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Purprosk. Deregulated expression of several microRNAs (miRNAs) in sera or salivary glands of
patients with Sjogren syndrome (SS) has been reported. However, none have investigated
miRNAs in samples that can represent lacrimal glands. We compared the miRNAs expression
in the tears of SS patients and healthy controls. Moreover, we investigated the correlation
between miRNAs expression and ocular staining score (OSS).

MerHops. Individual tear samples were collected from 18 SS patients and 8 age-matched
controls. Clinical ophthalmologic assessments included Schirmer I test, tear film breakup time
(tBUT), and OSS. The expression of 43 different miRNAs in tears was measured using real-time
polymerase chain reaction, and compared between the SS patients and controls. And we also
compared between the three groups of control, primary SS, and secondary SS patients. The
correlation between the miRNA expression and OSS was evaluated.

Resurts. The expression levels of miR-16-5p, miR-34a-5p, miR-142-3p, and miR-223-3p were
significantly upregulated in patients with SS when compared with those in the control group
(P < 0.05). The expression of 10 miRNAs (miR-30b-5p, miR-30c-5p, miR-30d-5p, miR-92a-3p,
miR-134-5p, miR-137, miR-302d-5p, miR-365b-3p, miR-374¢-5p, miR-487b-3p) was significant-
ly downregulated in the SS patients (P < 0.05). Eight miRNAs showed statistically significant
differences between the three groups of control, primary SS and secondary SS. All 14 miRNAs
with significant differences in SS patients and control group were not significantly correlated
with OSSs.

Concurusions. The 14 differentially expressed miRNAs may be involved in the pathogenesis of
SS, in particular, related to autoimmunity and neuropathy.
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jogren syndrome (SS) is a gradual and progressive autoim-

mune disease characterized by the lymphocytic and plasma
cell infiltration of exocrine glands such as lacrimal and salivary
glands. It is estimated that the worldwide incidence of SS is 7
per 100,000 people, with the highest incidence rates in Europe
and Asia, reaching up to 43 per 100,000 people.' Lacrimal
gland involvement in SS often leads to aqueous deficient dry
eye, which is classically associated with a marked decrease in
tear production and severe ocular surface inflammation.” Dry
eye associated with SS is often more severe than non-SS dry
eye.® Nevertheless, the pathogenesis of dry eye in SS is poorly
understood because lacrimal gland biopsy is relatively invasive
compared with that of the minor salivary glands.

MicroRNAs (miRNAs) are a group of endogenous small
noncoding RNAs, approximately 20 to 25 nucleotides in length,
which regulate gene expression posttranscriptionally,4’5 MiRNAs
regulate mRNA degradation or translational interference by
binding to a complementary sequence present in the 3'-
untranslated regions (UTR) of target gene mRNAs.® MiRNAs
play significant roles in several cellular processes, including cell
differentiation, proliferation, migration, apoptosis, and stem cell
maintenance.”” Recent studies demonstrated that miRNAs can
be released by cells and tissues in a cell-free form in several
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biological fluids including serum and tears.'®'! Circulating

miRNAs are extremely stable; they even withstand repetitive
freezing/thawing cycles and RNases. Abnormal circulating
miRNAs were initially observed in patients with cancers'>™ !4
and presently their application has been extended to other
diseases.

Although several studies on miRNA expression in SS patients
have been reported, few of these have investigated the miRNA
expression of the dry eye in SS patients. In minor salivary
glands of SS patients, deregulated expression of several miRNAs
was described and their association with salivary glandular
dysfunction was explained."” In addition, the elevated expres-
sion of miR-146a and miR-155 in peripheral blood mononuclear
cells (PBMC) of patients with SS has been reported,IG'17
Nevertheless, little is known about the role of miRNAs in the
dry eye of SS patients.

We conducted a preliminary study using a commercial array
(miScript miRNA PCR Array Human Pain: Neuropathic &
Inflammatory, MIHS-120ZF; Qiagen, Valencia, CA, USA) to
compare the miRNA expression in the tear of SS patients and
controls. In our preliminary study, we choose miRNAs that
were abundantly expressed in the tears and significantly
different between the two groups. This study was carried out
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using miScript miRNA PCR Array Custom to analyze the
aforementioned miRNAs.

