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Aqueous extract of Magnolia officinalis mediates proliferative
capacity, p21WAF1 expression and TNF-a-induced NF-xB
activity in human urinary bladder cancer 5637 cells;
involvement of p38 MAP Kkinase
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Abstract. Magnolia officinalis is a commonly used herb in
East Asian countries and has multiple pharmacological effects.
Although Magnolia officinalis has a variety of pharmaco-
logical effects on certain cancer cell types, the molecular
mechanisms on urinary bladder cancer are unclear. An aqueous
extract of M. officinalis inhibited cell proliferation in cultured
human urinary bladder cancer 5637 cells. Inhibition of proli-
feration was associated with G1 cell cycle arrest. Treatment
with M. officinalis extract blocked the cell cycle in the G1
phase, down-regulated the expression of cyclins and CDKs
and up-regulated the expressions of p21 WAF1 and p27 Kipl,
which are CDK inhibitors. In addition, M. officinalis extract
induced a marked activation of p38 MAP kinase and JNK.
SB203580, a p38 MAP kinase specific inhibitor, blocked the
expression of M. officinalis extract-dependent p38 MAP
kinase and p21WAF]I. Blockage of the p38 MAPK kinase
function reversed M. officinalis extract-induced cell prolife-
ration. These data demonstrate that M. officinalis extract-
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induced cell growth inhibition appears to be linked to the
activation of p38 MAP kinase through p21 WAF1 expression.
Moreover, treatment of 5637 cells with M. officinalis extract
suppressed constitutive and TNF-a-induced-nuclear factor-x B
(NF-xB) activation. Furthermore, the transactivation of TNF-a-
stimulated NF-kB was inhibited by SB203580 treatment.
Collectively, these results suggest that the p38 MAP kinase
pathway contributes, at least partially, to the anti-cancer
activity of M. officinalis extract in human urinary bladder
tumor 5637 cells.

Introduction

The p38 MAP kinase is one of at least three mammalian
MAPKSs [the other two being extracellular signal-regulated
kinase (ERK) and c-Jun N-terminal kinase/stress activated
protein kinase (JNK/SAPK)] that are activated by three homo-
logous but distinct signaling pathways (1,2). The activation is
effected by dual Ser/Thr and tyrosine phosphorylation that is
catalyzed by a specific upstream MAPK kinase. Proliferative
potential can be regulated by various signals, blocking growth
or inducing apoptosis (3). JNK and p38 MAP kinase are known
examples of such stress-activated protein kinases, because
they are strongly activated in response to stressful stimuli.
The p38 MAP kinase has been linked to apoptosis, proliferation
and differentiation (2-5).

The molecular and genetic alterations that precede morpho-
logic changes and are responsible for tumorigenesis and
progression of bladder cancer also include alterations in cell
cycle regulators causing uncontrolled cancer growth. Cell
proliferation depends on an ordered and tightly regulated
process known as the cell cycle, involving multiple check-
points assessing extracellular growth signals, cell size and
DNA integrity (6). In general, the progression of the cell
cycle in eukaryotes is a complex process including resting
GO phase and cell growth involving G1, S and G2/M phases
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in a step-wise manner (7). The cell cycle is regulated by
complexes composed of regulatory cyclins and catalytic
cyclin-dependent kinases (CDKs), whose formation and
activation promote cell cycle progression (8). The cells are
stimulated to divide in response to mitogens exiting the G1
phase and entering the S phase. Cyclin D1-CDK4 and cyclin
E-CDK2 predominantly act in sequence during the G1/S
transition and are required for cell cycle progression through
this period (9). On the other hand, cyclin-dependent kinase
inhibitors act as negative regulators of the cell cycle by extin-
guishing the activity of CDKs (10). The kinase activity of
these cyclins/CDK complexes can be negatively regulated by
CDK-inhibitory protein p21WAF1, which is able to silence
CDKs essential for S-phase entry, thus inhibiting cell cycle
progression (11).

Nuclear factor-k B (NF-xB) was first described by Sen
and Baltimore (12) as a ubiquitous nuclear transcription factor
binding to the x immunoglobulin-light chain enhancer and
subsequently shown to be a regulator in the development of
cancer. In the resting state, NF-xB is sequestered in the cyto-
plasm through its tight association with a type of specific
inhibitory proteins inhibitors of NF-kB (IxB) (13). Stimulation
of cells with inducers such as TNF-a leads to rapid phospho-
rylation, ubiquitination, and degradation of IxkB. NF-kB is
therefore released and translocates into the nucleus to activate
the expression of target genes (14).

The majority of bladder cancers (90%) are transitional
cell carcinomas (TCC), which have been determined to result
from a neoplastic lesion with environmental and occupational
factors identified as causatives (15). Bladder cancer patients are
at risk of recurrence and/or progression to invasive diseases.
In addition, smokers and workers exposed to industrial
carcinogens are at risk of developing primary bladder tumors
(16). For these people, effective preventive measures are
needed. One approach to the control of cancer is growth
inhibition, wherein the disease is prevented, slowed or reversed
substantially by the administration of complementary and
alternative medicines (17). In this regard, naturally occurring
medicinal plants are receiving increased attention in recent
years because of their promising efficacy in several pre-
clinical cancer models (18-20). Magnolia officinalis is used
in traditional Chinese medicine for the treatment of various
pharmacological activities (21-25). A number of chemical
constituents such as honokiol and magnolol have been iso-
lated from M. officinalis. However, the anti-tumor mechanism
of M. officinalis in the treatment of urinary bladder cancer
has thus far remained uncharacterized.

