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ABSTRACT

Purpose: Chronic rhinosinusitis (CRS) is a complex immunological condition, and novel 
experimental modalities are required to explore various clinical and pathophysiological 
endotypes; mere evaluation of nasal polyp (NP) status is inadequate. Therefore, we collected 
patient nasal secretions on filter paper and characterized the proteomes.
Methods: We performed liquid chromatography-mass spectrometry (MS)/MS in the 
data-dependent acquisition (DDA) and data-independent acquisition (DIA) modes. Nasal 
secretions were collected from 10 controls, 10 CRS without NPs (CRSsNP) and 10 CRS 
with NPs (CRSwNP). We performed Orbitrap MS-based proteomic analysis in the DDA (5 
controls, 5 CRSsNP and 5 CRSwNP) and the DIA (5 controls, 5 CRSsNP and 5 CRSwNP) 
modes, followed by a statistical analysis and a hierarchical clustering to identify differentially 
expressed proteins in the 3 groups.
Results: We identified 2,020 proteins in nasal secretions. Canonical pathway analysis 
and gene ontology (GO) evaluation revealed that interleukin (IL)-7, IL-9, IL-17A and IL-22 
signaling and neutrophil-mediated immune responses like neutrophil degranulation and 
activation were significantly increased in CRSwNP compared to control. The GO terms 
related to the iron ion metabolism that may be associated with CRS and NP development.
Conclusions: Collection of nasal secretions on the filter paper is a practical and non-invasive 
method for in-depth study of nasal proteomics. Our proteomic signatures also support that 
Asian NPs could be characterized as non-eosinophilic inflammation features. Therefore, the 
proteomic profiling of nasal secretions from CRS patients may enhance our understanding of 
CRS endotypes.

Keywords: Sinusitis; nasal polyps; proteomics

Allergy Asthma Immunol Res. 2019 Sep;11(5):691-708
https://doi.org/10.4168/aair.2019.11.5.691
pISSN 2092-7355·eISSN 2092-7363

Original Article

Received: Jan 22, 2019
Revised: Apr 22, 2019
Accepted: May 8, 2019

Correspondence to
Hyun-Woo Shin
Obstructive Upper airway Research (OUaR) 
Laboratory, Department of Pharmacology, 
Seoul National University College of 
Medicine, 103 Daehak-ro, Jongno-gu, Seoul 
03080,Korea.  
Tel: +82-2-740-8285 
Fax: +82-2-745-7996
E-mail: charlie@snu.ac.kr

†Yi-Sook Kim and Dohyun Han contributed 
equally as co-first authors.

Copyright © 2019 The Korean Academy of 
Asthma, Allergy and Clinical Immunology • 
The Korean Academy of Pediatric Allergy and 
Respiratory Disease
This is an Open Access article distributed 
under the terms of the Creative Commons 
Attribution Non-Commercial License (https://
creativecommons.org/licenses/by-nc/4.0/) 
which permits unrestricted non-commercial 
use, distribution, and reproduction in any 
medium, provided the original work is properly 
cited.

ORCID iDs
Yi-Sook Kim 
https://orcid.org/0000-0002-6208-6212
Dohyun Han 
https://orcid.org/0000-0002-0841-1598
Dae Woo Kim 
https://orcid.org/0000-0001-5166-3072
Ji-Hun Mo 
https://orcid.org/0000-0003-1331-364X
Hyo-Geun Choi 
https://orcid.org/0000-0003-1655-9549

Yi-Sook Kim ,1,2† Dohyun Han ,3† JinYoup Kim,4 Dae Woo Kim ,5,12  
Yong-Min Kim,6,12 Ji-Hun Mo ,7,12 Hyo-Geun Choi ,8 Jong-Wan Park ,1,2,9,10  
Hyun-Woo Shin  1,2,9,10,11,12*

1 Obstructive Upper airway Research (OUaR) Laboratory, Department of Pharmacology, Seoul National 
University College of Medicine, Seoul, Korea

2Department of Biomedical Sciences, Seoul National University Graduate School, Seoul, Korea
3Proteomics core facility, Biomedical Research Institute, Seoul National University Hospital, Seoul, Korea
4Department of Otorhinolaryngology, Armed Forces Capital Hospital, Seongnam, Korea
5Department of Otorhinolaryngology-Head and Neck Surgery, Boramae Medical Center, Seoul, Korea
6 Department of Otorhinolaryngology-Head and Neck Surgery, Chungnam National University Hospital, 
Daejeon, Korea

7Department of Otorhinolaryngology-Head and Neck Surgery, Dankook University Hospital, Cheonan, Korea
8Department of Otorhinolaryngology-Head and Neck Surgery, Hallym University Hospital, Pyongchon, Korea
9Ischemic/hypoxic disease institute, Seoul National University College of Medicine, Seoul, Korea
10Cancer Research Institute, Seoul National University College of Medicine, Seoul, Korea
11 Department of Otorhinolaryngology-Head and Neck Surgery, Seoul National University Hospital, Seoul, 
Korea

12Clinical Mucosal Immunology Study Group, Seoul, Korea

In-Depth, Proteomic Analysis of Nasal 
Secretions from Patients With Chronic 
Rhinosinusitis and Nasal Polyps

https://creativecommons.org/licenses/by-nc/4.0/
https://creativecommons.org/licenses/by-nc/4.0/
https://orcid.org/0000-0002-6208-6212
https://orcid.org/0000-0002-6208-6212
https://orcid.org/0000-0002-0841-1598
https://orcid.org/0000-0002-0841-1598
https://orcid.org/0000-0001-5166-3072
https://orcid.org/0000-0001-5166-3072
https://orcid.org/0000-0003-1331-364X
https://orcid.org/0000-0003-1331-364X
https://orcid.org/0000-0003-1655-9549
https://orcid.org/0000-0003-1655-9549
https://orcid.org/0000-0002-6208-6212
https://orcid.org/0000-0002-0841-1598
https://orcid.org/0000-0001-5166-3072
https://orcid.org/0000-0003-1331-364X
https://orcid.org/0000-0003-1655-9549
https://orcid.org/0000-0003-4676-5191
https://orcid.org/0000-0002-4038-9992
http://crossmark.crossref.org/dialog/?doi=10.4168/aair.2019.11.5.691&domain=pdf&date_stamp=2019-07-08


Jong-Wan Park 
https://orcid.org/0000-0003-4676-5191
Hyun-Woo Shin 
https://orcid.org/0000-0002-4038-9992

Disclosure
There are no financial or other issues that 
might lead to conflict of interest.

INTRODUCTION

Chronic rhinosinusitis (CRS) is a group of disorders characterized by inflammation of the 
nasal and paranasal sinus mucosa that lasts at least 12 weeks.1 The overall, annual direct 
costs range from $10 to $13 billion in the United States.2 CRS is commonly subdivided into 2 
categories based on nasal polyp (NP) status: CRS with NPs (CRSwNP) and CRS without NPs 
(CRSsNP).1 However, it does not adequately reflect the immunological profile at either the 
cellular or the molecular level.3,4 To overcome the limitations of traditional classification, 
several attempts have been made to characterize CRS endotypes using the clinical data and 
the levels of inflammatory cytokines.5,6 Liao et al.5 divided CRS patients into 7 clusters by their 
clinical characteristics. Tomassen et al.6 divided CRS patients into the ten clusters based on 
their cytokine profiles. Endotype-specific treatment requires the detailed characterization of 
CRS features.

