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Objectives: The aim of our study was to determine whether there is a correlation between
transcription factors expression and Th17/Treg ratio, cytokine profile in the RA phenotype
as well as to identify transcription factors that could be a potential biomarker for RA.

Methods: The study was conducted on 45 patients with RA, 27 patients with OA and 46
healthy controls (HCs). Th17 and Treg frequency was determined by flow cytometry (15
patients with RA/OA and 15 subjects of HC). Gene expression was estimated by gPCR,
and the serum cytokine levels were determined by ELISA.

Results: The percentage of Treg (CD4+CD25highCD127-) cells in RA patients was lower
than in OA patients or HCs. Proportions of Th17 (CD4+CCR6+CXCR3-) cells were higher in
RA and OA in comparison to HCs. STAT5 showed a very high expression in the blood of RA
patients compared to healthy subjects. The expression of STAT5 and HELIOS was not
detected in Th17 cells. A positive correlation between SMAD3 and STAT3 in RA patients was
observed. Negative correlations between HIF-1A and SMADZ2 in RA Treg cells and DAS-28
score were observed. The range of serum of IL-17 and IL-21 were higher in RA patients than in
OA patients. Concentrations of serum IL-2 and IFN-y were higher in RA and OA patients than in
healthy subjects. Based on the ROC analysis, the diagnostic potential of the combination of
HIFTA, SMAD3 and STAT3, was determined at AUC 0.95 for distinguishing RA patients from
HCs. For distinguishing RA patients from OA patients the diagnostic potential of the
combination of SMAD2, SMAD3, SMAD4 and STAT3, was determined at AUC 0.95.

Conclusion: Based on our study, we conclude that SMAD3 and STAT3 could be
potential diagnostic biomarkers for RA.
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INTRODUCTION

Rheumatoid arthritis (RA) is a chronic autoimmune disease of
multifactorial origin (1). Although the pathogenesis of RA is
incompletely understood, today we know that induction and
progression of the disease is characterized by an abnormal
regulatory T cell (Treg) response with a shift towards a Th17
cell response (2, 3). However, the mechanism behind this
phenomenon remains unclear. Moreover, the connection of the
Th17/Treg cells imbalance with pro-/anti-inflammatory
cytokines production is relevant for the development and/or
progression of the disease, which is in turn associated with the
autoimmunity, chronic inflammation and articular destruction
in the joints of RA patients (4, 5).

Th17 cells and Treg cells, each with specific functions and
gene expression, develop from the same naive CD4+ T cells,
but under different cytokine environment (3). Typical pro-
inflammatory Th17 cells, through the induction of
proinflammatory cytokines, lead to autoimmune-derived
tissue inflammation and joint damage. Furthermore, the
activity of Th17 cells, as well as other effector T cells, is
suppressed by Treg cells. Treg cells through the production
of anti-inflammatory cytokines, are immunosuppressive,
maintenance self-tolerance and inhibit autoimmunity. Th17
and Treg cells are characterized by the selective expression of
distinct transcriptional factors. RORc (retinoic acid receptor-
related orphan receptor variant 2) is characteristic for Th17
cells, whereas FOXP3 (forkhead transcription factor) for Treg
cells (6-8). IL-6, IL-21, and IL-23 activate signal transducers
and activators of transcription (STAT3), which is critical for
Th17 cell differentiation. In contrast, IL-2-STAT5 pathway
has been demonstrated to block Th17 differentiation (7, 9, 10).
TGF-f alone leads to the activation of the SMAD2 (Sma- and
Mad-related protein2) and SMAD3 (Sma- and Mad-related
protein 3), which are essential for the activity of the FOXP3
gene and FOXP3 histone acetylation (11, 12). Moreover,
activation of the IL-2-STAT5 pathway by transcriptional
factor HELIOS (Ikaros family zinc-finger protein 2; IKZF2)
ensures Treg survival and stability (13, 14). Th17/Treg balance
is also modulated by hypoxia-inducible factor 1o (HIF-1A)
and suppressor of cytokine signaling (SOCS) proteins. HIF-1A
promotes Th17 differentiation by induction of RORc2 and in
consequence, activates Th17 signature genes, but on the other
hand, it inhibits Treg differentiation by FOXP3 protein
degradation. SOCSI by regulating the IL-2-mediated STAT5

Abbreviations: RA, rheumatoid arthritis; OA, osteoarthritis; HCs, healthy
controls; RORc, retinoic acid receptor-related orphan receptor variant 2;
FOXP3, forkhead transcription factor; STATS3, signal transducers and activators
of transcription; SMAD2, Sma- and Mad-related protein2; SMAD3, Sma- and
Mad-related protein 3; HELIOS, Ikaros family zinc-finger protein 2 (IKZF2); HIF-
1A, hypoxia-inducible factor 1o; SOCS, suppressor of cytokine signaling; CRP, C-
reactive protein; ESR, erythrocyte sedimentation ratio; RF, rheumatoid factors;
anti-CCP, anti-cyclic citrullinated peptide autoantibodies; DAS-28, disease activity
score in 28 joints; VAS, visual analog scale; qPCR, quantitative real-time PCR;
ELISA, enzyme-linked immunosorbent assay; ROC, receiver operating
characteristics; AUC, area under curve; COX-2, cyclooxygenase-2; PGE2,
prostaglandin E2.

signaling pathway negatively regulates the Treg number, but
on the other hand, SOCSI inhibits loss of FOXP3 and
conversion of Tregs to Th1 cells or Th17 cells.

Since a decrease in Treg cells and an increase in the Th17 cells
drives the expansion of autoimmunity in patients with RA,
establishing the molecular mechanism of Th17/Treg-related
transcriptional factors as well as cytokines regulation is
essential for understanding RA development and progression.
Our study aimed to determine whether there is a correlation
between expression of transcription factors and Th17/Treg ratio,
cytokine profile in the RA phenotype as well as to identify
transcription factors that could be potential diagnostic
biomarkers for RA.

PATIENTS AND METHODS

Study Population

The study was conducted on a group of 45 RA patients, 27
osteoarthritis (OA) patients and 46 healthy controls (HCs). Gene
expression in blood and cytokine profile was estimated for 45 RA
patients, 27 OA patients and 46 healthy controls. Furthermore,
the gene expression in Th17/Treg cells was estimated for 15 RA
patients, 15 OA patients and 15 healthy subjects. This study
meets all criteria contained in the Declaration of Helsinki and
was approved by the Ethics Committee of the National Institute
of Geriatrics, Rheumatology, and Rehabilitation, Warsaw,
Poland (approval protocol number 29 June 2016). All
participants gave their written informed consent before
enrolment. Patients with RA and OA were recruited from the
National Institute of Geriatrics, Rheumatology and
Rehabilitation in Warsaw, Poland. All RA patients fulfilled the
American College of Rheumatology (ACR 2010) criteria for RA.
Patients with OA were diagnosed based on characteristic x-ray
findings and the absence of features suggestive of inflammatory
arthritis and must meet the ACR criteria for OA of the knee. RA
and OA patients with an active infection, cancer or other
rheumatological diseases were excluded from the study. The
control groups consisted of healthy volunteers who do not show
any clinical or laboratory signs of autoimmune diseases. They
were randomly selected from blood bank donors to match the
patients in age, gender, and ethnicity. Patients and control
subjects had the same socioeconomic status and were from the
same geographical area.

Patients eligible for the study were evaluated based on
physical examination and laboratory tests. Age, gender,
disease duration, tender and swollen joints number, C-
reactive protein (CRP), erythrocyte sedimentation ratio
(ESR), platelets (PLT) and creatinine, presence of rheumatoid
factor (RF >34 IU/ml), presence of anti-CCP antibodies (anti-
cyclic citrullinated peptide autoantibodies, aCCP =217 U/ml),
disease activity score in 28 joints (DAS-28), visual analog scale
(VAS, range 0-100), Larsen score, and the information about
the treatment were collected at the time of the clinical materials
sampling. Demographic and clinical characteristic of patients is
summarized in Table 1.
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TABLE 1 | Demographic and clinical characteristic of the study population.

Parameter RA,n=45 OA,n=27 HC,n=40
Age, years (median, range) 61 (1-77) 67 (28-85) 51 (41-63)

Female/male 37/8 19/8 32/8

ESR, mm/h (mean + SD) 43 + 35 18 + 11
CRP, mg/dl (mean + SD) 23+5 8+6
Disease duration, years (median, 10 (0.5-30)

range)

DAS-28 (mean + SD) 516 + 1.38

VAS (mm) 61.68 + 22.66

Larsen 2.75+1.28

DAS-28 >5,1; n (%) 23 (568%)

RF positivity, n (%) 28 (68%)

anti-CCP positivity, n (%) 33 (80%)
Medication

Methotrexate (MTX), n (%) 24 (53%)

Leflunomid, n (%) 3 (6%)
Glucocorticoids, n (%) 18 (40%)
Antimalarials drug, n (%) 10 (88%)

Anti-TNF therapy, n (%) 7 (16%)

Other biologic drug, n (%) 2 (4%)

Detection of Th17 and Treg Cells by Flow
Cytometry

Peripheral blood mononuclear cells (PBMCs) were isolated by
density gradient centrifugation using Ficoll-Paque (GE
Healthcare Bio-Sciences, Uppsala, Sweden). Cells were cultured
in RPMI 1640 medium (Invitrogen, Paisley, UK), 10% heat-
inactivated fetal bovine serum (FBS) (Gibco, Thermofisher,
USA), 100 U/ml penicillin and100 pg/ml streptomycin (Sigma-
Aldrich) for 12 h. The cells were then harvested and stained for
respective membrane antigens using anti-CD4 APC-Cy7, anti-
CD25 PE, anti-CD127 FITC, anti-CCR6 APC, and anti-CXCR3
PE-Cy7 murine Abs. After the washing step, cells were acquired,
analyzed and sorted using a FACSAria cell sorter/cytometer and
Diva software. Dead cells were excluded from analysis by 7AAD
staining. All reagents used in flow cytometry analysis were
purchased from Becton Dickinson (San Jose, CA, USA). Gating
strategy is presented in Figure 1S in Supplementary Files.