For the present study, we explored the mechanism by
which cell growth is inhibited by M. officinalis in urinary
bladder cancer 5637 cells and examined the inhibitory effects
of M. officinalis on proliferative capacity, cell cycle regulation
and TNF-o induced NF-«B activation in 5637 cells. Its inhi-
bitory effects are possibly dependent of the p38 MAP kinase
activity, indicating its potential use in cancer prevention and
therapy.

Materials and methods

M. officinalis crude extract. Air-dried and crushed M.
officinalis (100 g) was added to distilled water, and heated at
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100°C to accomplish extraction. The extract was then concen-
trated with a rotary evaporator and lyophilized. The final
aqueous extracts, weighing 6 g (a collection rate of 6%), were
diluted with saline solution.

Materials. TNF-o was obtained from R&D systems. Poly-
clonal antibodies to cyclin E, CDK2, CDK4 was obtained
from Santa Cruz Biotechnology (Santa Cruz, CA). Poly-
clonal antibodies to cyclin D1, p21WAF1, p53, p27, p38 MAP
kinase, phospho p38 MAP kinase, JNK and phospho JNK
were obtained from New England Biolabs. SB203580 was
obtained from Calbiochem (San Diego, CA).

Cell culture. The human bladder carcinoma cell line, 5637,
was obtained from the American Type Culture Collection.
The cells were maintained in DMEM (4.5 g glucose/l)
supplemented with 10% fetal calf serum, L-glutamine, and
antibiotics (Biological Industries, Beit Haemek, Israel) at 37°C
in a 5% CO, humidified incubator. Cells were subcultured
twice a week with trypsin/EDTA solution [saline containing
0.05% trypsin, 0.01 M sodium phosphate (pH 7.4) and 0.02%
EDTA].

Cell viability assay. Subconfluent, exponentially growing
5637 cells in 24-well plates were incubated with M. officinalis
extract for the indicated times. Cell viability was determined
by a modified 3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyl-
tetrazolium bromide (MTT) assay, based on the conversion
of the tetrazolium salt 3-(4,5-dimethylthiazol-2-yl)-5-(3-
carboxymethoxyphenyl)-2-(4-sulfophenyl)-2-tetrazolium by
mitochondrial dehydrogenase to a formazan product (26),
measured by light absorbance at 490 nm. Cell growth and
viability were checked before and after treatment with M.
officinalis using phase contrast microscopy.

Cell counts and [’H Jthymidine incorporation. For cell counts,
5637 cells were plated overnight at equivalent densities
(5x105 cells/plate) in 100 mm plates. At intervals after plating,
the cells were trypsinized, and cell numbers were determined
using a Coulter Counter. In [*H]thymidine uptake experiments,
cells were grown to near confluence in 24-well tissue culture
plates and treated with M. officinalis extract as indicated. The
cells were incubated for an additional 24 h and labeled with
[methyl-*H]thymidine (New England Nuclear, Boston, MA,
USA) at a concentration of 1 yCi/ml for the final 12 h of this
period. After labeling, the cells were washed with phosphate-
buffered saline (PBS), fixed in cold 10% trichloroacetic acid,
and then washed with 95% ethanol. The incorporated
[*H]thymidine was extracted with 0.2 M NaOH and measured
in a liquid scintillation counter as previously described (26).
Values are expressed as the means of 6 wells from three
separate experiments.

Cell cycle analysis. Cells were harvested and fixed in 70%
ethanol and stored at -20°C. The cells were then washed
twice with ice-cold PBS and incubated with RNase and DNA
intercalating dye propidium iodide, and a cell cycle phase
analysis was performed by flow cytometry using a Becton-
Dickinson Facstar flow cytometer and Becton-Dickinson cell
fit software.
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Immunoblot analysis. 5637 cells were treated with M.
officinalis extract for the specified periods of time at 37°C. Cell
lysates were prepared, and immunoblotting was performed as
described previously (26). Briefly, to prepare the whole-cell
extract, cells (1x107 cells per 100 mm dish) were detached and
washed once in cold PBS and suspended in 100 pI lysis buffer
(10 mM Tris-HCI, pH 8, 0.32 M sucrose, 1% Triton X-100,
5 mM EDTA, 2 mM DTT and 1 mM phenylmethyl-sulfonyl
fluoride). The suspension was put on ice for 20 min and
then centrifuged at 5000 rpm for 20 min at 4°C. Total protein
content was determined by a Bio-Rad protein assay reagent
using bovine serum albumin as the standard. Protein extracts
were reconstituted in the sample buffer [0.062 M Tris-HCI,
2% SDS, 10% glycerol and 5% (vol/vol) 3-mercaptoethanol],
and the mixture was boiled for 5 min. Equal amounts (50 pg)
of the denatured proteins were loaded into individual lanes
and separated on 10% SDS polyacrylamide gels, followed by
transfer of the proteins to membranes overnight.

