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Abstract
Recent studies have revealed that YKL-40 is involved in the pathogenesis of asthma. However, its specific mechanism
remains unclear. The present study aims to investigate the effect of adenovirus vector-mediated YKL-40 short hairpin RNA
(shRNA) on regulation of airway inflammation in a murine asthmatic model. Mice were assessed for airway
hyperresponsiveness (AHR), total leukocytes and the percentage of eosinophil cells in bronchoalveolar lavage fluid
(BALF). YKL-40 mRNA and protein expression levels were detected using quantitative real-time PCR and western blot
assays. Enzyme-linked immunosorbent assay (ELISA) was used to detect YKL-40 and eosinophil-related chemokine
expression levels in BALF and serum. Lung histology analyses were performed to evaluate the degree of inflammatory cell
infiltration around the airway and airway mucus secretion.YKL-40 shRNA significantly inhibited the YKL-40 gene
expression in asthmatic mice. In addition, YKL-40 shRNA alleviated eosinophilic airway inflammation, AHR, airway
mucus secretion and decreased the levels of YKL-40 in BALF and serum in a murine asthmatic model. The levels and
mRNA expression of IL-5, IL-13 in asthmatic mice lung tissues, eotaxin, and GM-CSF in BALF and serum significantly
decreased. Bone marrow signaling molecules including IL-5, eotaxin, and GM-CSF were correlated with decreased levels of
YKL-40. The study reveals that YKL-40 could be involved in asthma inflammation by altering bone marrow signaling
molecules. YKL-40 gene RNA interference could provide new therapeutic strategies for asthma.

Introduction

Asthma is a chronic inflammatory disease of the airways. It
is characterized by infiltration of inflammatory cells, AHR,
mucus hypersecretion, and airway remodeling [1]. Eosino-
phils are the key effector cells in the pathogenesis of asth-
matic airway inflammation. Activated eosinophils facilitate

airway inflammation by releasing inflammatory mediators,
such as platelet-activating factor and leukotrienes that sub-
sequently induce airway smooth muscle contraction and
increase microvascular permeability. In addition, eosino-
phils secrete eosinophil cationic protein, which is one of the
major basic proteins and eosinophil derived neurotoxin that
can cause airway epithelial damage. Loss of airway epi-
thelial integrity leads to exposure of sensory nerves, and
AHR [2–4]. Eosinophilic airway inflammation plays a key
role in asthma. Therefore, preventing eosinophilic airway
inflammation could be a potential treatment strategy for
asthma.

Eosinophils originate from CD34+ pluripotent hemato-
poietic stem cells. Moreover, certain cytokines such as IL-5
and granulocyte macrophage-colony stimulating factor
(GM-CSF) influence release of eosinophils [5, 6]. Several
cytokines such as stem cell factor, IL-6, IL-11, IL-12, IL-3,
IL-4, IL-5, GM-CSF, and eotaxin have been reported to be
involved in regulating proliferation and differentiation of
multipotent hematopoietic stem cells into Eos/B progenitors.

Glucocorticoids are widely used as anti-inflammatory drugs
for asthma. Asthma symptoms vary; symptoms can be
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effectively managed in some patients with asthma whereas in
other patients, asthma treatments are unable to effectively
relieve symptoms due to steroid insensitiveness or resistance
[7]. Therefore, effective management of asthma symptoms in
patients with severe asthma remains a challenge.

YKL-40, also called human cartilage gp-39 or chitinase-
3 like 1 protein (CHI3L1), is a chitinase-like glycoprotein
that is expressed and secreted by numerous cell types,
including articular chondrocytes, synoviocytes, osteoblasts,
macrophages, neutrophils, and epithelial cells [8–13]. In
asthma, YKL-40 expression is considerably upregulated in
the airway epithelium and alveolar macrophages, which in
turn increases its concentration in the serum [14–16]. Pre-
vious studies have revealed that the YKL-40 expression
level is positively correlated with asthma severity, thickness
of the subepithelial basement membrane, and pulmonary
function [17–21]. Anti-CHI3L1 treatment markedly ame-
liorates eosinophilic airway inflammation; however, the
mechanisms are poorly understood [22]. In our previous
study, we reported that ovalbumin (OVA) enhances the
expression of YKL-40, IL-5, eotaxin, and GM-CSF in
mouse tracheal epithelial cells in vitro [23]. Furthermore,
the level of YKL-40 expression was positively correlated
with the expression levels of IL-5, eotaxin, and GM-CSF
[23]. Therefore, we hypothesized that YKL-40 may regulate
eosinophilic airway inflammation in asthma by modulating
bone marrow signaling molecules.

To test the hypothesis, we performed RNAi mediated
silencing of YKL-40 expression using adenovirus-mediated
shRNA vector. The silencing reduced eosinophilia and Th2-
mediated airway inflammation in a murine asthmatic model.
Furthermore, YKL-40 altered the expression of IL-5,
eotaxin, and GM-CSF.

Materials and Methods

Construction of YKL-40 shRNA using adenovirus
vectors

GeneChem Co. Ltd. (Shanghai, China) constructed the
recombinant adenoviral shuttle vector hU6-MCS-CMV-
EGFP (GV119) carrying CHI3L1 (YKL-40) (GeneBank;
NM_007695) shRNA (YKL-40 shRNA). The optimal
shRNA sequence, (YKL-40:5’-CCACATCATCTACAGC
TTT-3’) was selected for knockdown. No significant
homology to any known mouse gene sequence was
observed in the GeneBank database. Scrambled sequences
were used as negative controls (YKL-40:5’-TTCTCCGA
ACGTGTCACGT-3’). The success of CHI3L1 silencing in
293 T cells was assessed by immunoblot analysis. Helper
plasmid and the target gene recombinant vector were co-

transfected into HEK-293 cells. Viruses were then collected
and concentrated.