Therefore, we investigated the expression of miRNAs in the
tears of SS patients and compared them to healthy controls.
And we also compared them between the three groups:
control, primary SS, and secondary SS patients. Concurrently,
we also examined the correlation between miRNA expression
and ocular staining scores.

METHODS

Patient Selection and Ophthalmologic
Examination

We collected 18 tear samples from SS patients (mean age: 47.22
+ 11.56 years, range: 26-62 years) and eight from normal
subjects (mean age: 42.5 = 11.78 years, range: 27-62 years) at
the Hanyang University Hospital. Among SS patients, nine
patients had primary SS and nine patients had secondary SS.
This study followed the tenets of the Declaration of Helsinki.
Research protocols were approved by the Institutional Review
Board (IRB) of Hanyang University Hospital (IRB number:
HYUH 2018-10-013-003) and all patients gave their informed
consent. The patients in this study did not use any eye drops or
used only preservative-free artificial tears. A rheumatologist
diagnosed SS, according to the 2002 American-European
Consensus Group international classification criteria. Eight
healthy subjects who revealed no symptoms of ocular irritation
and had normal tear function (20 mm on the Schirmer I test)
and clear cornea were used as controls.

Clinical ophthalmologic assessments included Schirmer I
test, tear film breakup time (tBUT), and ocular staining score
(OSS). Tear production was assessed by the Schirmer I test, in
which the extent of tear flow down a piece of filter paper
inserted into the lateral part of the inferior fornix of the eye
was measured over a 5-minute period. Tear breakup time was
measured to assess the tear film stability. The OSS was assessed
via the Sjogren International Collaborative Clinical Alliance
(SICCA) method.'®

Sample Collection

Basal tear fluid was collected atraumatically from the inferior
tear meniscus of both eyes, using micropipettes (Eppendortf,
Hamburg, Germany) before the clinical test. Care was taken to
avoid touching the corneal and conjunctival surfaces. In the
case of few tears in patients with SS, tears were obtained by the
same method after instillation of 2.5 pL of distilled water. Tear
samples were placed in microtubes and stored at —80°C until
further examination.

Total RNA Extraction, Complementary DNA
(cDNA) Synthesis, Preamplification, and Real-Time
PCR

All collected tear samples were homogenized in reagent
(QlIazol; Qiagen). Total RNA including small RNAs and miRNAs
was isolated from the tear samples, using a serum/plasma kit
(miScript; Qiagen) according to the manufacturer’s instruc-
tions. RNA samples were stored at —80°C until cDNA reaction.
The isolated RNAs were reverse-transcribed into cDNA using a
serum plasma kit (miScript II RT Kit; Qiagen). Prior to PCR,
cDNA samples were preamplified using a PCR kit (miScript
PreAMP; Qiagen) as well as a primer mix (miScript; Qiagen). All
reactions were performed as specified in the protocols by the
manufacturer. The miRNA expression profiling was performed
using a customized PCR array (Qiagen) of selected 43 miRNAs
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of interest. We conducted a preliminary study using a PCR
array (Qiagen) to compare the miRNA expression in the tear of
SS patients and controls. In our preliminary study, we choose
miRNAs which were abundantly expressed in the tears and
significantly different between the two groups. This study was
carried out using a custom PCR array to analyze the
aforementioned miRNAs. Quantitative real-time PCR reactions
(qRT-PCR) were carried out via SYBR Green-based RT-PCR with
an RT-PCR device (Light Cycler 480; Roche, Basel, Switzer-
land), following the manufacturer’s protocol.

