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Abstract

To reduce connective tissue IL-6 level stimulated by LPS, it is essential to control IL-6 expression
in both mononuclear cells and fibroblasts. However, it is unclear whether the regulatory
mechanisms for both cells are similar or not. In this study, we found that signaling pathways
mediating LPS-stimulated IL-6 in mononuclear U937 cells and fibroblasts were different.
Furthermore, our studies showed that while LPS activated AP-1 and NFxB in U937 cells, it only
activated NFxB in fibroblasts. Analysis of nuclear AP-1 subunits showed that LPS stimulated c-
Fos, Fra-1 and Jun D activities in U937 cells, but not fibroblasts. The lack of ERK involvement in
LPS-stimulated IL-6 in fibroblasts was further supported by the observations that simvastatin,
which is known to target ERK-AP-1, failed to inhibit LPS-stimulated IL-6 by fibroblasts. Finally,
we showed that targeting NFxB pathway was highly effective in inhibition of LPS-stimulated I1L-6
in coculture of U937 cells and fibroblasts.

Keywords
Inflammation; LPS; Cytokine; Gene expression; Signal transduction; Transcription

1. Introduction

A prompt and strong reaction of our immune system is crucial for defending our body
against bacterial infection and infection-associated tissue injury. However, chronic and
excessive host inflammatory response and/or inadequate resolution of inflammation cause
many chronic diseases [1-3]. Studies have shown that elevated level of inflammatory
cytokines such as interleukin (IL)-6 in periodontal tissue in response to lipopolysaccharide
(LPS), a component of the outer membrane of Gram-negative bacteria, plays an important
role in periodontal disease, which is characterized by chronic inflammation and tissue
destruction including alveolar bone loss [4].
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IL-6 is a key inflammatory cytokine involved in many diseases via its multiple functions [5-
7]. For tissue destruction, IL-6 increases matrix degradation by stimulating matrix
metalloproteinase (MMP) expression and promotes bone loss by increasing
osteoclastogenesis and reducing osteoblast activity [8]. The important role of IL-6 in
inflammation is indicated by its prompt and high responsiveness to inflammatory stimuli as
its expression rises rapidly and robustly and reaches the peak in a few hours [9]. Clinical
trials have shown that blockade of IL-6 action by IL-6 receptor specific monoclonal
antibody tocilizumab is highly efficient for controlling not only the symptoms of rheumatoid
arthritis, but also inflammatory bone loss [10], further indicating a critical role of IL-6 in
inflammation and inflammation-related diseases.

IL-6 is expressed and released by a variety of cell types including not only immune cells
such as monocytes, macrophages, and lymphocytes, but also connective tissue cells such as
fibroblasts [6]. Our recent study using a co-culture system has shown that both mononuclear
U937 cells and fibroblasts contribute to a markedly elevated IL-6 level in response to LPS,
and IL-6 in turn exerts a synergistic effect with LPS on MMP-1 expression by U937 cells
[11], suggesting that IL-6 serves as a mediator for crosstalk between fibroblasts and
mononuclear cells for inflammation. Given that a large number of fibroblasts are present in
the connective tissue, it is possible that LPS stimulates more IL-6 release from fibroblasts
than mononuclear cells. Therefore, it is important to seek a common target in both
mononuclear cells and fibroblasts to reduce the total amount of IL-6 in the inflamed
connective tissue.

In this study, we demonstrated that the signaling mechanism regulating IL-6 expression by
LPS in gingival fibroblasts was different from that in U937 mononuclear cells. Based on
these findings, we further explored the molecular mechanisms underlying the difference in
the transcriptional activation of IL-6 gene by LPS in U937 cells and gingival fibroblast.
Finally, our study indicates that the nuclear factor kappa B (NFxB) signaling pathway is a
common target for controlling LPS-stimulated IL-6 expression by both gingival fibroblasts
and U937 cells.

2. Materials and Methods
2.1. Cell culture

2.2. ELISA

Human U937 mononuclear phagocytes [12] and human gingival fibroblasts were purchased
from American Type Culture Collection (Manassas, VA). The cells were cultured in a 5%
CO, atmosphere in RPMI 1640 medium (GIBCO, Invitrogen Cop. Carlsbad, CA) containing
10% fetal calf serum, 1% MEM non-essential amino acid solution, and 0.6 g/100 ml of
HEPES either independently or in Corning Transwell plates (Sigma, St. Louis, MO) that
have 2-compartments separated by a polycarbonate membrane with 0.4 um pores.
Fibroblasts were grown to 80% confluence in the lower compartment and U937 cells were
grown (0.5 x 10° cells/ml) in the upper compartment. For cell treatment, LPS from E. coli
and simvastatin (Sigma, St. Louis, MO) were used. The LPS was highly purified by phenol
extraction and gel filtration chromatography, and was cell culture tested.