Nasal samples, including tissues,6 lavages,7 swabs8 and suctions,9,10 have been used to identify 
the CRS endotypes. However, the invasive procedures (e.g., biopsy) are associated with the 
risk of infection and must be performed by experts.11 Nasal lavages, swabs and suctions have 
alternatively been obtained; these are constantly available, and sampling does not involve a 
risk of infection.11 Moreover, the proteins in nasal samples like the antimicrobial proteins12,13 
and immunoglobulins14 could reflect the upper airway diseases.7-10,15 Thus, the nasal secretions 
are valuable when studying CRS endotypes.11 However, to date, only small numbers of 
proteins have been identified in such samples; few CRS biomarkers are available.11 Here, 
we aimed to collect and analyze the nasal secretions using filter paper considering that the 
proteins bind readily to the filter paper and are thus preserved.16,17

Mass spectrometry (MS)-based human proteome studies have been performed since 
beginning of the century. Such work reliably describes human proteomes.18 The most 
common method employed is the data-dependent acquisition (DDA); precursors (MS1 
species) are sequentially selected from full-mass MS1 scans for the fragmentation and 
acquisition by MS/MS scans.19 Recent DDA developments enable unbiased, near-complete 
proteome coverage20; earlier stochastic DDA was associated with the poor reproducibility and 
limited precision.21 Data-independent acquisition (DIA) is a recent development featuring 
quantitative analyses of all the peptides within defined mass (m/z) ranges.19 DIA overcomes 
the limitations of the DDA, affording selected reaction monitoring-like quantification of the 
thousands of proteins, which is associated with fewer missing values.22 However, the peptide 
quantification requires access to spectral libraries derived from the DDA experiments.21 As 
both the methods afford the particular advantages, but are complementary, we identified the 
proteins using the 2 methods. We explored the proteomes of nasal secretions collected on 
the filter paper and identified a large number of proteins involved in the known pathways. 
Furthermore, we sought to identify the candidate proteins with the 2 different analytical 
methods of the DDA and DIA.

MATERIALS AND METHODS

Patients and nasal secretions
Patients were enrolled after provision of written informed consent as dictated by the 
protocol of the Internal Review Board (IRB) of Seoul National University Hospital (IRB No. 
C-1308-099-515). CRS was diagnosed based on history taking, physical examination, nasal 
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endoscopy and sinus computed tomography by reference to the 2012 European position 
paper on rhinosinusitis and NPs guidelines.1 The exclusion criteria were as follows: 1) age less 
than 14 years and 2) unilateral rhinosinusitis, antrochoanal polyps, allergic fungal sinusitis, 
cystic fibrosis or immotile ciliary disease. Demographic characteristics, including age, sex, 
asthma and polyposis status, skin prick test results and Lund-Mackay scores are summarized 
in Table 1. Control samples were obtained from patients with a deviated nasal septum but 
without any sinonasal disease. The sinonasal specimens obtained during endoscopic sinus 
surgery were fixed in formalin embedded in paraffin. Standard 5-µm sections were stained 
with hematoxylin-eosin. The number of eosinophils and neutrophils were determined in 3 
high-power fields (×400) per section under light microscopic examination.

Nasal secretions were collected from both sides of the nose using small sterilized strips of 
filter paper (7 × 30 mm; Whatman No. 42, Whatman, Clifton, NJ, USA) placed on the middle 
meatus (around uncinate process) with endoscopic guidance for 10 minutes. The 2 filter 
papers from each patient were placed in a single cryotube and stored at –70°C. After thawing, 
1 mL of nuclease-free water was added to each tube, and the tubes were rotated for 1 hour 
at room temperature; the aqueous samples were stored in aliquots at –70°C. One hundred-
microliter amounts of all aliquots were centrifuged (15,000 rpm, 4°C, 10 minutes) to remove 
insoluble debris and supernatant protein concentrations measured by assessing tryptophan 
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Table 1. Demographic characteristics of subjects for the cohort1 (data-dependent acquisition set) and cohort2 (data-independent acquisition set)
Sample Age (yr) Sex Asthma Polyps Atopy L-M score

Left Right
Cohort1

Control_1 27 M N N N 0 0
Control_2 15 M N N N 0 0
Control_3 52 M N N N 0 0
Control_4 52 M N N N 0 0
Control_5 55 M N N N 0 0
CRSsNP_1 29 M N N N 9 4
CRSsNP_2 39 M N N Y 10 9
CRSsNP_3 25 F N N Y 6 5
CRSsNP_4 44 M N N Y 4 4
CRSsNP_5 57 F N N N 2 9
CRSwNP_1 39 M N Y N 3 12
CRSwNP_2 62 F N Y N 6 8
CRSwNP_3 14 M N Y N 12 10
CRSwNP_4 53 M N Y N 12 12
CRSwNP_5 53 M N Y N 5 9

Cohort2
Control_1 51 M N N N 0 0
Control_2 19 M N N N 0 0
Control_3 17 M N N N 0 0
Control_4 19 M N N N 0 0
Control_5 33 M N N N 0 0
CRSsNP_1 60 M N N Y 2 2
CRSsNP_2 46 M N N N 10 10
CRSsNP_3 54 F Y N Y 8 2
CRSsNP_4 71 M Y N N 8 8
CRSsNP_5 52 F Y N N 12 8
CRSwNP_1 69 F N Y N 8 8
CRSwNP_2 58 M N Y N 8 6
CRSwNP_3 38 M Y Y Y 8 10
CRSwNP_4 35 M N Y N 8 7
CRSwNP_5 54 M N Y N 10 8

CRSsNP, chronic rhinosinusitis without nasal polyp; CRSwNP, chronic rhinosinusitis with nasal polyp; L-M score, lund-mackay score; M, male; F, female.



fluorescence at 350 nm at an excitation wavelength of 295 nm.23 The samples were then stored 
at –80°C.

Reagents and materials
Liquid chromatography (LC)-MS-grade acetonitrile (ACN), water, methanol, acetone and 
Tris(2-carboxyethyl) phosphine (TCEP) were purchased from Thermo Fisher Scientific 
(Waltham, MA, USA). Dithiothreitol and urea were obtained from AMRESCO (Solon, OH, 
USA). Sodium dodecyl sulfate (SDS) and Trizma base were purchased from USB (Cleveland, 
OH, USA), and sequencing-grade modified trypsin was acquired from Promega Corporation 
(Madison, WI, USA). POROS20 R2 beads were purchased from Applied Biosystems (Foster 
City, CA, USA). Unless otherwise noted, all other reagents were purchased from Sigma-
Aldrich (St. Louis, MO, USA).

Protein digestion
Acetone was used to precipitate the proteins from 50-µL amounts of aqueous samples 
overnight at −20°C; this was followed by protein digestion using a modification of the 2-step 
filter aided sample preparation procedure.24,25 Protein pellets were dissolved in SDT buffer 
(2% [w/v] SDS, 10 mM TCEP, and 50 mM chloroacetamide in 0.1 M Tris pH 8.0) and loaded 
onto 10K Amicon filters (EMD Millipore, Danvers, MA, USA). The buffer was exchanged with 
UA solution (8 M urea in 0.1 M Tris pH 8.5) via centrifugation at 14,000 g. Following further 
buffer exchange employing 40 mM ammonium bicarbonate (ABC), protein digestion was 
performed overnight at 37°C using a trypsin/LysC mixture at a 100:1 protein:: protease weight 
ratio, and the digested peptides collected via centrifugation. The filters were washed with 40 
mM ABC, and digestion was repeated at 37°C for further 2 hours (trypsin-to-substrate ratio 
[w/w] of 1:1,000). All resulting peptides were acidified with 10% (v/v) TFA and desalted using 
C18-StageTips prepared in-house, as previously described.24,25 The desalted samples were 
lyophilized in a vacuum dryer and stored at −80°C.