Normalization and Relative Quantification of Tear
MiRNA Expression

To eliminate the normalization issue for miRNA expression in
the tears, depending on the absence of stable RNA, we used
the global mean normalization method for normalizing serum/
plasma miRNA expression.'® The global mean normalization of
the miRNA qRT-PCR data was performed via The Gene Global
Data Analysis Center (Qiagen, Germantown, MD, USA). The
relative expression of miRNAs was calculated using the
comparative delta delta Ct (AACT) method. Fold changes were
calculated using the equation 2 AACt 2021

Statistical Analysis

The data are presented as the means and standard deviation
(SD). Differences between the control and SS patients were
estimated with a two-tailed Mann-Whitney U-test. Differences
in miRNA levels between the three groups, control, primary SS,
and secondary SS patients, were analyzed using Kruskal-Wallis
test. Only the candidate miRNAs that showed significant
differences between the control group and SS patients (P <
0.05) were selected for correlation analysis. Spearman corre-
lation analysis was used for the correlation studies. All analyses
were performed using statistical analysis software (SPSS 17.0;
SPSS, Inc., Chicago, IL, USA). A value of P < 0.05 was
considered indicative of statistical significance.

RESULTS

Clinical Characteristics of the Subjects

In the present study, 18 patients with SS (mean age: 47.22 *=
11.56 years; range: 26-62 years) and 8 controls (mean age: 42.5
*+ 11.78 years; range: 27-62 years) were included. Of these, 16
were female and 2 were male. No significant differences were
observed in the distribution of age and sex between SS patients
and controls. Nine patients had primary SS and nine had
secondary SS. Among the patients with secondary SS, six had
rheumatoid arthritis (RA), and three had systemic lupus
erythematosus (SLE). The demographic, clinical, and laborato-
ry data of the SS patients are summarized in Table 1.

Differential Expression of MicroRNAs Between SS
Patients and Controls

The miRNA expression levels were compared between the SS
patients and control group using the Mann-Whitney U-test. We
found that four miRNAs were upregulated in SS patients
compared with that in the controls and 10 miRNAs were
downregulated in SS patients compared with that in the
normal controls (Table 2). Expression levels of miR-16-5p, miR-
34a-5p, miR-142-3p, and miR-223-3p in patients with SS were
significantly higher than those in the controls. Expression
levels of miR-30b-5p, miR-30c-5p, miR-30d-5p, miR-92a-3p,
miR-134-5p, miR-137, miR-302d-5p, miR-365b-3p, miR-374¢c-5p,
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Tasle 1. Demographic and Clinical Characteristics of SS Patients
Mean * SD
Demographic
Age, y 47.22 = 11.56
Sex (1), female/male 16/2
Primary SS/secondary SS, n 9/9
Clinical features
Schirmer test, mm 5.53 = 6.63
tBUT, s 2.40 *= 1.67
OSS (score) 4.00 = 3.24

Total, n (%)

Rheumatic comorbidity

SLE 6(33.3)

RA 3 (16.7)
Laboratory findings

Anti-Ro/SSA positivity 18 (100)

Anti-La/SSB positivity 9 (50)

Rheumatoid factor positivity 16 (88.9)

and miR-487b-3p in patients with SS were significantly lower
than those in controls.

Differential Expression of MicroRNAs Between
Controls, Primary, and Secondary SS Patients

We included 18 patients: 9 with primary SS and 9 with
secondary SS. We compared miRNA expression between the
three groups of control, primary and secondary SS groups
(Table 3). Eight miRNAs showed statistically significant
differences between the three groups using the Kruskal-Wallis
test. Comparison between the two groups using Mann-
Whitney U-test revealed significant decreases in the expression
of miR-30b-5p, miR-30¢-5p, miR-30d-5p, miR-92a-3p, and miR-
365b-3p and significant increase in the expression of miR-142-
3p in primary SS patients compared with the controls. There
was a significant difference in five miRNAs between the
secondary SS patients and the control group. In patients with
secondary SS, mir-16-5p, and miR-142-3p were upregulated and
miR-137, miR-302d-5p, and miR-374c-5p were downregulated
compared to the controls. There was no significant difference
between the primary and secondary SS patients except for
miR-146a-5p (P = 0.027, data not shown).

Correlation Between OSS and the miRNA Level in
SS Patients

The correlation between the OSS score and level of miRNAs
that were significantly different in SS group compared to those
in the control group was analyzed (Table 4). All miRNAs were
not significantly correlated with the OSS scores.