Membranes were blocked with 0.1% Tween-20 in Tris-
buffered saline containing 5% non-fat dry milk for 20 min at
room temperature, and the membranes were allowed to react
with primary antibodies for 2 h. The membranes were then
incubated with a horseradish peroxidase-conjugated, goat
anti-rabbit or the anti-mouse antibody for 2 h before being
developed using enhanced chemiluminescence.

Immune complex kinase assays. Cell lysates were prepared
with ice-cold lysis buffer [containing in mM/l: HEPES (pH 7.5)
50, NaCl 150, EDTA 1, EGTA 2.5, DTT 1, B-glycero-
phosphate 10, NaF 1, Na;VO, 0.1, and phenylmethylsulfonyl
fluoride 0.1 and 10% glycerol, 0.1% Tween-20, 10 pg/ml of
leupeptin and 2 pg/ml of aprotinin] and sonicated at 4°C
[Micro ultrasonic cell disrupter (Kontes), 30% power, two
times for 10 sec each time]. Lysates were clarified by centri-
fugation at 10000 g for 5 min, and the supernatants were
precipitated by treatment with protein A-Sepharose beads
precoated with saturating amounts of the indicated antibodies
for 2 h at 4°C. When monoclonal antibodies were used, the
protein A-Sepharose was pretreated with rabbit anti-mouse
immunoglobulin G (Jackson Immuno Research Laboratories).
The immunoprecipitated proteins on the beads were washed
4 times with 1 ml of lysis buffer and twice with kinase buffer
(containing in mM/l: HEPES 50, MgCl, 10, DTT 1, 3-glycero-
phosphate 10, NaF 1 and sodium orthovanadate 0.1). The final
pellet was resuspended in 25 ul of kinase buffer containing
either 1 ug of glutathione S-transferase (GST)-pRb C-terminal
(pRb amino acids 769-921) fusion protein (Santa Cruz
Biotechnology) or 5 pg of histone H, (Life Technologies, Inc.),
20 uM/1 ATP, and 5 uCi of [y-*?P]JATP (4500 Ci/mmol; ICN),
followed by incubation for 20 min at 30°C with occasional
mixing. The reaction was stopped by the addition of 25 ul of
2X concentrated Laemmli sample buffer and separated on 10
or 12.5% SDS-polyacrylamide gels. The migration of histone
H, or GST-pRb was determined by Coomassie blue staining.
Phosphorylated pRb and histone H, were visualized and
quantified with a BAS 2000 bioimaging analyzer.

Nuclear extracts and electrophoretic mobility shift assay
(EMSA). Nuclear extracts were prepared essentially as
described previously (43). Cultured cells were collected by
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Figure 1. Effects of Magnolia officinalis extract on cell viability and DNA
synthesis in 5637 cells. (A) Cell viability was evaluated by a modified MTT
assay. (B) DNA replication was measured by a thymidine uptake experiment.
Indicated values are means of triplicate wells. “P<0.01 compared with no
Magnolia officinalis extract treatment.

centrifugation, washed and suspended in a buffer containing
10 mM HEPES (pH 7.9), 10 mM KCl,0.1 mM EDTA, 0.1 mM
EGTA, 1 mM DTT and 0.5 mM PMSEF. After 15 min on ice,
the cells were vortexed in the presence of 0.5% Nonidet
NP-40. The nuclear pellet was then collected by centrifu-
gation and extracted in a buffer containing 20 mM HEPES
pH 7.9, 04 M NaCl, | mM EDTA, 1 mM EGTA, 1 mM
DTT and 1 mM PMSF for 15 min at 4°C. The nuclear extract
(2 ug) was preincubated at 4°C for 30 min with a 100-fold
excess of an unlabeled oligonucleotide spanning the cis
element of interest. The sequences were as follows: NF-«xB,
CAGTGGAATTCCCCAGCC. After this time, the reaction
mixture was incubated at 4°C for 20 min in a buffer (25 mM
HEPES buffer pH 7.9,0.5 mM EDTA, 0.5 mM DTT, 0.05 M
NaCl and 2.5% glycerol) with 2 pg of poly dI/dC and 5 fmol
(2x10* cpm) of a Klenow end-labeled (*?P-ATP) 30-mer
oligonucleotide, which spans the DNA binding site. The
reaction mixture was electrophoresed at 4°C in a 6% poly-
acrylamide gel using a TBE (89 mM Tris, 89 mM boric acid
and 1 mM EDTA) running buffer. The gel was rinsed with
water, dried and exposed to X-ray film overnight.

Statistical analysis. When appropriate, data were expressed
as means + SE. Data were analyzed by factorial ANOVA and
Fisher's least significant difference test where appropriate.
Statistical significance was accepted at P<0.05.