IL-6 and MMP-1 in conditioned medium was quantified using sandwich enzyme-liked
immunosorbent assay (ELISA) Kits according to the protocol provided by the manufacturer
(R&D System, Minneapolis, MN).

Clin Immunol. Author manuscript; available in PMC 2013 May 01.



1duasnuey Joyiny vd-HIN 1duasnuey Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Jinetal.

Page 3

2.3. Real-time polymerase chain reaction (PCR)

Total RNA was isolated from cells using the RNeasy minikit (Qiagen, Santa Clarita, CA).
First-strand complementary DNA (cDNA) was synthesized with the iScript™ cDNA
synthesis kit (Bio-Rad Laboratories, Hercules, CA) using 20 pl of reaction mixture
containing 0.5 pg of total RNA, 4 pl of 5x iScript reaction mixture, and 1 pl of iScript
reverse transcriptase. The complete reaction was cycled for 5 minutes at 25 °C, 30 minutes
at 42 °C and 5 minutes at 85°C using a PTC-200 DNA Engine (MJ Research, Waltham,
MA). The reverse transcription reaction mixture was then diluted 1:10 with nuclease-free
water and used for PCR amplification in the presence of the primers. The Beacon designer
software (PREMIER Biosoft International, Palo Alto, CA) was used for primer designing
(IL-6: 5” primer sequence, AACAACCTGAACCTTCCAAAGATG; 3’ primer sequence,
TCAAACTCCAAAAGACCAGTGATG. MMP-1: 5’ primer sequence,
CTGGGAAGCCATCACTTACCTTGC; 3’ primer sequence, GTTTCTAGAGTCGCTGG
GAAGCTG). Primers were synthesized by Integrated DNA Technologies, Inc. (Coralville,
IA) and real-time PCR was performed in duplicate using 25 pl of reaction mixture
containing 1.0 pl of RT mixture, 0.2 uM of both primers, and 12.5 pl of iQ™ SYBR Green
Supermix (Bio-Rad Laboratories). Real-time PCR was run in the iCycler™ real-time
detection system (Bio-Rad Laboratories) with a two-step method. The hot-start enzyme was
activated (95°C for 3 min) and cDNA was then amplified for 40 cycles consisting of
denaturation at 95°C for 10 sec and annealing/extension at 53°C for 45 sec. A melt-curve
assay was then performed (55°C for 1 min and then temperature was increased by 0.5°C
every 10 sec) to detect the formation of primer-derived trimmers and dimmers.
Glyceraldehyde 3-phosphate dehydrogenase (GAPDH) was used as a control (5” primer
sequence, GAATTTGGCTACAGCAACAGGGTG; 3’ primer sequence,
TCTCTTCCTCTTGTGCTCTTGCTG). Data were analyzed with the iCycler iQ™ software.
The average starting quantity (SQ) of fluorescence units was used for analysis.
Quantification was calculated using the SQ of targeted cDNA relative to that of GAPDH
cDNA in the same sample.

2.4. Treatment of cells with the inhibitors of signaling pathways

U937 cells or gingival fibroblasts were treated with 100 ng/ml of LPS in the absence or
presence of 10 or 25 uM of PD98059, SP600125, SB203580, 1 or 5 uM of Bay117085, 0.25,
1, or 5 uM of parthenolide (Calbiochem/EMD Biosciences, Inc., San Diego, CA) for 24 h.
After the treatment, IL-6 in medium was quantified using ELISA

2.5. Extraction of nuclear proteins

Nuclear protein was extracted using NE-PER™ nuclear and cytoplasmic extraction kit
(Pierce, Rockfold, IL). The concentration of protein was determined using a protein assay
kit (Bio-Rad, Hercules, CA).

