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ABSTRACT 
 Reactive oxygen species (ROS) are implicated in playing a role in 
initiating and in propagating the pathogenesis of rheumatoid arthritis 
(RA). We investigated the mechanism(s) by which essential redox-
active trace metals (RATM) may activate gene transcription in synovial 
fibroblasts. The rabbit fibroblast-like synovial cells which express Toll-
like receptor 4 (TLR4), were used as a model system for potentially 
initiating RA through oxidative stress. Potassium peroxychromate (PPC, 
Cr5+), ferrous chloride (FeCl2, Fe2+), and cuprous chloride (CuCl, Cu+) 
at the indicated valency states were used as exogenous pro-oxidants.  
These trace metals can induce oxidative stress through TLR4 activation 
to release inflammatory cytokines and high mobility group box 1 
protein. We measured the total expression levels of mitogen-
activated protein kinase (MAPK) in the synovial cells and examined 
the effect of the redox-active trace metals on the time-course 
production of phosphorylated moieties of MAPK by fluorescence cell-
sorting flow cytometry. TLR4 siRNA was used to examine the role of 
TLR4 in the activator protein -1 (AP-1) signalling activity, and western 
blots were used to measure the time-course phosphorylation levels of 
AP-1-activation-related proteins. While the redox-active trace metals 
increased intracellular ROS that can induce oxidative stress, they also 
induced MAPK kinases to upregulate the expression of AP-1 proteins 
in synovial cells. Our results show that redox-active trace metal/TLR4-
coupled activation may contribute to the pathogenesis of RA. The 
signaling pathway by which inflammation and its destructive sequel 
may occur in RA through synovial cells underlies the need for 
developing therapeutic agents to serve in individualized RA therapy 
with a consideration for the underlying mechanism(s) of its 
pathogenesis. 
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1. Introduction 

Rheumatoid arthritis (RA), as a chronic 
systemic inflammatory disease of the joints, is a 
leading cause of disability that results in significant 
health care costs1. As the most common type of 
arthritis in the USA, affecting 1.3 million adults 2, RA 
frequently occurs during the fourth and fifth 
decades of life, although it can occur at any age 3. 
It is a disease of synovial joints which predominantly 
affects women 4, and is characterized by synovial 
inflammation, hyperplasia and invasive growth of 
the synovial lining, leading to tissue, cartilage, and 
bone destruction5. Studies have established a strong 
correlation between increased oxidative damage 
and causative agents such as ROS and OH radicals, 
and that measurement of oxidative stress 
(peripheral blood and/or SF) is an effective 
biomarker for monitoring RA activity 6,7. 

Redox-active trace metal micronutrients 
such as Fe, Mn, Cr and Cu are essential for various 
biological functions including proper innate immune 
function. In inflammatory, immune cells of the innate 
and/or adaptive immune system are activated and 
recruited to the site of inflammation. Attraction and 
stimulation of immune cells is regulated by different 
cytokines and chemokines, which are predominantly 
regulated by transcription factors such as AP-1, NF-

κB, NFATs and STATs 8. Adapter molecules such as 

MyD88 and TRAF6 that eventually activate NF-κB 

and/or AP-1 integrate the signalling pathways of 
TLR4 activation that may lead to increased cytokine 
synthesis and release to maintain the inflammatory 
process. A major inflammatory component that 
affects the severity of RA is the activation of T cells. 
However, other cells such as synovial fibroblasts are 
the main culprits.  

A key signalling molecule that was initially 
identified on activated T cells and as a regulator of 

T cell function is the receptor activator of NF-κB 

ligand (RANKL). The most important transcription 
factor complexes that are activated by 

RANKL/TRAF signals are NF-κB and 

Fos/AP-1. Oxidant-induced activation of TLR4 can 
initiate an MAPK signalling cascade through 
MyD88, resulting in the activation of AP-1 in 
macrophages9 and human monocytes10. 

As a redox-regulated transcription factor, 
AP-1 is composed of homo and heterodimeric 
complexes of two oncogenic proteins, Fos and Jun 
activating transcription factor11. The AP-1 binding 
site is known as the tetra-deconyl phorbol acetate 
responsive element (TPARE). Fos proteins (Fos, FosB, 
Fra-1and Fra-2) can only heterodimerize with 
members of Jun family, while Jun family members 

(Jun, Jun B and Jun D) can homodimerize and 
heterodimerize with Fos members. Thus, AP-1 
proteins consist of either Fos-Jun heterodimers or 
Jun-Jun homodimers12. Many important insights 
regarding specific functions of AP-1 proteins in 
development and disease have been obtained from 
genetically modified mice and cells derived from 
them. AP-1 activity affects the severity of RA at a 
level different from osteoclastogenesis. In addition 
to osteoclast-mediated bone erosion, synovial 
fibroblasts secrete many molecules that contribute 
to matrix degradation. Of particular importance 
are the matrix metalloproteinases (MMPs), which 
are regulated by AP-1. MMPs can degrade 
collagen, fibronectin or other components of the 
extracellular matrix. Signals that lead to activation 
of Jun have been implicated in RA. In particular, 
JNK is highly activated in synovial fibroblasts of RA 
patients. 