RNA Isolation from Whole Blood

Total RNA was extracted from the whole blood using AA
Biotech MicroRNA Concentrator (A&A Biotechnology,
Poland) with Trizol Reagent (Invitrogen). The quantity and
quality of isolated RNA were evaluated by Quawell Q5000
spectrophotometer. cDNA was prepared using High Capacity
cDNA Reverse Transcription with RNase Inhibitor Kit
(Applied Biosystems, Foster City, CA), according to the
manufacturer’s instruction.

RNA Isolation from Th17 and Treg Cells

Total RNA was extracted from the Th17 and Treg cells using
miRNeasy Micro Kit (Qiagen, Germany). The quantity and
quality of isolated RNA were evaluated by Quawell Q5000
spectrophotometer. Total RNA obtained during isolation was
used to perform the reverse transcription reaction. A
commercially available High Capacity ¢cDNA Reverse
Transcription Kit (Applied Biosystems, Carlsbad, CA, USA)

was used for this purpose according to the manufacturer’s
instructions. The synthesized cDNA was stored at —30°C. To
increase the sensitivity of further analysis, pre-amplification of
cDNA originating from reverse transcription reaction was done
using TaqMan® PreAmp Master Mix Kit (Applied Biosystem)
according to the manufacturer’s instructions.

Gene Expression

For analysis of the transcription factors expression following
TagMan primer and probes (Assay; Applied Biosystems, Foster
City, CA, USA): FOXP3 (Hs01085834_m1), RORc2
(Hs01076112_m1), SMAD2 (Hs00998187 _m1), SMAD3
(Hs00969210_m1), SMAD4 (Hs00929647 m1l), STAT3
(Hs00374280_m1), STAT5a (Hs00559647_ml), HIF-1A
(Hs00153153_m1), SOCSI (Hs00705164_m1), HELIOS
(Hs00212361_m1), GAPDH (Hs02786624_gl1), and RPLO
(Hs99999902_m1) were used. All assays were guaranteed for
their PCR efficiency of 100 + 2%. For one probe we used: 5ul of
the TagMan Gene Expression Mix (Applied Biosystems, Foster
City, CA, USA), 0,5ul Assay, 2ul cDNA and 2,5ul H,O. The real-
time PCR condition was Hold Stage: 50°C for 2 min and 95°C for
10 min, and PCR Stage: 40 cycles at 95°C for 15 s and 60°C for
1 min. Each sample was analyzed in duplicates and mean Ct
value was taken for further analysis. Ct value higher than 35 was
taken as below quantification. The most relevant housekeeping
gene has been selected and the relative expression was calculated
by AA Ct method or ACt method (normalized to GAPDH and
RPLO as reference gene in the case of analysis in whole blood, in
the case of sorted Th17 and Treg cells- RPLO) using Quant
Studio 5 real-time PCR System (Applied Biosystems, Foster City,
CA, USA).

Detection of Protein Levels

For quantitative determination of cytokine serum levels, the
samples from RA and OA patients and healthy subjects were
separated from peripheral venous blood at room temperature
and stored at —86°C until analysis. Levels of II-17A (pg/ml), IL-
17F (pg/ml), IL-10 (pg/ml), TGF-B (pg/ml), IL-23 (pg/ml), IL-21
(pg/ml), IL-22 (pg/ml), IFN-y (pg/ml), IL-35 (pg/ml), IL-6 (pg/
ml) were determined using commercially available enzyme-
linked immunosorbent assay (ELISA) kits according to the
manufacturer’s instructions (Fine Test, Wuhan, China). The
optical density was measured at 450 nm with an automatic
ELISA reader (LT-4000 Microplate Reader, Labtech).

Statistical Analysis

Data were analyzed using GraphPad Prism software version
8.4.2. The Shapiro-Wilk test was used as a normality test.
Statistical significance between relative gene expression
adjusted by age in RA patients or OA patients in comparison
to healthy blood donor was determined using the logistic
regression. Patients classification was considered as a general
binary classification and a predictor vector (gene expression and
age) and response variable y (corresponding group HC or RA/
OA). Differences in basal gene expression from sorted cells and
protein levels between study groups were determined using non-
parametric Kruskal-Wallis test and Dunn’s multiple comparison
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test or Mann-Whitney U test. Differences between cell
populations in groups of patients (HC vs OA vs RA) were
analyzed by the ordinary one-way ANOVA with multiple
comparisons (when data were normally distributed) or
Kruskal-Wallis test with multiple comparisons (when data
were not normally distributed). For all tests, a value of p < 0.05
was considered significant. Correlation analysis has been
conducted using Spearman or Pearson test. The receiver
operating characteristic (ROC) curves analysis, the area under
curves, the likelihood ratio chi-square, and p-value obtained by
multivariable logistic regression analysis were calculated.

RESULTS

Frequencies of Th17 and Treg Cells in
Peripheral Blood in Rheumatoid Arthritis
Patients, Osteoarthritis Patients, and
Healthy Subjects

At first, the Th17 and Treg cells frequencies were determined in
PBMCs using flow cytometry (Figure 1S in Supplementary
Files). For this part of our study, we used blood from 15 RA
patients, 15 OA patients and 15 healthy subjects. The percentage
of Treg (CD4+CD25highCD127-) cells in RA patients (5, 9%; 4-
12, 10%) were lower than in OA patients (11, 40%; 5, 10-18,
20%) or blood of HCs (8, 9%; 4,60-17, 50%). However, the
difference was statistically significant only for RA vs OA
comparison (Figure 1A). We observed that the expression of
CD25 on Treg obtained from both RA and OA patients were
statistically significantly higher than in HC persons (Figure 1B).
Proportions of Th17 (CD4+CCR6+CXCR3-) cells were
significantly higher in RA (19, 1%; 11, 4-24%) and OA (17,
9%; 10; 2-25, 7%) in comparison to HCs (10, 3%; 3, 9-20, 5%)
(Figure 1C). On the other hand, Th17 RA was characterized by
lower expression of CCR6 than Th17 HC (Figure 1D). We
created also the Treg/Th17 ratio index to assess balance between
anti-inflammatory and proinflammatory subsets of CD4 cells in
blood. We found that Treg/Th17 ratio index in RA patients was
lower than in HC clearly indicating disturbance in Th response
(Figure 1E). In RA patients, Th17 cells were five to six times
more frequent than Treg cells, while in OA patients and healthy
subjects Th17 cells were 1.5 to 2 times more frequent than
Treg cells.

Transcriptional Factors Expression

in Whole Blood and Th17/Treg Cells

As the Th17/Treg balance is regulated by different
transcriptional factors, in this study we determined the
transcriptional factor mRNA level in whole blood and both
FACS-sorted Th17 and Treg cells using qPCR.

First, we investigated the mRNA levels of FOXP3, RORc,
SMAD?2/3/4, SOCS1, HIF-1A, STAT3, and STAT5 in whole blood
of patients with RA, OA as well as in healthy controls (HCs).
Presented results are adjusted by age, because analyzed groups
were significantly different in the aspect of this parameter. We
observed that RA patients were characterized by significantly

higher level of HIF-1A (p = 0.0468), SOCS! (p = 0.0065) when
compared with healthy subjects. Difference between SMAD3 in
RA and HC was at the border of statistical significance (p =
0.051). STAT3 (p = 0.38) and STAT5 (p = 0.069) did not difter
when compared expression in RA patients with healthy subjects
(Figure 2). In the case of STATS5, very high range of expression
was noted. Furthermore, OA patients were characterized by
higher level of SMAD2 (p = 0.013), STAT5 (p = 0.0505),
FOXP3 (p = 0.0018) when compared with healthy donors. In
the present study all of the analyzed genes, excluding FOXP3 and
RORc, revealed higher mRNA expression levels in RA patients in
comparison to OA patients. The expression of HIF-1A, SMAD3,
SMAD4, and STAT5 in whole blood was higher in RA patients
than in OA patients. The results of FOXP3 and RORc mRNA
expression have shown an inverse trend; patients with RA
revealed lower FOXP3 and RORc mRNA expression in
comparison with OA patients (p = 0.001 and p= 0.02,
respectively). Because in our analyzed groups, age was
significantly different, we have checked the difference between
gene expression in 1) RA patients in age < 60 vs 260; 2) HC vs
RA in age <60 and 3) RA vs OA in age >60. Between RA patients
(< 60 vs 260), we did not observe significant changes.
Comparison HC and RA aged to 60 years old (data not
shown) revealed significantly higher mRNA HIF-1A level (p =
0.02) and SOCSI level (p = 0.001) in healthy subjects, whereas
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FIGURE 1 | Flow cytometry analysis of Treg and Th17 lymphocyte
subpopulations in HC (n = 15), RA (n = 15), and OA (n = 15) blood.
Percentage of Tregs cells among CD4 cells (A). Expression of CD25 on Tregs
(B). Percentage of Th17 cells among CD4 cells (C). Expression of CCR6 on
Th17 (D). Treg/Th17 ratio (E). *p < 0.05, **p < 0.005, **p < 0.0005.
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STAT3 expression was higher in RA patients (p = 0.0031). When
compared patients over 60 years old who suffered from RA and
OA, we did not detect any significant difference in
genes expression.