DiscussION

SS is characterized by systemic autoimmunity, inflammation,
and dysfunction in the exocrine organs, primarily the salivary
and lacrimal glands.?? Patients with SS present several
symptoms including oral, ocular, and extraglandular manifes-
tations. Of these, about 25% patients initially present with
extraglandular symptoms including arthralgia, myalgia, and
fatigue; 25% reveal ocular discomfort, and 50% show oral
symptoms such as xerostomia and dental decay.?® In addition,
the severity of symptoms and signs varies widely among
patients with SS. However, it is not known why SS patients
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have different symptoms and varying degrees of these
symptoms.

Several studies on miRNA expression in patients with SS
have been reported. Some studies reported the overexpression
of miR-146a and miR-155 in the PBMC of patients with primary
$8.2472% Gourzi et al.?’ identified miRNAs suspected to target
Ro/SSA and La/SSB mRNAs in primary SS as follows: let-7b, miR-
16, miR-181a, miR-200b-3p, miR-200b-5p, miR-223, and miR-
483-5p. The overexpression of miR-16 in minor salivary glands
(MSGs), miR-200b-3p in salivary gland epithelial cells (SGECs),
and miR-223 collectively with miR-483-5p in PBMCs of SS
patients compared to those in the sicca complaining controls
has been reported.?’ Several studies have examined miRNA
expression in sera, salivary glands, or SGECs of SS patients;
however, none have investigated miRNAs in samples that can
represent lacrimal glands.

Tear fluid, as part of the lacrimal functional unit, contains
various proteins, lipids, and metabolites in a dynamic state.
Tears act as biomarkers for ocular diseases such as dry eye
syndrome because it is relatively difficult to perform a biopsy
on the lacrimal glands. Tear is an obvious source for a
noninvasively obtainable biomarker in SS since it is a direct
product of the lacrimal gland. To the best of our knowledge,
this is the first study in which the profiles of miRNAs in tears of
SS patients were analyzed and compared with those in healthy
controls.

In this study, we found 14 miRNAs with significantly
different expression in SS patients compared to that in the
controls. The expression of miR-16-5p, miR-34a-5p, miR-142-
3p, and miR-223-3p was increased, and the expression of miR-
30b/c/d-5p, miR-92a-3p, miR-134-5p, miR-137, miR-302d-5p,
miR-365b-3p, miR-374¢-5p, miR-487b-3p was decreased in the
tears of the SS patients compared with those in the controls.
There were significant differences in eight miRNAs between
the three groups of the control, primary and secondary SS
patients. MiRNAs that differed significantly from the control
group were different between the primary and secondary SS
groups, but there were similar trends of increase and decrease.
And there was no significant difference between primary and
secondary SS patients except for miR-146a-5p. This suggests
that the pathogenesis of primary and secondary SS may be
similar or that miR-146a-5p may play an important role in the
pathogenesis of SS. Further studies with more subjects are
needed.

SS is a multifactorial syndrome, involving environmental
factors, genetic predisposition, and hormonal factors in the
presence of the innate and acquired immune system costim-
ulation.?®?° Although the pathogenesis of SS remains unclear,
the autoimmunity is considered to be the key player in the
syndrome development. Cytokine production, T lymphocytes,
B-cell activating factor (BAFF), and autoantibodies secreted by
B lymphocytes were found in the target tissue of SS and the
salivary and lacrimal glands.?® Recently, the emerging theory
states that autoimmunity is linked to chronic neuropathy in
$8.%° The theory of the relationship between the neural and
immune mechanisms of SS manifestations states that lesions of
the autonomic and peripheral neural system reduce the
threshold for inflammatory and noxious events and disturb
the balance of inflammatory mediators.>°

MiR-16, miR-142, and miR-223 are highly expressed in the
hematopoietic cells and are crucial during hematopoietic
lineage differentiation. MiR-16 and miR-142 substantially
altered the T lymphoid lineage differentiation as one of the
most abundant miRNAs in T cells.>'** MiR-223 is required for
differentiation of various myeloid cells including neutrophils,
basophils, and mast cells from common myeloid precursor
cells and enhanced T cell differentiation.>* The decrease in the
miR-17-92 cluster was associated with accumulation of mature
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TaBie 2. Expression of Tear microRNAs in Patients With SS as Compared to Control Group