High-pH StageTip-based peptide fractionation
To construct a spectral library of the nasal fluid proteome, StageTip-based, high-pH peptide 
fractionation was performed according to a modified version of a procedure described 
earlier.24 Peptides from pooled samples were dissolved in 200-μL amounts of loading solution 
(10 mM ammonium formate [pH 10] and 2% [v/v] ACN) and separated on reversed-phase 
tip columns prepared by packing POROS 20 R2 beads (Invitrogen, Carlsbad, CA, USA) into 
200- µL yellow tips fitted (at the exit sites) with C18 Empore disk membranes (3M; Bracknell, 
UK). After microcolumn conditioning with methanol, ACN, and loading buffer, peptides 
were loaded at pH 10, and 20 fractions were subsequently eluted in ACN buffer (pH 10; 5%, 
10%, 15%, 20%, 25%, 30%, 35%, 40%, 60% and 80% [v/v] ACN). To ensure orthogonal 
fractionation of RP-RP separation, the 20 fractions were non-contiguously combined into 6 
fractions, dried in a vacuum centrifuge, and stored at –80°C prior to LC-MS/MS.

LC-MS/MS
All LC-MS/MS analyses (DDA and DIA) were performed with the aid of a Quadrupole Orbitrap 
mass spectrometer (Q-Exactive plus; Thermo Fisher Scientific) coupled to an Ultimate 3000 
RSLC system (Dionex, Sunnyvale, CA, USA) via a nanoelectrospray source, according to a 
modified version of the procedure described earlier.24,26 Peptide samples were separated on a 
2-column array (trap column 75 µm internal diameter [ID] × 2 cm, C18 3 µm, 100 Å) and an 
analytical column (50 µm ID × 50 cm, C18 1.9 µm, 100 Å). Prior to sample injection, the dried 
peptide samples were re-dissolved in solvent A (2% [v/v] ACN and 0.1% [v/v] formic acid). 
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After sample loading onto the nano-LC column, a 180-minute gradient (8% to 26% solvent 
B [100% {v/v} ACN and 0.1% {v/v} formic acid]) was used for elution. The spray voltage was 
2.0 kV (positive ion mode), and the capillary temperature was 320°C. DDA mass spectra were 
acquired using the “top 15” method. The Orbitrap analyzer scanned precursor ions within the 
mass range 300–1,650 m/z; the resolution was 70,000 at 200 m/z. Higher energy collisional 
dissociation (HCD) scans were acquired at a resolution of 17,500 and a normalized collision 
energy (NCE) of 27. The maximum ion injection and MS/MS scan times were 20 and 120 ms, 
respectively. DIA featured a survey scan at a resolution of 35,000 (from 400 to 1,220 m/z 
[automatic gain control target 3 × 106 or injection time 60 ms]). Nineteen DIA windows were 
acquired at a resolution of 35,000 at an automatic gain of 3–6 using the automated injection 
mode.27 HCD peptide fragments were acquired using 24 to 30 stepped NCE. The LC-MS/MS 
workflow is shown in Fig. 1.

Data processing for label-free quantification
Mass spectra were processed with the aid of MaxQuant software (version 1.5.3.1). MS/MS spectra 
were analyzed using the Human Uniprot protein sequence database (December 2014, 88,657 
entries) with the aid of the Andromeda search engine.28 Primary searches featured a 6-ppm 
precursor ion tolerance when total proteins were analyzed. The MS/MS ion tolerance was 20 
ppm. Cysteine carbamidomethylation status served as the control modification. N-acetylation of 
protein and methionine status were considered to vary. Enzyme specificity featured full tryptic 
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Cohort1
Control (n = 5)
CRSsNP (n = 5)
CRSwNP (n = 5)

In-depth nasal
secretion
proteome

Optimized nasal secretion
Sample preparation

Filter paper on middle meatus
DDA set

MED-FASP

Label-free quantification

Q-exactive analysis

Maxquant

DEPs

Cohort2
Control (n = 5)
CRSsNP (n = 5)
CRSwNP (n = 5)

Optimized nasal secretion
Sample preparation

DIA set

Data independent
acquisition

Q-exactive analysis

Spectronaut

Verification of DEPs

Fig. 1. Overall workflow. Workflow of the nasal secretions proteomic analysis. 
DDA, data-dependent acquisition; DIA, data-independent acquisition; CRSsNP, chronic rhinosinusitis without 
nasal polyp; CRSwNP, chronic rhinosinusitis with nasal polyp; DEP, differentially expressed protein; MED-FASP, 
multi-enzyme digestion filter aided sample preparation.



digestion. Peptides of at least 6 amino acids in length featuring 2 or fewer missed cleavages were 
analyzed. The false discovery rate (FDR) was set to 1% at the peptide, protein and modification 
levels. To maximize quantifications across samples, we enabled the “Match between Runs” 
option of the MaxQuant platform. To minimize heterogeneity among human samples,29 
we created in silico pools of 5 biological replicates of the same phenotypic classes: control, 
CRSsNP and CRSwNP samples. We employed the Maxquant label-free quantification 
algorithm30 (a component of MaxQuant software). To quantitate the DDA data, we included 
the proteins that were identified from more than 70% of subjects in at least 1 group.

DIA MS data processing
To generate spectral libraries, we performed 12 urine DDA measurements and compared 
the spectra with those in the Maxquant Uniprot Human Database (December 2014, 
88,657 entries) and the iRT standard peptide sequences. The spectral library (derived 
using individual the DIA data) was generated with the aid of Spectronaut ver. 10 software 
(Biognosys, Schlieren, Switzerland). First, we converted the DIA raw files into .htrm format 
using the GTRMS converter of Spectronaut. FDRs were estimated employing the mProphet31 
approach and were set to 1% at both the peptide precursor and protein levels. The software 
inferred the proteins encountered, and the protein levels were quantified using the q value < 
0.01 criterion.

Statistical analysis
Statistical analyses were performed with the aid of Perseus32 and IBM SPSS ver. 25 software 
(SPSS, Chicago, IL, USA). Missing values were imputed assuming that a normal distribution 
(width = 0.15, downshift = 1.8) was in play; this simulated signals from low-abundance 
proteins. The data were then normalized via width adjustment (this scales all values to 
equalize the interquartile ranges).33 To allow for pairwise proteome comparisons, 2-sided t 
tests were performed using the Benjamini-Hochberg FDR with the significance level set to 5%. 
To compare the 3 groups, we performed analysis of variance (ANOVA) using the Benjamini–
Hochberg FDR at an adjusted P value of 0.05. Normalized protein abundance levels were 
subjected to further z-normalization followed by hierarchical clustering in terms of the 
Pearson correlation distance. Also, Pearson P values were calculated employing SPSS software. 
If a protein distribution was not normal, we calculated Spearman correlation coefficients.

Bioinformatics
Functional gene ontology (GO) analysis was performed with the aid of DAVID Bioinformatics 
Resources ver. 6.8 software (National Institute of Allergy and Infectious Diseases, National 
Institutes of Health, Bethesda, MD, USA; http://david.abcc.ncifcrf.gov/). GO biological processes 
were identified using the Enrichr online tool (http://amp.pharm.mssm.edu/Enrichr/). The 
top 10 enriched terms (and their P values) were identified. Canonical pathways were enriched 
using Ingenuity Pathway Analysis (IPA; QIAGEN, Hilden, Germany) software. The analytical 
algorithms of IPA employ input protein lists to predict canonical pathways. The confidence level 
is reflected in the P value of Fisher's exact test, and the extent of activation is reflected by the 
Z-score. Here, the P value cutoff for enrichment was 0.05, and the predictive activation Z-score 
cut-off was unity. The MS proteomics data have been deposited to the Proteome Xchange 
Consortium via the PRIDE34 partner repository with the dataset identifier PXD013330.
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RESULTS