Next, we investigated the mRNA levels of all genes in Th17
and Treg cells in patients with RA, OA as well as in healthy
controls (Figure 3). We demonstrated that in all study groups
(RA, OA, HCs) the expression of STAT5 and HELIOS was not
detected in Th17 cells and that STAT5 mRNA expression in Treg
cells was at a very low level. HIF-1A expression was significantly
higher in Th17 cells from HC than in Th17 cells from OA

patients (p = 0.04). Although SMAD?2 expression was at a low
level in Th17 cells, we noticed that SMAD2 expression was
significantly higher in the healthy subjects compared to RA or
OA patients (p = 0.04 and p = 0.006, respectively). In comparison
between Th17 and Treg cells, the level of SMAD2 expression was
significantly higher in Treg cells from HC (p = 0.0011) and from
RA patients (p = 0.017) than in Thl7 cells. In RA patients
SMAD4 mRNA level was elevated in Treg cells compared with
Th17 cells (p = 0.0011). In comparison between Th17 and Treg
cells, the level of FOXP3 expression was significantly higher in
Treg cells in all analyzed groups (in HC p<0.0001, in RA p =
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HC normalized to housekeeping gene (RPLO). Data were presented as individual points with median. Significance at p < 0.05 (multiple comparison Kruskal-Wallis
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0.0002, in OA p = 0.0006) than in Th17 cells. We also observed
that HELIOS mRNA level was significantly higher in Treg cells
from RA patients compared to Treg cells from OA patients
(p = 0.017).

Correlation Between Transcriptional
Factors Expression in Whole Blood

As Well As in Th17/Treg Cells

In the next step, we investigated a correlation analysis to indicate
a potential direction for further functional research on the
mechanisms of the regulation and cell differentiation.

Data showed that in healthy subjects, in whole blood, very
strong correlations between FOXP3 and SMAD3 (r = 0.7,
p<0.0001) and between SMAD3 and STAT5a (r = 0.6; p =
0.001; Figure 2S in Supplementary Files) were observed. The
expression of SMAD3 was positively correlated with STAT3 (r =
0.99, p < 0.0001, Figure 3S in Supplementary Files) in Treg cells
from healthy subjects. In Th17 cells from healthy subjects, we
revealed a very high positive correlation between the expression
of STAT3 and SMAD3/RORc (r = 0.94, p < 0.001, r = 091, p =
0.0001, respectively; Figure 3S in Supplementary Files).

In whole blood of RA patients but not OA patients (Figure 28
in Supplementary Files), we noted a very high correlation
between SMAD2 and SMAD4 (r = 0.7, p < 0.0001).

In RA Treg cells (Figure 4S in Supplementary Files A-D) we
observed a positive correlation between SMAD3 and STAT3 (r =
0.89, p =0.001) as well as between HELIOS and SMAD4 (r = 0.86,
p = 0.001). Whereas, in OA Treg cells, correlation between
HELIOS and SMAD4 did not occur.

Furthermore, in RA Th17 cells (Figure 4S in Supplementary
Files E-G) the significant correlation has been observed between
expression of SMAD3 and STAT3/RORc¢/FOXP3 (r = 0.92, p <
0.0001, r = 0.92, p < 0.0001, r = 0.90, p < 0.0001, respectively),
expression of FOXP3 and STAT3 (r = 091, p < 0.0001),
expression of SOCSI and STAT3 r = 0.94, p < 0.0001). In OA
Th17 cells (Figure 4S in Supplementary Files M-P), the highest
correlation has been revealed between expression of SOCSI and
STAT3 (r = 0.90, p < 0.0001), expression of SMAD3 and RORc
(r=0.89, p <0.0001), and expression of SMAD4 and SMAD3 (r =
0.95, p < 0.0001).
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SOCS1 and STAT3 Downregulation in Treg
Cells and Upregulation in Th17 Cells in
Rheumatoid Arthritis Patients With

DAS28 > 5.1

Considering the importance of the Th17/Treg-related
transcriptional factors in the pathogenesis of autoimmune
diseases, we also analyzed whether examined Th17/Treg-
related transcriptional factors mRNA expression may have an
impact on the RA phenotype. Both, transcriptional factors
expression in whole blood as well as in Th17/Treg cells was
examined concerning clinical parameters of RA patients.

The expression of all examined genes in whole blood and
anti-CCP presence in RA also was investigated, but no significant
correlation was found (Figure 5S A in Supplementary Files).
We also observed that the expression of STAT5a in whole blood
was higher in RA patients with rheumatoid factor (RF) compared
with RA patients without RF, but the difference was not
significant. SOCSI mRNA expression in whole blood was
comparable between these two groups of RA patients (RF
positive and RF negative). Furthermore, the other genes
(FOXP3, RORc, SMAD2-4, STAT3) did not reveal statistically
significant differences in RA patients with RF comparing to RA
patients without RF (Figure 5S B in Supplementary Files).
Interestingly, a significantly high correlation between expression
of FOXP3 and RORc was detected in RA patients without RF (r =
0.9, p = 0.001, Figure 4). This correlation was not detected in RA
patients with RF. In contrast, in RA patients with RF, we showed
a high correlation between expression of STAT5a and SMAD2
and SMAD4 (both r = 0.65, p = 0.0003, Figure 6S in
Supplementary Files), whereas in RA patients without RF
these correlations were not observed.

In Th17 and Treg cells, we did not note statistically significant
differences in genes expression when compared RA patients with
anti-CCP or RF and RA patients without anti-CCP or RF (Figure
5S C-F in Supplementary Files).

Next, we analyzed the correlation between the expression of
the examined transcriptional factors in whole blood and the
DAS28 score in RA patients, however, these results are not
significant (Table 1S in Supplementary Files). The correlation
between the expression of examined transcriptional factors in RA
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r=0.5
o P=0.019

e

N

=)
1

RORC mRNA level normalized
to housekeeping gene

e e e e
o o o o
S a o o
r 1 1 ]

,_&-. $
T T T 1
0.00 0.02 0.04 0.06 0.08

FOXP3 mRNA level normalized to
housekeeping gene

FIGURE 4 | Correlation between RF presence and mRNA levels of FOXP3 and RORc in whole blood of RA patients.
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Th17/Treg cells and the DAS-28 score was also examined (Table
1S in Supplementary Files). We found significant, negative
correlations between expression of HIF-1A and SMAD2 in RA
Treg cells and DAS-28 score (r = —0.67, p = 0.037 and r = -0.7,
p = 0.016, respectively, Figure 5). The expression of other
transcriptional factors in Th17 or Treg cells were not
associated with DAS-28 score. In RA patients with DAS-28
>5.1, SOCS1, and STAT3 mRNA levels were lower in Treg cells
and higher in Th17 cells, however, these differences were not
significant (Figure 6). Excluding FOXP3, we observed a tendency
for a lower expression of all analyzed genes in Treg cells from RA
patients with DAS-28 >5.1. The expression of FOXP3 was 3-

times higher in RA patients with DAS-28 >5.1 when compared to
RA patients with DAS-28 <5.1.

Increased Serum Th17-Related Cytokines
Levels in Patients With Rheumatoid
Arthritis

To characterize the inflammatory environment contribution to
the RA pathogenesis, we estimated the concentrations of
different, Th17 or Treg-related cytokines (IL-17, IL-21, IL-22,
IL-6, IL-10, IL-35, IL-2, IL-23, TGF-f, IFN-Y) in serum samples.
The range of serum level of IL-17 and IL-21 was higher in RA
patients than in OA patients (p = 0.024 and p = 0.006,

correlation with DAS28 score.
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FIGURE 5 | Correlation between DAS28 score and mRNA levels of HIF-1A (A) and SMAD2 (B) in RA Treg cells, in RA Th17 cells and whole blood of RA patients
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respectively; Figure 7). The serum concentration of IL-2 and
IFN-v were significantly higher in RA and OA patients than in
healthy subjects (in the case of IL-2 p = 0.0001 and p < 0.0001,
respectively and both p = 0.007 in the case of IFN-v; Figure 7).
We also observed that serum levels of IL-21 were significantly
higher in healthy subjects than in OA and RA patients (p <
0.0001 and p = 0.006, respectively; Figure 7). Serum
concentration of IL-22, IL-6, IL-10, IL-35, and TGF-B were
similar in all analyzed groups including healthy controls
(Figure 7S in Supplementary Files).

In RA patients we revealed a significant correlation between
analyzed serum cytokines levels. A positive correlation was
demonstrated between IL-2 and IFN-y (r = 0.9, p < 0.0001), IL-
23 and IFN-y (r = 0.92, p < 0.0001), IL-10 and IL-17F (r = 0.93,
p <0.0001), IL-17A and IL-17F (r = 0.8, p < 0.0001) as well as
between IL-21 and IL-17F (r = 0.69, p < 0.0001) (Figure 8S in
Supplementary Files). There were also weak but significant
positive correlations between TGF-f and IL-2 (r = 0.59, p =
0.003), IL-22 and IL-17A (r = 0.59, p = 0.004), TGF-P and IFN-
Y (r = 0.58, p = 0.003), and TGF-B and IL-23 (r = 0.47,
p = 0.021).