2.6. Immunoblotting

After treatment, total cellular proteins were extracted using a protein extraction kit
(Millipore, Billerica, MA) by following the instruction provided by the manufacturer.
Twenty-five pg of protein from each sample was electrophoresed in a 10% polyacrylamide
gel. After transferring proteins to a polyvinylidene fluoride (PVVDF) membrane,
immunoblotting was performed using antibodies against phosphorylated extracellular signal-
regulated kinase (ERK), phosphorylated c-Jun N-terminal kinase (JNK), phosphorylated p38
mitogen activated protein kinase (MAPK), inhibitor of NFxB (IxB) or GAPDH (New
England BioLabs, Inc., Ipswich, MA). The nuclear protein was used to detect nuclear NFkB
p50 and p65 using anti-p50 or antip65 antibodies (New England BioLabs, Inc.). The
proteins were visualized by incubating the membrane with chemiluminescence reagent
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(NEN Life Science Products, Boston, MA) for 1 min and exposing it to x-ray film for 30-60
seconds.

2.7. RNA interference

Gingival fibroblasts were transiently transfected with 200 nM of NFxB p65 siRNA (5-
UCACACAGUAGGAAGAUCUCAUCCC-3") or scrambled siRNA control (Invitrogen
Corp., Carlshad, CA) using Lipofectamine RNAi MAX reagent (Invitrogen Corp.) by
following the manufacturer's instructions. Forty-eight hours later, transfected cells were
treated with or without 100 ng/ml of LPS for 24 h.

2.8. AP-1 and NFkB reporter and activity assays

Gingival fibroblasts or U937 cells in 12-well plates with RPMI 1640 medium containing
10% FBS were transfected with 0.5 ug of AP-1 or NFxB promoter-firefly/renilla luciferase
(40:1) reporter constructs (SuperArray Bioscience Corp.) using FUGENE HD transfection
reagent (Promega Corp. Madison, WI) for 18-20 h. The cells were then treated with fresh
medium containing 100 ng/ml of LPS for 24 h. After the treatment, the cells were rinsed
with cold PBS and lysed with PLB Passive Lysis Buffer (Promega Corp.). The lysate was
centrifuged at 15,000 g for 5 min at 4°C and the supernatant harvested. Both firefly and
renilla luciferase levels were measured in a luminometer using the dual-luciferase reporter
assay system according to the instruction from the manufacturer (Promega Corp.). The
firefly luciferase levels were normalized to the renilla luciferase levels.

Five pg of nuclear protein of each sample was applied to the assay for AP-1 and NFxB
activity using the TransAM kits produced by Active Motif (Carlsbad, California) according
to the protocol provided by the manufacturer. These kits contain a 96-stripwell plate to
which the consensus-binding site oligonucleotides were immobilized. The nuclear extract is
added to each well and the transcription factor of interest binds specifically to the
immobilized oligonucleotides. The TransAM assays are up to 100 times more sensitive than
gel mobility shift assay and capable of detecting transcription factors with specific
antibodies.

2.9. Statistic analysis

3. Results

Data were presented as mean + SD. ANOVA was performed to determine the statistical
significance of cytokine expression among different experimental groups. A value of /<
0.05 was considered significant.

3.1. The kinetics of LPS-stimulated IL-6 mMRNA expression and protein secretion by U937
mononuclear cells and gingival fibroblasts

We first compared the kinetics of LPS-stimulated 1L-6 mRNA expression and protein
secretion between U937 mononuclear cells and gingival fibroblasts. Results showed that
IL-6 mRNA expression was stimulated by LPS in a rapid and transient fashion in both U937
cells and gingival fibroblasts and reached the peak at 4 h in U937 cells and 2h in gingival
fibroblasts (Fig. 1, A and C). In consistence with the Kinetics of IL-6 mMRNA expression,
IL-6 protein released in culture medium was also increased rapidly and then plateaued in
both U937 cells and gingival fibroblasts (Fig. 1, B and D). These data showed that U937
cells and gingival fibroblasts had a similar kinetics of LPS-stimulated IL-6 expression and
protein secretion. These data also indicate that the LPS stimulates IL-6 protein secretion by
increasing IL-6 mRNA expression.
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3.2. Different effects of pharmacological inhibitors of signaling pathways on LPS-
stimulated IL-6 secretion by U937 cells and gingival fibroblasts

To determine whether the signaling pathways involved in LPS-stimulated I1L-6 expression
between U937 cells and gingival fibroblasts are similar or not, we used pharmacological
inhibitors of signaling pathways. The concentrations of these inhibitors applied to these
studies have been shown previously to inhibit gene expression in both U937 cells and
gingival fibroblasts [11, 13]. Results showed that PD98059, SP600125, SB203580, and
Bay117085, the specific inhibitors for ERK, JNK, p38 MAPK, and NFxB pathways,
respectively, significantly inhibited LPS-stimulated 1L-6 secretion from U937 cells (Fig. 2).
Interestingly, PD98059 and SP600125 failed to inhibit LPS-stimulated I1L-6 secretion from
gingival fibroblasts (Fig. 2). These results suggest that the signaling mechanisms for LPS-
stimulated IL-6 expression by U937 cells and gingival fibroblasts are different.