DDA protein profiles
The mean protein concentration of nasal secretions was 1.95 mg/mL (standard deviation [SD], 
2.56 mg/mL) in healthy controls, 0.95 mg/mL (SD, 0.84 mg/mL) in CRSsNP patients and 0.85 
mg/mL (SD, 0.49 mg/mL) in CRSwNP patients; these values did not significantly differ (P = 
0.50). The number of identified proteins in the DDA set are shown in Fig. 2A. In total, 2,020 
proteins were identified in 5 healthy controls, 5 CRSsNP patients and 5 CRSwNP patients 
(1,745, 1,542 and 1,678 proteins, respectively). The total number of proteins identified in all 
groups was greater than the number of proteins in each patient, which implies individual 
differences in protein composition. To identify the differences within and between groups, 
the protein profiles were generated by drawing multi-scatter plots and calculating Pearson 
correlations (Supplementary Fig. S1). We then calculated the average Pearson correlation 
coefficients (PCCs) within and between groups; PCC > 0.7 were regarded as high.35 The 
control, CRSsNP and CRSwNP groups displayed the average PCCs of 0.77, 0.80 and 0.73, 
respectively; the control-CRSsNP, control-CRSwNP and CRSsNP-CRSwNP values were 0.69, 
0.74 and 0.67, respectively. As expected, the differences between groups were larger than 
within groups. The mass intensities were similar in all samples (Supplementary Fig. S2A). 
We compared the number of proteins identified by collection of nasal secretions on the 
filter paper to those of previous proteomic studies (Fig. 2B and Table 2). We identified 2,020 
proteins, which were approximately 3-fold more than those identified in previous studies.7-10 
Although we attempted to analyze only nasal secretions, the number of proteins identified 
was similar to those identified in the nasal epithelium.29 We performed the functional analysis 
using DAVID software and the canonical pathway analysis using IPA suite to check whether 
they match the known GO terms and pathways. The former was performed with 1,842 
proteins that were identified in the pooled DDA set and revealed 13 GO biological processes 
(Supplementary Fig. S3). The immune system processes were associated with the lowest 
P value (P = 1.51e-41); the proteome of nasal secretions was thus significantly associated 
with the immune system. The latter was performed in the pooled DDA set with 924 and 548 
proteins that were differentially expressed in the CRSsNP-control and the CRSwNP-control, 
respectively (P < 0.05). It revealed 112 pathways the up- or down-regulated in CRS patients 
compared to control (Supplementary Table S1); 11 pathways associated with the immune 
system are shown in Fig. 2C.

Hierarchical clustering of differentially expressed proteins (DEPs) in the 3 
groups; DDA analyses
We next performed a hierarchical clustering and an ANOVA to identify DEPs in all the 3 
groups; 1,666 proteins were DEPs (FDR < 0.05) (Fig. 3). Notably, the expression pattern of 
CRSsNP protein differed from those of the other 2 groups. As nasal polyposis is more severe 
form, we identified the up- or down-regulated proteins in CRSwNP compared to control 
and CRSsNP. The hierarchical clustering revealed 3 clusters of the up- or down-regulated 
CRSwNP proteins.

Functional clustering analysis of the DDA protein clusters
We used an Enrichr software to identify whether they match the known GO terms. The 
clustergram visualizes associations between columns and rows using heatmap. The columns 
are the top 10 enriched terms ranked based on their enrichment score, and the rows are the 
weighted input genes hierarchically clustered based on their association with columns.36 
Twenty proteins of the top 10 GO terms indicated that the up-regulated proteins in CRSwNP 
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(clusters 1 and 3) were significantly associated with the neutrophil-associated GO pathway 
(Fig. 4A and C). To confirm this, a histologic analysis was performed in CRS patients in the 
DDA set (Table 3). There were 2 eosinophilic CRS (CRSsNP_1, 4), 7 non-eosinophilic CRS, 
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Fig. 2. Protein profiles in the DDA set. (A) Bar plot of total number of the identified proteins from the 3 technical replicates in the DDA set. Error bars were means 
± standard deviations of the triplicates in control, CRSsNP and CRSwNP, respectively. (B) Comparison of the identified proteins in our study and other nasal 
sample proteomic studies. (C) Canonical pathway analysis representing significantly the up- or down-regulated canonical pathways in CRSsNP and CRSwNP 
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F, filter paper; SW, swab; SU, suction; L, nasal lavage; B, brushing; AR, allergic rhinitis; DDA, data-dependent acquisition; CRSsNP, chronic rhinosinusitis without 
nasal polyp; CRSwNP, chronic rhinosinusitis with nasal polyp; IL, interleukin; Cont, control; CCR3, C-C chemokine receptor type 3.

Table 2. Method comparison of our study and the 5 previous proteomic studies on the nasal sample
Journal Sample Sampling method Target disease
Our study Nasal secretion Filter paper CRS
Biswas et al.8 Nasal mucus Swab CRS
Tomazic et al.9 Nasal mucus Suction AR
Mortstedt et al.7 Nasal lavage fluid Nasal lavage Rhinitis
Tomazic et al.10 Nasal mucus Suction AR
Ndika et al.29 Nasal epithelium Brushing AR
CRS, chronic rhinosinusitis; AR, allergic rhinitis.



and 1 unknown CRS (CRSwNP_3). As 4 out of the 5 CRSwNP patients were non-eosinophilic, 
the neutrophil-associated GO terms could be explained by the histology findings. On the 
other hands, the down-regulated proteins in CRSwNP (cluster 2) were significantly involved 
in the platelet-associated GO pathway (Fig. 4B). As expected, the GO terms of the up-
regulated proteins in CRSwNP differed from those of the downregulated proteins.

Protein profiles of the DIA set
Although the DDA mode identified thousands of proteins, its reproducibility and precision 
are limited.19 Therefore, we used the DIA mode to perform the proteomic analysis, as DIA had 
allowed for precise and reproducible quantification.19 In addition, the other cohorts (cohort 2) 
were analyzed with the DIA mode to obtain the reproducible proteins with different analytical 
methods and cohorts. To identify the differences within and between groups, we calculated 
the average PCCs within and between the DIA groups (Supplementary Fig. S4). The control, 
CRSsNP and CRSwNP groups displayed the average PCCs of 0.75, 0.79 and 0.74, respectively. 
The control-CRSsNP, control-CRSwNP and CRSsNP-CRSwNP comparisons revealed average 
PCCs of 0.78, 0.75 and 0.77, respectively. Notably, both the between- and within-group 
differences were similar, as were the intensities of samples (Supplementary Fig. S2B). A total 
of 1,278 proteins were quantified in the DIA mode and the number of quantified proteins in 
each subject was depicted in Supplementary Fig. S5. We next performed a correlation analysis 
to explore whether the intensities of proteins from the DDA and DIA were similar in the 
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Fig. 3. Hierarchical clustering of differentially expressed proteins among 3 groups in the DDA set. A total of 1,666 
proteins were identified between control, CRSsNP and CRSwNP in the DDA set (ANOVA, FDR < 0.05). The protein 
expression profiles were distinct from each other, and the technical triplicates were closest to each other. 
DDA, data-dependent acquisition; CRSsNP, chronic rhinosinusitis without nasal polyp; CRSwNP, chronic 
rhinosinusitis with nasal polyp.



control, CRSsNP and CRSwNP groups. The intensities of proteins of the triplicated DDA and 
duplicated DIA samples were averaged and compared, respectively. We found the significant 
positive correlations between the intensities of proteins from the DDA and DIA in all the 3 
groups (Supplementary Fig. S6).
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Fig. 4. Clustergrams of the up- or down-regulated proteins in CRSwNP in the data-dependent acquisition set. Clustergrams of the proteins in the 3 clusters 
analyzed using Enrichr. The cluster of 20 proteins to the top 10 biological process terms were illustrated in cluster 1 (A), cluster 2 (B) and cluster 3 (C). 
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Table 3. Total cell count and the percentage of the eosinophils and neutrophils in cohort1
Sample Total cell Eosinophils Eosinophil (%) Neutrophils Neutrophil (%)
CRSsNP_1 551 103 18.69 27 4.9
CRSsNP_2 1,640 0 0 0 0
CRSsNP_3 1,871 5 0.27 0 0
CRSsNP_4 1,026 226 22.03 1 0.1
CRSsNP_5 1,805 3 0.17 385 21.33
CRSwNP_1 955 6 0.63 28 2.93
CRSwNP_2 355 0 0 0 0
CRSwNP_3 NA NA NA NA NA
CRSwNP_4 1,345 12 0.89 25 1.86
CRSwNP_5 702 19 2.71 10 1.42
CRSsNP, chronic rhinosinusitis without nasal polyp; CRSwNP, chronic rhinosinusitis with nasal polyp; NA, not available.



