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A B S T R A C T

The present study was aimed to investigate the effects of the long non-coding RNA DQ786243 in the regulation
of Treg cells in oral lichen planus (OLP), as well as to evaluate its potential molecular mechanisms. Here we
found that the expression of DQ786243 and Foxp3 were both overexpressed in the CD4+ cells from the per-
ipheral blood of OLP patients, and their expression was positively correlated. Meanwhile, compared with the
normal CD4+ cells, the frequency of Foxp3+ Treg cells in the OLP CD4+ cells was significantly higher.
DQ786243 overexpression in normal CD4+ cells resulted in the upregulation of Foxp3 and the higher frequency
of Foxp3+ Treg cells. Furthermore, we found that the induction of Foxp3+ Treg cells by DQ786243 significantly
increased its suppressive function, and suppressed the function of other CD4+ T cells such as Th1 and Th17 by
decreasing the levels of IFN-γ and IL-17. Moreover, we found that DQ786243 overexpression markedly elevated
the expression of miR-146a via regulating Foxp3, and thus inhibiting the NF-κB signaling. In conclusion, these
findings indicate that DQ786243 may regulate the induction and function of CD4+ Treg cells through Foxp3-
miR-146a-NF-κB axis, implicating a novel insight into understanding the progression of OLP.

1. Introduction

Oral lichen planus (OLP) is a common chronic mucocutaneous dis-
ease that has a higher morbidity in women than men, which affects
about 0.5% to 2.2% of the general adult population [1,2]. This disease
is characterized histologically by the keratinization of epithelial cells,
the lymphocyte infiltration into the subepithelial region, and the de-
generation of the basal layer [3,4]. Once established, typical oral le-
sions rarely undergo self-remission. It has been reported that er-
ythematous and erosive lesions are often sensitive or painful, which
seriously affect the quality of life of patients. Moreover, more and more
studies showed that OLP may be premalignant [5,6].

Emerging evidence shows that the dysregulation of immune system
plays a crucial role in the pathogenesis of OLP [7]. As a subset of T
lymphocytes, CD4+CD25+ regulatory T (Treg) cells have been shown
to be deeply involved in the induction and maintenance of immunologic
tolerance to self and non-self [8,9]. Forkhead box P3 (Foxp3) is a
transcription factor that is specifically expressed in naturally CD4+

Treg cells. It has been reported that in an autoimmune and

inflammatory syndrome in humans and mice, Foxp3 is genetically de-
fective [10,11]. Foxp3 has been identified as an important regulatory
gene for the development of Treg cells [12–14]. Recently, abnormal
number and function of Foxp3-expressing CD4+CD25+ Treg cells have
been found in various autoimmune and inflammatory diseases, such as
psoriasis [15], multiple sclerosis [16], rheumatoid arthritis [17], and
OLP [18]. Moreover, it has been indicated that inducing Foxp3-ex-
pressing CD4+CD25+ Treg cells may be a potential therapy for auto-
immune and inflammatory diseases.

Long noncoding RNAs (lncRNAs) are noncoding transcripts longer
than 200 nucleotides, which has been identified as new regulatory
molecules [19]. It has been shown that lncRNAs modulate protein-
coding gene at the chromatin remodeling level, or the transcriptional
and post-transcriptional control level [20,21]. They exert crucial roles
by acting as decoys, guides, signals, and scaffolds [22]. Although their
characteristics are much less known compared with microRNAs
(miRNAs) [23], emerging studies show that lncRNAs play vital roles in
cell biology, such as stem cell development, cell differentiation, cell
growth and apoptosis, etc. [24–26]. DQ786243, a newly identified
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lncRNA, was firstly reported to be overexpressed in hepatocellular
carcinoma (HCC) [27]. Thereafter, aberrant expression of DQ786243
was found in several types of cancers, such as colorectal cancer [28],
gastric cancer [29,30] and HCC [31]. However, the expression and roles
of DQ786243 in many inflammatory disorders including OLP was still
unknown. Qiao et al. have reported that DQ786243 affects Foxp3 ex-
pression in Treg cells of Crohn's disease [32]. Thus, we speculated
whether DQ786243 played a crucial role in OLP via modulating
Foxp3+ Treg cells.

