1619–1628.

8. Castro P, Legora-Machado A, Cardilo-Reis L, Valença S,
Porto LC, Walker C, Zuany-Amorim C, Koatz VLG:
Inhibition of interleukin-1� reduces mouse lung inflam-
mation induced by exposure to cigarette smoke. Eur
J Pharmacol, 2004, 498, 279–286.

9. Castro P, Nasser H, Abrahão A, Dos Reis LC, Rica I,
Valença SS, Rezende DC et al.: Aspirin and indometha-
cin reduce lung inflammation of mice exposed to ciga-
rette smoke. Biochem Pharmacol, 2009, 77, 1029–1039.

10. Chopra P, Kanoje V, Semwal A, Ray A: Therapeutic po-
tential of inhaled p38 mitogen-activated protein kinase
inhibitors for inflammatory pulmonary diseases. Expert
Opin Investig Drugs, 2008, 17, 1411–1425.

11. Cloutier A, Ear T, Blais-Charron E, Dubois CM, Mc
Donald PP: Differential involvement of NF-�B and MAP
kinase pathways in the generation of inflammatory cytoki-
nes by human neutrophils. J Leuk Biol, 2007, 81, 567–577.

12. DiPietro LA, Reintjes MG, Low QE, Levi B, Gamelli
RL: Modulation of macrophage recruitment into wounds
by monocyte chemoattractant protein-1. Wound Repair
Regen, 2001, 9, 28–33.

13. Dominguez C, Powers DA, Tamayo N: p38 MAP kinase
inhibitors: many are made, but few are chosen. Curr
Opin Drug Discov Devel, 2005, 8, 421–430.

14. Dumas J, Hatoum-Mokdad H, Sibley R, Riedl B, Scott
WJ, Monahan MK, Lowinger TB et al.: 1-Phenyl-5-
pyrazolyl ureas: potent and selective p38 kinase inhibi-
tors. Bioorg Med Chem Lett, 2000, 10, 2051–2054.

15. Esper AM, Martin GS: Evolution of treatments for pa-
tients with acute lung injury. Expert Opin Investig Drugs,
2005, 14, 633–645.

16. Garcia-Ramallo E, Marques T, Prats N, Beleta J, Kunkel SL,
Godessarti N: Resident cell chemokine expression serves as
the major mechanism for leukocyte recruitment during local
inflammation. J Immunol, 2002, 169, 6467–6473.

17. Gonçalves de Moraes VL, Vargaftig B, Lefort J, Meager
A, Chignard M: Effect of cyclo-oxygenase inhibitors and
modulators of cyclic AMP formation on lipopolysaccha-
ride-induced neutrophil infiltration in mouse lung. Br
J Pharmacol, 1996, 117, 1792–1796.

18. Gordon T, Balmes J, Fine J, Sheppard DD: Airway
oedema and obstruction in guinea pigs exposed to in-
haled endotoxin. Br J Ind Med, 1991, 48, 629–635.

19. Guerrero AT, Verri Jr WA, Cunha TM, Silva TA, Rocha
FA, Ferreira SH, Cunha FQ, Parada CA: Hypernocicep-
tion elicited by tibio-tarsal joint flexion in mice: a novel
experimental arthritis model for pharmacological screen-
ing. Pharmacol Biochem Behav, 2006, 84, 244–251.

20. Jansson AH, Eriksson C, Wang X: Effects of budesonide
and N-acetylcysteine on acute lung hyperinflation, in-
flammation and injury in rats. Vasc Pharmacol, 2005, 43,
101–111.

21. Je J, Lee JY, Jung KJ, Sung B, Go EK, Yu BP, Chung
HY: NF-�B activation mechanism of 4-hydroxyhexenal
via NIK/IKK and p38 MAPK pathway. FEBS Lett, 2004,
566, 183–189.

22. Ji RR: Mitogen-activated protein kinases as potential targets
for pain killers. Curr Opin Investig Drugs, 2004, 5, 71–75.

23. Keyhanmanesh R, Boskabady MH, Khamneh S, Doostar
Y: Effect of thymoquinone on the lung pathology and cy-
tokine levels of ovalbumin-sensitized guinea pigs. Phar-
macol Rep, 2010, 62, 910–916.

24. Kim HJ, Lee HS, Chong YH, Kang JL: p38 Mitogen-
activated protein kinase up-regulates LPS-induced
NF-�B activation in the development of lung injury and
RAW 264.7 macrophages. Toxicology, 2006, 225, 36–34.