Hierarchical clustering of the DIA DEPs in the 3 groups
To identify the DEPs in the 3 groups, a hierarchical clustering and an ANOVA were performed 
with 1,278 proteins from the DIA set. In total, 125 proteins were identified as DEP in the 3 
groups (ANOVA, P < 0.05) (Fig. 5A). The hierarchical clustering revealed 2 clusters of the up- 
or down-regulated proteins in CRSwNP compared to control and CRSsNP.

Functional analysis of the up- or down-regulated DDA and DIA proteins in 
CRSwNP samples
We sought to identify the proteins that had the similar patterns of expression in the DDA 
and DIA set. Of the upregulated proteins in CRSwNP (clusters 1 and 3) in the DDA set, the 
proteins commonly identified in cluster 2 in the DIA set were selected (Table 4). Similarly, of 
the down regulated proteins in CRSwNP (cluster 2) in the DDA set, the proteins commonly 
identified in cluster 1 in the DIA set were selected. We used an Enrichr to check whether they 
match the known GO terms. The rows are the input genes hierarchically clustered based on 
their association with columns.36 Of the 10 and 14 proteins, it could be seen that the only 6 
proteins were associated with the top10 GO terms, respectively; the clustergrams are shown 
in Fig. 5B and C. Interestingly, the downregulated proteins (coactosin-like protein [COTL1], 
calmodulin-like protein 5 [CALML5], protein S100-A7 [S100A7] and eosinophil cationic protein 
[ECP; RNASE3]) and the up-regulated proteins (ferritin light chain [FTL], ferritin heavy chain 
[FTH1] and lysosomal alpha-glucosidase) in CRSwNP were associated with the neutrophil 
associated GO pathway. Ferritin (an iron storage protein) is composed of FTL and FTH1.37 The 
ferritin was upregulated in CRSwNP compared to control and CRSsNP. It was involved in the 
top 3 GO terms related to the iron ion and metal iron homeostasis (Fig. 5B). Meanwhile, 
the proteins decreased in CRSwNP compared to control and CRSsNP were associated with 
the GO terms related to the antimicrobial defense and the negative regulation of peptidase 
activity (Fig. 5C).
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Table 4. Similar proteins expression patterns both in the data-dependent acquisition and data-independent 
acquisition
Cluster Gene name Protein name
Up-regulated proteins in CRSwNP BPIFB1 BPI fold-containing family B member 1

CLTC Clathrin heavy chain 1
CRYM Ketimine reductase mu-crystallin
FTH1 Ferritin heavy chain
FTL Ferritin light chain
GAA Lysosomal alpha-glucosidase
GLUL Glutamine synthetase
PFKP ATP-dependent 6-phosphofructokinase, platelet type
PGM3 Phosphoacetylglucosamine mutase
USP5 Ubiquitin carboxyl-terminal hydrolase 5

Down-regulated proteins in CRSwNP CALML5 Calmodulin-like protein 5
COTL1 Coactosin-like protein
ERO1L ERO1-like protein alpha
FKBP4 Peptidyl-prolyl cis-trans isomerase FKBP4
HBA2 HCG1745306, isoform CRA_a
HBD Hemoglobin subunit delta

LMNB1 Lamin-B1
PABPC1 Polyadenylate-binding protein 1
REXO2 Oligoribonuclease, mitochondrial

RNASE3 Eosinophil cationic protein
S100A7 Protein S100-A7

SERPINB13 Serpin B13
SERPINB8 Serpin B8

SRI Sorcin
CRSwNP, chronic rhinosinusitis with nasal polyp.
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Fig. 5. Verification of the up- or down-regulated proteins in CRSwNP. (A) A total of 125 proteins were identified between control, CRSsNP and CRSwNP in the DIA 
set (ANOVA, P < 0.05). We clustered the up- or down-regulated proteins in CRSwNP compared to control and CRSsNP. Clustergrams of the upregulated proteins 
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DDA, data-dependent acquisition; DIA, data-independent acquisition; CRSsNP, chronic rhinosinusitis without nasal polyp; CRSwNP, chronic rhinosinusitis with 
nasal polyp.



DISCUSSION

Proteomic analysis of the nasal secretions from CRS patients retained on the filter paper 
identified approximately 3 times as many proteins as did previous studies. The canonical 
pathway analysis and the GO analysis revealed that the interleukin (IL)-7, IL-9, IL-17A and 
IL-22 signaling and the neutrophil-mediated immune responses were significantly increased 
in CRSwNP compared to control. The possible reason why we could identify more proteins 
than did previous studies could be explained by that we retained nasal secretions on the filter 
paper, which could provide a solid protein-stabilizing matrix preventing the cytokine-mediated 
protein neutralization and the protease degradation.16,17 Additionally, we minimized the sample 
preparation steps to reduce peptide loss and used an advanced MS to identify the large number 
of proteins. Moreover, to increase the reliability of our results, we detected the proteins by the 
DDA and DIA modes, because each has the particular advantages and limitations. We identified 
2,020 proteins in the DDA mode and 1,278 in the DIA mode. While the DDA mode had many 
missing values, the DIA mode afforded the quantification of proteins with few missing values.

We identified the proteins that were the up- or down-regulated in CRSwNP compared 
to control and CRSsNP in these 2 modes. Among the selected proteins, FTL and FTH1 
upregulated in CRSwNP were involved in the iron homeostasis. Since the serum ferritin level 
is a well-known marker of inflammation, it is elevated in patients with various inflammatory 
conditions like autoimmune diseases.38 Because the association between CRSwNP and the 
iron metabolism remains unknown, further studies would be worthwhile.

Shi et al.39 reported that the mRNA level of RNASE3 (also termed ECP) was significantly 
increased in eosinophilic CRSwNP compared to control, CRSsNP and non-eosinophilic 
CRSwNP; these values did not significantly differ between control, CRSsNP and non-
eosinophilic CRSwNP. In the present study, the ECP expression level decreased in non-
eosinophilic CRSwNP compared to control and CRSsNP. We speculated that it could be 
due to small sample size. Meanwhile, it was previously reported that S100A7 stimulates 
the neutrophils to produce pro-inflammatory mediators like IL-6, IL-8 and tumor necrosis 
factor.40 However, in our study, S100A7 was decreased in non-eosinophilic CRSwNP compared 
to control and CRSsNP (Table 4). These results were different from the previous studies.

Nevertheless, our results supported the findings of the previous studies. In the canonical 
pathways, IL-17A was upregulated in CRSsNP and non-eosinophilic CRSwNP compared 
to control (Fig. 2C) as previously reported.41,42 Among the sirtuin families, sirtuin 1 
contributes to reduce nasal polyposis.43 In the present study, the sirtuin signaling pathway 
was significantly decreased in CRSwNP compared to control (Fig. 2C). On the other hand, 
Nograles et al.44 reported that CALML5 was down-regulated by IL-22. The possible reason why 
CALML5 expression was downregulated in CRSwNP compared to control could be explained 
by the previous study (Figs. 2C and 5C). Meanwhile, according to the dataset GSE22103,45 
the gene expression of COTL1 was significantly decreased after the neutrophil stimulation 
compared to control. In addition, the up-regulated proteins in CRSwNP patients (clusters 
1 and 3) were associated with the neutrophil degranulation, activation, and the neutrophil 
mediated immunity (Fig. 4A and C). It supports that more than half of East Asian CRSwNP 
patients show non-eosinophilic inflammation.42

A large number of proteins that were identified in the present study partially suggest that 
the up- or down-regulated proteins in CRSwNP reflected the immune responses involving 
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neutrophils and immunobarrier activation as previously reported.42,46-48 However, our study 
had limitations that should be considered. First, the sample size was small. Second, the 
cohort included some subjects with the comorbidity of asthma or atopy. Thus, it was not 
possible to exclude the effect of these comorbidities on the nasal secretions. Therefore, 
further studies with the larger sample size are needed to determine the effect of the 
comorbidity of asthma or atopy on the nasal proteome in CRS.

