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ABSTRACT
Background: Thyroid-associated ophthalmopathy (TAO) is a common orbital
inflammatory disease, but the abnormal expression of proteins in tears of TAO
patients has not been systematically studied. The purpose of this study is to compare
and analyze the total tear protein profile of TAO patients and to provide protein cues
for TAO pathogenesis.
Methods: Tear samples were isolated from 30 TAO patients with obvious ocular
surface damage and 30 healthy control subjects. Tear samples from 30 individuals
were mixed and divided into three sample pools. Easy nano-scale LC-MS/MS based
on labeling-free quantitative technology was utilized to profile tear proteome.
Results: Here, electrospray ionization mass spectra and SDS-PAGE results
confirmed the good parallelisms among samples. A total of 313 proteins were
obtained from six tear pools, among them, 103 differential abundance proteins
(DAPs) were identified, including 99 up-regulated DAPs (including APOA1, HV103,
IGH, and Transferrin variant) and four down-regulated DAPs (including FABA,
VCC1, NUCB2, and E-cadherin) in the TAO group compared with the control
group. GO analysis showed that up-regulated DAPs were mainly enriched in lipid
metabolism and platelet molecular function, and down-regulated DAPs were
involved in binding, cell junction, and cellular process. KEGG results indicated that
DAPs were involved in 117 kinds of signal transduction pathways, among which the
immune-related pathway of complement and coagulation cascades had the greatest
relevance.
Conclusion: In conclusion, label-free LC-MS/MS is an effective strategy for profiling
tear proteins component. Our study provides proteins and pathways altered in TAO
and provides protein cues for further study on the precise mechanism of TAO
pathogenesis.

Subjects Biochemistry, Bioinformatics, Molecular Biology
Keywords Hyroid-associated ophthalmopathy, Tears, Label-free LC-MS/MS, Proteomics analysis,
Complement and coagulation cascades

INTRODUCTION
Thyroid-associated ophthalmopathy (TAO) is an ocular condition characterized by
thyroid dysfunction and is a common orbital inflammatory disease. Patients with TAO
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usually manifest with eyelid retraction, orbital edema, lagophthalmos, proptosis,
dysmotility, diplopia, lacrimation, as well as ocular surface irritation (Gupta, Sadeghi &
Akpek, 2009). Ocular surface disease is frequently diagnosed in TAO patients especially for
dry eye syndrome. For example, the study reported that 39 of 170 (23%) patients with
diagnosed autoimmune thyroid diseases match the criteria for keratoconjunctivitis sicca
(Coll et al., 1997). The estimated prevalence of TAO in the United States of America was
0.3%, and in the United Kingdom in women was 2.7% and in men was 0.3% (Sahli &
Gunduz, 2017). In addition, TAO usually exhibits clinical relevance with Graves’ disease in
80%, and in patients with autoimmune hypothyroidism due to Hashimoto’s thyroiditis
accounting for 10%, the remaining 10% of patients were individuals with no thyroid
disease (Bartalena, Pinchera & Marcocci, 2000). However, the key proteins involved in
TAO pathogenesis are still largely unclear.

Based on the fact that TAO is an autoimmune disorder, scholars have made great efforts
to explore its primary antigen and how the immune system recognizes it (Heufelder, 2000).
Up to now, it has been determined that autoimmunity is usually produced against the
antigens common in the thyroid gland and the orbit, such as antigen TSH receptor
(McGregor, 1998) and antigen collagen XIII (Wall & Lahooti, 2010). In addition to
autoimmunity, several hypotheses have been put forth to explain the potential mechanism
of ocular surface disease in TAO patients: environmental factors, such as stress, infectious
agents, iodine, smoking, IFN and interleukin therapy, and sex steroids (Bahn, 2010; Sahli
& Gunduz, 2017); genetic factors, such as thyroid-specific proteins and polymorphisms in
protein genes affecting immune function, including CD40, CTLA 4, TG, IL-13, and
IL-2RA (Chong et al., 2008; Wang & Smith, 2014). However, target proteins that can be
effectively used in TAO immune targeted therapy are still scarce.

Normally, the ocular surface is maintained by tear, which mainly consists of mucins
from the inner layer of the tear film (Royle et al., 2008), the aqueous portion (including
dissolved mucins, water, and electrolytes), and the enveloped-effect lipid layer (Dartt,
2009). Both in TAO patients and healthy individuals, proteins are the most abundant
components in tears, accounting for about 95% of its dry weight (Yang et al., 2020).
Therefore, changes in tear protein composition can directly reflect the physiological
and pathological state of the eye tissue. Fortunately, proteomic analysis and liquid
chromatography-tandem mass spectrometry (LC-MS/MS) technology is a promising
approach for cataloging the tear proteome and for searching potential biomarkers.
However, the special skills of tear collection and technical limitations have hindered
the progress of TAO tear proteome and its functional analysis. As a result, there are
few reports on the TAO tear proteome, and a large gap in this field needs to be filled
urgently.

In the present study, we aimed to investigate the difference in tear protein composition
between the TAO patients and healthy controls (HC) using label-free comparative
proteomics based on the Easy nano-scale LC-MS/MS, followed by a systematic data
analysis to investigate the pathological mechanism about ocular surface damage in TAO.
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MATERIALS AND METHODS
Ethics statement
This study conformed to the ethical guidelines of the Declaration of Helsinki, and all
protocols were approved by the Institutional Ethics Committee of the Changzheng
Hospital affiliated to the Second Military Medical University of China (approval No.:
2015SLYS001). All subjects signed informed consent forms.

Sample collection
Participants
A total of 30 TAO patients and 30 HC volunteers were included in this study. The general
information of the enrolled subjects is shown in Table 1. The TAO patients were diagnosed
and screened by two ophthalmologists with same opinion in Changzheng Hospital at
active stage. Active stage was determined with the clinical active score ≥4 according to the
previous study (European Group on Graves et al., 2006). Each patient and volunteer
finished the clinical examination including ocular surface evaluation (such as eye
protrusion, palpebral fissure height, number of blinks, tear film break up time, Schirmer I
test), the Ocular Protection Index (OPI) (Ousler et al., 2008), the Ocular Surface Disease
Index (OSDI) assessment and fluorescein staining.