3.3. LPS stimulated ERK, JNK, and p38 MAPK and NFkB activities in both U937 cells and
gingival fibroblasts

There are two possibilities that may lead to the ineffectiveness of PD98059 and SP600125 in
the inhibition of LPS-stimulated IL-6 secretion by gingival fibroblasts: (1) LPS simply does
not activate ERK and JNK pathways; (2) LPS activates ERK and JNK pathways, but the
activation of these pathways does not lead to an increase in IL-6 transcriptional activation.
To exclude the first possibility, we determined if LPS induced phosphorylation of ERK and
JNK in gingival fibroblasts. Results showed that LPS was capable of inducing the
phosphorylation of ERK, JNK and p38 MAPK in both U937 cells and gingival fibroblasts
(Fig. 3A). Furthermore, LPS treatment of gingival fibroblasts led to a time-dependent
decrease in cytosol kB alpha (Fig. 3A) and an increase in nuclear NFxB P50 and P65 (Fig.
3B). In U937 cells, LPS treatment induced a brief reduction of cytosol IxB alpha at 10 min
(Fig. 3A) and an increase in nuclear NFxB p50 and p65 (Fig. 3B), suggesting that LPS
stimulates NFxB activity in gingival fibroblasts and U937 cells. Taken together, these data
indicate that LPS is capable of stimulating ERK, JNK, p38 MAPK and NFxB activities in
both gingival fibroblasts and U937 cells.

3.4. LPS stimulated NFkB, but not AP-1 activity in gingival fibroblasts

3.5. LPS did

Since it is known that activation of ERK and JNK pathways leads to activation of
transcription factor AP-1 [14, 15], we further determined the effect of LPS on AP-1
transcription activity using an AP-1-driven luciferase reporter activation assay. Interestingly,
LPS did not increase AP-1 activity but significantly stimulated NFxB in gingival fibroblasts
(Fig. 4A). In contrast, LPS increased both AP-1 and NFxB activities in U937 cells (Fig. 4B).
As control, we determined if LPS stimulated IL-6 expression by gingival fibroblasts in the
above experiment shown in Fig. 4A. Results showed that LPS stimulated IL-6 secretion
(Fig. 4C). To confirm the difference in AP-1 activation between gingival fibroblasts and
U937 cells, cells were treated with phorbol-12-myristate-13-acetate (PMA), a compound
known to activate AP-1 activity in U937 cells previously [16]. Results confirmed that PMA
stimulated AP-1 activity in U937 cells as reported, but it did not stimulate AP-1 activity in
gingival fibroblasts (Fig. 4D). These findings showed that LPS had different effects on AP-1
activity in U937 cells and gingival fibroblasts, but had similar actions on NFxB activity.

not stimulate AP-1 subunits in gingival fibroblasts

To confirm that LPS did not stimulate AP-1 transcriptional activity, we took another
approach by applying an ELISA-type DNA-binding activity assay system in which the
oligonucleotides containing AP-1 consensus sequence were immobilized on the surface of
wells. After incubation of the wells with nuclear extract to allow AP-1 to bind the
oligonucleotides, the bound AP-1 subunits were identified by specific antibodies. Results

Clin Immunol. Author manuscript; available in PMC 2013 May 01.
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showed that in U937 cells, LPS stimulated the DNA binding activities of c-Fos, Fra-1, and
Jun D, but not Fos B, Jun B and phosphorylated c-Jun (p-c-Jun) (Fig. 5A). In contrast, the
baseline levels of bound AP-1 subunits c-Fos, Fos B, Fra-1, Jun B and p-c-Jun in fibroblasts
were very low and LPS did not increase the DNA binding activity of any AP-1 subunit (Fig.
5B). Although the baseline activity of Jun D was higher, LPS did not stimulate it
significantly.