In conclusion, our findings indicate that a large number of proteins are reproducibly 
identified by non-invasive collection of nasal secretions on the filter paper. In addition, our 
proteomic signatures support that Asian NPs could be characterized as non-eosinophilic 
inflammation features. The proteomes could be used to endotype CRS and improve our 
understanding of the CRS and NP pathogenesis.
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SUPPLEMENTARY MATERIALS

Supplementary Table S1
Canonical pathways of the DDA set identified by an Ingenuity Pathway Analysis

Click here to view

Supplementary Fig. S1
Correlation between the DDA set. Multi-scatter plot of the normalized intensities of each 
protein between the DDA set with Pearson correlation coefficient values.

Click here to view

Supplementary Fig. S2
Profile plot of the proteomics analysis. Profile plots of the intensities of proteins in the 
proteomics analysis of the 15 subjects in the DDA (A) and the DIA set (B), respectively.

Click here to view

Supplementary Fig. S3
Functional GO analysis of nasal secretion proteome. Donut chart representing significant 
the GO biological processes and the percentages of proteins involved in the terms in the DDA 
set (P < 0.05). The terms were labeled clockwise in order of P value, with the immune system 
process being the lowest P value and the cellular process being the highest P value. The 
number in parenthesis indicated the number of proteins associated with each GO term.

Click here to view
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Supplementary Fig. S4
Correlation among samples in the DIA set. Multi-scatter plot of the normalized intensities of 
each protein between the DIA set with Pearson correlation coefficient values.

Click here to view

Supplementary Fig. S5
Protein profiles in the DIA set. Bar plot representing the total number of proteins quantified from 
the DIA set. The proteins identified in the duplicated analysis from each subject were counted.

Click here to view

Supplementary Fig. S6
Comparison between intensities of the DDA and DIA set. Positive correlation between the 
intensities of the DDA and DIA set in control (A), CRSsNP (B) and CRSwNP (C), respectively.

Click here to view

REFERENCES

 1. Fokkens WJ, Lund VJ, Mullol J, Bachert C, Alobid I, Baroody F, et al. EPOS 2012: European position paper 
on rhinosinusitis and nasal polyps 2012. A summary for otorhinolaryngologists. Rhinology 2012;50:1-12. 
PUBMED | CROSSREF

 2. Rudmik L. Economics of chronic rhinosinusitis. Curr Allergy Asthma Rep 2017;17:20. 
PUBMED | CROSSREF

 3. Bachert C, Zhang N, Hellings PW, Bousquet J. Endotype-driven care pathways in patients with chronic 
rhinosinusitis. J Allergy Clin Immunol 2018;141:1543-51. 
PUBMED | CROSSREF

 4. Kim DW, Cho SH. Emerging endotypes of chronic rhinosinusitis and its application to precision 
medicine. Allergy Asthma Immunol Res 2017;9:299-306. 
PUBMED | CROSSREF

 5. Liao B, Liu JX, Li ZY, Zhen Z, Cao PP, Yao Y, et al. Multidimensional endotypes of chronic rhinosinusitis 
and their association with treatment outcomes. Allergy 2018;73:1459-69. 
PUBMED | CROSSREF

 6. Tomassen P, Vandeplas G, Van Zele T, Cardell LO, Arebro J, Olze H, et al., Inflammatory endotypes of chronic 
rhinosinusitis based on cluster analysis of biomarkers. J Allergy Clin Immunol 2016;137:1449-1456.e4. 
PUBMED | CROSSREF

 7. Mörtstedt H, Ali N, Kåredal M, Jacobsson H, Rietz E, Diab KK, et al. Targeted proteomic analyses of nasal 
lavage fluid in persulfate-challenged hairdressers with bleaching powder-associated rhinitis. J Proteome 
Res 2015;14:860-73. 
PUBMED | CROSSREF

 8. Biswas K, Wagner Mackenzie B, Waldvogel-Thurlow S, Middleditch M, Jullig M, Zoing M, et al. 
Differentially regulated host proteins associated with chronic rhinosinusitis are correlated with the 
sinonasal microbiome. Front Cell Infect Microbiol 2017;7:504. 
PUBMED | CROSSREF

 9. Tomazic PV, Birner-Gruenberger R, Leitner A, Spoerk S, Lang-Loidolt D. Seasonal proteome changes of 
nasal mucus reflect perennial inflammatory response and reduced defence mechanisms and plasticity in 
allergic rhinitis. J Proteomics 2016;133:153-60. 
PUBMED | CROSSREF

 10. Tomazic PV, Birner-Gruenberger R, Leitner A, Obrist B, Spoerk S, Lang-Loidolt D. Nasal mucus 
proteomic changes reflect altered immune responses and epithelial permeability in patients with allergic 
rhinitis. J Allergy Clin Immunol 2014;133:741-50. 
PUBMED | CROSSREF

705https://e-aair.org https://doi.org/10.4168/aair.2019.11.5.691

Proteomic Analysis in Chronic Rhinosinusitis

https://e-aair.org/DownloadSupplMaterial.php?id=10.4168/aair.2019.11.5.691&fn=aair-11-691-s005.ppt
https://e-aair.org/DownloadSupplMaterial.php?id=10.4168/aair.2019.11.5.691&fn=aair-11-691-s006.ppt
https://e-aair.org/DownloadSupplMaterial.php?id=10.4168/aair.2019.11.5.691&fn=aair-11-691-s007.ppt
http://www.ncbi.nlm.nih.gov/pubmed/22469599
https://doi.org/10.4193/Rhino50E2
http://www.ncbi.nlm.nih.gov/pubmed/28337570
https://doi.org/10.1007/s11882-017-0690-5
http://www.ncbi.nlm.nih.gov/pubmed/29731100
https://doi.org/10.1016/j.jaci.2018.03.004
http://www.ncbi.nlm.nih.gov/pubmed/28497916
https://doi.org/10.4168/aair.2017.9.4.299
http://www.ncbi.nlm.nih.gov/pubmed/29331025
https://doi.org/10.1111/all.13411
http://www.ncbi.nlm.nih.gov/pubmed/26949058
https://doi.org/10.1016/j.jaci.2015.12.1324
http://www.ncbi.nlm.nih.gov/pubmed/25546367
https://doi.org/10.1021/pr5009306
http://www.ncbi.nlm.nih.gov/pubmed/29270391
https://doi.org/10.3389/fcimb.2017.00504
http://www.ncbi.nlm.nih.gov/pubmed/26732727
https://doi.org/10.1016/j.jprot.2015.12.021
http://www.ncbi.nlm.nih.gov/pubmed/24290289
https://doi.org/10.1016/j.jaci.2013.09.040


 11. Csősz É, Kalló G, Márkus B, Deák E, Csutak A, Tőzsér J. Quantitative body fluid proteomics in medicine - 
a focus on minimal invasiveness. J Proteomics 2017;153:30-43. 
PUBMED | CROSSREF

 12. Krismer B, Weidenmaier C, Zipperer A, Peschel A. The commensal lifestyle of Staphylococcus aureus and its 
interactions with the nasal microbiota. Nat Rev Microbiol 2017;15:675-87. 
PUBMED | CROSSREF