 Stress-activated protein kinase/mitogen-
activated protein kinase (SAPK/MAPK) family 
proteins are enzymes of highly conserved 
serine/threonine kinases that are involved in 
signaling cascades in all eukaryotic cell regulation. 
Different MAPK pathways coordinate and integrate 
responses to various stimuli via a cascade of 
sequential kinase activations through simultaneous 
Tyr and Thr phosphorylation within conserved Thr-
X-Tyr motifs in the kinase subdomain VIII activation 
loop. These stimuli include: hormones, growth 
factors, cytokines, transforming growth factor 

(TGF)-β-related agents, agents that act through G-

protein–coupled receptors and through pathogen 
associated molecular patterns (PAMPs), damage 
associated molecular patterns (DAMPs), and 
environmental stresses. Once activated, MAPKs 
exert effects on cell physiology where they 
regulate cell proliferation, differentiation, survival 
and apoptosis, motility and senescence 13,14. MAPKs 
are key regulators of proinflammatory cytokine 
production in the signaling cascades downstream of 
Toll-like receptors (TLRs), as well as B-cell antigen 
receptor (BCR) 15, T-cell antigen receptor 

(TCR)/CD2816, IL-1, IL-1717 and TNFα receptors.  

MAPKs are classified into distinctive 
groups. In mammalian cells, seven different MAPK 
pathways have been described: extracellular 
signal- regulated kinases 1 and 2 (ERK1/2) 
(P42/44MAPK), the c-Jun N-terminal Kinase (JNK) 
(also known as stress-activated kinase SAPK) 
pathway, P38 MAPK, ERK5, ERK3/4, ERK7/8, and 
the Nemo-like kinase(NLK)18.  There are at least 
three main classes of MAPKs, namely (i) 
extracellular signal-regulated protein kinase (ERK) 
(P42/44MAPK) cascades, (ii) the c-Jun N-terminal 
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kinase (JNK) pathway, (iii) P38 MAPK19 that are 
known by their (core signalling modules), and that 
play an important role in RA pathogenesis. They 
appear to control the response of cells to 
inflammation and stress.  ERK1/2 has been shown 
to play an important role in regulating IL-6, IL-23 

and TNF-α production in LPS- stimulated 

macrophages20. Furthermore, stimulation of FLS by 
epidermal growth factor (EGF) in RA patients 
resulted in regulation of the cyclooxygenase (COX)-
2-dependent prostaglandin E2 (PGE2)21.  ERK1/2 
signaling has been associated with maintenance of 
RA. Of interest is the examination of ERK signaling 
cascade since it is implicated as a key mediator in 
arthritic diseases22,23. 

JNK MAPKs in RA appear to regulate 
MMP-mediated cartilage destruction downstream 

from IL-1 and TNFα. They promote extracellular 

matrix degradation by stimulating MMP expression 
in synovial fibroblasts and chondrocytes24,25,26. ROS 
has been implicated in JNK upregulation, which in 
turn activates Jun family proteins27. P38 MAPK is 
known as the mammalian homologue of the yeast 
high osmolarity glycerol (HOG) response kinase 
and is expressed throughout the body. There are 
four known P38 MAPK genes that encode four 

different proteins: P38α (MAPK14), β (MAPK11), γ 
(MAPK12), and δ (MAPK13). Each homologue has 

its distinct function and each can be activated in situ 
by environmental stresses, inflammatory stresses, 

cytokines, PAMPs, and DAMPs. P38 α (MAPK14) 

was the first isoform to be identified as a 
phosphorylated protein in response to LPS. cDNA 
cloning has revealed that it is related to 
Streptomyces cerevesiae MAPK HOG128, 29, 30. The 
P38 MAPK pathway is known to contribute to RA 
pathogenesis through regulation of chemotaxis and 

angiogenesis 31. Inhibition of P38 MAPK α using the 

orally-administered molecule P38 inhibitor, SCIO-
469, to patients with active RA failed to show 
efficacy in adult RA clinical trials32. In view of the 
disappointing results of this clinical trial, further 
attention should be focused on ERK1/2 and JNK 
signaling in synoviocytes. 

Overall, AP-1 induced activity in RA by 
inflammatory cytokines has a complex impact on 
osteoclast differentiation and production of soluble 
mediators of bone erosion. It is anticipated that 
several AP-1 components or signaling pathways 
leading to AP-1 activation may provide valuable 
drug targets for therapy of RA in the future. 

Recently, we have shown that oxidants 
induce NF-kB activation through TLR4 signaling 
pathway and demonstrated that pro-oxidant 

activation of TLR4 is more robust in TLR4 than that 
of TLR2 33.  We have also shown that RATM as 
oxidants in the form of (PPC, Cr+5), (FeCl2, Fe+2), 
(CuCl, Cu+), and [CuCl + Ascorbic acid combination 
treatment] (CuAA) generate ROS in FLS cells 
through TLR4 signaling pathway, and promote 
release of extracellular HMGB1 and inflammatory 
cytokines with a potential to initiate “sterile” 
inflammatory responses34. In our FLS model, we 
have shown that RATM upregulated HMGB1 
expression whereby the released HMGB1 was 
primarily confined to the cytoplasm of FLS and to 
the extracellular milieu. HMGB1 had been 
implicated in the pathogenesis of RA by amplifying 
response to cytokines35-37.  

A clearer understanding of the molecular 
events that precede the clinical manifestations of RA 
could provide new possibilities for interventions, 
which could prevent or delay the development of 
the disease in individuals who are predisposed to 
RA. The role of RATM as prooxidants in regulating 
the complex interplay in RA is not clear. 