Results

M. officinalis extract induces cell growth inhibition in 5637
cells. To determine the growth inhibitory activity of aqueous
extract of M. officinalis, human urinary bladder cancer 5637
cells were treated with M. officinalis extract (400-1200 ug/
ml) for 24 h and viable cells were measured by MTT. The
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D. E.
GO/G1 s G2/M
Control 41.26 49.53 9.21
Magnolia (600 pg/ml)  49.74 45.03 5.21
Magnolia (800 ug/ml)  58.53 36.31 5.16
Magnolia (1000 ug/ml) 97.7 0 23

Figure 2. M. officinalis extract induces G1 cell cycle arrest in 5637 cells. Cells were treated with 0 (A), 600 (B), 800 (C) and 1000 ug/ml of M. officinalis
extract for 24 h (D). Cells were subjected to flow cytometric analysis to determine the effect of M. officinalis extract on cell cycle distribution. (E) The
percentage of cells in each population is shown as the means + SE from three triplicate experiments.
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Figure 3. Effects of Magnolia officinalis on cell cycle regulators. (A) 5637 cells were treated with M. officinalis extract as indicated, and immunoblot analysis
was performed with antibodies specific for cyclin D1, cyclin E, cdk2 and cdk4. (B) The kinase assay was performed using histone H1 (for CDK2) or GST-Rb
(for CDK4) as the substrate. (C) Effects of M. officinalis extract on p21/WAF1, p27 and p53 expression. The results from representative experiments were
normalized to GAPDH expression. The indicated values are the means of three triplicate experiments.

effects of M. officinalis extract on 5637 cell growth and DNA
synthesis were investigated. Treatment of M. officinalis extract
to 5637 cells resulted in a significant decrease in viable cells
in a concentration-dependent manner (Fig. 1A) as compared to
untreated control cells. In addition, the effect of M. officinalis
extract on cell proliferation was determined by [*H]thymidine
incorporation after treatment with various concentrations of
M. officinalis extract for 24 h. As shown in Fig. 1B, M.
officinalis extract had a concentration-dependent inhibitory
effect on 5637 cell growth.

M. officinalis extract induces G cell cycle arrest. A flow
cytometric analysis (Fig. 2) demonstrated that M. officinalis
extract (800 and 1000 pg/ml) induced the accumulation of

significant numbers of cells in the G1 phase of the cell cycle,
suggesting that the observed growth inhibitory effects of M.
officinalis extract in 5637 cells were due to cell cycle arrest
(Fig. 2).

Next, the effects of M. officinalis extract on cell cycle
regulatory molecules that are operative in the G1 phase of
the cell cycle were examined. Treatment of 5637 cells with
M. officinalis extract at 24 h resulted in a dose-dependent
decrease in the expression of cyclin D1 and cyclin E as well
as CDK?2 and CDK4 (Fig. 3A).

M. officinalis extract-induced cell cycle arrest is associated
with a decrease of kinase activities associated with cyclins.
Due to their ability to activate cyclins, the kinase activities of
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Figure 4. Magnolia officinalis extract-induced p38 MAP kinase phosphorylation is associated with p2l1WAF1 induction. 5637 cells were treated for the
indicated times with 800 ug/ml Magnolia officinalis extract. (A) Cells were harvested, lysed, and the phosphorylations levels of JNK and p38 were detected
by immunoblot analysis using antibodies phosphospecific for JNK and p38. (B) Cells were pretreated for 40 min with 10 xM SB203580 before cells were
treated with 800 ug/ml Magnolia officinalis extract at 30 min. (C) Cells were pretreated for 40 min with the indicated concentrations of SB203580 before
stimulating the cells with 800 pg/ml Magnolia officinalis extract at 24 h. Proteins were resolved by SDS-PAGE and immunoblotted with antibodies to
p21WAF1. The results are expressed as the mean from three triplicate experiments.

CDKs are the driving force for the progression of the cell
cycle through the transition checkpoints, which are essential
components of cyclin-CDK complexes (6-9). Therefore, the
effects of M. officinalis extract treatment on the kinase
activities associated with CDK2 and CDK4 (Fig. 3B) were
assessed. M. officinalis extract inhibited the kinase activities
of both the CDK2- and CDK4-immunoprecipitates in a dose
dependent manner at 24 h (Fig. 3B).

M. officinalis extract-induced cell cycle arrest is associated
with the up-regulation of the CKls, p21WAF1 and p27Kipl.
Next, the effect of M. officinalis extract on the induction of
p21WAFI1, which is known to regulate the entry of cells at
the G1-S phase transition checkpoint (10,11), was assessed.
An immunoblot analysis revealed that treatment of 5637 cells
with M. officinalis extract resulted in a significant dose-
dependent induction in p21WAF1 compared with the basal
levels (Fig. 3C). Treatment of cells with M. officinalis extract
also showed up-regulation of p27Kipl protein levels. How-
ever, under similar experimental conditions, the levels of
expression of p53 tumor suppressor protein were decreased
slightly, suggesting that it is unlikely that p53 is involved in the
cell cycle arrest induced by M. officinalis extract (Fig. 3C).

Effects of M. officinalis extract on JNK and p38 MAP kinase
activation in 5637 cells. To clarify whether M. officinalis
extract affects MAP kinase activation, we examined the
effect of various time courses for M. officinalis extract on
JNK and p38 MAP kinase activation. Cells were treated with
M. officinalis extract for the indicated times. Fig. 4A shows a
Western blot analysis of 5637 cells treated with M. officinalis
extract, using antibodies specific for phosphorylated INK and
p38 MAP kinase. These experiments indicate that JNK and
p38 MAP kinase are significantly activated by M. officinalis
extract. M. officinalis extract increased the amount of phospho-

rylated JNK and p38 MAP kinase at 3 h, suggesting that it
induces cell growth inhibition via the activation of JNK and
p38 MAP kinase. This M. officinalis extract-induced p38
MAP kinase activity was blocked by SB203580, a p38 MAP
kinase specific inhibitor (Fig. 4B). This result indicates that
M. officinalis extract-induced cell growth inhibition signaling
likely requires a p38 MAP kinase mediated pathway.