 13. Cole AM, Liao HI, Stuchlik O, Tilan J, Pohl J, Ganz T. Cationic polypeptides are required for antibacterial 
activity of human airway fluid. J Immunol 2002;169:6985-91. 
PUBMED | CROSSREF

 14. Kirkeby L, Rasmussen TT, Reinholdt J, Kilian M. Immunoglobulins in nasal secretions of healthy 
humans: structural integrity of secretory immunoglobulin A1 (IgA1) and occurrence of neutralizing 
antibodies to IgA1 proteases of nasal bacteria. Clin Diagn Lab Immunol 2000;7:31-9.
PUBMED

 15. Tewfik MA, Latterich M, DiFalco MR, Samaha M. Proteomics of nasal mucus in chronic rhinosinusitis. 
Am J Rhinol 2007;21:680-5. 
PUBMED | CROSSREF

 16. Alam R, Sim TC, Hilsmeier K, Grant JA. Development of a new technique for recovery of cytokines from 
inflammatory sites in situ. J Immunol Methods 1992;155:25-9. 
PUBMED | CROSSREF

 17. Badorrek P, Müller M, Koch W, Hohlfeld JM, Krug N. Specificity and reproducibility of nasal biomarkers 
in patients with allergic rhinitis after allergen challenge chamber exposure. Ann Allergy Asthma Immunol 
2017;118:290-7. 
PUBMED | CROSSREF

 18. Kim MS, Pinto SM, Getnet D, Nirujogi RS, Manda SS, Chaerkady R, et al. A draft map of the human 
proteome. Nature 2014;509:575-81. 
PUBMED | CROSSREF

 19. Doerr A. DIA mass spectrometry. Nat Methods 2015;12:35. 
CROSSREF

 20. Kulak NA, Pichler G, Paron I, Nagaraj N, Mann M. Minimal, encapsulated proteomic-sample processing 
applied to copy-number estimation in eukaryotic cells. Nat Methods 2014;11:319-24. 
PUBMED | CROSSREF

 21. Hu A, Noble WS, Wolf-Yadlin A. Technical advances in proteomics: new developments in data-
independent acquisition. F1000Res 2016;5:F1000. 
PUBMED | CROSSREF

 22. Gillet LC, Navarro P, Tate S, Röst H, Selevsek N, Reiter L, et al. Targeted data extraction of the MS/MS 
spectra generated by data-independent acquisition: a new concept for consistent and accurate proteome 
analysis. Mol Cell Proteomics 2012;11:O111.016717. 
PUBMED | CROSSREF

 23. Wiśniewski JR, Gaugaz FZ. Fast and sensitive total protein and Peptide assays for proteomic analysis. Anal 
Chem 2015;87:4110-6. 
PUBMED | CROSSREF

 24. Han D, Jin J, Woo J, Min H, Kim Y. Proteomic analysis of mouse astrocytes and their secretome by 
a combination of FASP and StageTip-based, high pH, reversed-phase fractionation. Proteomics 
2014;14:1604-9. 
PUBMED | CROSSREF

 25. Woo J, Han D, Park J, Kim SJ, Kim Y. In-depth characterization of the secretome of mouse CNS cell lines 
by LC-MS/MS without prefractionation. Proteomics 2015;15:3617-22. 
PUBMED | CROSSREF

 26. Lee H, Kim K, Woo J, Park J, Kim H, Lee KE, et al. Quantitative proteomic analysis identifies AHNAK 
(neuroblast differentiation-associated protein AHNAK) as a novel candidate biomarker for bladder 
urothelial carcinoma diagnosis by liquid-based cytology. Mol Cell Proteomics 2018;17:1788-802. 
PUBMED | CROSSREF

 27. Bruderer R, Bernhardt OM, Gandhi T, Miladinović SM, Cheng LY, Messner S, et al. Extending the limits 
of quantitative proteome profiling with data-independent acquisition and application to acetaminophen-
treated three-dimensional liver microtissues. Mol Cell Proteomics 2015;14:1400-10. 
PUBMED | CROSSREF

 28. Cox J, Neuhauser N, Michalski A, Scheltema RA, Olsen JV, Mann M. Andromeda: a peptide search engine 
integrated into the MaxQuant environment. J Proteome Res 2011;10:1794-805. 
PUBMED | CROSSREF

706https://e-aair.org https://doi.org/10.4168/aair.2019.11.5.691

Proteomic Analysis in Chronic Rhinosinusitis

http://www.ncbi.nlm.nih.gov/pubmed/27542507
https://doi.org/10.1016/j.jprot.2016.08.009
http://www.ncbi.nlm.nih.gov/pubmed/29021598
https://doi.org/10.1038/nrmicro.2017.104
http://www.ncbi.nlm.nih.gov/pubmed/12471133
https://doi.org/10.4049/jimmunol.169.12.6985
http://www.ncbi.nlm.nih.gov/pubmed/10618273
http://www.ncbi.nlm.nih.gov/pubmed/18201447
https://doi.org/10.2500/ajr.2007.21.3103
http://www.ncbi.nlm.nih.gov/pubmed/1401965
https://doi.org/10.1016/0022-1759(92)90267-W
http://www.ncbi.nlm.nih.gov/pubmed/28284536
https://doi.org/10.1016/j.anai.2017.01.018
http://www.ncbi.nlm.nih.gov/pubmed/24870542
https://doi.org/10.1038/nature13302
https://doi.org/10.1038/nmeth.3234
http://www.ncbi.nlm.nih.gov/pubmed/24487582
https://doi.org/10.1038/nmeth.2834
http://www.ncbi.nlm.nih.gov/pubmed/27092249
https://doi.org/10.12688/f1000research.7042.1
http://www.ncbi.nlm.nih.gov/pubmed/22261725
https://doi.org/10.1074/mcp.O111.016717
http://www.ncbi.nlm.nih.gov/pubmed/25837572
https://doi.org/10.1021/ac504689z
http://www.ncbi.nlm.nih.gov/pubmed/24753479
https://doi.org/10.1002/pmic.201300495
http://www.ncbi.nlm.nih.gov/pubmed/26227174
https://doi.org/10.1002/pmic.201400623
http://www.ncbi.nlm.nih.gov/pubmed/29950347
https://doi.org/10.1074/mcp.RA118.000562
http://www.ncbi.nlm.nih.gov/pubmed/25724911
https://doi.org/10.1074/mcp.M114.044305
http://www.ncbi.nlm.nih.gov/pubmed/21254760
https://doi.org/10.1021/pr101065j


 29. Ndika J, Airaksinen L, Suojalehto H, Karisola P, Fyhrquist N, Puustinen A, et al. Epithelial proteome 
profiling suggests the essential role of interferon-inducible proteins in patients with allergic rhinitis. J 
Allergy Clin Immunol 2017;140:1288-98. 
PUBMED | CROSSREF

 30. Cox J, Hein MY, Luber CA, Paron I, Nagaraj N, Mann M. Accurate proteome-wide label-free quantification 
by delayed normalization and maximal peptide ratio extraction, termed MaxLFQ. Mol Cell Proteomics 
2014;13:2513-26. 
PUBMED | CROSSREF

 31. Reiter L, Rinner O, Picotti P, Hüttenhain R, Beck M, Brusniak MY, et al. mProphet: automated data 
processing and statistical validation for large-scale SRM experiments. Nat Methods 2011;8:430-5. 
PUBMED | CROSSREF

 32. Tyanova S, Temu T, Sinitcyn P, Carlson A, Hein MY, Geiger T, et al. The Perseus computational platform 
for comprehensive analysis of (prote)omics data. Nat Methods 2016;13:731-40. 
PUBMED | CROSSREF

 33. Deeb SJ, Tyanova S, Hummel M, Schmidt-Supprian M, Cox J, Mann M. Machine learning-based 
classification of diffuse large B-cell lymphoma patients by their protein expression profiles. Mol Cell 
Proteomics 2015;14:2947-60. 
PUBMED | CROSSREF