MicroRNA SS ACt* (mean *= SD) Control ACt* (mean = SD) Fold Changest P Value
miR-15b-5p 155 £ 1.25 1.78 = 0.89 1.17 0.541
miR-16-5p —0.24 = 1.22 0.98 *+ 0.56 2.34 0.012%
miR-17-5p 3.97 = 1.07 3.73 = 093 —-1.19 0.617
miR-20a-5p 2.15 £ 082 1.94 = 0.80 —1.16 0.505
miR-20b-5p 4.35 £ 0.98 5.35 * 0.94 1.99 0.075
miR-21-5p —5.58 = 1.76 —4.82 = 1.13 1.69 0.120
miR-23b-3p —-0.52 £ 1.57 —0.96 = 0.46 —1.36 0.267
miR-25-3p 201 £1.17 1.42 £ 0.75 —-15 0.120
miR-29a-3p —-0.57 £ 1.28 —-0.33 = 0.79 1.18 0.617
miR-30a-3p 4.24 £ 1.09 399 £ 1.12 —1.18 0.470
miR-30b-5p 2.10 £ 1.15 1.01 = 0.73 —2.14 0.020%
miR-30c-5p 4.07 = 1.61 226 £ 1.75 =35 0.020%
miR-30d-5p 2.35 * 0.96 1.45 = 0.68 —1.87 0.026%
miR-34a-5p 1.85 £ 1.43 299 + 2.18 2.21 0.046%
miR-92a-3p 0.26 = 1.07 —0.53 = 0.55 —1.74 0.011%
miR-93-5p 351 £ 1.03 3.33 = 0.50 -1.13 0.739
miR-99a-5p 288 £ 1.11 2.26 £ 1.17 —1.54 0.149
miR-100-5p 2.54 = 1.02 2.14 £ 1.15 —-1.32 0.291
miR-103a-3p 4.03 = 1.44 4.90 = 0.79 1.82 0.149
miR-124-3p 4.54 £ 1.53 391 = 0.74 -1.55 0.085
miR-125b-5p 0.48 = 1.49 —0.31 = 0.56 —-1.73 0.165
miR-127-3p 1.62 = 2.19 1.36 * 0.32 -1.19 0.059
miR-132-3p 3.84 = 1.03 4.42 = 1.05 1.5 0.165
miR-134-5p 6.48 = 1.63 5.75 £ 0.72 —1.66 0.046%
miR-137 6.65 £ 1.71 5.75 £ 0.72 —1.86 0.035%
miR-142-3p 2.88 * 2.11 4.76 * 1.42 3.69 0.012%
miR-142-5p 5.96 = 1.50 5.13 £ 091 —-1.78 0.067
miR-143-3p 5.65 = 1.47 5.42 = 0.58 -1.18 0.317
miR-145-5p 2.82 £ 1.39 2.17 £ 0.71 —1.57 0.096
miR-146a-5p 0.10 = 1.62 0.59 * 1.81 1.41 0.470
miR-146b-5p 4.58 = 1.57 4.42 * 1.52 —1.12 0.912
miR-152-3p 322 *£1.25 3.10 = 0.58 —-1.09 0.956
miR-155-5p 5.54 = 2.18 5.50 = 0.58 —-1.03 0.437
miR-182-5p 4.75 £ 1.34 4.46 £ 1.04 —1.22 0.505
miR-183-5p 3.89 * 1.24 393 *+ 1.43 1.03 0.824
miR-203a-3p —-0.53 £ 1.51 —1.72 £ 135 —2.28 0.067
miR-221-3p 1.98 = 1.26 230 £ 1.09 1.25 0.541
miR-223-3p —2.25 £ 234 —0.90 = 1.04 2.55 0.040%
miR-302d-5p 6.42 £ 1.59 5.46 = 0.60 —1.94 0.013%
miR-338-5p 1.97 £ 152 1.32 = 0.56 -1.57 0.085
miR-365b-3p 2.74 *1.07 1.84 = 1.00 —1.86 0.040%
miR-374c-5p 6.41 £ 1.93 4.58 = 1.34 —3.56 0.020%
miR-487b-3p 6.59 = 1.68 5.75 £ 0.72 —-1.78 0.040%

* ACt; delta threshold cycle; Ct (gene of interested)-Ct (housekeeping gene).
T Fold changes; log2 fold change; positive values indicate elevated and negative values reduced levels in SS samples, respectively.
# Indicating a value of P < 0.05.