25. Lagente V, Planquois, JM, Leclerc O, Schmidlin F,
Bertrand CP: Oxidative stress is an important component
of airway inflammation in mice exposed to cigarette
smoke or lipopolysaccharide. Clin Exp Pharmacol
Physiol, 2008, 35, 601–605.

26. Lee HS, Kim HJ, Moon CS, Chong YH, Kang JL:
Inhibition of c-Jun NH2-terminal kinase or extracellular
signal-regulated kinase improves lung injury. Respir Res,
2004, 5, 23.

27. Lee JC, Young PR: Role of CSBP/p38/RK stress response
kinase in LPS and cytokine signaling mechanisms.
J Leuk Biol, 1996, 59, 152–157.

28. Lee MR, Dominguez C: MAP kinase p38 inhibitors: clini-
cal results and an intimate look at their interactions with
p38� protein. Curr Med Chem, 2005, 12, 2979–2994.

29. Lima LM, Barreiro EJ: Bioisosterism: a useful strategy
for molecular modification and drug design. Curr Med
Chem, 2005, 12, 23–49.

30. Lima LM, Fraga CAM, Gonçalves-Koatz VL, Barreiro
EJ: Thalidomide and analogs as anti-inflammatory and
immunomodulator drug candidates. Anti-inflammatory
Anti-allergy Agents Med Chem, 2006, 5, 79–95.

31. Liu S, Feng G, Wang G, Liu G: p38 MAPK inhibition at-
tenuates LPS-induced acute lung injury involvement of
NF-�B pathway. Eur J Pharmacol, 2008, 584, 159–165.

1038 �����������	��� 
������ ����� ��� ���������



32. Low QE, Drugea IA, Duffner LA, Quinn DG, Cook DN,
Rollins BJ, Kovacs EJ, DiPietro, LA: Wound healing in
MIP-1�–./– and MCP-1–/– mice. Am J Pathol, 2001, 159,
457–463.

33. Machado AL, Lima LM, Araújo JX, Fraga CA, Koatz
VL, Barreiro EJ: Design, synthesis and antiinflammatory
activity of novel phthalimide derivatives, structurally re-
lated to thalidomide. Bioorg Med Chem Lett, 2005, 15,
1169–1172.

34. Mihara K, Almansa C, Smeets RL, Loomans EE, Dulos J,
Vink PM, Rooseboom M et al.: A potent and selective p38
inhibitor protects against bone damage in murine collagen-
induced arthritis: a comparison with neutralization of mouse
TNF-�. Br J Pharmacol, 2008, 154, 153–164.

35. Nagahira A, Nagahira K, Murafuji H, Abe K, Magota K,
Matsui M, Oikawa S: Identification of a novel inhibitor
of LPS-induced TNF-� production with antiproliferative
activity in monocyte/macrophages. Biochem Biophys
Res Commun, 2001, 281, 1030–1036.

36. Nick JA, Young SK, Arndt PG, Lieber JG, Suratt BT,
Poch KR, Avdi NJ, et al.: Role of p38 mitogen-activated
protein kinase in a murine model of pulmonary inflam-
mation. J Immunol, 2000, 164, 2151–2159.

37. Nick JA, Young SK, Brown KK, Avdi NJ, Arndt PG, Su-
ratt BT, Janes MS et al.: Selective suppression of neutro-
phil accumulation in ongoing pulmonary inflammation
by systemic inhibition of p38 mitogen-activated protein
kinase. J Immunol, 2002, 169, 5260–5269.

38. Raghavendran K, Pryhuber GS, Chess PR, Davidson
BA, Knight PR, Notter RH: Pharmacotherapy of acute
lung injury and acute respiratory distress syndrome. Curr
Med Chem, 2008, 15, 1911–1924.

39. Redman AM, Johnson JS, Dally R, Swartz S, Wild H,
Paulsen H, Caringal Y et al.: p38 Kinase inhibitors for
the treatment of arthritis and osteoporosis: thienyl, furyl,
and pyrrolyl ureas. Bioorg Med Chem, 2001, 11, 9–12.

40. Shireman PK, Contreras-Shannon V, Ochoa O, Karia BP,
Michalek JE, McManus LM: MCP-1 deficiency causes
altered inflammation with impaired skeletal muscle re-
generation. J Leuk Biol, 2007, 81, 775–785.

41. Smith SJ, Fenwick PS, Nicholson AG, Kirschenbaum F,
Finney-Hayward TK, Higgins LS, Giembycz MA et al.:
Inhibitory effect of p38 mitogen-activated protein kinase
inhibitors on cytokine release from human macrophages.
Br J Pharmacol, 2006, 149, 393–404.