Thirty age- and sex-matched healthy persons who were euthyroid served as controls
from the medical examination center in Changzheng Hospital. Patients and controls with
additional disease or those who were taking medications that may affect the constitution
of the tear film (eye drops, antispasmodics, diuretics, β-blockers, antihistamines, and so
on) were not chosen for this study. All participants were required to stop using artificial
tears 2 weeks before tear sampling.

Tear samples collecting
Tear samples were obtained from all participants during the same timeframe
(3:00–5:00 pm) and at the same place (consulting room of department of ophthalmology
in Changzheng hospital) by the same doctor. For each person, at least 10 mL of tear
was collected from the lateral inferior conjunctival sac using calibrated glass micro
capillary tubes without touching the ocular surface, minimizing irritation of the ocular

Table 1 Details of samples used for this study.

TAO group (n = 30) HC group (n = 30) P value

Age 22–57 (42.00 ± 11.91) 22–55 (40.27 ± 9.32) 0.376

Sex (M/F) 8/22 8/22 /

CAS 5 (4–8) / /

Ocular onset time (month) 8.5 (6, 18) / /

Thyroid dysfunction time (month) 15.5 (8, 25) / /

Thyroid dysfunction Hyper/Hypo/Nor 15/6/9 / /

Note:
CAS, clinical active score; Ocular onset time, The time between the first symptom or sign of TAO and the diagnosis of
TAO; Thyroid dysfunction time, The time between the discovery of thyroid dysfunction and diagnosis of TAO; Hyper/
Hypo/Nor, Hyperthyroidism/ Hypothyroidism/Normal.
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surface or lid margin, without anesthesia. Tear samples were coded and snap-frozen at
−80 �C.

Tear samples preparation and label-free LC-MS/MS procedure
Tear samples preparation

For each group, the 30 tear samples (10 mL each) were blended and equally separated into
three tubes. Each 100 mL tear sample was placed into a 10 kDa ultrafiltration tube and
centrifuged at 14,000 g for 30 min at 4 �C. Then, trapped-precipitation in the filter was
eluted by 100 mL 25 mM NH4HCO3 and centrifuged again at 14,000 g for 30 min at 4 �C.
Subsequently, 80 mL SDT buffer was added into up layer to re-eluted trapped-precipitation,
followed by vortexed and centrifuged at 14,000 g for 1 min at 4 �C. Finally, harvested
protein from three repetitions was mixed and incubated in boiling water bath for 5 min for
subsequent assays. Protein concentration of tear samples was quantified by the BCA kit
(ab102536; Abcam, Cambridge, UK) according to the manufacturer’s instructions. Finally,
about 20 mg proteins for each sample was analyzed by standard procedures of 10%
SDS-PAGE to confirm parallelisms among samples.

Protein digestion
Digestion of protein (Each group had three repetitions) was performed following
filter aided proteome preparation procedure described by Wisniewski et al. (2009).
The detergent, dithiothreitol, was added to 200 mg of each sample with a final
concentration of 100 mM, which was incubated in boiling water bath for 5 min, and
then cool to room temperature. Then, the detergent and other low-molecular-weight
components were removed using 200 mL uric acid (UA) buffer (8 M Urea, 150 mM
trihydroxymethyl aminomethane-HCl Tris-HCl pH 8.0) by repeated ultrafiltration
(Microcon units, 10 kD) facilitated by centrifugation at 14,000 g for 15 min, following
added 100 mL iodoacetamide (50 mM in UA) for blocking reduced cysteine residues. Next,
all samples were vortexed at 600 rpm for 1 min and incubated at 25 �C in dark for 30 min
and removed supernatant by centrifuging at 14,000 g for 10 min. The filter was washed
with 100 mL UA buffer and repeated twice, and then washed with 100 mL 25 mM
ammonium bicarbonate solution and repeated twice. Then, 40 mL Trypsin buffer (4 mg
Trypsin in 25 mM NH4HCO3) was added and vortexed at 600 rpm for 1 min, and then
incubated at 37 �C for 16–18 h. Finally, the resulting peptides were collected as a filtrate
and the peptide concentrations from the filtrate were determined by OD280.

LC - electrospray ionization (ESI) MS/MS analysis by Q Exactive
The peptide of three repeated samples were desalted on C18 Cartridges (EmporeTM SPE
Cartridges C18 (standard density), bed I.D. 7 mm, volume 3 ml; Sigma, St. Louis, MI,
USA), then concentrated by vacuum centrifugation and reconstituted in 40 µL of 0.1%
(v/v) trifluoroacetic acid. Firstly, Easy nLC1000 was used for separation. Liquid phase A is
0.1% formic acid aqueous solution, liquid phase B is 0.1% formic acid acetonitrile aqueous
solution (acetonitrile is 84%). The C18 column (Thermo EASY column SC001, 150 mm ×
100 mm) was balanced with 95% liquid phase A. Samples were loaded to C18 column
(Thermo EASY column SC001, 20 mm inner diameter, 5 mm resin, 100 mm long) by
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automatic sampler and separated by a C18 column (Thermo EASY column, 75 mm inner
diameter, 3 mm resin, 10 cm long) at a flow rate of 250 nL/min controlled by IntelliFlow
technology over 60 min. The liquid phase gradient was as follows: 0–50 min, linear
gradient of liquid B from 0 % to 50%; 50–54 min, linear gradient of liquid phase B from
50% to 100%; 54–60 min, liquid phase B maintained at 100%.

Next, after separation by capillary HPLC, samples were analyzed by ESI MS on Q
Exactive (Thermo Finnigan, San Jose, CA, USA). The MS method detected positive ion
and primaquine (parent ion) from the survey scan (300–1,800 m/z). MS1 survey scans
were acquired at a resolution of 70,000 at m/z 200 and predictive AGC target was 3e6,
maximum IT was 10 ms; the number of scan ranges was 1 and dynamic exclusion was
20.0 s. The mass–charge ratios of polypeptide and polypeptide fragments were collected
according to the following methods: Each full scan was followed by 10 debris maps
(MS2 scan) for higher-energy collision dissociation with 2 m/z isolation window; a
resolution of 17,500 at m/z 200; microscans was 1; maximum IT was 60 ms; normalized
collision energy was 27 eV; Underfill ratio was 0.1%.