Investigative Ophthalmology & Visual Science

B cells and pro-B cells with a marked reduction of pre-B events
that have been linked to lymphoproliferative disease and
;1utoimmunity.33‘34 In our study, miR-16-5p, miR-142-3p, and
miR-223-3p levels were significantly increased in patients with
SS compared to those in the control, and miR-92a-3p level was
significantly decreased, and these miRNAs would be involved
in the pathogenesis of SS by participating in the development
and differentiation of immune cells.

In previous studies, several miRNAs have been identified as
biomarkers with a difference in their expression in autoim-
mune diseases. MiR-16-5p and miR-223-3p were found to be
dysregulated in patients with RA and SS.2*>7 Moreover, the
changes observed in miR-16-5p and miR-223-3p expression
significantly correlated with those observed for clinical
parameters and inflammatory palrameters.38 MiR-142 was
overexpressed in SLE, systemic sclerosis, and psoriasis.”’41
MiR-92a was found to be dysregulated in systemic sclerosis and
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multiple sclerosis. 243 MiR-34a was found to be upregulated in
active MS lesions and contributed to MS pathogenesis by
targeting CD47 to release macrophages.43 The potential
contribution of other miRNAs in autoimmunity remains
unclear and further investigation is required.

As aforementioned, the pathogenesis of SS is associated
with the neuropathic mechanism as well as autoimmunity. The
basal and reflex wetting of the mouth and the ocular surface
provided, respectively, by saliva and tears are directly
controlled by the autonomic nervous system and respond to
sensorial stimuli of taste and vision and general sense
nerves. “417 Among miRNAs that are significantly expressed
in SS, some are reported to be associated with neuropathy. MiR-
134 level was decreased under neuropathic conditions. MiR-34
and miR-16 were downregulated in the dorsal root ganglia
upon inflammatory induction. ®-5° MiR-223 was upregulated in
the prefrontal cortex during inflammation and downregulated
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TaBi 3. Expression of Tear microRNAs in Patients With Primary and Secondary SS as Compared to Control Group