In the present study, we also analyzed the correlation between
transcriptional factors, mRNA expression and cytokine levels in
serum. We observed a weak, but significant positive correlation
between STAT3 expression and serum IL-6 levels in RA patients
(r = 04, p = 0.05, Figure 9S in Supplementary Files), and
between SMAD2 expression and serum IL-35 levels in OA
patients (r = 0.47, p = 0.05, Figure 9S in Supplementary
Files). Meanwhile, we did not find a significant correlation
between the expression of other transcriptional factors and
serum cytokines levels in both groups of patients as well as in
healthy subjects.

Correlation of Th17/Treg Ratio With
Transcriptional Factors Expression,
Cytokine Profiles, and Rheumatoid
Arthritis Disease Activity

The relation between Th17 cells to Treg cells was estimated in
RA patients, OA patients and healthy subjects by calculating the
Th17/Treg ratio. In healthy subjects, a significant positive
correlation between SOCSI expression and the Th17/Treg ratio
was noted (r = 0.8, p = 0.002) (Figure 10S in Supplementary
Files). In the case of OA patients, no significant correlation was
found between the expression of the examined genes and the
Th17/Treg ratio. On the other hand, in OA patients we found a
weak, but significant positive correlation between serum IL-10
levels and Th17/Treg ratio (r = 59, p = 0.02). No significant
correlation was found with OA patients clinical parameters such
as patient age or mean value of CRP/ESR.

In RA patients, we did not find the correlation between the
Th17/Treg ratio and the examined genes expression or the levels
of cytokines in serum. We only observed that STAT5a expression
increased with the increasing Th17/Treg ratio, however, this
results were not significant. In the present study, we found no
correlation between the Th17/Treg ratio and RA patients clinical
parameters such as DAS-28 score, CRP/ESR, VAS score, Larsen
score or disease duration.

SMADS3 and STATS3 as Possible Diagnostic
Biomarkers for Rheumatoid Arthritis

Based on the receiver operating characteristics (ROC) curve
analysis, the diagnostic usefulness of the relative level of
mRNA of the analyzed genes in whole blood in the diagnosis
of RA, OA as well as “differentiating” RA from OA was
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FIGURE 7 | The serum IL-17, IL-21, IL-2, IL-23, IFN-y levels detected by ELISA. *p < 0.05, **p < 0.01, **p < 0.001, ***p < 0.0001.
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determined. Comparison between RA patients and healthy
subjects has shown that the area under curve (AUC Figure
8A) was significant for SOCSI (AUC 0.75, p<0.0001), STAT3
(AUC 0.69, p = 0.002), SMAD3 (AUC 0.66, p = 0.007).
Additionally, STAT5a (AUC 0.66, p = 0.017), HIF-1A (AUC
0.66, p = 0.01) and RORc (AUC 0.63, p = 0.03) revealed
significant AUC (Table 2S in Supplementary Files).
Comparison between OA patients and healthy subjects has
shown that the AUC was significant for FOXP3 (AUC 0.81,
p<0.0001), RORc (AUC 0.73, p = 0.002) (Table 3S in
Supplementary Files), SMAD2 (AUC 0.73, p = 0.003) and
STAT5 (AUC 0.68, p = 0.02) (Figure 8B, Table 3S in
Supplementary Files). Furthermore, the comparison between
RA patients and OA patients has shown that the AUC was
significant for FOXP3 (AUC 0.75, p<0.0001), SOCS1 (AUC 0.74,
p = 0.001; Figure 8C), SMAD3 (AUC 0.66, p = 0.03) and RORc
(AUC 0.65, p = 0.05) (Table 4S in Supplementary Files).

In the next step, analyzed transcriptional factors were
tested in a logistic model to found their diagnostic potential.
Based on the Likelihood Ratio Test, we selected genes that
were key in the logistic regression model in distinguishing RA
patients from healthy subjects, RA patients from OA patients
and OA patients from healthy subjects. Then the diagnostic
value of the biomarker constituting the combination of the
selected genes was estimated using ROC analysis. Based on the
ROC analysis, the diagnostic potential of the combination of
the genes, HIFlo,, SMAD3 and STAT3, was determined at
AUC 0.95 for distinguishing RA patients from healthy subjects
(Figures 9A, B). For distinguishing RA patients from OA
patients the diagnostic potential of the combination of
SMAD2, SMAD3, SMAD4 and STAT3, was determined at

AUC 0.95 (Figures 9C, D). For distinguishing OA patients
from healthy subjects the diagnostic potential of the
combination of the HIFIo, SMAD2, SMAD3, SMAD4,
SOCS1, STAT3, and FOXP3, was determined at AUC 0.98
(Figures 9E, F).

DISCUSSION

Numerous transcriptional factors may regulate the interplay
between immune suppression (Treg) and autoimmunity
(Th17) in RA patients. The current state of our knowledge in
this area is far from being complete and further investigations
are needed to reveal a better understanding of the
transcriptional factors expression role in the regulation of the
Th17/Treg balance and RA susceptibility and severity. Our
earlier studies (15) have shown that in the same group of RA
patients, as presented in the current manuscript, some
relationships exist between miRNA and transcriptional
factors mRNA expression in the Thl7 and Treg cells. We
observed that the expression of miR-26 was positively
correlated with SMAD3, STAT3 and SOCSI expression as
well as expression of miR-155 was positively correlated with
STAT3 expression in RA Th17 cells. In RA Treg cells a positive
correlations were observed between miR-26 and SOCS1, miR-
31 and SMAD3 and miR-155 and SMAD3/SMADA4. In contrast,
in RA Treg cells a negative correlation was observed between
miR-26 and STAT5A (15).

To our knowledge, the current study, which is a continuation
of our earlier research (15), for the first time has compared the
Th17/Treg-related transcriptional factors mRNA expression
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level as significant.

"RAvs HC AIC LRT Pr(>Chi)
HIF1a 72311 10.319 0.001
SMAD2 62.012 0.020 0.887
SMAD3 72.085 10.092 0.002
SMAD4 64.804 2.812 0.093
s0cs1 62.049 0.057 0.812
STAT3 96.549 34557  <0.0001
STATSa 63.603 1.611 0.204
FOXP3 62.889 0.897 0.344
RORc 62.004 0.012 0.914
RAvs OA AIC LRT Pr(>Chi)
HIF1a 53,580 0.008 0.930
SMAD2 58.470 4.897 0.027
SMAD3 72,623 19.051  <0.0001
SMAD4 57.596 40234 0.045
s0cs1 53,625 0.052 0.819
STAT3 85.277 31705  <0.0001
STATSa 54.328 0.755 0.385
FOXP3 53713 0.140 0.708
RORc 53.803 0.230 0.631

OA vs HC AIC LRT Pr(>Chi)

HIFla 50.075 10.398 0.001
SMAD2 50.762 11.085 0.001
SMAD3 52.882 13.206 0.0003
SMAD4 50.218 10.541 0.001
SOCs1 46.136 6.459 0.011
STAT3 666.786 627.109  <0.0001
STATSa 39.709 0.033 0.856
FOXP3 64.128 24452  <0.0001
RORc 39.941 0.264 0.607

profile in the whole blood with the expression profile in Th17
and Treg cells. The main findings of the present study were that
1) SMAD3 and STAT3 may have the highest diagnostic potential
in RA patients classification, 2) positive correlation between
SMAD3 and STAT3 in RA patients was observed, 3) STAT5a
expression was not detected in Th17 cells, 4) Treg/Th17 ratio
index in RA patients’ blood was lower than in HC blood, clearly
indicating a disturbance in Th response, 5) the range of IL-17
and IL-21 serum levels were higher in RA patients than in OA
patients as well as higher serum IL-2 and IFN-y levels in RA and
OA patients than in healthy subjects.

In the present study, we have confirmed results of some
previous studies showing INCREASED Th17 cells frequency, as

o
- |
=3
3 |
>0
2
2 AUC: 0.950
» =
=3 |
N 4
o
24
T T T T T T
10 08 06 04 02 00
Snacifirite
D .
®
-
© |
> o
2
2 AUC: 0949
5
[
s
o~
o
o J
=4
T T T T T T
10 08 06 04 02 00
F =

08

AUC: 0982

Sensitivity

02

T T T T
10 08 06 04 02 00
Specificity

FIGURE 9 | (A) Likelihood ratio test result in RA and healthy subjects (B) ROC curve and AUC value schematic representation of the logistic regression
models for the combination of HIF1A, SMADS3 and STAT3-key in RA patients and healthy subjects differentiation (C). Likelihood ratio test result in RA patients
and OA patients (D). Logistic regression models for the combination of in RA patients and OA patients differentiation (E). Likelihood ratio test result in OA and
healthy subjects (F) logistic regression models for the combination of HIF-1A, SMAD2, SMAD3, SMAD4, SOCS1, STAT3 and FOXP3 in OA patients and
healthy subjects. AIC, Akaike’s Information Criteria; LRT, Likelihood ratio test; Pr(>Chi), p-value corresponding to the Chi-square test compared to a. = 0.05