An automatic database search against the Uniport, saved as uniport_human.fasta
(133,549 total entries, downloaded 03/08/2013), using mascot software was applied on
LC-ESI data for protein identification. ProteomicsTools was 3.1.6. The searching
parameters were set as follows: trypsin was specified as the proteolytic enzyme, two missed
cleavage site per peptide was allowed, carbamidomethyl C was set as the fixed modification
and oxidation M was set as the variable modification. Peptides tolerance was 20 ppm while
ms/ms tolerance was 0.1 Da. The cutoff of global false discovery rate for peptide and
protein identification was set to 0.01.

LC-MS/MS analysis by Q exactive
The peptide of three repeated samples was desalted on C18 Cartridges (EmporeTM SPE
Cartridges C18 (standard density), bed I.D. 7 mm, volume 3 ml, Sigma, St. Louis, MI,
USA), then concentrated by vacuum centrifugation and reconstituted in 40 µL of 0.1%
(v/v) trifluoroacetic acid. The 5 mg of each digested protein sample (repeated replicates)
was loaded onto LC-MS/MS. Firstly, Easy nLC1000 was used for separation. Liquid phase
A is 0.1% formic acid acetonitrile aqueous solution (acetonitrile is 2%), and liquid
phase B is 0.1% formic acid acetonitrile aqueous solution (acetonitrile is 84%).
The C18-reversed-phase trap column (Thermo EASY column SC001, 150 mm × 100 mm)
was balanced with 100% liquid phase A. Samples were loaded to C18-reversed-phase
trap column (Thermo EASY column SC001, 150 mm × 20 mm) by an automatic sampler
and separated by column at a flow rate of 400 nL/min controlled by IntelliFlow technology
over 120 min. The liquid phase gradient was as follows: 0–100 min, linear gradient of
liquid B from 0% to 45%; 100–108 min, linear gradient of liquid phase B from 45% to
100%; 108–120 min, liquid phase B maintained at 100%.

Next, after separation by capillary HPLC, samples were analyzed by Q-Exactive MS. MS
data was acquired using a data-dependent top-10 method dynamically choosing the most
abundant precursor ions from the survey scan (300–1,800 m/z) for higher energy
collision dissociation fragmentation. MS1 survey scans were acquired at a resolution of
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70,000 at m/z 200 and MS2 resolution for higher energy collision dissociation spectra was
set to 17,500 at m/z 200. MS experiments were performed triply for each sample.

MaxQuant software version 1.3.0.5 was used in the MS data analysis. MS data were
searched against the Uniport, saved as uniport_human.fasta (133,549 total entries,
downloaded 03/08/2013). A main search was set at a precursor mass window of 6 ppm.
The search followed an enzymatic cleavage rule of Trypsin/P and allowed maximal two
missed cleavage sites and a mass tolerance of 20 ppm for fragment ions. The cutoff of
global false discovery rate for peptide and protein identification was set to 0.01. Label-free
quantification was carried out according to MaxQuant (Matheis et al., 2012; Okrojek et al.,
2009). Intensity-based absolute quantification in MaxQuant was performed on the
identified peptides to quantify protein abundance.

Differential protein analysis
The data searched from MaxQuant were analyzed with Perseus software version 1.3.0.4.
The differential expression analysis of proteins between TAO group and HC group was
determined by student’s t-test, on the SPSS software version 13.0. Each pair of tubes
(one from the TAO group and the other from the HC group) was handled with t-test, the
results of the three t-tests were averaged. Only when a certain protein was expressed in at
least two samples of the TAO group and at least two samples of the HC group at the same
time, it was allowed to perform a different abundance protein (DAP) analysis. When
protein abundance between two groups meets the fold-change (FC; TAO/HC) >4 and
P < 0.05, it was considered a significant DAP. Finally, the analysis of Gene Ontology (GO,
http://geneontology.org/), and KEGG (https://www.genome.jp/kegg/pathway.html) were
applied on DEPs.

Statistical analysis
For data from clinical examination, data were tested for normal distribution using
Shapiro-Wilk (W test). Normally distributed data were expressed as mean ± standard
deviation, and non-normally distributed data were expressed as median (interquartile
range). After each observation data was tested for normality, Dennett’s T test was used for
intragroup comparison of data that conformed to the normal distribution; data that were
not normally distributed were compared using the Wilcoxon signed rank sum test for
paired-sample comparisons.

RESULTS
Comparison of ocular measurement indices
We first characterized the changes of ocular surface damage in TAO patients, and the
results were shown in Table 2. Compared with the HC group, the indices of eye protrusion,
palpebral fissure height, number of blinks, and Ocular Surface Disease Index significantly
increased in the TAO group, while indices tear film break up time, the Schirmer I test, and
the Ocular Protective Index all significantly decreased. These results indicate that the
ocular surface was severely damaged in the TAO group.
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Quality control of tear proteins
Next, total protein of tears was extracted for proteomic analysis. Isolated protein
concentration of tear samples was determined by BCA kit, as shown in Table S1, the
protein concentration of the TAO group and the HC group was 11.3 and 14.6 mg/mL,
respectively. The data suggested that isolated proteins were of sufficient quality for
subsequent experiments. The difference in protein composition between the two groups
was characterized by SDS-PAGE for the first time. It is evident from Fig. 1, compared with
the HC group, a dramatic increase of the protein band around 66 kDa was observed in the
TAO group, as well as slight increase between 20–30 kDa. These results implicated that

Table 2 Compares the seven ocular measurement indices.Normally distributed data were expressed as
mean ± standard deviation, and non-normally distributed data were expressed as median (interquartile
range). Dennett’s T test was used for intragroup comparison of data that conformed to the normal
distribution; data that were not normally distributed were compared using theWilcoxon signed rank sum
test for paired-sample comparisons.