In the present study, we aimed to investigate the expression and
effects of DQ786243 in the modulation of Foxp3+ Treg cells in OLP,
and to evaluate the underlying molecular mechanism, in order to better
understand the pathogenesis of OLP and provide effective targets for
OLP therapy.

2. Materials and methods

2.1. Human subjects

Blood samples from 10 healthy donors and 10 OLP patients were
recruited after written informed consent was obtained from the First
Affiliated Hospital of Zhengzhou University. The research protocols
were approved by the ethics committee of the First Affiliated Hospital
of Zhengzhou University.

2.2. CD4+ cell isolation

PBMCs were isolated from blood samples by Ficoll density gradient
centrifugation. The cells were immediately stained with monoclonal
antibody CD4 and its appropriate isotype control according to the re-
commendations of the manufacturer (eBioscience, San Diego, CA, USA)
for flow cytometry. Then at least 2× 104 CD4+ lymphocytes were
acquired for the following analysis of Treg cells [4].

2.3. Cell transfection

pLentiLox3.7-DQ786243 plasmids were constructed by Sangon

Biotech (Shanghai, China), and the empty pLentiLox3.7 plasmids were
used as corresponding negative control. Small interference RNA
(siRNA) against Foxp3 (si-Foxp3), and corresponding negative control
(si-NC), miR-146a mimic and mimic negative control (mimic-NC) were
obtained from GenePharma Co., Ltd. (Shanghai, China). The cell
transfection was performed by Lipofectamine 2000 (Invitrogen,
Carlsbad, CA, USA) according to the manufacturer's instructions.

2.4. qRT-PCR [33]

RNA was isolated by Trizol reagent (Invitrogen, Carlsbad, CA, USA).
RNA was reverse transcribed to cDNA using SuperScript First Strand
cDNA System (Invitrogen). The mRNA levels of DQ786243, Foxp3,
GranB, CTLA-4, GITR, TGF-β, IL-10, IFN-γ, and IL-17 were measured by
the SYBR Premix Ex Taq kit (Takara, Dalian, China). The levels of miR-
146a were measured by TaqMan microRNA assays (Applied Biosystems,
Foster City, CA, USA). The relative expression of miR-146a was nor-
malized to U6, and the relative expression of DQ786243 and gene
mRNA was normalized to GAPDH. The data were calculated by the
2−ΔΔCt method.

2.5. Treg cells analysis

The percentage of Treg cells in CD4+ T cells was analyzed by flow
cytometry. Briefly, the CD4+ T cells were stained with FITC-labeled
anti-CD25 and PE-labeled anti-Foxp3 (BD PharMingen, San Diego, CA),
respectively, for 30min at room temperature. The data were analyzed
by CELL Quest software [34].

2.6. Western blot

Protein was extracted by RIPA protein extraction reagent
(Beyotime). Equal amounts (50 μg) of protein were separated by SDS-
PAGE and transferred onto nitrocellulose membranes (Millipore,
Billerica, MA, USA). After blocking in 5% non-fat milk for 1 h at room
temperature, the membranes were incubated with primary antibodies
(anti-Foxp3, anti-p-IκB-α, anti-p-p65) at 4 °C overnight. After washing 3

Fig. 1. The expression of DQ786243 and Foxp3 was up-regulated in CD4+ cells from OLP patients. Control group, CD4+ cells from normal samples; OLP group,
CD4+ cells from OLP patients. (A) The expression level of DQ786243 (A) and Foxp3 (B) were measured by qRT-PCR assay. (C) Correlation between the expression of
DQ786243 and Foxp3 in the CD4+ cells from OLP patients. (D) The frequency of Treg cells was detected by flow cytometry. *P < .05 versus the control group.
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times, the membranes were incubated with horseradish-peroxidase-
conjugated secondary antibodies for 1 h at room temperature. The an-
tibodies were obtained from Cell Signaling Technology (Beverly, MA,
USA) and Abcam (Cambridge, MA, USA). They were all used at the
manufacturers' recommended dilutions. The bands were visualized by
an enhanced chemiluminescence detection kit (Amersham Biosciences,
Piscataway, NJ, USA). The relative protein expression was normalized
to GAPDH expression.