Control ACt* Primary SS ACt* Secondary SS ACt*

Control vs. Primary SS Control vs. Secondary SS

MicroRNA (mean = SD) (mean *= SD) (mean * SD) P Valuet Fold Changest P Value§ Fold Changest P Value§
miR-15b-5p 1.78 = 0.89 191 = 1.14 1.27 = 1.32 0.542 —1.09 0.916 1.42 0.286
miR-16-5p 0.98 * 0.56 0.10 £ 1.32 —-0.51 = 1.12 0.027H 1.85 0.059 2.82 0.016H
miR-17-5p 3.73 £ 093 4.00 = 0.92 3.95 £ 1.23 0.876 —1.21 0.674 —1.17 0.657
miR-20a-5p 1.94 + 0.80 2.25 * 0.55 2.07 £ 1.01 0.780 —1.25 0.462 —1.09 0.657
miR-20b-5p 5.35 = 0.94 4.41 = 0.85 430 = 1.12 0.199 1.91 0.141 2.06 0.110
miR-21-5p —4.82 + 1.13 —5.56 + 1.36 —5.60 = 2.11 0.251 1.67 0.401 1.71 0.076
miR-23b-3p —0.96 * 0.46 —-0.09 £ 1.37 —-0.86 = 1.70 0.348 —-1.83 0.208 —-1.07 0.477
miR-25-3p 1.42 = 0.75 2.35 * 1.32 1.74 = 1.03 0.263 —1.90 0.208 —1.24 0.155
miR-29a-3p —-0.33 = 0.79 —-0.39 £ 1.11 —0.70 = 1.45 0.780 1.05 0.916 1.30 0.477
miR-30a-3p 3.99 £ 1.12 4.63 * 0.95 392 *+ 1.14 0.249 —1.55 0.172 1.05 1.000
miR-30b-5p 1.01 = 0.73 233 + 1.07 1.93 = 1.24 0.047|| —2.49 0.027|| -1.89 0.062
miR-30c-5p 226+ 1.75 439 = 1.54 3.80 * 1.69 0.044] | —4.40 0.027]| -2.92 0.062
miR-30d-5p 1.45 = 0.68 2.71 + 0.96 2.06 *+ 0.90 0.042|| —2.40 0.012[ —1.53 0.155
miR-34a-5p 299 £ 2.18 1.89 + 1.16 1.81 = 1.67 0.134 2.14 0.059 2.26 0.110
miR-92a-3p —0.53 = 0.55 0.72 = 0.84 —-0.10 = 1.13 0.009| —2.38 0.002|| —1.35 0.155
miR-93-5p 3.33 £ 0.50 3.73 + 1.05 3.33 + 1.03 0.637 —1.32 0.462 1.00 0.929
miR-99a-5p 226 = 1.17 2.88 £ 0.90 2.88 £ 1.31 0.339 —1.54 0.141 —1.53 0.286
miR-100-5p 2.14 = 1.15 2.55 £ 0.75 252 *+ 1.24 0.498 —-1.33 0.172 —1.30 0.594
miR-103a-3p 4.90 *= 0.79 4.03 = 0.81 4.03 + 1.84 0.339 1.82 0.074 1.82 0.424
miR-124-3p 391 + 0.74 4.45 = 1.46 4.62 *+ 1.66 0.217 —1.46 0.208 —1.64 0.091
miR-125b-5p —0.31 = 0.56 0.90 *+ 1.63 0.14 = 1.36 0.290 —2.32 0.172 —1.37 0.286
miR-127-3p 1.36 + 0.32 1.46 += 2.00 1.75 = 2.43 0.152 —1.07 0.172 —1.31 0.062
miR-132-3p 4.42 + 1.05 4.17 = 0.92 3.57 £ 1.09 0.217 1.19 0.529 1.81 0.091
miR-134-5p 5.75 £ 0.72 6.41 * 1.63 6.55 = 1.71 0.126 —1.57 0.115 —1.73 0.062
miR-137 5.75 £ 0.72 6.41 + 1.63 6.85 £ 1.84 0.078 —-1.57 0.115 —-2.13 0.041]|
miR-142-3p 476 = 1.42 320 + 1.38 2.62 + 259 0.036]| 2.95 0.027| 4.41 0.033||
miR-142-5p 5.13 £ 091 6.13 = 1.58 5.83 £ 1.51 0.152 —2.00 0.093 —-1.62 0.131
miR-143-3p 5.42 * 0.58 5.53 = 1.55 5.74 = 1.49 0.588 —1.09 0.600 —1.25 0.248
miR-145-5p 2.17 £ 0.71 2.58 = 1.34 3.01 = 1.47 0.249 —-1.33 0.208 —1.80 0.110
miR-146a-5p 0.59 = 1.81 0.77 = 1.58 —0.45 = 1.52 0.125 —1.13 1.000 2.06 0.248
miR-146b-5p 4.42 + 1.52 4.81 = 1.67 439 £ 1.54 0.603 —1.32 0.674 1.02 0.859
miR-152-3p 3.10 £ 0.58 3.73 + 1.16 2.80 £ 1.21 0.188 —1.55 0.345 1.23 0.374
miR-155-5p 5.50 £ 0.58 5.85 £ 1.72 5.29 £ 255 0.719 —1.28 0.529 1.15 0.477
miR-182-5p 4.46 * 1.04 497 = 1.31 4.57 = 1.40 0.669 —1.42 0.462 —1.08 0.657
miR-183-5p 3.93 = 1.43 4.11 = 1.31 3.71 £ 1.22 0.915 —1.13 0.916 1.16 0.657
miR-203a-3p —1.72 = 1.35 —0.32 = 1.47 —-0.71 = 1.60 0.152 —2.64 0.074 —2.02 0.155
miR-221-3p 2.30 £ 1.09 2.22 *1.20 1.79 £ 1.33 0.661 1.06 0.916 1.43 0.374
miR-223-3p —0.90 * 1.04 —2.43 =192 —2.11 = 2.72 0.120 2.88 0.059 2.31 0.091
miR302d-5p  5.46 * 0.60 6.30 = 1.62 651 = 1.65 0.045|| -1.79 0.052 —2.07 0.021]|
miR-338-5p 1.32 + 0.56 1.76 = 1.00 2.14 = 1.88 0.202 -1.36 0.208 —-1.77 0.091
miR-365b-3p 1.84 = 1.00 3.01 = 1.10 253 = 1.04 0.098 —2.24 0.016” —1.60 0.214
miR-374c-5p  4.58 + 1.34 5.87 + 2.01 6.85 * 1.84 0.031]| —2.44 0.141 —4.81 0.013|
miR-487b-3p 5.75 £ 0.72 6.41 = 1.63 6.73 * 1.80 0.104 —1.57 0.115 —-1.97 0.051