Index HC TAO P-value

Eye protrusion (mm) 13.34 ± 1.71 20 (18, 21) z = −4.677, 0.000

Palpebral fissure height (mm) 8.00 ± 0.78 11.06 ± 2.59 t = 6.905, 0.000

Number of blinks 16 (14, 18) 30 (25, 44) z = 7.652, 0.000

Tear film break up time (s) 9 (8, 11) 2 (2, 3.75) z = −8.038, 0.000

Schirmer I test (mm) 14.27 ± 2.81 9.51 ± 4.23 t = −5.993, 0.000

Ocular Surface Disease Index 21.67 ± 8.53 38.43 ± 20.54 t = 4.925, 0.000

Ocular Protective Index 2.53 (2.00, 2.85) 1.25 (0.87, 1.60) z = −5.648, 0.000

Figure 1 Sample quality control and parallel testing. Gel image of SDS-PAGE.
Full-size DOI: 10.7717/peerj.13701/fig-1

Zhou et al. (2022), PeerJ, DOI 10.7717/peerj.13701 7/18

http://dx.doi.org/10.7717/peerj.13701/supp-1
http://dx.doi.org/10.7717/peerj.13701/fig-1
http://dx.doi.org/10.7717/peerj.13701
https://peerj.com/


parallelism among samples was good and tear protein composition in TAO patients was
changed.

LC-ESI MS/MS tear proteome analysis
The six tear samples were first pre-examined by LC-ESI MS/MS. As shown in Fig. 2, a
60 min gradient was applied and high quality separation and detection were achieved. A
total of 125 and 181 protein group was identified in the HC group and the TAO group,
respectively. After filtering by unique peptide ≥2, remaining 59 and 104 protein group was
identified in the HC group and the TAO group, respectively. In addition, the ESI mass
spectra test also confirmed parallelisms among samples. Thus, the results of parallelism
and identification efficiency of LC-ESI MS/MS were good enough for encouraging us
further later experiments.

Protein profiling of LC-MS/MS
Subsequently, six tear samples were digested and subjected to Easy nLC-MS/MS analysis.
In this study, a total of 313 proteins were identified from the two groups of pooled tear
samples (Table S2), and 243 proteins were shared in the TAO and the HC group. Besides,
68 and two unique proteins (namely myosin-reactive immunoglobulin heavy chain
variable region and anti-streptococcal/anti-myosin immunoglobulin lambda light chain
variable region) were identified in the TAO and the HC groups, respectively (Fig. 3A,
Table S2). Only 226 proteins were simultaneously detected in at least two samples from the
TAO group and the HC group. In this study, only these 226 proteins were allowed into the
DAP analysis.

Figure 2 Base peak of ESI mass spectra of tear proteins of the TAO group and the HC group. Full-size DOI: 10.7717/peerj.13701/fig-2
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Using a 4-FC in a protein abundance as a benchmark for significant change, and thus a
total of 103 DAPs were reliably quantified by intensity-based absolute quantification
analysis. Among these 103 DAPs, 99 DAPs were up-regulated in TAOs group, compared
with HC group (Fig. 3B, Table S3). The top 10 significantly up-regulated DAPs and all four
down-regulated DAPs in tears between TAO vs HC were shown in Fig. 3C and Table 2.
Interestingly, these significant changes in DAP were mainly related to lipocalin and
immunity, such as fructose-1, 6-bisphosphatase 1 (F16P1), apolipoprotein A-I (APOA1),
Actin, alpha cardiac muscle 1 (ATAC), transferrin variant, and Ig heavy chain V-I region
V35 (HV103). Moreover, compared with HC group, 4 DAPs were down-regulated in
TAOs group, including nucleobindin-2 (NUCB2), E-cadherin, fibrinogen alpha chain
(FIBA), and VEGF co-regulated chemokine 1 (VCC1) (Fig. 3C and Table 3).

GO enrichment analysis of DAPs
To further explore the molecular functions involved in the alteration of tear protein
components induced by TAO disease, we performed GO analysis on up-regulated and
down-regulated DAPs. According to the results of GO enrichment, as shown in Fig. 4A,
TAO-induced up-regulation of DAPs were mainly involved in retina homeostasis and GO
entries related to platelet function (such as platelet degranulation, platelet activation,
platelet aggregation, blood coagulation, and blood coagulation intrinsic pathway) and lipid

Figure 3 Overall of protein profiles. (A) Venn diagram of the number of identified proteins in TAO group and HC group. (B) Volcanic map of
DAPs between TAO group and HC group. (C) Histogram of protein abundance of top 10 up-regulated DAPs and four down-regulated DAPs
detected by LC-MS/MS. Full-size DOI: 10.7717/peerj.13701/fig-3
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metabolism (such as regulation of intestinal cholesterol absorption, positive regulation of
cholesterol esterification, high-density lipoprotein particle assembly, phospholipid efflux,
and high-density lipoprotein particle remodeling). Therefore, we hypothesized that the
changes in the lipid composition of tears may cause the loss of water-locking ability and
damage stability of tears, and thus lead to TAO disease; in addition, excessive
encapsulating of platelet-related proteins into tear fluid also implicates the metabolism
dysfunction of ocular in TAO patients.

Moreover, it can be seen from Fig. 4B that the four DAPs significantly down-regulated
in TAO group have highly similar molecular functions, they were mainly involved in
cellular-related processes and junction, such as cellular process, multicellular organismal
process, single-organism process, binding, membrane, cell junction, and extracellular
region. These results indicated that cellular metabolic process was disturbed in TAO
patients.

KEGG analysis of DAPs
Subsequently, we further analyzed the molecular pathways involved in DAPs. KEGG
results indicated that DAPs were enriched in 117 signal transduction pathways, and we
listed the top 20 pathways (Fig. 5). KEGG pathway indicated that the DAPs were mainly
involved in immune-related pathways, including systemic lupus erythematosus, antigen
processing and presentation, phagosome, the PPAR signaling pathway, MAPK signaling
pathway, PI3K-Akt signaling pathway, Rap1 signaling pathway, and complement and
coagulation cascades (Fig. 4). Among these pathways, the most enriched pathway was the

Table 3 The top 10 significantly up-regulated and all four down-regulated DAPs of tears between
TAO vs HC.