well as Th17/Treg ratio in RA patients (16-22). In contrast to
our study, Penatti A et al. (23) have shown that RA patients had
lower frequencies of circulating CCR6+CXCR3-Th17 cells and
higher frequencies of conventional CD25+ Tregs comparing to
the OA patients. These differences could be due to the higher
disease activity and corresponding higher doses of the disease-
modifying anti-rheumatic drugs (DMARDs) (methotrexate
(15-25 mg/week) or leflunomide (20 mg/day) and
glucocorticoids (GCs) in our RA patients. Tada Y et al. (24)
postulated that FOXP3 expression may be also modulated by
the used therapy. They found that FOXP3 expression and the
FOXP3/ROR-yt expression ratios were increased after
tocilizumab therapy. Furthermore, Cribbs AP et al. (25)
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found that MTX therapy acts specifically at the FOXP3
upstream enhancer region to increase FOXP3 expression.
Both, Tada Y et al., and Cribbs AP et al. did not compare
DMARDs therapy with biological therapy. Earlier studies (26)
have also shown that GCs treatment diminished IL-17 levels,
which is in agreement with our observations. We observed that
the serum level of IL-17 was higher in RA patients than in
healthy subjects, nevertheless, the difference was not significant.
But on the other hand, a pathogenic inflammatory Th17
phenotype may cause resistance to GCs leading to high
disease activity in our RA patients. In line with previous
studies, we also observed that the range of serum of IL-17
and IL-21 levels were higher in patients with RA compared to
OA patients as well as serum IL-2 and IFN-y levels were higher
in RA patients than in healthy subjects (3, 12, 27-30)). The role
and biological functions of IL-17 and IL-23 in the RA
pathogenesis were very carefully described in our earlier
papers (31, 32). Interestingly, IL-21 and IL-23 activate
STAT3, which is essential for the differentiation of the Th17
cells (33). Whereas, the production of IL-23 is inhibited by IFN-
v, at the same time it is stimulated by IL-6, STAT3 and RORc
(34). Therefore, our data suggest that the reduced expression of
some transcriptional factors, as well as lower serum cytokine
levels observed in RA patients, might be the result of using
therapy, which is a crucial factor that should be taken into
account in further studies. We and other authors have
confirmed that SOCS! is highly expressed in Treg cells (35)
as well as that SOCSI may be involved in the Th17 cell
differentiation and function (36). On the one hand,
overexpression of SOCSI in whole blood observed in the
present study may reflect the ongoing inflammatory process.
On the other, it may show that the immune system is trying to
overcome the ongoing inflammatory process (37, 38), as
upregulated SOCSI expression may have inhibitory effects on
arthritis development. In RA patients with active disease,
increased SOCSI mRNA expression can inhibit the cytokine
signaling pathways and potentially prevents the harmful
effects of proinflammatory cytokines. However, high serum
SOCSI levels can also suppress the beneficial actions of
anti-inflammatory cytokines leading to the breakage of
immunoregulatory mechanisms in RA.

In the present report, we also demonstrated that RA Treg
cells revealed very high HELIOS and FOXP3 expression levels,
which indicates that there is an enrichment for Tregs.
Interestingly, P. Zafari et al. (39) suggested that increased
FOXP3 gene methylation and increased HELIOS gene
expression in whole blood may play an important role in the
RA pathogenesis through their effects on promoting Treg’s
stability. Moreover, Yang et al. (14) postulated that HELIOS
may play an essential role in Treg immunosuppressive function
in RA patients, especially in RA patients with high disease
activity, as it suppresses Treg’s ability to express effector
cytokines. Although we observed higher Treg cells frequency
in OA patients than in RA patients, HELIOS gene expression
was higher in RA patients than in OA. The reason might be
explained by different OA and RA etiopathology. While OA is a

predominantly degenerative disease, RA is an autoimmune
disease mainly driven by a significant inflammatory response
involving both innate and adaptive immune systems (23). The
presence of Treg cells in both RA and OA patients may be
explained as an attempt by the immune system to control the
inflammatory responses (23). However, the much more active
disease in RA patients could be due to the complicated
inflammatory environment, which might drive to
inappropriate Treg cells function.

In our study, except in the case of STAT5A and SMAD2, we
did not observe differences in the expression of the analyzed
genes between RA patients treated with MTX and RA patients
treated with biological therapy. mRNA levels of STAT5A and
SMAD?2 were higher in RA patients treated with the biological
therapy (Figure 118 in Supplementary Files). To the best of our
knowledge, the present study is the first showing analysis of
SMAD?2 expression in RA patients in relation to used therapy.
Moreover, we also observed downregulated SMAD2 mRNA
levels in RA/OA Th17 cells in comparison to Treg cells. It is
an interesting finding in relation to the earlier studies showing
that SMAD2 acts as a positive regulator of Th17 differentiation
(33, 40). In Th17 cells, phosphorylated SMAD2 acts as a STAT3
co-activator leading to the Th17 cell differentiation, and probably
that SMAD?2 induces an active chromatin state for Thl7
regulation. Our results indicated that Tregs may be possibly
skewed toward IL-17-producing Treg cells or this may be an
effect of immunosuppressive therapy which is used in most of
our RA patients. However, further studies are required to
elucidate the detailed molecular role of SMADs in Thl7
differentiation. In addition, in Treg cells, STAT5, a key positive
regulator of FOXP3 (6, 41), revealed a very low expression level
in all examined groups. In contrast, in the whole blood, we
observed a very high STAT5 mRNA level in RA patients, but in
OA patients STAT5 expression level was comparable with this
noted in the healthy subjects. It may be the result of neutrophils
and eosinophils presence in the whole blood, which express both
STATS5A and STAT5B isoforms (42).

Considering that all examined genes are important
transcriptional factors in Th17/Treg balance, we also compared
genes expression and their correlation with RA activity.
However, we do not observe a significant correlation between
examined transcriptional factors and RA activity. We only
noticed a tendency that SOCSI and STAT3 expressions were
lower in Treg cells and at the same time higher in Th17 cells in
RA patients with DAS-28 >5.1, but the differences were not
significant. The lack of correlations between examined
transcriptional factors expression and RA activity may be
explained by relatively long disease duration and medication,
which may overshadow existing interactions. Both MTX and
biological therapy may have an impact on the gene expression as
well as the proportion and absolute numbers of Th17 and Treg
cells. Interestingly, we also observed a negative, although not
significant, the correlation between the expression of HIF-1A in
RA Treg cells and DAS-28 score. Although HIF-1A was
originally discovered as a hypoxia sensor, today it is estimated
that HIF-1A gene expression, as well as HIF-1A protein levels,

Frontiers in Immunology | www.frontiersin.org

December 2020 | Volume 11 | Article 572858


https://www.frontiersin.org/journals/immunology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/immunology#articles

Paradowska-Gorycka et al.

Th17/Treg-Related Transcriptional Factors in RA

maybe also affected by other relevant factors including reactive
oxygen species, leading to HIF-1A proteasomal degradation (43).

One of the objectives of the study was to find a biomarker to
distinguish RA and OA. The detection of novel blood biomarkers
that could serve for the classification and/or monitoring of the
disease progression would be of great importance for RA
patients. Peripheral blood is an available and informative
source of markers for several diseases. The analysis of gene
expression in whole blood may be an informative method used
to investigate disease states, examine immune responses as well
as identifying biomarkers. The data selected based on the results,
which were obtained from the likelihood ratio test, revealed that
SMAD3 and STAT3 may be possible diagnostic biomarkers for
rheumatoid arthritis. Alikhah A et al. (44) evaluated the
expression level of STAT3 as the most important transcription
factor in Th17 cell development because it is engaged in the
control of the inflammatory processes. High STAT3 expression
level may stimulate RORc as well as inhibit STAT5-FOXP3
binding which leads to the destabilization of Treg cells and
promotes Th17 differentiation and their function (45). It was
reported that STAT3 through the regulation of the
proinflammatory pathway, which is important in the RA
pathogenesis, is required for the receptor activator of NF-kB
(RANK) ligand induction, osteoclast formation, chemokines
production and synovitis (46, 47). In addition, previous reports
indicated that STAT3 may regulate the HIF1 ¢ gene transcription
and promotes HIF1o. protein stability (47, 48). Single nucleotide
polymorphisms (SNPs) located in the STAT3-binding motif
could result in either gain or loss of STAT3 binding. SNPs at
position rs3024505, rs947474, rs6580224, and rs2293607
(mutant allele) alter STAT3 binding to target genes and suggest
that polymorphisms may regulate STAT3-mediated
transcription by affecting the expression of factors that are
significant for early Th17 cell differentiation. Besides, patients
with mutations classified as “gain-of-function” in STAT3 gene
had an increased Th17 frequency and a diminished number of
Tregs, and this dysregulation of the immune system could
explain their autoimmune diseases (49, 50). Moreover,
hyperactivation of STAT3 and at the same time lack of STAT5
expression in Treg cells, what was also observed in our study,
may simplify the conversion of Treg cells to Th17-like cells,
causing an uncontrolled inflammatory response (51, 52).
Furthermore, SMAD3, which plays a critical role in the joint
homeostasis and repair of cartilage, is one of the key downstream
mediators of the transforming growth factor-B (TGEF-B)
signaling pathway. However, SMAD3 gene expression may be
also affected by mutations/SNPs, which lead to the dysregulation
of the TGF-PB pathway. Arg287Trp mutation creates a protein
that is unable to form SMAD3 protein homomers or heteromers
with SMAD4, attenuate TGF-f signaling and this may lead to an
even greater reduction in functional SMAD3, and therefore a
more severe disease phenotype (53). The crosstalk between
SMAD3 and STAT3 may regulate SMAD3 functions,
suggesting that one or more unknown factors determine the
outcomes of their cooperation. Some studies suggested that the
peripheral T regulatory 17 (Tr17) cells are more regulatory than

classical Tregs (54, 55). Tr17 cells are the activated Treg cells that
regulate Th17 cell-dependent autoimmunity in a STAT3-
dependent manner. Inhibition of STAT3 activity may probably
be sufficient to block inflammation and osteoclast activities in
joints. Longitudinal studies would be valuable to determine a
diagnostic value of these factors. A better understanding of the
SMAD3-STAT3 interaction would help us to find the molecular
background of RA and improve therapeutic strategies against
inflammatory diseases. Moreover, gene expression analyzed in
whole blood may also be influenced by different blood
parameters, which varies in individuals or in disease states.