In the present set of experiments, we tested 
the hypothesis that RATM/TLR4-coupled activation 
in synovial fibroblasts will produce oxidative 
adaptations that will contribute to RA pathogenesis 
through dysregulation in AP-1 signalling. 

 
2. Materials and methods 
2.1 Reagents and chemicals.  
OPTI-MEMTM I reduced serum medium modification 
of MEM (Eagle’s), and Bolt™ 4-12% Bis -Tris Plus, 
and 12-well plates were purchased from (Gibco®, 
Invitrogen Life Technologies™; Carlsbad, CA, USA). 
Anti-JNK1+JNK2+JNK3 antibody [EPR16797-
211] was purchased from (Abcam, Cambridge, MA, 
USA). P38 MAPK (D23E1) XP® Rabbit monoclonal 
antibody (mAb), P44/42 MAPK (Erk1/2) Rabbit 
mAb, Phospho-P38 MAPK (Thr180/Tyr182) (D3F9) 
XP® Rabbit mAb, Phospho-P44/42 MAPK (Erk1/2) 
(Thr202/Tyr204) (D13.14.4E) XP® Rabbit mAb, 
Phospho-SAPK/JNK (Thr183/Tyr185) (G9) mouse 
mAb, c-Fos (9F6), and c-Jun (60A8) Rabbit mAb 
were purchased from (Cell Signalling Technology 
Inc., Danvers, MA, USA). Penicillin/Streptomycin 
combination solution (100 X) was obtained from 
(Corning, Gibco®- Life Technology, Canada), 
whereas Phosphate Buffered Saline (PBS) was 
purchased from (Fisher Scientifics, USA).  Pierce ® 
RIPA buffer and Page Ruler™ Pre-stained Protein 
ladder was purchased from (Thermo-Scientific; 
Rockford, IL, USA). 
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2.2. Cell line and culture conditions 
HIG-82 Rabbit synovial fibroblasts cells were 
purchased from (ATCC® CRL-1832™) at passage 
#5 and authenticated by ATCC.  Cells were grown 
until 70-80 % confluence in Nutrient Mixture F-12 
Ham containing sodium bicarbonate (Sigma, St. 
Louis, MO) and 10% fetal bovine serum (FBS) for 
overnight at 37o C in 100% humidified incubator. 
The medium was replaced with fresh warmed Opti-
MEM® I Reduced Serum Medium (Invitrogen, San 
Diego, CA) immediately before treatment with any 
RATM. 
 
2.3. Preparation of Potassium Peroxychromate (PPC) 
Potassium peroxychromate (PPC) is not 
commercially available. Therefore, it was prepared 
and characterized in the laboratory according to a 
published protocol38. 
 
2.4. Preparation of solutions of redox-active trace 
metals (RATM). 
Ferrous Chloride (FeCl2) (Sigma, St. Louis, MO, cell 
culture grade) stock solution was prepared fresh just 
before use in culture grade sterile water then 
diluted in PBS. Stock solution of cuprous chloride 

(CuCl) (Sigma, St. Louis, MO, cell culture grade) was 
prepared in DMSO (culture grade), and then 
further diluted in PBS to provide 0.01 % DMSO in 
the final dilution. Ascorbic Acid (AA) (Sigma, St. 
Louis, MO) was dissolved in PBS to provide 100 µM. 
CuAA solution was prepared by mixing CuCl and 
AA solution at 2:1 ratio. RATM concentrations used 
in the current study were determined previously on 
the basis of  MTT and LDH assays34. 
 
2.5.  TLR4 gene silencing (siRNA TLR4) 
2.5.1. Design and Synthesis of siRNA TLR4. Two 
siRNAs targeting TLR4 (GenBank accession no. 
AY101394) were Custom Select siRNA (Ambion by 
Life Technologies). The siRNAs are each 21 

nucleotides (nt) in length with a 3′overhang of two 
thymidines. To avoid cross-silencing of non-target 
genes, all of the designed siRNA sequences were 
blasted against the rabbit genome database. A 
predesigned Silencer Select Negative Control No. 
1 siRNA (Cat # 4390843) that does not have any 
significant similarity with this target gene was used 
as a negative control (NC) (Table 1).  
 

 
Table 1 : Predesigned TLR4 siRNAs 

 Name   Sequence  

5’->3’ siRNA 513  Sense:            GAAGUUCACCGGUUGGUUUtt 

Antisense:      AAACCAACCGGUGAACUUCta 

siRNA 514 Sense:            CACUCAACAACCUCCUUUAtt 

Antisense:       UAAAGGAGGUUGUUGAGUGat 

Negative control 
(NC) 

NC No.1 siRNA (Cat # 4390843). As a proprietary 
product, the sequence was not provided by the 
manufacturer (Ambion by Life Technologies). 

2.5.2 siRNA Transfection. Cells were transfected 
with siRNA using Lipofectamine® RNAiMax. Briefly, 
cells were seeded in 6-well plates at a density of 2 
×105 cells/well in antibiotic-free medium 12 h prior 
to transfection. The transfection mixture was 

prepared by mixing a 1.25-μl aliquot of 20 μM 

synthetic siRNA and a 1-μl aliquot of 

Lipofectamine® RNAiMax with two separate 

aliquots of 50 μl of serum-free OPTI MEM® I and 

then combining the two solutions at room 
temperature for 30 min to form a complex. Cells 

were washed with PBS, and 200 μl of the 

transfection mixture was added to each well along 

with 800 μl of serum-free OPTI MEM® I to produce 

a final concentration of 50 nM siRNA per well. The 
transfected cells were incubated for 6 or 24 h 
before being harvested for RNA and protein 
isolation during siRNA TLR4 optimization. After the 

initial 24 h incubation period, the medium was 
replaced with fresh OPTI MEM® I medium, and cells 
were treated with RATM and incubated for an 
additional 1h. 
 