2.7. In vitro proliferation assay

The in vitro proliferation assay to analyze the direct suppressive
capacity of CD4+CD25+Foxp3+ Treg cells to CD4+CD25− T cells was
performed as previously described [4]. CD4+CD25+Foxp3+ Treg cells
form different treated groups, and CD4+CD25− T cells form the healthy
donors (normal controls) were isolated by cell sorting. The

CD4+CD25− T cells were labeled with carboxyfluorescein succinimidyl
ester (CFSE, Invitrogen), and stimulated with anti-CD3 mAb (BD
Pharmingen) and anti-CD28 mAb (BD Pharmingen). Then CD4+CD25−

T cells (4× 104 cells/well) were co-cultured without or with different
numbers of Treg cells (CD4+CD25− T cells:Treg cells= 1: 0, 1: 0.5, and
1: 1) in 96-well plates. After 72 h, the cell proliferation by CFSE dilution
was determined by flow cytometry. The proliferation inhibition
rate= (the percentage of dividing CFSE-labeled CD4+CD25− T cells
cultured alone - the percentage of dividing CFSE-labeled CD4+CD25− T
cells in the co-culture)/the percentage of dividing CFSE-labeled
CD4+CD25− T cells cultured alone × 100%.

2.8. Statistical analysis

All data were analyzed with GraphPad Prism 5 software (GraphPad
Software, Inc., La Jolla, CA, USA). They are shown as the mean ±

Fig. 2. DQ786243 overexpression induced Foxp3 expression and Treg cells. Control group, CD4+ cells from normal samples; pLentiLox 3.7 group, CD4+ cells
transfected with pLentiLox 3.7 empty plasmids; DQ786243 group, CD4+ cells transfected with pLentiLox 3.7-DQ786243 plasmids. (A) The expression level of
DQ786243 was measured by qRT-PCR assay. (B) The mRNA expression level of Foxp3 was measured by qRT-PCR assay. (C) The protein expression level of Foxp3 was
measured by western blot assay. (D) The frequency of Treg cells was detected by flow cytometry. The mRNA expression levels of GranB (E), CTLA-4 (F) and GITR (G)
were measured by qRT-PCR assay. *P < .05 versus the control group or the pLentiLox 3.7 group.
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standard deviation (SD) from a minimum of 3 replicates. t-Test was
used to compare 2 groups, and a one-way analysis of variance was used
to compare more than 2 groups. Differences at P < .05 were con-
sidered statistically significant.

3. Results

3.1. The expression of DQ786243 and Foxp3 was up-regulated in CD4+

cells from OLP patients

To investigate whether the DQ786243 and Foxp3 was involved in
the pathology of OLP, we measured their expression in the CD4+ cells
from the PMBCs of OLP patients and normal controls. As shown in
Fig. 1A, compared with the control group, the expression of DQ786243
in the OLP group was significantly up-regulated. The same result was
seen in the expression of Foxp3, and the Foxp3 in the OLP group was
markedly up-regulated as compared with the control group (Fig. 1B).
Furthermore, we found that the expression of DQ786243 and Foxp3 in
the OLP group showed a positive correlation (Fig. 1C). As shown in
Fig. 1D, a flow cytometry assay indicated that the frequency of Foxp3+

Treg cells in the OLP group was dramatically increased as compared
with that in the control group.

3.2. DQ786243 overexpression induced Foxp3 expression and Treg cells

To investigate the roles of DQ786243 in the Treg cells, we over-
expressed it in the CD4+ cells from the normal controls (Fig. 2A). Then
we found that the mRNA and protein expression of Foxp3 in the
DQ786243 group was both increased as compared with that in the
pLentiLox 3.7 group (Fig. 2, B and C). The frequency of Foxp3+ Treg
cells in the DQ786243 group was also higher than that in the pLentiLox
3.7 group (Fig. 2D). Moreover, we detected the mRNA expression levels
of three Treg-related genes, as shown in Fig. 2, E–G, compared with the

pLentiLox 3.7 group, the mRNA expression of GranB, CTLA-4 and GITR
in the DQ786243 group showed obvious up-regulation.