M. officinalis extract-induced p2IWAFI is blocked by
SB203580, a specific inhibitor of p38 MAP kinase. p38 MAP
kinase has recently been shown to be involved in the regulation
of the cell cycle (26,27) and in the spindle assembly check-
point and mitotic arrest (28). The observations that p38 MAP
kinase activity is induced by M. officinalis extract prompted
consideration of the possibility that p38 MAP kinase activity
is related to the induction of p2IWAFI1. To elucidate the
signal cascade triggered by M. officinalis extract, the possible
requirement of p38 MAP kinase activity for the induction of
p21WAFI1 was investigated. Thus, 5637 cells were pretreated
for 40 min with or without 10 yM SB203580, followed by
exposure to 800 pg/ml M. officinalis extract. As shown in
Fig. 4C, the M. officinalis extract-induced increase in
P21WAFI1 expression was reduced to the control level by
SB203580. These results strongly suggest that p38 MAP
kinase is required in the regulation of p21WAF]I induction in
response to M. officinalis extract.

M. officinalis extract-induced cell growth inhibition is reversed
by p38 MAP kinase inhibition. In order to investigate the
effect of p38 MAP kinase activation on M. officinalis extract-
induced cell growth inhibition, the cells were treated with
SB203580, and the MTT assay, [*H]thymidine incorporation
assay and immunoblot experiments were performed (Fig. 5).
The 5637 cells were pretreated for 40 min with or without
10 uM SB203580, followed by treatment with 800 pg/ml
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Figure 5. Inhibition of p38 MAP kinase activity reverses Magnolia officinalis
extract-induced cell growth inhibition. Cells were plated in plates and were
pre-incubated for 30 min in the absence or presence of 10 xM SB203580.
Cells were then treated with 800 yug/ml Magnolia officinalis extract. MTT
assay and thymidine uptake experiments were determined as described in
Materials and methods. Indicated values are means of triplicate wells.
“P<0.01 compared with no Magnolia officinalis extract treatment.

M. officinalis extract in the presence of 10% serum. As shown
in Fig. 5, the inhibition of cell viability and [*H]thymidine
incorporation by M. officinalis extract were reversed by the
pretreatment with SB203580, suggesting that the p38 MAP
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kinase signaling pathway in 5637 cells was involved in the
cell growth inhibition by M. officinalis extract.

M. officinalis extract decreases constitutive and TNF-a-
induced NF-xB activation. The transcription factor NF-xB
mediates tumor promotion, angiogenesis and metastasis
through the expression of genes participating in malignant
conversion and tumor promotion particularly in inflammation-
associated cancer models (29-31). That phenomenon is
observed in various cell types upon stimulation with cytokines
such as TNF-a (14,33). To determine the effect of M. officinalis
extract on constitutive and TNF-a-induced NF-kB activity,
an electrophoretic mobility shift assay (EMSA) was performed
using nuclear extracts of 5637 cells treated with TNF-a
(100 ng/ml) in the presence or absence of M. officinalis
extract. In the EMSA, the nuclear extracts were incubated
with a radiolabeled double-stranded oligonucleotide probe
containing the consensus sequence for the NF-xB binding
site and electrophoresed in a 5% non-denaturing polyacryl-
amide gel. A nuclear extract from 5637 cells treated with
TNF-a showed an increased binding to the NF-kB binding
activity (Fig. 6B). Moreover, as shown in Fig. 6A and B,
constitutive and TNF-a induced NF-kB binding activity was
almost abolished in 5637 cells by treatment with M. officinalis
extract.

TNF-a induces NF-xB activation through p38 MAP kinase
activation. p38 MAP kinase has recently been shown to be
involved in the regulation of the transcription factors (32,33).
The observations that p38 MAP kinase activity is induced by
M. officinalis extract led to the consideration of whether the
p38 MAP kinase activity is related to the induction of TNF-a
mediated NF-xB. To address this hypothesis, we performed

A. Magnolia 0 600 800 1000 B. TNF-w (ng/ml) - 50 100 100 100 100
(ng/mi) . R Magnolia (ug/ml) = - - - 800 -
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Figure 6. Inhibitory effects of Magnolia officinalis extract on constitutive and TNF-a-induced NF-kB activation in 5637 cells. (A) Nuclear extracts from cells
incubated with indicated concentration of Magnolia officinalis extract for 24 h were subjected to EMSA to assess NF-kB DNA binding activity. (B) Cells
were pretreated with the indicated concentrations of Magnolia officinalis extract or SB203580 for 40 min in serum-free medium and then incubated with
TNF-a (50, 100 ng/ml) for 24 h. After incubation, nuclear extracts from the cells were analyzed by EMSA for activated NF-xB using radiolabeled oligo-
nucleotide probes. (C) Nuclear extracts from cells incubated with indicated concentration of SB203580 for 24 h were subjected to EMSA to assess NF-kB

DNA binding activity.
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gel shift assays as described in Materials and methods.
SB203580 effectively inhibited the increased NF-kB binding
activity in response to TNF-a (Fig. 6B). However, under
treatment of SB203580 the control level of NF-xB binding
activity remained essentially unchanged (Fig. 6C). These
results suggest that TNF-a-induced NF-«B is at least partially
involved in the p38 MAP kinase-mediated control in 5637
cells.