Our study has some limitations. The first is that cells were not
sorted immediately after isolation from blood, but after
overnight culture. It should be taken into account that the
dying cells during the overnight culture secrete various
substances that may affect the activation status of other cells.
In our experiments, the viability was high (around 95%), but the
influence of this mechanism on the results obtained by us cannot
be ruled out. Due to the gating strategy we have used, the small
Th17 contamination in the Treg population cannot be excluded.
Second, in case of age, we have noted significant differences
between groups. First of all, blood donors are limited to their age,
and second, our OA group was aged than 60 years old patients.
Therefore, we adjusted gene expression in whole blood by age.
Thirdly, most of our RA patients were on high doses of
immunosuppressive therapy, which have a very strong
immunomodulatory effect, reduces inflammation, and which
may influence gene expression that lead to a lack of correlation
between examined genes and RA activity.

In conclusion, our data indicated that SMAD3 and STAT3 may
have the highest diagnostic potential in RA patients classification.
Moreover, we believe that the presented gene expression profile is
another stage in understanding the basic biology/pathogenesis of
rheumatoid arthritis and it may lead to more rational treatment
strategies. Therefore, the anti-rheumatic drugs and the background
of the treatment can affect the results of our study. We suggest that
the background of therapy may be a critical factor disturbing the
Th17/Treg balance that should be taken into account when
planning future clinical studies. Therefore, untreated RA patients
should be compared with MTX and/or biologics treated RA patients
in further/future study. Identification of specific biomarkers/factors
involved in regulation of Th17/Treg balance is important not only
in the case of RA but also other various inflammatory and
autoimmune diseases. Additionally, the specific biomarkers may
also be useful for the diagnosis, classification, prognosis of diseases
and prediction of the therapeutic response. Moreover, the expected
results will provide knowledge to be used in the future for
clinical trials.

DATA AVAILABILITY STATEMENT

The data sets presented in this study can be found in online
repositories. The names of the repository/repositories and accession
number(s) can be found in the article/Supplementary Material.

Frontiers in Immunology | www.frontiersin.org

December 2020 | Volume 11 | Article 572858


https://www.frontiersin.org/journals/immunology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/immunology#articles

Paradowska-Gorycka et al.

Th17/Treg-Related Transcriptional Factors in RA

ETHICS STATEMENT

The studies involving human participants were reviewed and
approved by Ethics Committee of the National Institute of
Geriatrics, Rheumatology, and Rehabilitation, Warsaw, Poland
(approval protocol number 29 June 2016). Written informed
consent to participate in this study was provided by the
participants’ legal guardian/next of kin.

AUTHOR CONTRIBUTIONS

AP-G conceived, designed, and performed the experiments,
analyzed and interpreted the data, and wrote the first draft of
the manuscript. AW performed the data analysis and
contributed to drafting of the manuscript; EW, EK-W, AW,
TK, BS, and ER performed experiments; PJ and AP contributed
to drafting of the manuscript, KR-P and DM were involved in
classification of patients with RA and OA, clinical check of
patients and treatment control. All authors contributed to the
article and approved the submitted version.

REFERENCES

1. McInnes IB, Schett G. Pathogenetic insights from the treatment of
rheumatoid arthritis. Lancet (2017) 389:2328-37. doi: 10.1016/S0140-6736
(17)31472-1

2. Noack M, Miossec P. Th17 and regulatory T cell balance in autoimmune and
inflammatory diseases. Autoimmun Rev (2014) 13:668-77. doi: 10.1016/
j-autrev.2013.12.004

3. Wang T, Sun X, Zhao J, Zhang J, Zhu H, Li C, et al. Regulatory T cells in
rheumatoid arthritis showed increased plasticity toward Th17 but retained
suppressive function in peripheral blood. Ann Rheum Dis (2015) 74:1293—
301. doi: 10.1136/annrheumdis-2013-204228

4. McInnes IB, Schett G. Cytokines in the pathogenesis of rheumatoid arthritis.
Nat Rev Immunol (2007) 7:429-42. doi: 10.1038/nri2094

5. Su Q, Jing J, Li W, Ma ], Zhang X, Wang Z, et al. Impaired Tip60-
mediated Foxp3 acetylation attenuates regulatory T cell development in
rheumatoid arthritis. J Autoimmun (2019) 100:27-39. doi: 10.1016/
j.jaut.2019.02.007

6. Zheng Y, Wang Z, Deng L, Zhang G, Yuan X, Huang L, et al. Modulation of
STATS3 and STATS5 activity rectifies the imbalance of Th17 and Treg cells in
patients with acute coronary syndrome. Clin Immunol (2015) 157:65-77.
doi: 10.1016/j.clim.2014.12.012

7. Mertens C, Darnell JE Jr. SnapShot: JAK-STAT signaling. Cell (2007) 131:612.
doi: 10.1016/j.cell.2007.10.033

8. Zhou L, Littman DR. Transcriptional regulatory networks in Th17 cell
differentiation. Curr Opin Immunol (2009) 21:146-52. doi: 10.1016/
j.0i.2009.03.001

9. Yang XP, Ghoreschi K, Steward-Tharp SM, Rodriguez-Canales J, Zhu J,
Grainger JR, et al. Opposing regulation of the locus encoding IL-17 through
direct, reciprocal actions of STAT3 and STAT5. Nat Immunol (2011) 12:247-
54. doi: 10.1038/ni.1995

10. Laurence A, Tato CM, Davidson TS, Kanno Y, Chen Z, Yao Z, et al.
Interleukin-2 signaling via STAT5 constrains T helper 17 cell generation.
Immunity (2007) 26:371-81. doi: 10.1016/j.immuni.2007.02.009

11. Lee GR. The balance of Th17 versus Treg cells in autoimmunity. Int ] Mol Sci
(2018) 19:730. doi: 10.3390/ijms19030730

12. Urushima H, Fujimoto M, Mishima T, Ohkawara T, Honda H, Lee H, et al.
Leucine-rich alpha 2 glycoprotein promotes Th17 differentiation and
collagen-induced arthritis in mice through enhancement of TGF-B-Smad2

FUNDING

This work was supported by grant from the Polish National
Science Center 2015/B/NZ5/00247.

ACKNOWLEDGMENTS

The technical assistance of Mr. Agnieszka Hertel and Wieslawa
Frankowska is gratefully acknowledged. We are also grateful to
all of the RA patients, OA patients, and healthy subjects whose
cooperation made this study possible.

SUPPLEMENTARY MATERIAL

The Supplementary Material for this article can be found online
at: https://www.frontiersin.org/articles/10.3389/fimmu.2020.
572858/full#supplementary-material

signaling in naive helper T cells. Arthritis Res Ther (2017) 19:137.
doi: 10.1186/s13075-017-1349-2

13. Nakagawa H, Sido JM, Reyes EE, Kiers V, Cantor H, Kim HJ. Instability of
Helios-deficient Tregs is associated with conversion to a T-effector phenotype
and enhanced antitumor immunity. Proc Natl Acad Sci U S A (2016)
113:6248-53. doi: 10.1073/pnas.1604765113

14. Yang M, Liu Y, Mo B, Xue Y, Ye C, Jiang Y, et al. Helios but not CD226, TIGIT and
Foxp3 is a Potential Marker for CD4" Treg Cells in Patients with Rheumatoid
Arthritis. Cell Physiol Biochem (2019) 52:1178-92. doi: 10.33594/000000080

15. Kmiotek T, Rzeszotarska E, Wajda A, Walczuk E, Kuca-Warnawin E,
Romanowska-Prochnicka K, et al. The Interplay between Transcriptional
Factors and MicroRNAs as an Important Factor for Th17/Treg Balance in RA
Patients. Int ] Mol Sci (2020) 21(19):E7169. doi: 10.3390/ijms21197169

16. Samson M, Audia S, Janikashvili N, Ciudad M, Trad M, Fraszczak J, et al. Brief
report: inhibition of interleukin-6 function corrects Th17/Treg cell imbalance
in patients with rheumatoid arthritis. Arthritis Rheum (2012) 64:2499-503.
doi: 10.1002/art.34477

17. Niu Q, Cai B, Huang ZC, Shi YY, Wang LL. Disturbed Th17/Treg balance in
patients with rheumatoid arthritis. Rheumatol Int (2012) 32:2731-6.
doi: 10.1007/500296-011-1984-x

18. Byng-Maddick R, Ehrenstein MR. The impact of biological therapy on
regulatory T cells in rheumatoid arthritis. Rheumatol (Oxford) (2015)
54:768-75. doi: 10.1093/rheumatology/keu487

19. LiuJ, Hong X, Lin D, Luo X, Zhu M, Mo H. Artesunate influences Th17/Treg
lymphocyte balance by modulating Treg apoptosis and Th17 proliferation in a
murine model of rheumatoid arthritis. Exp Ther Med (2017) 13:2267-73.
doi: 10.3892/etm.2017.4232

20. van Amelsfort JM, Jacobs KM, Bijlsma JW, Lafeber FP, Taams LS. CD4(+)
CD25(+) regulatory T cells in rheumatoid arthritis: differences in the
presence, phenotype, and function between peripheral blood and synovial
fluid. Arthritis Rheum (2004) 50:2775-85. doi: 10.1002/art.20499

21. Kao JK, Hsue YT, Lin CY. Role of new population of peripheral CD11c(+)
CD8(+) T cells and CD4(+)CD25(+) regulatory T cells during acute and
remission stages in rheumatoid arthritis patients. ] Microbiol Immunol Infect
(2007) 40:419-27.