2.6. Flow cytometric quantifications of total and 
phosphorylated ERK1/2, JNK and P38. 
Cells were seeded at 5 x 105 cells/well in six-well 
plates and incubated overnight in Nutrient Mixture 
F-12 Ham with sodium bicarbonate (Sigma) and 

10% fetal bovine serum (FBS) at 37 C, in a 100% 
humidified incubator. The medium was replaced 
with fresh warmed Opti-MEM® I Reduced Serum 
Medium immediately before treatment. Cells were 
treated in Opti-MEM® I Reduced Serum Medium 
(control), or FeCl2 (10 µM), CuCl (50 µM), CuAA and 
PPC (10 nM) for 24 h, after which the washed cells 
were incubated with Dulbecco’s Phosphate Buffered 
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Saline (DPBS) for 15 min at 37 °C, followed by 
transfer into 1.5 ml vials for flow cytometry. After 
fixation in 4 % formaldehyde in PBS for 10 min at 
room temperature (RT), cells were permeabilized 
with 0.2 % Triton X-100 in PBS for 30 min on ice. 
After rinsing in PBS, cells were blocked in 5% BSA 
at room temperature (RT) for 30 min followed by 
incubation with for 3 h at 4 °C with any of the 
following primary antibodies (P38 MAPK Rabbit 
mAb, Phospho-P38 MAPK (Thr180/Tyr182) Rabbit 
mAb, P44/42 MAPK (Erk1/2) Rabbit mAb, 
Phospho-P44/42 MAPK (Erk1/2) (Thr202/Tyr204) 
Rabbit mAb, Phospho-SAPK/JNK (Thr183/Tyr185) 
(G9) mouse mAb, and anti-
JNK1+JNK2+JNK3(EPR16797-211), while shaking 
at ratios indicated by each manufacturer. After 
rinsing in PBS, cells were incubated with FITC-
conjugated goat anti-mouse IgG, anti-rat or anti-
rabbit for 1 h. Acquisition and analysis of flow 
cytometry data was conducted on a FACSCantoTM 
II flow cytometer. The fluorescence intensity 
corresponding to each antibody was determined 
using the FITC filter with excitation/emission of 
495/519 nm. Unstained cells were used as 
negative controls. For each parameter investigated, 
at least 104 events (cells) were analysed per 
sample. The fluorescence intensity data were 
compared among different treatments. 
 
2.7. Immunoblot analysis.  

After the initial 24 h silencing incubation 
period, the medium was replaced with fresh OPTI 
MEM® I medium, and cells were treated and 
incubated for an additional 0, 5, 10, 15, 20, 25, 
30 and 1 h. Then cells were washed in iced cold 
PBS, scraped, and resuspended. Total protein 
lysate was then centrifuged at 12,000 X g for 10 
min at 4 °C. Protein concentrations were determined 
using BCA Protein Assay Kit.   Total lysate of 15-20 
µg protein was fractionated on 12% SDS gel and 
transferred onto PVDF membranes. Membranes 
were blocked in 5 % non-flat milk or 1% BSA at RT 
for 1 h followed by overnight incubation at 4°C with 
primary antibody at (1:1000) or (1:500, mouse 

monoclonal β actin). Membranes were then 

incubated with conjugated goat anti- secondary 
antibodies for 1 h. After subsequent washes with 
TBST, images were acquired and signals were 
visualized using Fujifilm LAS-400 imaging system 

(Fujifilm, Stamford, CT). β-actin signals were used to 

normalize for potential loading errors. 
 
2.8. Statistical analysis 

GraphPad statistical software (version 7.0; 
GraphPad Software, Inc., La Jolla, CA, USA) was 
used for data analysis. Data are presented as 
mean + SEM from at least 3–7 independent 
experiments and analysed by one- or two-way 
analysis of variance (ANOVA) followed by Tukey’s 
post hoc tests. P value of ≤ 0.05 was considered 
significant. 

 
3. Results 
3.1. Redox active-trace metal (RATM) oxidants 
activate total JNK, ERK 1/2, and P38.  
We used western blots and flow cytometry to 
identify the effect of RATM pro-oxidants on total 
and phospho-JNK. PPC (10 nM) upregulated total 
JNK protein expression as measured by western 
blot and FC at 5,15, and 60 min, while FeCl2 
showed significant increase at 15 min. Interestingly, 
CuCl but not CuAA increased JNK expression at 10 
and 25 min (Fig. 1). For ERK1/2 expression, PPC 
(10nM) significantly upregulated total ERK1/2 
protein expression as measured by western blot 
and FC at 10 and 60 min., whereas FeCl2 showed 
significant increase at 5 and 60 min. Interestingly, 
CuCl and CuAA increased ERK1/2 expression at 25 
and 20 min, respectively (Fig. 2). For P38 
expression, PPC (10 nM) significantly upregulated 
total P38 protein expression as measured by 
western blot and FC at 10, 15 and 20 min 
significantly, while FeCl2 showed the highest 
significant increase at 25 min. Interestingly again, 
CuAA but not CuCl increased P38 expression at 10 
min (Fig. 3). 
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Figure 1. Effect of RATM prooxidants on total JNK protein expression in FLS.  HIG-82 cells (synovial fibroblasts) 
were treated with PPC, FeCl2, and CuCl alone and in combination with Ascorbic acid (CuAA) at different time points. 
Cells were then further used to run flow cytometric (FC) quantitative analysis of total JNK. Sub-Figures 1 (A, B, C, and 
D) are presentative FC tracings showing changes in fluorescence intensity of total JNK following treatments with vehicle, 
and RATM. Sub-Figure 1(E): Quantitative analyses of FC tracings after each treatment. (n = 3 independent 
experiments; *p ≤ 0.05, two-way ANOVA with Tukey’s multiple comparison tests). 