Discussion

The data show that M. officinalis extract treatment inhibited
the growth of 5637 bladder cancer cells. This is consistent
with other studies showing that M. officinalis extract treatment
induces cell growth inhibition in several cell lines (24,25,35).
The inhibition was due to cell cycle arrest in G1 phase.
Because this study demonstrated that treatment of 5637 cells
with M. officinalis extract resulted in the G1 phase arrest of
the cell cycle (Fig. 2), the effect of M. officinalis extract on
cell cycle regulatory molecules that are operative in the G1
phase of the cell cycle was examined. In this experiment, the
treatment of 5637 cells with M. officinalis extract resulted
in a significant down-modulation of cyclin D1/CDK4 and
cyclin E/CDK?2, although to different extents. M. officinalis
extract treatment was found to result in the dose-dependent
inhibition of kinase activities associated with all of the CDKs
examined.

The data demonstrated a significant up-regulation in the
p21 WAFI and p27 Kipl, CKIs, during G1-phase arrest of
5637 cells by M. officinalis extract. Many studies have shown
that the regulation of G1 cell cycle arrest can be attributed to
a number of cellular proteins, including p53 (34). However,
M. officinalis extract had no effect on p53 protein levels in
5637 cells, as determined by immunoblot analysis, suggesting
that the M. officinalis extract-induced accumulation of p21
WAFI1 and p27 Kipl could also be responsible for G1 phase
arrest. Although reports have appeared showing that M.
officinalis extract induces G1 cell cycle arrest and apoptosis
through a p53-independent pathway in several cell lines
(25,35), to our knowledge, this is the first systematic study
showing the involvement of each component of the CKI-
cyclin-CDK machinery during the cell cycle arrest of 5637
cells induced by M. officinalis extract.

The MAP kinase superfamily plays a crucial role in
regulation of cell growth, differentiation or even programmed
cell death in response to diverse extracellular stress in
eukaryotic cells (36,37). The exposure of 5637 cells to M.
officinalis extract resulted in the up-regulation of the JNK
and p38 MAP kinase phosphorylation. SB203580, a specific
inhibitor of p38 MAP kinase, markedly inhibited M. officinalis
extract-induced p38 MAP kinase phosphorylation, suggesting
that M. officinalis extract induces cell growth inhibition via
the activation of p38 MAP kinase. However, the issue of
whether JNK is also associated with M. officinalis extract-
induced cell growth inhibition remains to be determined.

Abundant evidence has shown that the MAP kinase
pathway was involved in cell growth inhibition (2) and/or the
regulation of the cell cycle (26,27). It is noteworthy that the
role of p38 MAP kinase in cell growth inhibition is dependent
on the cell type and the stimuli used (38), but its role in 5637
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cells in response to M. officinalis extract is unclear. The
findings herein show that M. officinalis extract induces the
phosphorylation of p38 MAP kinase in 5637 cells. The
observation that p2I WAF1 induction was observed as the
result of M. officinalis extract treatment prompted an exami-
nation into the role of p38 MAP kinase in the regulation of
p21WAFI1 expression. The specific inhibitor of p38 MAP
kinase, SB203580, prevented the M. officinalis extract-
induced p21WAF]1 of 5637 cells, indicating that M. officinalis
extract induces p21WAF]1 in 5637 cells through the activation
of p38 MAP kinase. These results are consistent with recent
reports that have demonstrated a requirement of the p38
MAP kinase pathway in the agent-induced G1 phase cell cycle
arrest followed by cell growth inhibition (26,39). Collectively,
the present results suggest that p38MAP kinase is involved in
M. officinalis extract-induced cell growth inhibition through
the induction of p21WAF1 in 5637 cells. However, a
limitation of our study is that a clear understanding of relation-
ships between the activation of the JNK pathway and the
regulation of p21WAF1 has not been developed. The exact
mechanism needs to be studied further.

The effects of M. officinalis extract on 5637 cell
proliferation were confirmed by inhibiting p38 MAP kinase.
Consistent with the observations that M. officinalis extract
treatment inhibited cell proliferation, blockade of p38 MAP
kinase with SB203580 rescued 5637 cell proliferation. These
data provide evidence that p38 MAP kinase is an important
mediator for M. officinalis extract-induced 5637 cell
proliferation.

Numerous lines of evidence indicate that NF-kB
promotes tumorigenesis (29-31). The activation of NF-kB is
thought to be part of a stress response as it is activated by a
variety of stimuli that includes cytokine TNF-a (14,33). A
number of reports have demonstrated that NF-xB activation
can maintain tumor cell viability, and that inhibiting NF-xB
activation alone can be sufficient to induce cell death (40-
42). In agreement with these reports, the results of this study
indicate that M. officinalis extract significantly inhibits
constitutive and inducible NF-xB activation.