22. Sempere-Ortells JM, Pérez-Garcia V, Marin-Alberca G, Peris-Pertusa A,
Benito JM, Marco FM, et al. Quantification and phenotype of regulatory T
cells in rheumatoid arthritis according to disease activity score-28.
Autoimmunity (2009) 42:636-45. doi: 10.3109/08916930903061491

Frontiers in Immunology | www.frontiersin.org

December 2020 | Volume 11 | Article 572858


https://www.frontiersin.org/articles/10.3389/fimmu.2020.572858/full#supplementary-material
https://www.frontiersin.org/articles/10.3389/fimmu.2020.572858/full#supplementary-material
https://doi.org/10.1016/S0140-6736(17)31472-1
https://doi.org/10.1016/S0140-6736(17)31472-1
https://doi.org/10.1016/j.autrev.2013.12.004
https://doi.org/10.1016/j.autrev.2013.12.004
https://doi.org/10.1136/annrheumdis-2013-204228
https://doi.org/10.1038/nri2094
https://doi.org/10.1016/j.jaut.2019.02.007
https://doi.org/10.1016/j.jaut.2019.02.007
https://doi.org/10.1016/j.clim.2014.12.012
https://doi.org/10.1016/j.cell.2007.10.033
https://doi.org/10.1016/j.coi.2009.03.001
https://doi.org/10.1016/j.coi.2009.03.001
https://doi.org/10.1038/ni.1995
https://doi.org/10.1016/j.immuni.2007.02.009
https://doi.org/10.3390/ijms19030730
https://doi.org/10.1186/s13075-017-1349-2
https://doi.org/10.1073/pnas.1604765113
https://doi.org/10.33594/000000080
https://doi.org/10.3390/ijms21197169
https://doi.org/10.1002/art.34477
https://doi.org/10.1007/s00296-011-1984-x
https://doi.org/10.1093/rheumatology/keu487
https://doi.org/10.3892/etm.2017.4232
https://doi.org/10.1002/art.20499
https://doi.org/10.3109/08916930903061491
https://www.frontiersin.org/journals/immunology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/immunology#articles

Paradowska-Gorycka et al.

Th17/Treg-Related Transcriptional Factors in RA

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

Penatti A, Facciotti F, De Matteis R, Larghi P, Paroni M, Murgo A, et al.
Differences in serum and synovial CD4+ T cells and cytokine profiles to
stratify patients with inflammatory osteoarthritis and rheumatoid arthritis.
Arthritis Res Ther (2017) 19(1):103. doi: 10.1186/s13075-017-1305-1

Tada Y, Ono N, Suematsu R, Tashiro S, Sadanaga Y, Tokuda Y, et al. The
balance between Foxp3 and Ror-yt expression in peripheral blood is altered by
tocilizumab and abatacept in patients with rheumatoid arthritis. BMC
Musculoskelet Disord (2016) 17:290. doi: 10.1186/s12891-016-1137-1

Cribbs AP, Kennedy A, Penn H, Amjadi P, Green P, Read JE, et al.
Methotrexate Restores Regulatory T Cell Function Through Demethylation
of the FoxP3 Upstream Enhancer in Patients With Rheumatoid Arthritis.
Arthritis Rheumatol (2015) 67(5):1182-92. doi: 10.1002/art.39031
Ziolkowska M, Koc A, Luszczykiewicz G, Ksiezopolska-Pietrzak K, Klimczak E,
Chwalinska-Sadowska H, et al. High levels of IL-17 in rheumatoid arthritis
patients: IL-15 triggers in vitro IL-17 production via cyclosporin A-sensitive
mechanism. ] Immunol (2000) 164(5):2832-8. doi: 10.4049/jimmunol.164.5.2832
Kotake S, Udagawa N, Takahashi N, Matsuzaki K, Itoh K, Ishiyama S, et al. IL-
17 in synovial fluids from patients with rheumatoid arthritis is a potent
stimulator of osteoclastogenesis. J Clin Invest (1999) 103:1345-52.
doi: 10.1172/JCI5703

Sun WK, Bai Y, Yi MM, Wu LJ, Chen JL, Wu DM, et al. Expression of T follicular
helper lymphocytes with different subsets and analysis of serum IL-6, IL-17, TGF-
B and MMP-3 contents in patients with rheumatoid arthritis. Eur Rev Med
Pharmacol Sci (2019) 23:61-9. doi: 10.26355/eurrev_201901_16748

Reyes-Pérez IV, Sanchez-Hernandez PE, Muioz-Valle JF, Martinez-Bonilla
GE, Garcia-Iglesias T, Gonzalez-Diaz V, et al. Cytokines (IL-15, IL-21, and
IFN-y) in rheumatoid arthritis: association with positivity to autoantibodies
(RF, anti-CCP, anti-MCV, and anti-PADI4) and clinical activity. Clin
Rheumatol (2019) 38:3061-71. doi: 10.1007/s10067-019-04681-4

Shoda H, Nagafuchi Y, Tsuchida Y, Sakurai K, Sumitomo S, Fujio K, et al.
Increased serum concentrations of IL-1 beta, IL-21 and Th17 cells in
overweight patients with rheumatoid arthritis. Arthritis Res Ther (2017)
19:111. doi: 10.1186/s13075-017-1308-y

Paradowska A, Masliniski W, Grzybowska-Kowalczyk A, Lacki J. The function of
interleukin 17 in the pathogenesis of rheumatoid arthritis. Arch Immunol Ther Exp
(Warsz) (2007) 55:329-34. doi: 10.1007/s00005-007-0032-8
Paradowska-Gorycka A, Grzybowska-Kowalczyk A, Wojtecka-Lukasik E,
Maslinski S. IL-23 in the pathogenesis of rheumatoid arthritis. Scand ]
Immunol (2010) 71:134-45. doi: 10.1111/j.1365-3083.2009.02361.x

Yoon JH, Sudo K, Kuroda M, Kato M, Lee IK, Han JS, et al. Phosphorylation
status determines the opposing functions of Smad2/Smad3 as STAT3
cofactors in TH17 differentiation. Nat Commun (2015) 6:7600.
doi: 10.1038/ncomms8600

Tanaka K, Ichiyama K, Hashimoto M, Yoshida H, Takimoto T, Takaesu G,
et al. Loss of suppressor of cytokine signaling 1 in helper T cells leads to
defective Th17 differentiation by enhancing antagonistic effects of IFN-
gamma on STAT3 and Smads. J Immunol (2008) 180:3746-56.
doi: 10.4049/jimmunol.180.6.3746

Lu LF, Thai TH, Calado DP, Chaudhry A, Kubo M, Tanaka K, et al. Foxp3-
dependent microRNA155 confers competitive fitness to regulatory T cells by
targeting SOCS1 protein. Immunity (2009) 30:80-91. doi: 10.1016/
j.immuni.2008.11.010

Flowers LO, Subramaniam PS, Johnson HM. A SOCS-1 peptide mimetic
inhibits both constitutive and IL-6 induced activation of STAT3 in prostate
cancer cells. Oncogene (2005) 24:2114-20. doi: 10.1038/sj.onc.1208437
Palmer DC, Restifo NP. Suppressors of cytokine signaling (SOCS) in T cell
differentiation, maturation, and function. Trends Immunol (2009) 30:592-602.
doi: 10.1016/}.it.2009.09.009

Naka T, Narazaki M, Hirata M, Matsumoto T, Minamoto S, Aono A, et al.
Structure and function of a new STAT-induced STAT inhibitor. Nature
(1997) 387:924-9. doi: 10.1038/43219

Zafari P, Yari K, Mostafaei S, Iranshahi N, Assar S, Fekri A, et al. Analysis of
Helios gene expression and Foxp3 TSDR methylation in the newly diagnosed
Rheumatoid Arthritis patients. Immunol Invest (2018) 47(6):632-42.
doi: 10.1080/08820139.2018.1480029

Kamato D, Little PJ. Smad2 linker region phosphorylation is an autonomous
cell signalling pathway: Implications for multiple disease pathologies. BioMed
Pharmacother (2020) 124:109854. doi: 10.1016/j.biopha.2020.109854

41.

42.

43.

44.

45.

46.

47.

48.

49.

51.

52.

53.

54.

55.