ACC no. Protein name Log2FC P value

Up-regulated

P09467 Fructose-1,6-bisphosphatase 1 (F16P1) 3.1513 5.67E−07

P14618 Pyruvate kinase isozymes (KPYM) 4.1576 6.53E−07

P02647 Apolipoprotein A-I (APOA1) 3.3560 1.32E−06

Q9Y490 Talin-1 (TLN1) 4.3478 2.01E−06

P37802 Transgelin-2 (TAGLN2) 3.4277 2.16E−06

P23083 Ig heavy chain V-I region V35 (HV103) 2.0699 2.92E−06

Q6GMX6 IGH@ protein (IGH) 2.7893 3.71E−06

Q53H26 Transferrin variant 3.3814 5.13E−06

P68032 Actin, alpha cardiac muscle 1 (ATAC) 3.3449 5.88E−06

P02549 Spectrin alpha chain, erythrocytic 1 (SPTA1) 3.3311 9.28E−06

Down-regulated

P80303 Nucleobindin-2 (NUCB2) −2.2037 3.93E−04

Q9UII7 E-cadherin −2.3007 4.60E−04

P02671 Fibrinogen alpha chain (FIBA) −2.4627 1.29E−02

Q6UXB2 VEGF co-regulated chemokine 1 (VCC1) −2.8258 3.36E−02
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complement and the coagulation cascades pathway. A total of 11 DAPs were involved in
complement and the coagulation cascades, such as Complement C3 (C3), C4, and alpha-1-
antitrypsin (SERPINA1) and antithrombin-III (SERPINC1) (Fig. 6). Therefore, we

Figure 4 Go analysis of DAPs. (A) Top 20 of Go enrichment of 99 up-regulated DAPs. Red to green
indicates that the GO entry has increased in significance. The size of the circle indicates the number of
proteins. (B) GO analysis of four down-regulated DAPs. Red represents cellular components (CC), yellow
represents molecular functions (MF), and blue represents biological processes (BP).

Full-size DOI: 10.7717/peerj.13701/fig-4
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speculated that the immune-related pathway alteration might be one of the functional
reasons that mediates TAO progression.

DISCUSSION
Tears are one of the most critical body fluids in the human body, it main functions include
lubrication for the cornea, refraction, providing nutrition for ocular cells, and resistance to
the invasion of various pathogens. Although the amount of tear fluid is very small, tear
fluid contains extremely complex biological components including proteins, electrolytes,
lipids, and small molecule metabolites (von Thun Und Hohenstein-Blaul, Funke & Grus,
2013). The study reported that protein is the most abundant component in tears,
accounting for about 95% of its dry weight (Yang et al., 2020). Therefore, the use of tear
proteomics to clarify the pathogenesis of eye-related diseases has become a research
hotspot. Here, visible defects at the ocular surface were observed in TAO patients, and this
study is the first record of label-free quantitative nLC-MS/MS employed to identify DAPs
in tear fluids between TAO patients and HC subjects.

In the present study, the top 10 significantly up-regulated DAPs were mainly related to
lipocalin and immunity, such as transferrin variant, HV103, and APOA1. The transferrin
family member, lactoferrin, is one of the four major components of tear fluid, along with
lysozyme, lipocalin, and secretory immunoglobulin A (sIgA) (Molloy et al., 1997).
Lactoferrin can regulate the activity of macrophages and stimulate the synthesis of
lymphocytes, and can also bind to receptors on the surface of immune cells, thereby
exerting immune regulation functions (Pierce & Legrand, 2009). Consistent with our
results, Baker et al. also found that the lactoferrin abundance was increased in patients with

Figure 5 KEGG analysis of all DAPs. The vertical axis represents the name of the pathway, and the
horizontal axis represents the number of proteins clustered in pathway.

Full-size DOI: 10.7717/peerj.13701/fig-5
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Graves’s ophthalmopathy (Baker et al., 2006). HV103 is an immunoglobulin, and
immunoglobulin up-regulation indicates the involvement of immune factors and the
occurrence of inflammation (Markina et al., 2020). Besides, APOA1 is the main
protein of the high-density lipoproteins and is involved in inflammatory processes

Figure 6 Complement and coagulation cascades pathway. DAPs were shown up in bright green. Full-size DOI: 10.7717/peerj.13701/fig-6

Zhou et al. (2022), PeerJ, DOI 10.7717/peerj.13701 13/18

http://dx.doi.org/10.7717/peerj.13701/fig-6
http://dx.doi.org/10.7717/peerj.13701
https://peerj.com/


(Fernandez-Sendin et al., 2020). Therefore, we speculate that the significantly up-regulated
DAPs may lead to TAO progression through mediating inflammation and abnormal lipid
metabolism. Clinical improvement of TAO may be achieved by targeting the abnormal
expression of these DAPs.

Only four down-regulated DAPs in TAO tears were identified compared with HC
group, namely NUCB2, E-cadherin, FIBA, and VCC1. The physiological function of
NUCB2 (Tao et al., 2020), E-cadherin (Kaszak et al., 2020), FIBA (Chen et al., 2019), and
VCC1 (Li et al., 2005) were related to mediating cell adhesion and maintaining the
integrity of cell/tissue structure, or immunity. Therefore, the down-regulation of the 4
DAPs in this study suggests the loss of tear film adhesion and stability in the TAO patients.