3.6. Simvastatin failed to inhibit LPS-stimulated IL-6 expression in gingival fibroblasts,
although it inhibited LPS-stimulated IL-6 expression by U937 mononuclear cells

Our previous study [17] and reports from another laboratory [18] have shown that
simvastatin inhibited protein isoprenylation-mediated ERK signaling activation in U937
cells and fibroblasts and thus inhibited ERK pathway/AP-1-mediated gene expression. Since
the above studies showed that the ERK/AP-1 pathway was not involved in LPS-stimulated
IL-6 expression by gingival fibroblasts (Fig. 2), it is expected that simvastatin would not
inhibit LPS-stimulated IL-6 expression in gingival fibroblasts. Indeed, results showed that
while simvastatin effectively inhibited LPS-stimulated IL-6 mMRNA expression by U937
cells, it had no effect on LPS-stimulated IL-6 mRNA expression by gingival fibroblasts (Fig.
6A). We also determine the effect of simvastatin on LPS-stimulated IL-6 secretion by U937
cells and gingival fibroblasts. Similar to the regulation of IL-6 mRNA expression, while
simvastatin effectively inhibited LPS-stimulated IL-6 secretion by U937 cells, it did not
inhibit it by gingival fibroblasts (Fig. 6B). Simvastatin at 10 UM inhibited LPS-stimulated
IL-6 secretion from U937 cells by 80%, but had no effect on LPS-stimulated IL-6 secretion
from gingival fibroblasts.

3.7. Interference of NFKB p65 expression or inhibition of NFKB signaling pathway
effectively suppressed LPS-stimulated IL-6 expression by gingival fibroblasts

The study presented in Fig. 2 showed that the inhibitor of NFxB signaling pathway
effectively inhibited LPS-stimulated IL-6 secretion by gingival fibroblasts. To confirm this
observation, we employed RNA interference technique to knockdown p65, which is an
important subunit of NFxB [19, 20]. Results showed that the transfection of gingival
fibroblasts with p65 siRNA knocked the p65 expression down by 80% in gingival
fibroblasts with or without LPS treatment and the knockdown of p65 in turn led to an
inhibition of IL-6 MRNA expression by 40% in control cells and 60% in cells treated with
LPS (Fig. 7A). Furthermore, treatment of gingival fibroblasts with parthenolide, another
NF«xB signaling pathway inhibitor [21], inhibited LPS-stimulated IL-6 secretion in a
concentration-dependent manner (Fig. 7B). Taken together, these data showed that NFxB is
a potential target for inhibition of LPS-stimulated IL-6 expression by gingival fibroblasts.

3.8. Targeting NFkB pathway in coculture of gingival fibroblasts and U937 cells inhibited
LPS-stimulated IL-6 expression

To demonstrate that the NFxB pathway is a potential common target for inhibition of LPS-
stimulated IL-6 expression by both fibroblasts and U937 cells, we cocultured gingival
fibroblasts and U937 cells and treated them with LPS in the absence or presence of
simvastatin or different pharmacological inhibitors. As expected, results showed that
simvastatin inhibited LPS-stimulated IL-6 secretion by only 35%, and PD98059 and
SP600125 had no significant inhibition (Fig. 8A). In contrast, SB203580, Bay 11-7085 and
parthenolide suppressed LPS-stimulated IL-6 secretion by 55%, 75%, and 70%,
respectively. These findings indicate that targeting NFxB pathway is highly effective in
inhibition of LPS-stimulated IL-6 secretion by the coculture of gingival fibroblasts and
U937 cells. Interestingly, LPS-stimulated MMP-1 secretion by the coculture of gingival
fibroblasts and U937 cells was effectively inhibited by simvastatin, SP600125 and
SB203580, but not Bay11-7085 and parthenolide (Fig. 8B), suggesting that different
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signaling pathways are involved in controlling IL-6 and MMP-1 gene expression by
cocultured gingival fibroblasts and U937 cells.

4. Discussion

As illustrated in Fig. 9, our present study explored for the first time the mechanisms
underlying the difference in the regulation of IL-6 expression by LPS between fibroblasts
and mononuclear cells. The major difference in controlling IL-6 expression by LPS in
gingival fibroblasts from that in U937 mononuclear cells is a lack of coupling between the
activation of ERK/INK pathways by LPS and the activation of AP-1 transcriptional activity
in gingival fibroblasts. Therefore, the inhibitors for the ERK pathway (PD98059 and
simvastatin) and JNK pathway (SP600125) failed to inhibit LPS-stimulated IL-6 expression
by gingival fibroblasts.