* ACt; delta threshold cycle; Ct (gene of interested)-Ct (housekeeping gene).

1t Comparison of 3 groups using Kruskal-Wallis 1-way ANOVA.
F Comparison of each 2 groups using Mann-Whitney U-test

§ Fold changes; log2-fold change; positive values indicate elevated and negative values reduced levels in SS samples, respectively.

|| Indicating a value of P < 0.05.

in patients with fibromyalgia.>"">? In our study, miR-16-5p, miR-

34a-5p, and miR-223-3p levels were increased in the SS
patients, whereas miR-134-5p level was decreased, suggesting
that neuropathy may be involved in the pathogenesis of SS.
Further studies are required to address this issue.
Inflammation is crucial in the pathogenesis of dry eye and
the OSS is known to represent the severity of inflammation in
dry eye.*%35% Hence, if the severity of inflammation in dry
eye is clearly identified and controlled, dry eye treatment will
be possible. In this study, we analyzed the correlation between
OSS and miRNA expression level; however, no miRNA revealed
a significant correlation with the OSS. Alevizos et a1t reported
that the expression of miR-768-3p and miR-574 was inversely

Downloaded from iovs.arvojournals.org on 06/01/2021

correlated to the focus score representing the degree of
inflammation of the salivary glands and confirmed them as
potential biomarkers. We will further investigate the correla-
tion between ocular surface inflammation as determined by
OSS and tear cytokines as well as the expression of various
miRNAS.

Our study had several limitations. First, the research was
limited by a small sample size. Although we aimed to include a
larger sample size, the prevalence of SS is not high enough.
Second, this study only verified the expression levels of
miRNAs in the tears. In future studies, we intend to investigate
and compare the expression of miRNAs in PBMCs, salivary
gland tissues, and saliva simultaneously in a large cohort of
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TaBie 4. Correlation Between OSS and miRNA Expression in SS
Patients

MicroRNA r P
miR-16-5p ~0.176 0.485
miR-30b-5p 0.271 0.277
miR-30¢-5p 0.170 0.501
miR-30d-5p 0.198 0.431
miR-34a-5p —0.304 0.220
miR-92a-3p 0.331 0.179
miR-134-5p —0.042 0.870
miR-137 —0.165 0.514
miR-142-3p —0.030 0.905
miR-223-3p 0.032 0.899
miR-302d-5p 0.041 0.873
miR-365b-3p 0.200 0.426
miR-374c-5p —0.268 0.283
miR-487b-3p —0.314 0.205

* Spearman correlation coefficients (7).

patients. In addition, the correlation between the degree of
inflammation and microRNA expression level could not be
accurately investigated. Inflammatory cytokine analysis of the
tears may reveal the precise mechanism.

CONCLUSION

In conclusion, we expect that tear miRNAs which can be
obtained noninvasively will provide clues as to the pathogen-
esis of lacrimal gland dysfunction in patients with SS. Further
study with more subjects and further exploration of the
predicted molecular pathways associated with tear reduction
in SS are necessary to get the insight into the pathophysiology
of SS.
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