3.3. DQ786243 overexpression suppressed the expression of IFN-γ and IL-
17 and promoted the suppressive activity of Treg cells

Given the previous data that DQ786243 overexpression induced
increased Foxp3+ Treg cells, we further evaluated the suppressive ac-
tivity of the Treg cells. We measured the mRNA expression of two Treg-
related cytokines, and found that compared with the pLentiLox 3.7
group, the mRNA expression of TGF-β and IL-10 in the DQ786243
group was significantly elevated (Fig. 3, A and B). Furthermore, we
found that compared with the pLentiLox 3.7 group, the mRNA ex-
pression of IFN-γ and IL-17 in the DQ786243 group was significantly
suppressed (Fig. 3, C and D). In addition, we performed the in vitro
proliferation assay to analyze the direct suppressive activity of Foxp3+

Treg cells to CD4+CD25− T cells. As shown in Fig. 3, E and F, compared
with the pLentiLox 3.7 group, Treg cells form DQ786243 group sig-
nificantly reduced the proliferation of CD4+CD25− T cells at either
1:0.5 or 1:1 ratio (CD4+CD25− T cells:Treg cells).

3.4. DQ786243 overexpression effected Foxp3-miR-146a-NF-κB axis

To investigate whether the effects of DQ786243 overexpression was
associated with Foxp3 overexpression, we transfected pLentiLox 3.7-
DQ786243 along with Foxp3 siRNAs into the CD4+ cells from the
normal samples. As shown in Fig. 4, A and B, compared with the
DQ786243+ si-NC group, the mRNA and protein expression of Foxp3
in the DQ786243+ si-Foxp3 group was significantly down-regulated.
We further found that DQ786243 overexpression induced the increase
of miR-146a expression, which was suppressed by the co-transfection of
LentiLox 3.7-DQ786243 and Foxp3 siRNAs (Fig. 4C). In consideration
of the effects of miR-146a on NF-κB signaling, we further evaluated the

Fig. 3. DQ786243 overexpression suppressed the expression of IFN-γ and IL-17 and promoted the suppressive activity of Treg cells. Control group, CD4+ cells from
normal samples; pLentiLox 3.7 group, CD4+ cells transfected with pLentiLox 3.7 empty plasmids; DQ786243 group, CD4+ cells transfected with pLentiLox 3.7-
DQ786243 plasmids. The mRNA expression levels of TGF-β (A) and IL-10 (B), IFN-γ (C) and IL-17 (D) were measured by qRT-PCR assay. (E) The CD4+CD25− T cells
labeled with CFSE were co-cultured without or with Treg cells (CD4+CD25− T cells:Treg cells = 1: 0, 1: 0.5, and 1: 1) isolated from different groups. After 72 h, the
cell proliferation by CFSE dilution was determined by flow cytometry. (F) The proliferation inhibition rate was calculated by (the percentage of dividing CFSE-labeled
CD4+CD25− T cells cultured alone - the percentage of dividing CFSE-labeled CD4+CD25− T cells in the co-culture)/the percentage of dividing CFSE-labeled
CD4+CD25− T cells cultured alone × 100%. *P < .05 versus the control group or the pLentiLox 3.7 group.
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expression of p-IκB-α and p-p65. As shown in Fig. 4, D and E, compared
with the control group, the expression of p-IκB-α and p-p65 was sig-
nificantly decreased in the DQ786243 group; compared with the
DQ786243 group, the expression of p-IκB-α and p-p65 was significantly
elevated in the DQ786243+ si-Foxp3 group. The above date suggest
that when the DQ786243 was overexpressed, the Foxp3-miR-146a-NF-
κB axis changed.

3.5. Foxp3-miR-146a-NF-κB axis partly mediated the effects of DQ786243
overexpression

To investigate whether the effects of DQ786243 overexpression was
associated with Foxp3-miR-146a-NF-κB axis, we transfected pLentiLox
3.7-DQ786243 along with Foxp3 siRNAs into the CD4+ cells from the
normal samples, followed by the transfection of miR-146a mimic or the
treatment of PDTC. Then we measured the mRNA expression of TGF-β,
IL-10, IFN-γ and IL-17. As shown in Fig. 5, A and B, compared with the
DQ786243 group, the elevated mRNA expression of TGF-β and IL-10
was significantly decreased in the DQ786243+ si-Foxp3 group; com-
pared with the DQ786243+ si-Foxp3 group, the expression of TGF-β
and IL-10 showed an obvious elevation in the DQ786243+ si-
Foxp3+miR-146a group or the DQ786243+ si-Foxp3+PDTC group.
As shown in Fig. 5, C and D, the DQ786243 overexpression-induced
decreased expression of IFN-γ and IL-17 showed an increase in the
DQ786243+ si-Foxp3 group; and further showed a decrease in the
DQ786243+ si-Foxp3+miR-146a group or the DQ786243+ si-
Foxp3+PDTC group as compared with the DQ786243+ si-Foxp3
group. The above data suggest that the effects of DQ786243

overexpression on Treg cells were partly mediated by the Foxp3-miR-
146a-NF-κB axis.