 

 
Figure 2. Effect of RATM prooxidants on total ERK1/2 protein expression in FLS.  HIG-82 cells (synovial fibroblasts) 
were treated with PPC, FeCl2, and CuCl alone and in combination with Ascorbic acid (CuAA) at different time points. 
Cells were then further used to run flow cytometric (FC) quantitative analysis of total ERK1/2. Sub-Figures 2 (A, B, C, 
and D) are representative FC tracings showing changes in fluorescence intensity of total JNK following treatments with 
vehicle, RATM oxidants. Sub-Figure 2 (E) Quantitative analyses of FC tracings after each treatment. (n = 3 independent 
experiments; *p ≤ 0.05, two-way ANOVA with Tukey’s multiple comparison tests). 
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Figure 3. Effect of RATM prooxidants on total P38 protein expression in FLS.  HIG-82 cells (synovial fibroblasts) 
were treated with PPC, FeCl2, and CuCl alone and in combination with Ascorbic acid (CuAA) at different time points. 
Cells were then further used to run flow cytometric (FC) quantitative analysis of total P38. Sub-Figures 3 (A, B, C, and 
D) are representative FC tracings showing changes in fluorescence intensity of total JNK following treatments with 
vehicle and RATM oxidants. Sub-Figure 3 (E) Quantitative analyses of FC tracings after each treatment. (n = 3 
independent experiments; *p ≤ 0.05, two-way ANOVA with Tukey’s multiple comparison tests). 

 
3.2. RATM oxidants activate phospho JNK, ERK 1/2, 
and P38. To validate the biological significance of 
the up-regulation of total signalling proteins, we 
used flow cytometry and western blot to determine 
the extent of the phosphorylated signalling proteins 
post treatment.  Our results show significant 
upregulation of both the phosphorylated ERK ½ 
and P38 proteins post RATM treatments (Fig. 4). 
We further confirmed the effect of RATM oxidants 
on MAPK and to show that the persistence of theses 
activated signals was due to the induction of the 
activity of the kinase enzymes rather than only 
upregulation of protein expressions.  FLS cells were 
treated with PPC, FeCl2, CuCl, and CuAA, then 
MAPK pathways were assayed by phospho – 
specific antibodies for JNK, ERK1/2 and P38 by 
western blot and FC at 0, 5, 10, 15, 20, 25, 30 and 
60 min.  

Our data clearly show that PPC (10 nM) or 

FeCl2 (10 μM)   treatment upregulated phospho 

ERK1/2 and P38 and P-JNK.  Furthermore, 

treatment with CuCl (50 μM) was shown to 

upregulate P- JNK, ERK1/2 while the increase in 
phosphorylated P38 was not significant. In addition, 
treatment with CuAA significantly upregulated JNK 
at 20 and 60 min along with upregulation of P-
ERK1/2 at 5 and 20 min, while the upregulation for 
P38 was only at 5min. 

Over all the data suggests that RATM 
oxidants readily activate phosphorylation in the 
three main MAPK modules with a potential 
implication in the molecular role of these RATM 
oxidants in clinical initiation and maintenance of RA. 
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Figure 4. Effect of RATM treatment on phosphorylated MAPKs expression in FLS cells.  
HIG-82 cells (synovial fibroblasts) were treated with PPC, FeCl2, and CuCl alone and in combination with Ascorbic acid 
(CuAA) at different time points. Cells were then further used to run flow cytometric quantitative analysis of 
phosphorylated MAPKs. Figures represent (A) FC tracings showing changes in fluorescence intensity of p-JNK,  (B) FC 
tracings showing changes in fluorescence intensity of p-ERK, (C) Quantitative analyses of FC tracings of p-JNK after 
each treatment, (D) Quantitative analyses of FC tracings of pERK and (E) Quantitative analyses of FC tracings of pP38, 
following treatments with vehicle, RATM oxidants.  (n = 3 independent experiments; *p ≤ 0.05, # p < 0.0001, two-
way ANOVA with Tukey’s multiple comparison tests). 
 

3.3 Optimization conditions for TLR4 siRNA 
knockdown transfection.  Our previous work had 
shown that RATM as exogenous oxidants induced 
oxidative stress and activated TLR4 34. To further 
investigate the potential function of TLR4, we used 
TLR4 siRNA technique to knockdown the endogenous 
TLR4 gene expression and to study the AP-1 
downstream signalling of TLR 4 activation. 