Lytic immunity of the complement system is known as one of the anti-infection
mechanisms of human body. Normal tissues associated with target cells may also get
damaged in this process. So the activation of the complement system could either help to
resist pathogens or to damage autologous tissue. Many studies have proved that
complement inhibitors can be used in the treatment of various ocular diseases.
For example, Charbel Issa et al. (2005) reviewed the evidence of complement system
possibly applied in age-related macular degeneration through immunepathogenic
processes. Sohn et al. (2000) evidenced that the complement system is continuously active
at a low level in the normal eye and systemic complement depletion by cobra venom factor
inhibited the progression of anterior uveitis. Annamalai et al. (2021) described that target
complement system inhibitor reduced the ocular injury in retinal degeneration model.
In our study, complement and coagulation cascades pathway is the most DAPs enriched
pathway, containing C3 and C4, and SERPINA1. It is reported that 40% of TAO patients
have complement cascades activation, such as C3 deposition (Antonelli et al., 1996). Copy
number variation of C4 (Liu et al., 2011) and DNA methylation of SERPINA1 (Cai et al.,
2021) were associated with Graves’ disease. These results implicate that the complement
system component might be overactive in TAO patients. Therefore, developing a novel
inhibitor that targets these DAPs involved in complement and coagulation cascades may
be a promising treatment strategy in TAO.

Furthermore, we found that DAPs participated in several “star pathways” related to
disease and immunity, such as the PI3K-Akt signaling pathway. A study reported that
during Spica Prunellae employed in TAO therapy, PI3K-AKT signaling pathway plays a
central role in anti-TAO system (Zhang et al., 2020), suggesting the potential value of the
PI3K-AKT signaling pathway in TAO treatment. Moreover, Graves’ disease is considered
as the consequence of a breakdown in TSHR tolerance, and selected cleavage TSHR
antibody could produce a robust effect on the MAPK/PI3K-AKT/mTOR/S6K signaling
cascades, the maintenance of which determined the thyroid cell fate of death (Morshed &
Davies, 2015). Importantly, an inhibitor of the PI3K-Akt signaling pathway, wortmannin,
could attenuate thyroid injury associated with severe acute pancreatitis in rats (Abliz et al.,
2015). Taken together, these results prompted us to speculate that targeted inhibition of
the PI3K-Akt signaling pathway may be a potential therapeutic strategy for TAO as well as
other thyroid-related diseases.
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CONCLUSIONS
In conclusion, this study is the first record of label-free quantitative nLC-MS/MS employed
to identify DAPs in tear fluids between TAO patients and HC. A total of 103 DAPs
were identified including 99 up-regulated DAPs and four down-regulated DAPs in TAO
group compared with HC group. TAO induced up-regulated expression of proteins related
to lipid metabolism and platelet molecular function and down-regulated expression of
proteins involved in cellular processes. The DAPs were mainly involved in immune-related
pathways, especially concentrated in complement and coagulation cascades pathway.
This study provides several proteins and pathways altered in the HC from TAO and
provides potential molecular targets for further study on the precise mechanism of
pathogenesis of TAO.

ADDITIONAL INFORMATION AND DECLARATIONS

Funding
This research was supported by Changzheng Hospital Youth fund (Grant No.
2013CZQN02, Shanghai, China) and the National Natural Science Foundation of China
(81500758). The funders had no role in study design, data collection and analysis, decision
to publish, or preparation of the manuscript.

Grant Disclosures
The following grant information was disclosed by the authors:
Changzheng Hospital Youth Fund, Shanghai, China: 2013CZQN02.
National Natural Science Foundation of China: 81500758.

Competing Interests
The authors declare that they have no competing interests.

Author Contributions
� Xiaoqing Zhou conceived and designed the experiments, performed the experiments,
analyzed the data, prepared figures and/or tables, authored or reviewed drafts of the
article, and approved the final draft.

� Ruili Wei conceived and designed the experiments, performed the experiments, analyzed
the data, prepared figures and/or tables, authored or reviewed drafts of the article, and
approved the final draft.

� Rui Wang conceived and designed the experiments, analyzed the data, prepared figures
and/or tables, authored or reviewed drafts of the article, and approved the final draft.

Animal Ethics
The following information was supplied relating to ethical approvals (i.e., approving body
and any reference numbers):

Zhou et al. (2022), PeerJ, DOI 10.7717/peerj.13701 15/18

http://dx.doi.org/10.7717/peerj.13701
https://peerj.com/


The Institutional Ethics Committee of the Changzheng Hospital affiliated to the Second
Military Medical University of China.

Data Availability
The following information was supplied regarding data availability:

Raw data is available in the Supplemental Information.

Supplemental Information
Supplemental information for this article can be found online at http://dx.doi.org/10.7717/
peerj.13701#supplemental-information.

REFERENCES
Abliz A, Deng W, Sun R, Guo W, Zhao L, Wang W. 2015. Wortmannin, PI3K/Akt signaling

pathway inhibitor, attenuates thyroid injury associated with severe acute pancreatitis in rats.
International Journal of Clinical and Experimental Pathology 8:13821–13833.

Annamalai B, Parsons N, Nicholson C, Joseph K, Coughlin B, Yang X, Jones BW, Tomlinson S,
Rohrer B. 2021. Natural immunoglobulin M-based delivery of a complement alternative
pathway inhibitor in mouse models of retinal degeneration. Experimental Eye Research
207:108583 DOI 10.1016/j.exer.2021.108583.

Antonelli A, Palla R, Casarosa L, Fallahi P, Baschieri L. 1996. IgG, IgA and C3 deposits in the
extra-thyroidal manifestations of autoimmune Graves’ disease: their in vitro solubilization by
intravenous immunoglobulin. Clinical and Experimental Rheumatology 14(Suppl 15):S31–S35.

Bahn RS. 2010. Graves’ ophthalmopathy. New England Journal of Medicine 362(8):726–738
DOI 10.1056/NEJMra0905750.

Baker GR, Morton M, Rajapaska RS, Bullock M, Gullu S, Mazzi B, Ludgate M. 2006. Altered
tear composition in smokers and patients with graves ophthalmopathy. Archives of
Ophthalmology 124(10):1451–1456 DOI 10.1001/archopht.124.10.1451.

Bartalena L, Pinchera A, Marcocci C. 2000.Management of Graves’ ophthalmopathy: reality and
perspectives. Endocrine Reviews 21(2):168–199 DOI 10.1210/edrv.21.2.0393.