4. Discussion

In recent years, lncRNAs have been attracting more attention in the
pathogenesis of a variety of diseases. As a newly identified lncRNA, the
roles of DQ786243 have been confirmed in several cancers and Crohn's
disease. In the present study, we tried to investigate the effects of
DQ786243 in the progression of OLP. It has been reported that
DQ786243 affects Treg related Foxp3 expression [32], and Foxp3+

Treg cells plays an important role in the development of OLP, we hy-
pothesized that the dysregulation of DQ786243 was deeply involved in
the OLP via modulating Foxp3+ Treg cells.

In the present study, we first evaluated the expression of DQ786243
and Foxp3 in the CD4+ cells from the PMBCs of OLP patients and
normal controls, and found that their expression both showed up-reg-
ulation in the OLP group, suggesting that the dysregulation of
DQ786243 and Foxp3 contributed to the development of OLP. A posi-
tive correlation between the DQ786243 and Foxp3 in the OLP group
was found, indicating that DQ786243 affected Foxp3 expression, which
was consistent with the previous study [32]. Meanwhile, we found that
the frequency of Foxp3+ Treg cells in the OLP group was dramatically
higher than that in the control group, suggesting that there may be a
close relation between DQ786243 and Foxp3+ Treg cells. To in-
vestigate the roles of DQ786243 in the Treg cells, we overexpressed it in
the CD4+ cells from the normal samples. Then we found that
DQ786243 overexpression significantly increased the Foxp3 expression,

Fig. 4. DQ786243 overexpression effected Foxp3-miR-146a-NF-κB axis. Control group, CD4+ cells from normal samples; DQ786243 group, CD4+ cells transfected
with pLentiLox 3.7-DQ786243 plasmids; DQ786243+ si-Foxp3 group, CD4+ cells co-transfected with pLentiLox 3.7-DQ786243 plasmids and Foxp3 siRNAs;
DQ786243+ si-NC group, CD4+ cells co-transfected with pLentiLox 3.7-DQ786243 plasmids and siRNA negative controls. The mRNA (A) and protein (B) expression
levels of Foxp3 were measured by qRT-PCR and western blot assay, respectively. (C) The expression level of miR-146a was measured by qRT-PCR assay. (D, E) The
protein expression levels of p-IκB-α and p-p65 were measured by western blot assay. *P < .05 versus the control group; #P < .05 versus the DQ786243 group.
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elevated the frequency of Foxp3+ Treg cells, and up-regulated the ex-
pression of Treg-related genes (GranB, CTLA-4 and GITR). The above
data indicated that DQ786243 dysregulation was involved in the pro-
gression of OLP via modulating Foxp3+ Treg cells.

It has been reported that in addition to Treg frequency, the func-
tional activity of Treg cells was also crucial to autoimmune and in-
flammatory diseases [35]. The activity of Treg cells to suppress T cell
immune responses in patients with multiple sclerosis is decreased while
the number of the cells is unaltered [36,37]. Similarly, the suppressive
activity of Treg cells isolated from active rheumatoid arthritis patients
was markedly decreased [38]. And Zhou et al. have reported that in

patients with OLP, the Treg cells were frequently increased but func-
tionally impaired [4]. These results suggest that to increase the func-
tional Treg cells may be therapeutic. To further evaluate the functional
activity of DQ786243 overexpression-induced Foxp3+ Treg cells, we
firstly measured the expression of two Treg-related cytokines (TGF-β
and IL-10), and found that their expression was significantly elevated
by the DQ786243 overexpression. Moreover, Foxp3+ Treg cells main-
tain immune homeostasis by suppressing different inflammatory re-
sponses [39]. The Th1 cell marker IFN-γ and Th17 cell marker IL-17
[40] in the DQ786243 group was significantly suppressed. Further-
more, the in vitro proliferation assay showed that DQ786243