The best transfection conditions were 
established to ensure that siRNA could efficiently be 
transfected into HIG-82 cells using Lipofectamine 
RNAiMax. TLR4 mRNA and protein were detected 
by RT-PCR and by western blot analysis subsequent 
to transfection of cells. Negative control TLR4 siRNA 
was transfected into cells with Lipofectamine 
RNAiMax. Subsequent to 24 h of transfection, the 

transfection efficiency was determined using RT-
PCR. The ratio of TLR4 siRNA to Lipofectamine 
RNAiMax that resulted in the highest transfection 
efficiency was (1:1.25). In total, two custom 
designed siRNAs were transfected into FLS cells, 
with medium alone (blank), negative TLR4 siRNA or 
Lipofectamine RNAiMax alone as controls. 

Subsequent to 24 h, TLR4‑siRNA‑514 effectively 
reduced TLR4 m RNA expression in transfected cells 
(Fig. 5). There was a significant difference between 

the expression of TLR4 in TLR4‑siRNA‑514 group 
and blank control group. The TLR4 mRNA 

expression in the TLR4‑siRNA‑513, negative 
sequence transfection and RNAiMax alone groups 
was not significantly different from the expression. 
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Figure 5. Role of TLR4-siRNA in TLR4 gene expression in FLS. Cells were transfected with siRNA-513, siRNA-514 or 
NC at two different time points (6 and 24 h). Relative TLR4 mRNA expression was quantified at the two time points 

after treatment using RT-qPCR and normalized against β- actin. The data represent 3 independent experiments # P < 

0.0001, one-way ANOVA with Tukey’s multiple comparison tests. 

 
  At 6 and 24 h post-silencing, mRNA 
expression levels of TLR4 in FLS were determined 
by RT-PCR. All samples were analyzed in duplicates 
in three separate experiments. The mRNA 
expression level of TLR4 in FLS from the siRNA-514 
showed the highest level of efficiency at 24 h 
compared with 6 h. Therefore, 24 h was chosen as 
an experimental time for treatment. The results 
were further confirmed by WB. As shown in (Fig. 6), 
expression levels of TLR4 in FLS decreased 
significantly at 24 h post silencing, while no obvious 
changes in TLR4 levels occurred in the negative TLR4 
siRNA group. The result showed that interference in 

TLR4 gene expression can persist for a long time. 
Therefore, the present study demonstrated a 

specific siRNA‑directed knockdown of the TLR4 
gene in this rabbit fibroblast-like synovial cell line. 

The data confirmed that TLR4‑siRNA‑514 provided 
a more effective silencing of TLR4 gene expression 
than TLR4-siRNA-513. On this basis, we used 

TLR4‑siRNA‑514 in all subsequent experiments. This 
suggests that cells transfected with TLR4-siRNA-514 
using Lipofectamine RANiMax are viable and 
effective, thereby providing a reliable tool to study 
RATM oxidant /TLR4 coupled signalling in FLS. 
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Figure 6. Role of TLR4-siRNA in TLR4 protein expression in FLS following transfections with TLR4-siRNA. Cells 
were transfected with siRNA-513, siRNA-514, NC or vehicle control at two different time points (6 and 24 h). Cells 
were treated with vehicle control. (A) TLR4 protein expression levels were determined by Western blots. The histogram 

(B) represents the optical density (OD) ratios of TLR4 immunoblot signals normalized to those of β-actin from the same 

tests. The data represent 3 independent experiments [n=3, # P < 0.001, two-way ANOVA with Tukey’s multiple 
comparison tests]. 

 
3.4. Phospho- ERK1/2, JNK, and P 38 protein 
expression after knockdown of TLR4 gene using 
siRNA. To investigate the potential function of TLR4 
in ERK1/2, JNK, and P38, TLR4-siRNA-514 was 
used to knockdown the endogenous TLR4 gene 

expression. WB data following PPC (10 nM) 
treatment after TLR4-siRNA-514 transfection 
showed dysregulation in phosphorylated ERK1/2, 
JNK and P38 expression (Fig. 7). 

 
Figure 7. Role of TLR4-siRNA-514 in ERK1/2, JNK and P38 protein levels expressed in FLS following PPC (10 nM) 
treatment.. At different time points, cells were treated with vehicle control or PPC. (A) TLR4 protein expression levels 
were determined by Western blots. The histograms represent the optical density ratios of (B) ERK immunoblot signals, 

(C) OD ratios of JNK immunoblots and (D) OD ratios of P38, all normalized to β-actin from same blots.  The data 

represent 3 independent experiments [n=3, # P < 0.001, two-way ANOVA with Tukey’s multiple comparison tests] 
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3.5. c- Fos and c- Jun (AP-1) protein levels after 
knockdown of the TLR4 gene using siRNA. To 
investigate the potential function of TLR4 c-Fos and 
c-Jun proteins, we again used TLR4-siRNA-514 to 
knockdown endogenous TLR4 gene expression. 

Treatment with PPC (10 nM) significantly 
upregulated c-Jun at 5 min, and c-Fos at 10 and 20 
min. However, treatment with PPC post siRNA 
transfection showed dysregulation in c Jun and c Fos 
expression (Fig. 8).  