Cai T, Qin Q, Song R, Zhao J, Wang G, Zhang J. 2021. Identifying and validating differentially
methylated regions in newly diagnosed patients with Graves’ disease. DNA and Cell Biology
40(3):482–490 DOI 10.1089/dna.2020.6215.

Charbel Issa P, Scholl HP, Holz FG, Knolle P, Kurts C. 2005. The complement system and its
possible role in the pathogenesis of age-related macular degeneration (AMD). Der
Ophthalmologe 102(11):1036–1042 DOI 10.1007/s00347-005-1269-4.

Chen Y, Li H, Cheng HY, Rui-Qiong M, Ye X, Cui H, Hong-Lan Z, Chang XH. 2019. Fibrinogen
alpha chain is up-regulated and affects the pathogenesis of endometriosis. Reproductive
BioMedicine Online 39(6):893–904 DOI 10.1016/j.rbmo.2019.07.002.

Chong KK, Chiang SW,Wong GW, Tam PO, Ng TK, Hu YJ, Yam GH, Lam DS, Pang CP. 2008.
Association of CTLA-4 and IL-13 gene polymorphisms with Graves’ disease and
ophthalmopathy in Chinese children. Investigative Opthalmology & Visual Science
49(6):2409–2415 DOI 10.1167/iovs.07-1433.

Coll J, Anglada J, Tomas S, Reth P, Goday A, Millan M, Pujol-Borrell R, Corominas J. 1997.
High prevalence of subclinical Sjogren’s syndrome features in patients with autoimmune thyroid
disease. Journal of Rheumatology 24:1719–1724.

Zhou et al. (2022), PeerJ, DOI 10.7717/peerj.13701 16/18

http://dx.doi.org/10.7717/peerj.13701#supplemental-information
http://dx.doi.org/10.7717/peerj.13701#supplemental-information
http://dx.doi.org/10.7717/peerj.13701#supplemental-information
http://dx.doi.org/10.1016/j.exer.2021.108583
http://dx.doi.org/10.1056/NEJMra0905750
http://dx.doi.org/10.1001/archopht.124.10.1451
http://dx.doi.org/10.1210/edrv.21.2.0393
http://dx.doi.org/10.1089/dna.2020.6215
http://dx.doi.org/10.1007/s00347-005-1269-4
http://dx.doi.org/10.1016/j.rbmo.2019.07.002
http://dx.doi.org/10.1167/iovs.07-1433
http://dx.doi.org/10.7717/peerj.13701
https://peerj.com/


Dartt DA. 2009. Neural regulation of lacrimal gland secretory processes: relevance in dry eye
diseases. Progress in Retinal and Eye Research 28(3):155–177
DOI 10.1016/j.preteyeres.2009.04.003.

European Group on Graves O, Wiersinga WM, Perros P, Kahaly GJ, Mourits MP, Baldeschi L,
Boboridis K, Boschi A, Dickinson AJ, Kendall-Taylor P, Krassas GE, Lane CM, Lazarus JH,
Marcocci C, Marino M, Nardi M, Neoh C, Orgiazzi J, Pinchera A, Pitz S, Prummel MF,
Sartini MS, Stahl M, von Arx G. 2006. Clinical assessment of patients with Graves’ orbitopathy:
the European Group on Graves’ Orbitopathy recommendations to generalists, specialists and
clinical researchers. European Journal of Endocrinology 155:387–389 DOI 10.1530/eje.1.02230.

Fernandez-Sendin M, Di Trani CA, Bella A, Vasquez M, Ardaiz N, Gomar C, Arrizabalaga L,
Ciordia S, Corrales FJ, Aranda F, Berraondo P. 2020. Long-term liver expression of an
apolipoprotein A-I mimetic peptide attenuates interferon-alpha-induced inflammation and
promotes antiviral activity. Frontiers in Immunology 11:620283
DOI 10.3389/fimmu.2020.620283.

Gupta A, Sadeghi PB, Akpek EK. 2009. Occult thyroid eye disease in patients presenting with dry
eye symptoms. American Journal of Ophthalmology 147(5):919–923
DOI 10.1016/j.ajo.2008.12.007.

Heufelder AE. 2000. Pathogenesis of ophthalmopathy in autoimmune thyroid disease. Reviews in
Endocrine and Metabolic Disorders 1(1/2):87–95 DOI 10.1023/A:1010020621687.

Kaszak I, Witkowska-Pilaszewicz O, Niewiadomska Z, Dworecka-Kaszak B, Ngosa Toka F,
Jurka P. 2020. Role of cadherins in cancer—a review. International Journal of Molecular
Sciences 21(20):7624 DOI 10.3390/ijms21207624.

Li N, Wang N, Zheng J, Liu XM, Lever OW, Erickson PM, Li L. 2005. Characterization of human
tear proteome using multiple proteomic analysis techniques. Journal of Proteome Research
4(6):2052–2061 DOI 10.1021/pr0501970.

Liu YH, Wan L, Chang CT, Liao WL, Chen WC, Tsai Y, Tsai CH, Tsai FJ. 2011. Association
between copy number variation of complement component C4 and Graves’ disease. Journal of
Biomedical Science 18(1):71 DOI 10.1186/1423-0127-18-71.

Markina YV, Gerasimova EV, Markin AM, Glanz VY,WuWK, Sobenin IA, Orekhov AN. 2020.
Sialylated immunoglobulins for the treatment of immuno-inflammatory diseases. International
Journal of Molecular Sciences 21(15):5472 DOI 10.3390/ijms21155472.

Matheis N, Okrojek R, Grus FH, Kahaly GJ. 2012. Proteomics of tear fluid in thyroid-associated
orbitopathy. Thyroid 22(10):1039–1045 DOI 10.1089/thy.2012.0119.

McGregor AM. 1998. Has the target autoantigen for Graves’ ophthalmopathy been found? The
Lancet 352(9128):595–596 DOI 10.1016/S0140-6736(05)79573-8.

Molloy MP, Bolis S, Herbert BR, Ou K, Tyler MI, van Dyk DD, Willcox MD, Gooley AA,
Williams KL, Morris CA, Walsh BJ. 1997. Establishment of the human reflex tear
two-dimensional polyacrylamide gel electrophoresis reference map: new proteins of potential
diagnostic value. Electrophoresis 18:2811–2815 DOI 10.1002/(ISSN)1522-2683.