42. Sperandio da Silva GM, Sant’Anna CM, Barreiro EJ:
A novel 3D-QSAR comparative molecular field analysis
(CoMFA) model of imidazole and quinazolinone func-
tionalized p38 MAP kinase inhibitors. Bioorg Med
Chem, 2004, 12, 3159–3166.

43. Sugiyama K-I, Muroi M, Tanamoto K-I: A novel TLR4-
binding peptide that inhibits LPS induced activation of
NF-�B and in vivo toxicity. Eur J Pharmacol, 2008, 594,
152–156.

44. Ulich TR, Yi ES, Smith C, Remick D: Intratracheal ad-
ministration of endotoxin and cytokines VII. The soluble
interleukin-1 receptor and the soluble tumor necrosis fac-
tor receptor II (p80) inhibit acute inflammation. Clin Im-
munol Immunopathol, 1994, 72, 137–140.

45. Vieira SM, Lemos HP, Grespan R, Napimoga MH, Dal-
Secco D, Freitas A, Cunha TM et al.: A crucial role for
TNF-� in mediating neutrophil influx induced by
endogenously generated or exogenous chemokines,
KC/CXCL1 and LIX/CXCL5. Br J Pharmacol, 2009,
158, 779–789.

46. Zhou HY, Shin EM, Guo LY, Youn UJ, Bae K, Kang SS,
Zou LB, Kim YS: Anti-inflammatory activity of 4-me-
thoxyhonokiol is a function of the inhibition of iNOS
and COX-2 expression in RAW 264.7 macrophages via
NF-�B, JNK and p38 MAPK inactivation. Eur J Pharma-
col, 2008, 586, 340–349.

47. Zhou LH, Tu SJ, Shi DQ, Dai GY, Chen WX: Low-
valent titanium induced novel reductive cyclizations of
�,�-unsaturated nitrile compounds. Synthesis (Stuttgart),
1998, 6, 851–854.

Received: October 24, 2010; in the revised form: March 23,

2011; accepted: April 14, 2011.

�����������	��� 
������ ����� ��� ��������� 1039

Anti-inflammatory effects of a novel p38 MAPK inhibitor
����� �� �	
��� ��
 �� 
��


	849	Review Œ Lipoic acid Œ biological activity and therapeutic potential.
	Anna Gor¹ca, Halina Huk-Kolega, Aleksandra Piechota, Paulina Kleniewska, El¿bieta Ciejka, Beata Skibska

	859	Review Œ Statin-induced myopathies.
	Micha³ Tomaszewski, Karolina M. Stêpieñ, Joanna Tomaszewska, Stanis³aw J. Czuczwar

	867	Review Œ Novel mechanistic and clinical implications concerning the safety of statin discontinuation.
	Magdalena Jasiñska-Stroschein, Jacek Owczarek, Irena Wejman, Daria Orszulak-Michalak

	880	Anxiolytic-like activity of MGS0039, a selective group II mGlu receptor antagonist, is serotonin- and GABA-dependent.
	Katarzyna Stachowicz, Joanna Wieroñska, Helena Domin, Shigeyuki Chaki, Andrzej Pilc

	888	Behavioral deficits and exaggerated feedback control over raphe-hippocampal serotonin neurotransmission in restrained rats.
	Darakhshan J. Haleem

	898	Influence of aripiprazole on the antidepressant, anxiolytic and cognitive functions of rats.
	Kinga Burda, Anna Czubak, Krzysztof Kus, El¿bieta Nowakowska, Piotr Ratajczak, Jennifer Zin

	908	Buspirone improves the anti-cataleptic effect of levodopa in 6-hydroxydopamine-lesioned rats.
	Javad Mahmoudi, Alireza Mohajjel Nayebi, Morteza Samini, Siamak Reyhani-Rad, Vahab Babapour

	915	Neuroprotective effect of carvedilol against aluminium induced toxicity: possible behavioral and biochemical alterations in rats.
	Anil Kumar, Atish Prakash, Samrita Dogra

	924	Non-neutral nonsynonymous single nucleotide polymorphisms in human ABC transporters: the first comparison of six prediction methods.
	Da Cheng Hao, Yao Feng, Rongrong Xiao, Pei Gen Xiao

	935	Transdermal buprenorphine in the treatment of cancer and non-cancer pain Œ the results of multicenter studies in Poland.
	Anna Przeklasa-Muszyñska, Jan Dobrogowski

	949	Involvement of kainate receptors in the analgesic but not hypnotic effects induced by inhalation 
anesthetics.
	Li-Hua Hang, Dong-Hua Shao, Yue-Ping Gu, Ti-Jun Dai