Shan J, Feng L, Sun G, Chen P, Zhou Y, Xia M, et al. Interplay between mTOR
and STATS5 signaling modulates the balance between regulatory and effective
T cells. Immunobiology (2015) 220:510-7. doi: 10.1016/j.imbi0.2014.10.020
Maltby S, McNagny KM. Eosinophilopoiesis. In: ] Lee, H Rosenberg, editors.
Eosinophils in health and disease. PA, USA: Elsevier (2013). p. 73-119. doi:
10.1016/B978-0-12-394385-9.00005-5

Dang EV, Barbi ], Yang HY, Jinasena D, Yu H, Zheng Y, et al. Control of T(H)
17/T(reg) balance by hypoxia-inducible factor 1. Cell (2011) 146(5):772-84.
doi: 10.1016/j.cell.2011.07.033

Alikhah A, Pahlevan Kakhki M, Ahmadi A, Dehghanzad R, Boroumand MA,
Behmanesh M. The role of Inc-DC long non-coding RNA and SOCSI1 in the
regulation of STAT3 in coronary artery disease and type 2 diabetes mellitus.
J Diabetes Complications (2018) 32:258-65. doi: 10.1016/j.jdiacomp.2017.12.001
Min HK, Choi J, Lee SY, Seo HB, Jung K, Na HS, et al. Protein inhibitor of
activated STAT3 reduces peripheral arthritis and gut inflammation and
regulates the Th17/Treg cell imbalance via STAT3 signaling in a mouse
model of spondyloarthritis. J Transl Med (2019) 17(1):18. doi: 10.1186/
$12967-019-1774-x

Park JS, Kwok SK, Lim MA, Kim EK, Ryu JG, Kim SM, et al. STA-21, a
promising STAT-3 inhibitor that reciprocally regulates Th17 and Treg cells,
inhibits osteoclastogenesis in mice and humans and alleviates autoimmune
inflammation in an experimental model of rheumatoid arthritis. Arthritis
Rheumatol (2014) 66(4):918-29. doi: 10.1002/art.38305

Gao W, McCormick J, Connolly M, Balogh E, Veale DJ, Fearon U. Hypoxia
and STATS3 signalling interactions regulate pro-inflammatory pathways in
rheumatoid arthritis. Ann Rheum Dis (2015) 74(6):1275-83. doi: 10.1136/
annrheumdis-2013-204105

Pawlus MR, Wang L, Hu CJ. STAT3 and HIF1o cooperatively activate HIF1
target genes in MDA-MB-231 and RCC4 cells. Oncogene (2014) 33(13):1670—
9. doi: 10.1038/0n¢.2013.115

Fabbri M, Frixou M, Degano M, Fousteri G. Type 1 Diabetes in STAT Protein
Family Mutations: Regulating the Th17/Treg Equilibrium and Beyond.
Diabetes (2019) 68(2):258-65. doi: 10.2337/db18-0627

. Tripathi SK, Chen Z, Larjo A, Kanduri K, Nousiainen K, Aijo T, et al.

Genome-wide Analysis of STAT3-Mediated Transcription during Early
Human Th17 Cell Differentiation. Cell Rep (2017) 19(9):1888-901.
doi: 10.1016/j.celrep.2017.05.013

Takahashi R, Nishimoto S, Muto G, Sekiya T, Tamiya T, Kimura A, et al.
SOCSI is essential for regulatory T cell functions by preventing loss of Foxp3
expression as well as IFN-{gamma} and IL-17A production. ] Exp Med (2011)
208:2055-67. doi: 10.1084/jem.20110428

Yang XO, Panopoulos AD, Nurieva R, Chang SH, Wang D, Watowich SS,
et al. STAT3 regulates cytokine-mediated generation of inflammatory helper
T cells. ] Biol Chem (2007) 282:9358-63. doi: 10.1074/jbc.C600321200

Raine EV, Reynard LN, van de Laar IM, Bertoli-Avella AM, Loughlin J.
Identification and analysis of a SMAD3 cis-acting eQTL operating in primary
osteoarthritis and in the aneurysms and osteoarthritis syndrome. Osteoarthr
Cartil (2014) 22(5):698-705. doi: 10.1016/j.joca.2014.02.931

Yang BH, Hagemann S, Mamareli P, Lauer U, Hoffmann U, Beckstette M,
et al. Foxp3(+) T cells expressing RORYt represent a stable regulatory T-cell
effector lineage with enhanced suppressive capacity during intestinal
inflammation. Mucosal Immunol (2016) 9(2):444-57. doi: 10.1038/mi.2015.74
Kim BS, Lu H, Ichiyama K, Chen X, Zhang YB, Mistry NA, et al. Generation of
RORyt+ Antigen-Specific T Regulatory 17 Cells from Foxp3+ Precursors in
Autoimmunity. Cell Rep (2017) 21(1):195-207. doi: 10.1016/j.celrep.2017.09.021

Conflict of Interest: The authors declare that the research was conducted in the
absence of any commercial or financial relationships that could be construed as a
potential conflict of interest.

Copyright © 2020 Paradowska-Gorycka, Wajda, Romanowska-Prochnicka, Walczuk,
Kuca-Warnawin, Kmiolek, Stypinska, Rzeszotarska, Majewski, Jagodzinski and
Pawlik. This is an open-access article distributed under the terms of the Creative
Commons Attribution License (CC BY). The use, distribution or reproduction in other
forums is permitted, provided the original author(s) and the copyright owner(s) are
credited and that the original publication in this journal is cited, in accordance with
accepted academic practice. No use, distribution or reproduction is permitted which
does not comply with these terms.

Frontiers in Immunology | www.frontiersin.org

December 2020 | Volume 11 | Article 572858


https://doi.org/10.1186/s13075-017-1305-1
https://doi.org/10.1186/s12891-016-1137-1
https://doi.org/10.1002/art.39031
https://doi.org/10.4049/jimmunol.164.5.2832
https://doi.org/10.1172/JCI5703
https://doi.org/10.26355/eurrev_201901_16748
https://doi.org/10.1007/s10067-019-04681-4
https://doi.org/10.1186/s13075-017-1308-y
https://doi.org/10.1007/s00005-007-0032-8
https://doi.org/10.1111/j.1365-3083.2009.02361.x
https://doi.org/10.1038/ncomms8600
https://doi.org/10.4049/jimmunol.180.6.3746
https://doi.org/10.1016/j.immuni.2008.11.010
https://doi.org/10.1016/j.immuni.2008.11.010
https://doi.org/10.1038/sj.onc.1208437
https://doi.org/10.1016/j.it.2009.09.009
https://doi.org/10.1038/43219
https://doi.org/10.1080/08820139.2018.1480029
https://doi.org/10.1016/j.biopha.2020.109854
https://doi.org/10.1016/j.imbio.2014.10.020
https://doi.org/10.1016/B978-0-12-394385-9.00005-5
https://doi.org/10.1016/j.cell.2011.07.033
https://doi.org/10.1016/j.jdiacomp.2017.12.001
https://doi.org/10.1186/s12967-019-1774-x
https://doi.org/10.1186/s12967-019-1774-x
https://doi.org/10.1002/art.38305
https://doi.org/10.1136/annrheumdis-2013-204105
https://doi.org/10.1136/annrheumdis-2013-204105
https://doi.org/10.1038/onc.2013.115
https://doi.org/10.2337/db18-0627
https://doi.org/10.1016/j.celrep.2017.05.013
https://doi.org/10.1084/jem.20110428
https://doi.org/10.1074/jbc.C600321200
https://doi.org/10.1016/j.joca.2014.02.931
https://doi.org/10.1038/mi.2015.74
https://doi.org/10.1016/j.celrep.2017.09.021
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/immunology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/immunology#articles

	Th17/Treg-Related Transcriptional Factor Expression and Cytokine Profile in Patients With Rheumatoid Arthritis
	Introduction
	Patients and Methods
	Study Population
	Detection of Th17 and Treg Cells by Flow Cytometry
	RNA Isolation from Whole Blood
	RNA Isolation from Th17 and Treg Cells
	Gene Expression
	Detection of Protein Levels
	Statistical Analysis

	Results
	Frequencies of Th17 and Treg Cells in Peripheral Blood in Rheumatoid Arthritis Patients, Osteoarthritis Patients, and Healthy Subjects
	Transcriptional Factors Expression in Whole Blood and Th17/Treg Cells
	Correlation Between Transcriptional Factors Expression in Whole Blood As Well As in Th17/Treg Cells
	SOCS1 and STAT3 Downregulation in Treg Cells and Upregulation in Th17 Cells in Rheumatoid Arthritis Patients With DAS28 &gt; 5.1
	Increased Serum Th17-Related Cytokines Levels in Patients With Rheumatoid Arthritis
	Correlation of Th17/Treg Ratio With Transcriptional Factors Expression, Cytokine Profiles, and Rheumatoid Arthritis Disease Activity
	SMAD3 and STAT3 as Possible Diagnostic Biomarkers for Rheumatoid Arthritis

	Discussion
	Data Availability Statement
	Ethics Statement
	Author Contributions
	Funding
	Acknowledgments
	Supplementary Material
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages false
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 1
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness false
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages false
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages false
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages false
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /ENU (T&F settings for black and white printer PDFs 20081208)
  >>
  /ExportLayers /ExportVisibleLayers
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /BleedOffset [
        0
        0
        0
        0
      ]
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /ClipComplexRegions true
        /ConvertStrokesToOutlines false
        /ConvertTextToOutlines false
        /GradientResolution 300
        /LineArtTextResolution 1200
        /PresetName ([High Resolution])
        /PresetSelector /HighResolution
        /RasterVectorBalance 1
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks true
      /IncludeHyperlinks true
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MarksOffset 6
      /MarksWeight 0.250000
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PageMarksFile /RomanDefault
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
    <<
      /AllowImageBreaks true
      /AllowTableBreaks true
      /ExpandPage false
      /HonorBaseURL true
      /HonorRolloverEffect false
      /IgnoreHTMLPageBreaks false
      /IncludeHeaderFooter false
      /MarginOffset [
        0
        0
        0
        0
      ]
      /MetadataAuthor ()
      /MetadataKeywords ()
      /MetadataSubject ()
      /MetadataTitle ()
      /MetricPageSize [
        0
        0
      ]
      /MetricUnit /inch
      /MobileCompatible 0
      /Namespace [
        (Adobe)
        (GoLive)
        (8.0)
      ]
      /OpenZoomToHTMLFontSize false
      /PageOrientation /Portrait
      /RemoveBackground false
      /ShrinkContent true
      /TreatColorsAs /MainMonitorColors
      /UseEmbeddedProfiles false
      /UseHTMLTitleAsMetadata true
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