Morshed SA, Davies TF. 2015. Graves’ disease mechanisms: the role of stimulating, blocking, and
cleavage region TSH receptor antibodies. Hormone and Metabolic Research 47(10):727–734
DOI 10.1055/s-0035-1559633.

Okrojek R, Grus FH, Matheis N, Kahaly GJ. 2009. Proteomics in autoimmune thyroid eye disease.
Hormone and Metabolic Research 41(06):465–470 DOI 10.1055/s-0029-1214413.

Ousler GW III, Hagberg KW, Schindelar M, Welch D, Abelson MB. 2008. The ocular protection
index. Cornea 27(5):509–513 DOI 10.1097/ICO.0b013e31816583f6.

Zhou et al. (2022), PeerJ, DOI 10.7717/peerj.13701 17/18

http://dx.doi.org/10.1016/j.preteyeres.2009.04.003
http://dx.doi.org/10.1530/eje.1.02230
http://dx.doi.org/10.3389/fimmu.2020.620283
http://dx.doi.org/10.1016/j.ajo.2008.12.007
http://dx.doi.org/10.1023/A:1010020621687
http://dx.doi.org/10.3390/ijms21207624
http://dx.doi.org/10.1021/pr0501970
http://dx.doi.org/10.1186/1423-0127-18-71
http://dx.doi.org/10.3390/ijms21155472
http://dx.doi.org/10.1089/thy.2012.0119
http://dx.doi.org/10.1016/S0140-6736(05)79573-8
http://dx.doi.org/10.1002/(ISSN)1522-2683
http://dx.doi.org/10.1055/s-0035-1559633
http://dx.doi.org/10.1055/s-0029-1214413
http://dx.doi.org/10.1097/ICO.0b013e31816583f6
http://dx.doi.org/10.7717/peerj.13701
https://peerj.com/


Pierce A, Legrand D. 2009. Advances in lactoferrin research. Biochimie 91(1):1–2
DOI 10.1016/j.biochi.2008.10.002.

Royle L, Matthews E, Corfield A, Berry M, Rudd PM, Dwek RA, Carrington SD. 2008. Glycan
structures of ocular surface mucins in man, rabbit and dog display species differences.
Glycoconjugate Journal 25(8):763–773 DOI 10.1007/s10719-008-9136-6.

Sahli E, Gunduz K. 2017. Thyroid-associated ophthalmopathy. Turkish Journal of Ophthalmology
47(2):94–105 DOI 10.4274/tjo.80688.

Sohn JH, Kaplan HJ, Suk HJ, Bora PS, Bora NS. 2000. Chronic low level complement activation
within the eye is controlled by intraocular complement regulatory proteins. Investigative
Ophthalmology & Visual Science 41:3492–3502.

Tao R, Niu WB, Dou PH, Ni SB, Yu YP, Cai LC, Wang XY, Li SY, Zhang C, Luo ZG. 2020.
Nucleobindin-2 enhances the epithelial-mesenchymal transition in renal cell carcinoma.
Oncology Letters 19:3653–3664 DOI 10.3892/ol.2020.11526.

von Thun Und Hohenstein-Blaul N, Funke S, Grus FH. 2013. Tears as a source of biomarkers for
ocular and systemic diseases. Experimental Eye Research 117:126–137
DOI 10.1016/j.exer.2013.07.015.

Wall JR, Lahooti H. 2010. Pathogenesis of thyroid eye disease—does autoimmunity against the
TSH receptor explain all cases? Endokrynologia Polska 61:222–227.

Wang Y, Smith TJ. 2014. Current concepts in the molecular pathogenesis of thyroid-associated
ophthalmopathy. Investigative Opthalmology & Visual Science 55(3):1735–1748
DOI 10.1167/iovs.14-14002.

Wisniewski JR, Zougman A, Nagaraj N, Mann M. 2009. Universal sample preparation method
for proteome analysis. Nature Methods 6(5):359–362 DOI 10.1038/nmeth.1322.

Yang H, Yang X, Wang Y, Zheng X, Zhang Y, Shao Y. 2020. Comparative analysis of the tear
protein profile in herpes simplex virus type 1 epithelial keratitis. BMC Ophthalmology 20(1):355
DOI 10.1186/s12886-020-01626-3.

Zhang Y, Li X, Guo C, Dong J, Liao L. 2020. Mechanisms of Spica Prunellae against
thyroid-associated Ophthalmopathy based on network pharmacology and molecular docking.
BMC Complementary Medicine and Therapies 20(1):229 DOI 10.1186/s12906-020-03022-2.

Zhou et al. (2022), PeerJ, DOI 10.7717/peerj.13701 18/18

http://dx.doi.org/10.1016/j.biochi.2008.10.002
http://dx.doi.org/10.1007/s10719-008-9136-6
http://dx.doi.org/10.4274/tjo.80688
http://dx.doi.org/10.3892/ol.2020.11526
http://dx.doi.org/10.1016/j.exer.2013.07.015
http://dx.doi.org/10.1167/iovs.14-14002
http://dx.doi.org/10.1038/nmeth.1322
http://dx.doi.org/10.1186/s12886-020-01626-3
http://dx.doi.org/10.1186/s12906-020-03022-2
http://dx.doi.org/10.7717/peerj.13701
https://peerj.com/

	Characterization of human tear proteome reveals differentially abundance proteins in thyroid-associated ophthalmopathy
	Introduction
	Materials and Methods
	Results
	Discussion
	Conclusions
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /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 /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /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 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile (None)
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages false
  /ColorImageDownsampleType /Average
  /ColorImageResolution 300
  /ColorImageDepth 8
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /FlateEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /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 true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages false
  /GrayImageDownsampleType /Average
  /GrayImageResolution 300
  /GrayImageDepth 8
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /FlateEncode
  /AutoFilterGrayImages false
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /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 true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages false
  /MonoImageDownsampleType /Average
  /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 (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /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
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