Eugui et al. reported previously that antioxidants inhibited IL-1p-stimulated IL-6 expression
in monocytes, but not in fibroblasts [22], suggesting that different regulatory mechanisms
were involved in IL-6 expression between monocytes and fibroblasts. However, no further
investigation was done to explore the mechanisms. With respect to the activation of
transcription factors by LPS in fibroblasts, there is no dispute in the notion that LPS
activates NFxB and NFxB-mediated inflammatory gene expression [23-26]. Contrarily,
there have been conflicting reports on the effect of LPS on AP-1 activation in fibroblasts.
Matsushita et al. reported that while LPS activated AP-1 in human pulp cells, it had no
effect in fibroblasts [27]. In contrast, Wang et al. reported that LPS activated both NFxB and
AP-1 in fibroblasts [25]. While the cause of these conflicting observations is unknown, our
present study, using both well-controlled luciferase reporter system and transcription factor
activity assay, demonstrated that LPS was unable to activate AP-1 activity in gingival
fibroblasts. Furthermore, our study explored the potential molecular mechanisms underlying
the lack of AP-1 activation by LPS in gingival fibroblasts.

Previous studies have shown that the ERK pathway is coupled to AP-1 activation through
two molecular mechanisms [28, 29]. First, a critical threshold level of ERK-1 and/or ERK2
activates Fra-1 and activated Fra-1 is necessary to complete the signaling cascade leading to
AP-1 activation [28]. Interestingly, our present study showed that LPS failed to stimulate
Fra-1 in gingival fibroblasts (Fig. 5B), although it increased Fra-1 activity in U937 cells
(Fig. 5A). Second, it is known that ERK induces and activates c-Fos for AP-1 activation
[29]. Our present study showed that LPS failed to activate c-Fos in gingival fibroblasts (Fig.
5B), but did stimulate it in U937 cells (Fig. 5A). In addition to Fra-1 and c-Fos, our data also
showed that LPS stimulated Jun D in U937 cells, but not gingival fibroblasts, despite both
control U937 cells and gingival fibroblasts had Jun D DNA-binding activity (Fig. 5A and
B). Jun D has been shown to play an important role in AP-1 activity [30, 31]. Thus, it is
likely that lack of Fra-1, c-Fos and Jun D activation by LPS is the molecular mechanisms by
which LPS failed to activate AP-1 in gingival fibroblasts. To understand why LPS failed to
stimulate Fra-1 and c-Fos, it is noteworthy that the baseline activities of nuclear AP-1
subunits such as c-Fos and Fra-1 were found to be extremely low in fibroblasts as compared
to U937 cells (Fig. 5B). Although the baseline activity of Jun D was relatively high in
gingival fibroblasts and LPS seemed to stimulate it, the increase was not statistically
significant. Thus, it is possible that the low baseline activities of nuclear Fra-1 and c-Fos in
fibroblasts may preclude the activation by LPS of Fra-1 and c-Fos.

We have demonstrated previously that while LPS activates ERK, JNK, p38 MAPK and
NF«xB signaling pathways, simvastatin specifically targets LPS-stimulated ERK activation
by inhibiting protein isoprenylation-mediated ERK activation in U937 mononuclear cells
[17, 32]. Since the ERK signaling pathway is required for LPS-stimulated IL-6 expression
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by U937 cells as shown by Fig. 2, simvastatin is expected to inhibit LPS-stimulated IL-6
expression by U937 cells, which was confirmed by our present study (Fig. 6A and B). In
contrast, simvastatin failed to inhibit LPS-stimulated IL-6 expression by gingival fibroblasts
(Fig. 6A and B) because the ERK pathway was not required for LPS-stimulated I1L-6
expression (Fig. 2). The finding on simvastatin’s action on LPS-stimulated IL-6 expression
by gingival fibroblast strongly supports the notion that the signaling mechanism regulating
IL-6 expression by LPS in gingival fibroblasts is different from that in U937 mononuclear
cells.