Fig. 5. Foxp3-miR-146a-NF-κB axis partly mediated the effects of DQ786243 overexpression. Control group, CD4+ cells from normal samples; DQ786243 group,
CD4+ cells transfected with pLentiLox 3.7-DQ786243 plasmids; DQ786243+ si-Foxp3 group, CD4+ cells co-transfected with pLentiLox 3.7-DQ786243 plasmids and
Foxp3 siRNAs; DQ786243+ si-Foxp3+miR-146a group, CD4+ cells co-transfected with pLentiLox 3.7-DQ786243 plasmids, Foxp3 siRNAs and miR-146a mimics;
DQ786243+ si-Foxp3+PDTC group, CD4+ cells co-transfected with pLentiLox 3.7-DQ786243 plasmids and Foxp3 siRNAs, followed by the treatment of PDTC. The
mRNA expression levels of TGF-β (A) and IL-10 (B), IFN-γ (C) and IL-17 (D) were measured by qRT-PCR assay. *P < .05 versus the control group; #P < .05 versus
the DQ786243 group; &P < .05 versus the DQ786243+ si-Foxp3 group.
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overexpression-induced Foxp3+ Treg cells possessed higher suppressive
capacity to inhibit the proliferation of CD4+CD25− T cells. The above
data suggested that DQ786243 overexpression induced the functional
Foxp3+ Treg cells.

To further confirm whether the effects of DQ786243 overexpression
was associated with Foxp3 overexpression, we transfected pLentiLox
3.7-DQ786243 along with Foxp3 siRNAs into the CD4+ cells from the
normal samples to suppress DQ786243 overexpression-induced Foxp3
expression. Foxp3 was reported to regulate miR-146a expression, and
miR-146a is critical for the suppressive activity of Foxp3+ Treg cells
[39]. And one our previous study also showed that Foxp3 controls
progression of OLP by regulating miR-146a, further negatively reg-
ulating TRAF6 [41]. We further found that DQ786243 overexpression
induced the increase of miR-146a expression, which was suppressed by
the knockdown of Foxp3. It is well established that miR-146a nega-
tively regulates NF-kB activation by suppressing IRAK1 and TRAF6
expression [42,43]. Therefore, we further evaluated the expression of p-
IκB-α and p-p65 to assess the NF-κB activation. The results showed that
the DQ786243 overexpression significantly decreased the expression of
p-IκB-α and p-p65, which showed an elevation in the DQ786243+ si-
Foxp3 group. The above date showed that when the DQ786243 was
overexpressed, the Foxp3-miR-146a-NF-κB axis changed, suggesting
that the Foxp3-miR-146a-NF-κB axis may be related to the effects of
DQ786243.

Zhang et al. have reported that NF-κB activation negatively corre-
lates with Treg Cell frequency in infiltrated mononuclear cells in OLP
patients [44], suggesting that there are close relation between NF-κB
signaling and Treg cells. To investigate whether the effects of
DQ786243 overexpression was associated with Foxp3-miR-146a-NF-κB
axis, we transfected pLentiLox 3.7-DQ786243 along with Foxp3 siRNAs
into the CD4+ cells from the normal samples, followed by the trans-
fection of miR-146a mimic or the treatment of PDTC. We found that the
DQ786243 overexpression-induced elevated expression of TGF-β and
IL-10 was significantly decreased in the DQ786243+ si-Foxp3 group,
but showed an obvious elevation in the DQ786243+ si-Foxp3+miR-
146a group or the DQ786243+ si-Foxp3+PDTC group. And the
DQ786243 overexpression-induced decreased expression of IFN-γ and
IL-17 showed an increase in the DQ786243+ si-Foxp3 group, but
further showed a decrease in the DQ786243+ si-Foxp3+miR-146a
group or the DQ786243+ si-Foxp3+PDTC group. The above data
suggest that the effects of DQ786243 overexpression on the function of
Treg cells were partly mediated by the Foxp3-miR-146a-NF-κB axis.

In summary, these results demonstrate that the dysregulation of
DQ786243 was deeply involved in the modulation of Treg cells in OLP
via Foxp3-miR-146a-NF-κB axis, implicating a novel insight into un-
derstanding the progression of OLP. Overexpression of DQ786243 in-
duced functional Foxp3+ Treg cells, revealing a potential therapeutic
strategy for OLP, even the autoimmune and inflammatory diseases.
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