 
Figure 8.  Role of TLR4-siRNA-514 in ERK1/2, JNK, and P38 proteins expression in FLS following PPC (10 nM) 
treatment.  At different time points, cells were treated with vehicle control or PPC. (A) The protein expression levels 
were determined by Western blots. The histograms represent (B) the optical density (OD) ratios of c Fos and c Jun 

immunoblot signals normalized to β-actin from same tests. The data represent 3 independent experiments [n=3, # P < 

0.001, two-way ANOVA with Tukey’s multiple comparison tests] 
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Figure 9. A graphical abstract representation of AP-1 signaling pathway in a putative mechanism of inflammation 
induced by exogenous RATM-coupled activation of TLR4. Abbreviations: CD14: cluster of differentiation 14, MD-2: 
Myeloid differentiation protein 2, TLR: toll-like receptor, MyD88: myeloid differentiating primary response gene 88, 
IRAK: IL-1 receptor associated kinase, TRAF: tumor-necrosis-factor receptor associated factor 6, TAK: transforming 

growth factor β activated kinase, TAB: TAK1-binding protein, AP-1: activator protein 1. 

 
4.  Discussion 

We have shown that RATM can induce 
oxidative stress through TLR4 activation, which 
results in the release of pro-inflammatory cytokines 
and high mobility group box 1 protein. Total 
expression levels of mitogen-activated protein 
kinase (MAPK) and the time-course formation of 
phosphorylated moieties of MAPK were increased 
in the rabbit fibroblast-like synovial (FLS) cells. TLR4 
siRNA treatment attenuated the role of TLR4 in 
activator protein -1 (AP-1) signaling activity with a 
corresponding decrease in the time-course 
phosphorylation levels of AP-1-activation-related 
proteins as well.  

Given the nature of RA and its prevalence 
in the general population, our data presents 

another molecular dimension in understanding of the 
disease process, which further reveals the 
complexities of the disease pathogenesis. There is a 
critical need to understand the molecular biology 
that may underlie the development, propagation, 
and maintenance of RA in other to develop an 
effective treatment, which is presently elusive. 
Previously, we showed that RATM as exogenous 
oxidants can induce oxidative stress, which may 
contribute to the pathogenesis of RA through the 
ROS/TLR4-coupled activation34. We also have 
shown that RATM-mediated increase in intracellular 
ROS (iROS), which protected FSL cells against 
apoptosis by induction of autophagy, but also 
increased proliferation of these cells39.  To 
understand the role of RATM in the pathogenesis of 
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RA, it is crucial to clarify their potential role in TLR4 
signalling in FLS under oxidant stress. 
 Whereas TLR mediates immune inflammatory 
responses, different studies have proposed an 
association between TLR activation, uncontrolled 
inflammation and tumour development20,39,40. TLR4 
and other TLRs have been detected in throat, 
breast, colorectal, gastric, prostate, and lung cancer 
cell lines40. Silencing of TLR4 signalling in cancer 
cells has been shown to reduce the risk of tumour 
formation 41,42. LPS-induced TLR4 signalling in 
cancer cells promoted cell survival and proliferation 
in hepatocellular carcinoma (HCC) 43. This suggests 
that the role of TLR4 in different cell types is 
distinctive. Although TLR4 was hypothesized to play 
an important role in the initiation and progression 
of HCC, little is known about the interaction 
between TLR4 and the progression of many 
diseases.  
  In the present study, we investigated the 
biological effects of TLR4 on AP-1 signalling 
pathway. We determined the best transfection 
conditions to ensure that siRNA could efficiently 
transfect into HIG-82 cells using Lipofectamine 
RNAiMax. TLR4 mRNA and protein were detected 
by RT-PCR and by western blot analysis subsequent 
to transfection of cells. Our data confirmed that 
TLR4-siRNA-514 was a more efficient siRNA for 
silencing TLR4 than TLR4-siRNA-513. This confirmed 
that cells transfected with TLR4-siRNA-514 were 
both viable and effective in providing a reliable 
tool to study the biological effects of RATM oxidant 
/ TLR4-coupled signalling in FLS. 

The signal transduction pathways that are 
activated in RA in response to elevated levels of 
proinflammatory cytokines include JNK, ERK1/2, 
P38 kinase and JAK/STAT44, 45, which are activated 
by myeloid-related protein (MRP) complex46. JNK, 
p38 and ERKs are constitutively expressed in RA 
and osteoarthritis (OA) FLS, while p38 and ERK1/2 
are readily phosphorylated in both RA and OA FLS 
after interleukin-1 (IL-1) stimulation. JNK was 
phosphorylated in RA FLS but not in OA FLS after 
IL-1 stimulation 47. JNKs are known to be activated 
by oxidative stress and thus, are likely to be 
involved in RATM activation of cells. This is consistent 
with our data where RATM oxidants elevated the 
levels of proinflammatory cytokines34 and induced 
the activity of JNK, ERK1/2, p38 kinase. More 
importantly in vitro MRP8/14-mediated gene 
expression upregulation by macrophages was 
associated with activation of several protein kinase-
mediated pathways including c-JNK, ERK1/2 and 

JAK/STAT as well as NF-ĸB activation46. This again 

provides another possible rationale for our results, 

where our data as well has shown RATM-induced 
upregulation in MRP8/14 expression.  