After exploring the difference in the regulatory mechanism controlling LPS-stimulated IL-6
expression between U937 mononuclear cells and gingival fibroblasts, we found that the
NFxB pathway played an essential role in the regulation of IL-6 expression by LPS in both
types of cells. Our data showed that both Bay117085 and parthenolide, the specific
inhibitors of NFxB pathway, exerted marked inhibition on LPS-stimulated IL-6 production
by coculture of U937 cells and gingival fibroblasts (Fig. 8A). Thus, our study suggests that
the NFxB pathway is a common signaling pathway mediating IL-6 upregulation by LPS in
U937 mononuclear cells and gingival fibroblasts and hence a potential target for reducing
IL-6 expression in connective tissue contracted with infection by Gram-negative bacteria.

IL-6 is a pleiotropic cytokine involved in the acute phase response, immunity,
hematopoiesis, and inflammation [5, 6]. In addition to its role in infectious disease such as
periodontal disease [33, 34], IL-6 is also a marker for cardiovascular disease [35, 36], which
is considered as an inflammatory disease and a major complication of diabetes. Studies have
well documented that the plasma levels of IL-6 and C-reactive protein are strong
independent predictors of risk of future cardiovascular events, both in patients with a history
of coronary heart disease and in apparently healthy subjects [35]. Furthermore, IL-6 plays an
essential role in many other chronic inflammatory diseases such as rheumatoid arthritis,
systemic-onset juvenile chronic arthritis, osteoporosis, psoriasis, and autoimmune diseases
such as antigen-induced arthritis and experimental allergic encephalomyelitis [5]. Numerous
studies have demonstrated that IL-6 is not just a marker for inflammation-associated
diseases; it is a major player involved in the initiation and progression of the diseases [35,
37, 38]. Thus, reduction of IL-6 overproduction in inflammation-related diseases is a
potentially effective therapeutic approach.

Given that both fibroblasts and monocytes release IL-6 in inflamed connective tissue,
targeting monocyte-derived IL-6 alone is apparently not sufficient to reduce IL-6 level. It is
important to target the pathways responsible for IL-6 upregulation in both monocytes and
fibroblasts. Toward this goal, the present study showed that the NFxB pathway is a common
target for both monocytes and fibroblasts to control IL-6 level.

Highlights
e We found the following differences between mononuclear cells and fibroblasts:
« Different signaling pathways for LPS-stimulated IL-6 expression.
« Different transcriptional regulation for LPS-stimulated I1L-6 expression.

¢ We found that NFxB is the common target for reducing IL-6 in both types of
cells.
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Figure 1.

Kinetics of IL-6 mRNA expression and protein secretion in response to LPS by U937 cells
and gingival fibroblasts. U937 cells (A and B) or gingival fibroblasts (C and D) were treated
with 100 ng/ml of LPS for different times as indicated and culture medium was collected
and RNA was isolated at each time point for quantification of IL-6 MRNA using real-time
PCR (A and C) and IL-6 protein using ELISA (B and D). The data presented are from one of

three independent experiments with similar results.
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Different effects of pharmacological inhibitors on LPS-stimulated IL-6 secretion between
U937 cells and gingival fibroblasts. U937 cells or gingival fibroblasts were treated with or
without 100 ng/ml of LPS in the absence or presence of different concentrations of
PD98059, SP600125, SB203580, or Bay117085 as indicated for 24 h. After the treatment,
IL-6 in culture medium was quantified using ELISA. The data presented are from one of
two independent experiments with similar results.
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Figure 3.

Stimulation of signaling pathways by LPS in gingival fibroblasts and U937 cells. A.
Gingival fibroblasts or U937 cells were treated with 100 ng/ml of LPS for different times as
indicated. At each time point, cellular phosphorylated p44/p42 (phospho-p44/42), INK
(phosphor-JNK), p38 (phosphor-p38) as well as 1xB alpha and GAPDH were detected using
immunoblotting as described in Experimental Procedure. B. Gingival fibroblasts or U937
cells were treated with 100 ng/ml of LPS for different times as indicated. At each time point,
nuclear NFxB p50 and NFxB p65, and cellular GAPDH were detected using
immunoblotting as described in Experimental Procedure. The graphs presented are from one

of two independent experiments with similar results.
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Figure4.