In an attempting to understand how TNF-o mediates
NF-«xB activation, this study focused on p38 MAP kinase
because p38 MAP kinase has recently been shown to be
involved in the regulation of the transcription factors (32,33).
The study herein clearly shows that the ability of the p38
MAP kinase inhibitor, SB203580, to reduce NF-xB activation
in 5637 cells is achieved via a reduced NF-xB binding (Fig. 6),
thus suggesting that p38 MAP kinase activity may play a role
in the TNF-a-mediated regulation of NF-kB on 5637 cells.

In conclusion, this study has demonstrated that M.
officinalis extract inhibited the growth of 5637 bladder cancer
cells. The inhibition was due to cell cycle arrest in the G1
phase and the findings show that the inhibition of cyclin D1/
CDK4 and cyclin E/CDK2 activities as the result of the
increased expression of p21WAF1, p27Kip! and the activation
of p38 MAP kinase may be the primary mechanisms by
which M. officinalis inhibits 5637 cell proliferation. These
data demonstrate a link between p38 MAP kinase activation
and p21WAF]1 induction, and suggest that p38 MAP kinase
is required for the inhibition of cell growth by M. officinalis.
In addition, theses results showed that the inhibitory effects
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of M. officinalis on constitutive and TNF-a induced NF-xB
activation. Finally, this study examined how TNF-o modulates
NF-«B activation through the p38 MAP kinase signaling
pathway in 5637 cells. These findings may, in part, explain
the therapeutic benefits of M. officinalis extract for urinary
bladder cancer.

Acknowledgements

This study was supported by the Regional Industrial
Technology Program of the Ministry of Commerce, Industry
and Energy in Korea (grant No. 10018327).

References

1.
2.

11.
12.

13.
14.
15.

16.

17.
18.
19.
20.

21.

22.

23.

Davis RJ: MAPKs: new JNK expands the group. Trends
Biochem Sci 19: 470-473, 1994.

Cobb MH and Goldsmith EJ: How MAP kinases are regulated. J
Biol Chem 270: 14843-14846, 1995.

. Libby P, Warner SJC and Friedman GB: Interleukin 1: a

mitogen for human vascular smooth muscle cells that induces
the release of growth-inhibitory prostanoids. J Clin Invest 81:
487-498, 1998.

. Xia Z, Dickens M, Raingeaud J, Davis RJ and Greenberg ME:

Opposing effects of ERK and JNK-p38 MAP kinases on
apoptosis. Science 270: 1326-1331, 1995.

. Minden A and Karin M: Regulation and function of the JNK sub-

group of MAP kinases. Biochim Biophys Acta 1333: F85-F104,
1997.

. Ho A and Dowdy S: Regulation of G(1) cell-cycle progression

by oncogenes and tumor suppressor genes. Curr Opin Genet
Dev 12: 47-52,2002.

. Agarwal R: Cell signaling and regulators of cell cycle as

molecular targets for prostate cancer prevention by dietary
agents. Biochem Pharmacol 60: 1051-1059, 2000.

. Weinberg RA: The retinoblastoma protein and cell cycle

control. Cell 81: 323-330, 1995.

. Sherr CJ: Cancer cell cycles. Science 274: 1672-1677, 1996.
. Cai K and Dynlacht BD: Activity and nature of p21(WAF1)

complexes during the cell cycle. Proc Natl Acad Sci USA 95:
12254-12259, 1998.

Sherr CJ and Roberts JM: Inhibitors of mammalian G1 cyclin-
dependent kinases. Gene Dev 9: 1149-1163, 1995.

Sen R and Baltimore D: Inducibility of kappa immunoglobulin
enhancer-binding protein Nf-kappa B by a post-translational
mechanism. Cell 47: 921-928, 1986.

Ghosh S and Karin M: Missing pieces in the NF-kappaB puzzle.
Cell 109 (Suppl.): S81-596, 2002.

Baldwin AS Jr: The NF-kappa B and I kappa B proteins: new
discoveries and insights. Annu Rev Immunol 14: 649-683, 1996.
Raghavan D: Molecular targeting and pharmacogenomics in the
management of advanced bladder cancer. Cancer 97 (Suppl. 8):
$2083-S2089, 2003.

NCI Progress Review Groups: Report of the kidney/bladder
cancers progression review group. NIH Publ No. 02-5197: p13,
2002.

Cassileth BR and Deng G: Complementary and alternative
therapies for cancer. Oncologist 9: 80-89, 2004.

Morse MA and Stoner GD: Cancer chemoprevention: principles
and prospects. Carcinogenesis 14: 1737-1746, 1993.

Dragsted LO: Natural antioxidants in chemoprevention. Arch
Toxicol 20 (Suppl.): S209-S226, 1998.

Agarwa R and Mukhtar H: Cancer chemoprevention by
polyphenolic compounds present in green tea. Drugs News
Perspect 8: 216-225, 1995.

Liou KT, Shen YC, Chen CF, Tsao CM and Tsai SK: The anti-
inflammatory effect of honokiol on neutrophils: mechanisms in
the inhibition of reactive oxygen species production. Eur J
Pharmacol 475: 19-27, 2003.

Teng CM, Chen CC, Ko FN, Lee LG, Huang TF, Chen YP and
Hsu HY: Two antiplatelet agents from Magnolia officinalis.
Thromb Res 50: 757-765, 1998.

Lo YC, Teng CM, Chen CF, Chen CC and Hong CY: Magnolol
and honokiol isolated from Magnolia officinalis protect rat heart
mitochondria against lipid peroxidation. Biochem Pharmacol
47: 549-553,1994.