 34. Perez-Riverol Y, Csordas A, Bai J, Bernal-Llinares M, Hewapathirana S, Kundu DJ, et al. The PRIDE 
database and related tools and resources in 2019: improving support for quantification data. Nucleic 
Acids Res 2019;47:D442-50. 
PUBMED | CROSSREF

 35. Mukaka MM. Statistics corner: a guide to appropriate use of correlation coefficient in medical research. 
Malawi Med J 2012;24:69-71.
PUBMED

 36. Kuleshov MV, Jones MR, Rouillard AD, Fernandez NF, Duan Q, Wang Z, et al. Enrichr: a comprehensive 
gene set enrichment analysis web server 2016 update. Nucleic Acids Res 2016;44:W90-7. 
PUBMED | CROSSREF

 37. Arosio P, Ingrassia R, Cavadini P. Ferritins: a family of molecules for iron storage, antioxidation and 
more. Biochim Biophys Acta 2009;1790:589-99. 
PUBMED | CROSSREF

 38. Zandman-Goddard G, Shoenfeld Y. Ferritin in autoimmune diseases. Autoimmun Rev 2007;6:457-63. 
PUBMED | CROSSREF

 39. Shi LL, Xiong P, Zhang L, Cao PP, Liao B, Lu X, et al. Features of airway remodeling in different types of 
Chinese chronic rhinosinusitis are associated with inflammation patterns. Allergy 2013;68:101-9. 
PUBMED | CROSSREF

 40. Zheng Y, Niyonsaba F, Ushio H, Ikeda S, Nagaoka I, Okumura K, et al. Microbicidal protein psoriasin is a 
multifunctional modulator of neutrophil activation. Immunology 2008;124:357-67. 
PUBMED | CROSSREF

 41. Kim DK, Eun KM, Kim MK, Cho D, Han SA, Han SY, et al. Comparison between signature cytokines of 
nasal tissues in subtypes of chronic rhinosinusitis. Allergy Asthma Immunol Res 2019;11:201-11. 
PUBMED | CROSSREF

 42. Cao PP, Li HB, Wang BF, Wang SB, You XJ, Cui YH, et al. Distinct immunopathologic characteristics of 
various types of chronic rhinosinusitis in adult Chinese. J Allergy Clin Immunol 2009;124:478-84. 
PUBMED | CROSSREF

 43. Lee M, Kim DW, Yoon H, So D, Khalmuratova R, Rhee CS, et al. Sirtuin 1 attenuates nasal polypogenesis 
by suppressing epithelial-to-mesenchymal transition. J Allergy Clin Immunol 2016;137:87-98.e7. 
PUBMED | CROSSREF

 44. Nograles KE, Zaba LC, Guttman-Yassky E, Fuentes-Duculan J, Suárez-Fariñas M, Cardinale I, et al. 
Th17 cytokines interleukin (IL)-17 and IL-22 modulate distinct inflammatory and keratinocyte-response 
pathways. Br J Dermatol 2008;159:1092-102.
PUBMED

 45. Kotz KT, Xiao W, Miller-Graziano C, Qian WJ, Russom A, Warner EA, et al. Clinical microfluidics for 
neutrophil genomics and proteomics. Nat Med 2010;16:1042-7. 
PUBMED | CROSSREF

 46. Tieu DD, Kern RC, Schleimer RP. Alterations in epithelial barrier function and host defense responses in 
chronic rhinosinusitis. J Allergy Clin Immunol 2009;124:37-42. 
PUBMED | CROSSREF

707https://e-aair.org https://doi.org/10.4168/aair.2019.11.5.691

Proteomic Analysis in Chronic Rhinosinusitis

http://www.ncbi.nlm.nih.gov/pubmed/28633877
https://doi.org/10.1016/j.jaci.2017.05.040
http://www.ncbi.nlm.nih.gov/pubmed/24942700
https://doi.org/10.1074/mcp.M113.031591
http://www.ncbi.nlm.nih.gov/pubmed/21423193
https://doi.org/10.1038/nmeth.1584
http://www.ncbi.nlm.nih.gov/pubmed/27348712
https://doi.org/10.1038/nmeth.3901
http://www.ncbi.nlm.nih.gov/pubmed/26311899
https://doi.org/10.1074/mcp.M115.050245
http://www.ncbi.nlm.nih.gov/pubmed/30395289
https://doi.org/10.1093/nar/gky1106
http://www.ncbi.nlm.nih.gov/pubmed/23638278
http://www.ncbi.nlm.nih.gov/pubmed/27141961
https://doi.org/10.1093/nar/gkw377
http://www.ncbi.nlm.nih.gov/pubmed/18929623
https://doi.org/10.1016/j.bbagen.2008.09.004
http://www.ncbi.nlm.nih.gov/pubmed/17643933
https://doi.org/10.1016/j.autrev.2007.01.016
http://www.ncbi.nlm.nih.gov/pubmed/23157215
https://doi.org/10.1111/all.12064
http://www.ncbi.nlm.nih.gov/pubmed/18194266
https://doi.org/10.1111/j.1365-2567.2007.02782.x
http://www.ncbi.nlm.nih.gov/pubmed/30661312
https://doi.org/10.4168/aair.2019.11.2.201
http://www.ncbi.nlm.nih.gov/pubmed/19541359
https://doi.org/10.1016/j.jaci.2009.05.017
http://www.ncbi.nlm.nih.gov/pubmed/26342525
https://doi.org/10.1016/j.jaci.2015.07.026
http://www.ncbi.nlm.nih.gov/pubmed/18684158
http://www.ncbi.nlm.nih.gov/pubmed/20802500
https://doi.org/10.1038/nm.2205
http://www.ncbi.nlm.nih.gov/pubmed/19560577
https://doi.org/10.1016/j.jaci.2009.04.045


 47. Luo Q, Zhang J, Wang H, Chen F, Luo X, Miao B, et al. Expression and regulation of transcription factor 
FoxA2 in chronic rhinosinusitis with and without nasal polyps. Allergy Asthma Immunol Res 2015;7:458-66. 
PUBMED | CROSSREF

 48. Khalmuratova R, Park JW, Shin HW. Immune cell responses and mucosal barrier disruptions in chronic 
rhinosinusitis. Immune Netw 2017;17:60-7. 
PUBMED | CROSSREF

708https://e-aair.org https://doi.org/10.4168/aair.2019.11.5.691

Proteomic Analysis in Chronic Rhinosinusitis

http://www.ncbi.nlm.nih.gov/pubmed/25749777
https://doi.org/10.4168/aair.2015.7.5.458
http://www.ncbi.nlm.nih.gov/pubmed/28261021
https://doi.org/10.4110/in.2017.17.1.60

	In-Depth, Proteomic Analysis of Nasal Secretions from Patients With Chronic Rhinosinusitis and Nasal Polyps
	INTRODUCTION
	MATERIALS AND METHODS
	Reagents and materials
	Protein digestion
	High-pH StageTip-based peptide fractionation
	LC-MS/MS
	Data processing for label-free quantification
	DIA MS data processing
	Statistical analysis
	Bioinformatics

	RESULTS
	Hierarchical clustering of differentially expressed proteins (DEPs) in the 3 groups; DDA analyses
	Functional clustering analysis of the DDA protein clusters
	Protein profiles of the DIA set
	Hierarchical clustering of the DIA DEPs in the 3 groups
	Functional analysis of the up- or down-regulated DDA and DIA proteins in CRSwNP samples

	DISCUSSION
	SUPPLEMENTARY MATERIALS
	Supplementary Table S1
	Supplementary Fig. S1
	Supplementary Fig. S2
	Supplementary Fig. S3
	Supplementary Fig. S4
	Supplementary Fig. S5
	Supplementary Fig. S6

	REFERENCES