 MAPKs are highly activated in the 
rheumatoid synovium and contribute to the 
inflammatory and destructive mechanisms. MAPKs 
are known to be involved in regulating COX-2 

expression 48, and we have also shown that TNF-α 

up-regulates COX-2 expression with increased 
prostaglandin E2 (PGE2) production in the FLS cells 
leading to increased activation of MMP-9 
expression and enhanced HMGB1 release to 
potentially propagate and maintain RA 
pathogenesis49. Therefore, it is anticipated that 

RATM oxidants by upregulating MAPK and TNF-α 

expression also upregulates COX-2 expression to 
contribute to the inflammatory process.  JNKs had 
been shown to play an important function in 
cytokine production and extracellular matrix (ECM) 
degradation by regulating matrix 
metalloproteinase (MMP) in FLS and animal models 
of RA24, 47. In particular, JNK plays an essential role 
in cytokine-mediated AP-1 induction and MMP 
gene expression in FLS26, 47.  

Three isoforms of JNK have been 
characterized, namely JNK1, 2 and 3. JNK1 and 2 
are ubiquitous while JNK3 is primarily restricted to 
neurologic tissue50. JNK2 deficiency has only 
modest progenitors that do not mature into bone-
resorbing osteoclasts51. These data suggest that 
JNK participates in synovial inflammation and joint 
destruction associated with RA, and could 
potentially be targeted in RA therapeutics. While 
JNKs are attractive targets, they regulate many 
normal cell functions, especially in matrix 
remodeling and host defense52,53. Thus, blocking all 
JNK activity, or even a specific JNK1 activity, may 
potentially affect host defenses or matrix 
homeostasis. An alternative strategy, would be 
targeting a distinct upstream kinase like MKK4 or 
MKK7. This could permit some normal JNK functions 
while interfering with a subset that is pathogenic in 
synovitis. MKK4 and MKK7, two JNK upstream 
kinases, exhibit some different properties although 

they can synergistically activate JNKs. TNF and IL-

1 mainly activate MKK7 in murine embryonic 
fibroblasts, while ultraviolet radiation, anisomycin, 
heat and osmotic shock activate both MKK4 and 
MKK754. These data suggest that MKK4 and MKK7 
contribute separately to the activation of JNKs in 
response to environmental stress or inflammatory 
cytokines. 

The ERK signalling pathway is involved in 
the regulation of cell survival and cell death. ERK-
1, -2 signallings are important regulators of the 
biological activity of hemopoietic progenitor cells in 
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the RA synovium 55. The suppression of ERK 
activation by IL-1, has been used to reduce 
inflammation and downgrade joint destruction in a 
rat model of adjuvant-induced arthritis23. The 
impact of inhibiting ERK signalling in arthritis 
appears to center on the fact that ERK is a key 
mediator involved in joint destruction. For example, 
the production of the protease stromelysin (MMP3) 
by cultured rabbit synovial fibroblasts has been 

shown to be dependent on IL-1α-induced activation 

of ERK 56; comparable results were obtained as well 
in human synovial fibroblasts57.  

Interestingly, the inhibition of P38 MAPK α using the 

orally–administered P38 inhibitor, SCIO-469, to 
patients with active RA failed to show efficacy in 
adult RA clinical trials32. In view of these 
disappointing results, further attention should be 
focused on ERK1/2 and JNK signalling in 
synoviocytes. 

Our data has shown that PPC as RATM 
induces c- Jun, which regulates a program of pro- 
and anti-inflammatory gene expression during 
macrophage activation and thereby influences the 
severity of arthritis. Thus c-Jun acts as a checkpoint 
during macrophage activation and promotes 
arthritis via differentially regulating COX-2 and 
arginase-1 levels and indeed may represent an 
interesting therapeutic target in RA58. 

In RA synovial tissues, constitutive 
expression of c-fos gene has been reported59. c-Fos 
protein is also expressed in fibroblast-like cells in 
RA synovium. The pathological importance of c-fos 
in RA was supported by the finding of destructive 
arthritis in c-fos transgenic mice. Therefore, c-fos 
may be considered an appropriate target gene in 
the treatment/management of RA as well. 

In summary, our studies suggest that RATM 
oxidants play a role in RA pathogenesis by 
enhancing the activity of MAPK and upregulating 
AP-1 transcription in FLS. This is again in agreement 
with the pathophysiological changes that occur in 
active RA, which thus validates our simple in vitro 
model. Our findings may serve as a basis for 
individualized RA therapy considering the 
underlying mechanism of the pathogenesis. Possible 
interventions involve not only the classical cytokine 

blockades of TNF, IL-6, or IL1, but a number of 
additional targets, including TLRs, chemokines, and 

chemokine receptors – such as IL-8 and its receptors 
– and possibly more. Importantly, though, this would 
allow such agents to be efficient mainly in the phase 
of disease development, which precedes the 
initiation of joint inflammation; an inflammation 
which involves a broad spectrum of inflammatory 
mechanisms that are very difficult to completely 
eradicate even with broad and powerful 

interventions such as those caused by TNF-α and IL-

6 blockade. A positive correlation observed 
between oxidant stress damage and RA severity 
suggests that inclusion of antioxidants in the 
pharmacotherapy of RA is worthy of serious 
consideration. 

 
Conclusions:  
Whereas RATM increased intracellular ROS that 
can induce oxidative stress, they also induced MAPK 
kinases to upregulate the expression of AP-1 
proteins in synovial cells. Our results show that 
RATM/TLR4-coupled activation potentially 
contribute to the pathogenesis of RA.  Therefore, the 
signaling pathway by which inflammatory 
responses and their destructive sequence of events 
may occur in RA through synovial cells underlies the 
need for developing therapeutic agents for 
individualized RA therapy with crucial consideration 
for the underlying mechanism(s) of its pathogenesis. 
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