24.

25.

26.

217.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

LEE et al: THE AQUEOUS EXTRACT OF Magnolia officinalis IN URINARY BLADDER CANCER

Tse AK, Wan CK, Shen XL, Yang M and Fong WF: Honokiol
inhibits TNF-alpha-stimulated NF-kappaB activation and NF-
kappaB-regulated gene expression through suppression of IKK
activation. Biochem Pharmacol 70: 1443-1457, 2005.

Fong WF, Tse AK, Poon KH and Wang C: Magnolol and
honokiol enhance HL-60 human leukemia cell differentiation
induced by 1,25-dihydroxyvitamin D3 and retinoic acid. Int J
Biochem Cell Biol 37: 427-441, 2005.

Moon SK, Jung SY, Choi YH, Lee YC, Patterson C and Kim CH:
PDTC, metal chelating compound, induces G1 phase cell cycle
arrest in vascular smooth muscle cells through inducing p21Cipl
expression: involvement of p38 mitogen activated protein
kinase. J Cell Physiol 198: 310-323, 2004.

Daly JM, Olayioye MA, Wong AM, Neve R, Lane HA,
Maurer FG and Hynes NE: NDF/heregulin-induced cell cycle
changes and apoptosis in breast tumour cells: Role of PI3 kinase
and p38 MAP kinase pathways. Oncogene 18: 3440-3451,
1999.

Takenaka K, Moriguchi T and Nishida E: Activation of the
protein kinase p38 in the spindle assembly checkpoint and
mitotic arrest. Science 280: 599-602, 1998.

Garg A and Aggarwal BB: Nuclear transcription factor-
kappaB as a target for cancer drug development. Leukemia 16:
1053-1068, 2002.

Greten FR, Eckmann L, Greten TF, Park JM, Li ZW, Egan LJ,
Kagnoff MF and Karin M: IKKbeta links inflammation and
tumorigenesis in a mouse model of colitis-associated cancer.
Cell 118: 285-296,2004.

Pikarsky E, Porat RM, Stein I, Abramovitch R, Amit S, Kasem S,
Gutkovich-Pyest E, Urieli-Shoval S, Galun E and Ben-Neriah Y:
NF-kappaB functions as a tumour promoter in inflammation-
associated cancer. Nature 431: 461-466, 2004.

Beyaert R, Cuenda A, Vanden Berghe W, Plaisance S, Lee JC,
Haegeman G, Cohen P and Fiers W: The p38/RK mitogen-
activated protein kinase pathway regulates interleukin-6 synthesis
response to tumor necrosis factor. EMBO J 15: 1914-1923,
1996.

Vanden Berghe W, Plaisance S, Boone E, De Bosscher K,
Schmitz ML, Fiers W and Haegeman G: p38 and extracellular
signal-regulated kinase mitogen-activated protein kinase path-
ways are required for nuclear factor-kappaB p65 transactivation
mediated by tumor necrosis factor. J Biol Chem 273: 3285-3290,
1998.

Macleod KF, Sherry N, Hannon G, Beach D, Tokino T,
Kinzler K, Vogelstein B and Jacks T: p53-dependent and
independent expression of p21 during cell growth, differentiation
and DNA damage. Genes Dev 9: 935-939, 1995.

Wang T, Chen F, Chen Z, Wu YF, Xu XL, Zheng S and Hu X:
Honokiol induces apoptosis through p53-independent pathway
in human colorectal cell line RKO. World J Gastroenterol 10:
2205-2208, 2004.

Davis RJ: The mitogen-activated protein kinase signal trans-
duction pathway. J Biol Chem 268: 4553-14556, 1993.

Nishida E and Gotoh Y: The MAP kinase cascade is essential
for diverse signal transduction pathways. Trans Biochem Sci 18:
128-131, 1933.

Zarubin T and Han J: Activation and signaling of the p38 MAP
kinase pathway. Cell Res 15: 11-18, 2005.

Kim JY, Choi JA, Kim TH, Yoo YD, Kim JI, Lee YJ, Yoo SY,
Cho CK, Lee YS and Lee SJ: Involvement of p38 mitogen-
activated protein kinase in the cell growth inhibition by sodium
arsenite. J Cell Physiol 190: 29-37,2002.

Darnell JE Jr: Transcription factors as targets for cancer therapy.
Nat Rev Cancer 2: 740-749, 2002.

Keller SA, Schattner EJ and Cesarman E: Inhibition of NF-
kappaB induces apoptosis of KSHV-infected primary effusion
lymphoma cells. Blood 96: 2537-2542, 2000.

Cahir-McFarland ED, Davidson DM, Schauer SL, Duong J and
Kieff E: NF-kappa B inhibition causes spontaneous apoptosis in
Epstein-Barr virus-transformed lymphoblastoid cells. Proc Natl
Acad Sci USA 97: 6055-6060, 2000.

Moon SK, Kim HM, Lee YC and Kim CH: Disialoganglioside
(GD3) synthase gene expression suppresses vascular smooth
muscle cell responses via the inhibition of ERK1/2 phosphory-
lation, cell cycle progression, and matrix metalloproteinase-9
expression. J Biol Chem 279: 33063-33070, 2004.