Different effects of LPS on AP-1 transcriptional activation in gingival fibroblasts and U937
cells. A and B. Gingival fibroblasts (A) or U937 cells (B) were transfected with the AP-1 or
NFxB-responsive luciferase constructs encoding the Firefly luciferase reporter gene for 24
h. After the transfection, cells were treated with or without 100 ng/ml of LPS for 24 h and
Firefly luciferase activity was then determined and normalized to Renilla luciferase activity.
C. The stimulation of 1L-6 secretion by LPS from gingival fibroblasts transfected with AP-1
or NFxB-responsive luciferase constructs. The culture medium from the above experiment
(A) was collected for IL-6 quantification using ELISA. D. The effect of PMA on AP-1
transcriptional activity in gingival fibroblasts and U937 cells. Gingival fibroblasts or U937
cells were transfected with AP-1-responsive luciferase constructs for 24 h and then treated
with or without 10 ng/ml of PMA for 24 h. Firefly luciferase activity was determined after
the treatment and normalized to Renilla luciferase activity. The data presented are
representative of 3 independent experiments with similar results.
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Figure5.

The effect of LPS on nuclear activities of AP-1 subunits in U937 cells and gingival
fibroblasts. U937 cells (A) or gingival fibroblasts (B) were treated with or without 100 ng/
ml of LPS for 2 h. After the treatment, the nuclear proteins were isolated from cells and
subjected to a transcription factor activity assay system in which AP-1-binding element-
containing oligonucleotides were immobilized on the surface of wells. After incubating the
wells with nuclear proteins, the AP-1 subunits bound to the oligonucleotides were identified
by specific antibodies. The bound levels of c-Fos, Fos B, Fra-1, Jun B, Jun D and
phosphorylated c-Jun (p-c-Jun) were determined. The data presented are representative of
two experiments with similar results.
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Lack of inhibition by simvastatin on LPS-stimulated I1L-6 secretion by gingival fibroblasts.
A. The effect of simvastatin (Simv) on LPS-stimulated IL-6 mMRNA expression by U937
cells and gingival fibroblasts. U937 cells and gingival fibroblasts were treated with 100 ng/
ml of LPS in the absence or presence of 1 or 10 uM of simvastatin for 4 h for U937 cells and
2 h for fibroblasts and 1L-6 mRNA was quantified using real-time PCR. B. The effect of
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simvastatin on LPS-stimulated I1L-6 secretion by U937 cells and gingival fibroblasts. U937
cells or gingival fibroblasts were treated with or without 100 ng/ml of LPS in the absence or
presence of 1 or 10 uM of simvastatin for 24 h. After the treatment, IL-6 in culture medium
was quantified using ELISA. The data (mean + SD) presented are representative of three
independent experiments with similar results.
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Figure?7.

Inhibition of LPS-stimulated IL-6 secretion from fibroblasts by knocking down NF«xB p65
or pharmacological inhibitor. A. Gingival fibroblasts were transfected with p65 siRNA or
control siRNA for 48 h and then treated with or without 100 ng/ml of LPS for 24 h. After
the treatment, p65 and IL-6 MRNA were quantified using real-time PCR and normalized to
GAPDH mRNA. B. Inhibition of LPS-stimulated IL-6 secretion from gingival fibroblasts by
NFxB inhibitor parthenolide. Gingival fibroblasts were treated with 100 ng/ml of LPS in the
absence or presence of different concentrations of parthenolide as indicated for 24 h. After
the treatment, IL-6 in culture medium was quantified using ELISA. The data (mean = SD)
presented are representative of two independent experiments with similar results.
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Figure8.
The effect of simvastatin and different pharmacological inhibitors on LPS-stimulated IL-6

secretion by coculture of gingival fibroblasts and U937 cells. Gingival fibroblasts and U937
cells were co-cultured in the Transwell system and treated with or without 100 ng/ml of LPS
in the absence or presence of 10 uM of simvastatin, 10 uM of PD98059, 10 uM of
SP600125, 10 uM of SB203580, 5 uM of Bay117085 or 5 uM of parthenolide for 24 h.
After the treatment, IL-6 (A) and MMP-1 (B) in culture medium were quantified using
ELISA.
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Figure9.

Illustration of different signaling mechanisms regulating IL-6 expression by LPS in U937
mononuclear cells and gingival fibroblasts. A. In U937 cells, LPS stimulates IL-6 expression
via ERK, JNK, p38 and NFxB pathways and subsequent AP-1 and NFxB activation. B. In
gingival fibroblasts, although LPS stimulates ERK, JNK, p38, NFxB pathways, it only
activates NFxB. Only p38 and NFxB pathways are involved in LPS-stimulated 1L-6

expression in gingival fibroblasts.
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