	956	Beneficial role of telmisartan on cardiovascular complications associated with STZ-induced type 2 diabetes in rats.
	Bhoomika R. Goyal, Kaushal Parmar, Ramesh K. Goyal, Anita A. Mehta

	967	Protective effect of novel pyridoindole derivatives on ischemia/reperfusion injury of the isolated rat heart.
	Zuzana Broskova, Vladimir Knezl

	975	Long-term use of low-dose spironolactone in spontaneously hypertensive rats: Effects on left ventricular hypertrophy and stiffness.
	Marcelo P. Baldo, Ludimila Forechi, Elis A.S. Morra, Divanei Zaniqueli, Rebeca C. Machado, Wellington Lunz, Sérgio L. Rodrigues, José Geraldo Mill

	983	Can vitamins C and E restore the androgen level and hypersensitivity of the vas deferens in hyperglycemic rats?
	Glaura S.A. Fernandes, Daniela C.C. Gerardin, Thaiane A. Assumpção, Kleber E. Campos, Débora C. Damasceno, Oduvaldo C.M. Pereira, Wilma D.G. Kempinas

	992	C3435T polymorphism of the ABCB1 gene: impact on genetic susceptibility to peptic ulcers.
	Aleksandra Sa³agacka, Malwina Bartczak, Marta ¯ebrowska, Marcin Ja¿d¿yk, Mariusz Balcerczak, Robert Janiuk, Marek Mirowski, Ewa Balcerczak

	999	Association between remote organ injury and tissue polyamine homeostasis in acute experimental pancreatitis Œ treatment with a polyamine analogue bismethylspermine.
	Hai-Tao Jin, Teemu Lämsä, Panu H. Nordback, Mervi T. Hyvönen, Nikolay Grigorenko, Alex R. Khomutov, Isto Nordback, Sari Räty, Ilkka Pörsti, Leena Alhonen, Juhani Sand

	1009	Antiatherogenic effect of quercetin is mediated 
by proteasome inhibition in the aorta and circulating leukocytes.
	Denis A. Pashevin, Lesya V. Tumanovska, Victor E. Dosenko, Vasyl S. Nagibin, Veronika L. Gurianova, Alexey A. Moibenko

	1019	Effect of indometacin pretreatment on protamine sulfate-mediated relaxation of the isolated rat uterus: the role of the antioxidative defense system.
	Jelena Kordiæ-Bojinoviæ, Zorana Oreıèanin-Duıiæ, Marija Slaviæ, Ratko Radojièiæ, Mihajlo Spasiæ, Slobodan R. Milovanoviæ, Duıko Blagojeviæ

	1029	Anti-inflammatory effects of LASSBio-998, a new drug candidate designed to be a p38 MAPK inhibitor, in an experimental model of acute lung inflammation.
	Aline C. Brando Lima, Alexandre L. Machado, Patrícia Simon, Moisés M. Cavalcante, Daniele C. Rezende, Gilberto M. Sperandio da Silva, Paulo Gustavo B. D. Nascimento, Luis E. M. Quintas, Fernando Q. Cunha, Eliezer J. Barreiro, Lídia M. Lima, Vera L.G. Koatz

	1040	Effects of propranolol on the development of glucocorticoid-induced osteoporosis in male rats.
	Joanna Folwarczna, Maria Pytlik, Leszek „liwiñski, Urszula Cegie³a, Barbara Nowiñska, Monika Rajda

	SHORT COMMUNICATIONS
	1050	Anxiolytic-like activity of zinc in rodent tests.
	Anna Partyka, Magdalena Jastrzêbska-Wiêsek, Bernadeta Szewczyk, Katarzyna Stachowicz, Anna S³awiñska, Ewa Poleszak, Urszula Doboszewska, Andrzej Pilc, Gabriel Nowak


	1056	Dopaminergic drug-induced modulation of the expression of the dopamine transporter in peripheral blood lymphocytes in Parkinson™s disease.
	Alessandra Fanciulli, Roberta Misasi, Dario Campanelli, Francesca R. Buttarelli, Francesco E. Pontieri

	1061	Neuropeptide FF receptor modulates potassium currents in a dorsal root ganglion cell line.
	Catherine Mollereau, Michel Roumy, Jean-Marie Zajac

	1066	Effects of the antioxidant baicalein on the pharmacokinetics of nimodipine in rats: a possible role of P-glycoprotein and CYP3A4 inhibition by baicalein.
	Young-Ah Cho, Jun-Shik Choi, Jin-Pil Burm
	1074	Note to Contributors





	content
	cont
	contents_3'2005
	contents