Animals

Specific pathogen free male C57BL/6 mice (6–8 week,
18-20 g) were purchased from SLRC Animal Laboratory
(Shanghai, China) and housed under specific pathogen free
conditions. All experimental protocols involving animals
were approved by the Laboratory Animal Ethics Committee
of Shanghai General Hospital (Approval Protocol Number:
2018KY201). All surgeries were performed under anes-
thesia, and efforts made to reduce suffering.

Antigen sensitization, challenge and interventions

According to random number table, 32 mice were divided
into 4 groups: saline sensitized and challenged group (saline
group), OVA-sensitized and challenged group (OVA
group), OVA-sensitized and challenged + adenovirus
vector-mediated YKL-40 shRNA treated group (OVA+
YKL-40 shRNA group), and OVA-sensitized and chal-
lenged + negative virus treated group (OVA+ negative
group). Immunization and challenging of the mice were
performed as previously described [24]. An intraperitoneal
injection of 200 µl containing 50 µg OVA (Grade V, Sigma-
Aldrich, St. Louis, MO, USA) emulsified in alum (Pierce,
Rockford, IL, USA) was administered on day 0,7 and 14,
and the mice subsequently exposed to aerosolized 5% OVA
in saline or saline only for 40 min on days 21–27 using a
nebulizer (OMRON NE-C900 Model, Kyoto, Japan) [24].
YKL-40 shRNA adenovirus or negative viruses were
intratracheally injected with 1 × 108 plaque-forming units
(pfu) per mouse diluted in 50 µl saline on day 20.

Airway hyperresponsiveness

Mice were anesthetized and lung resistance (RL) measured
using a plethysmograph (EMMS, Hants, UK), 24 h after per-
forming the final challenge [25]. Lung resistance was measured
after at different concentrations of the aerosol acetylcholine
challenge (0mg/ml, 4mg/ml, 8mg/ml, 16mg/ml, 32mg/ml,
64mg/ml, 128mg/ml, and 256mg/ml).

BALF and blood collection, and cell counting

Mice were euthanized using pentobarbital sodium after
measurement of airway resistance. Blood was withdrawn
from the left ventricles of the mice using a 1 ml syringe,
centrifuged for 15 min at 5000 rpm and 4 °C, and the serum
stored at −80°C for subsequent analyses. Mice lungs were
lavaged three times with 0.4 ml phosphate buffered saline
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(PBS) through a tracheal cannula, and bronchoalveolar
lavage fluid (BALF) subsequently collected. The BALF was
centrifuged for 10 min at 4 °C 1000 rpm. The supernatant
was stored at −80°C for subsequent analyses. The sediments
were resuspended to facilitate counting of total leukocytes,
and the remaining cell suspensions were smeared on glass
slides and stained with Wright-Giemsa. Eosinophils were
counted according to a previously described protocol [26].

ELISA analysis for cytokines in BALF and serum

The levels of IL-5, IL-13, and GM-CSF in BALF or serum
were determined using enzyme-linked immunosorbent
assay (ELISA), according to the manufacturer’s instructions
(eBioscience San Diego, CA, USA). ELISA Kits (R&D Sys-
tems, Minneapolis, MN, USA) were used to determine eotaxin
concentration according to the manufacturer’s instructions.
YKL-40 concentration was determined using ELISA Kits
(Wuhan Boster Biological Technology Co. Ltd, China).

Quantitative real-time PCR

Total RNA was extracted using TRIzol reagent (Invitrogen,
Carlsbad, CA, USA) according to the manufacturer’s
instructions. Total RNA was quantified and subsequently
reverse transcribed into cDNA using a standard protocol.
Transcript levels were measured using SYBR Green on an
ABI PRISM 7300 Sequence Detector (Applied Biosystems,
Foster City, CA, USA). The sequences of murine primers in
Table 1 were purchased from Sangon Biotech Co. Ltd
(Shanghai, China). GAPDH was used as an endogenous
reference and the relative amounts of mRNA were calcu-
lated using the ΔΔCT method.

Western blot analysis

Lung tissues were washed three times with cold PBS and
weighed. Subsequently, tissue lysates and enzyme inhibitor
were mixed in a ratio of 50:1 proportion. Protein lysates were
separated using 10% sodium dodecyl sulfate polyacrylamide
gel electrophoresis and transferred to polyvinylidene fluoride
membranes. The membranes were incubated with primary
antibodies at 4 °C overnight against YKL-40 (MAB2649;
1:500; R&D System, Minneapolis, MN, USA) after blocking

with 5% skimmed milk powder for 2 h at room temperature.
Afterwards, the membranes were washed three times with
TBST and incubated with a secondary antibody (HAF005;
1:1000; R&D System, Minneapolis, MN, USA) for 2 h at
room temperature. The protein bands were detected using
enhanced chemiluminescence ECL kit (Epizyme Biotech,
Shanghai, China) and Bio-Rad ChemiDoc MP Imaging
System (Bio-Rad Laboratories, Inc, CA, USA). β-actin was
used as an internal reference and protein bands were quan-
tified using Image J software (National Institutes of Health,
Bethesda, MD; http://rsb.info.nih.gov/ij/).

Histological analysis of lung tissues

BALF samples were collected from the lungs of mice,
after which the left lung lobes were removed and fixed in
4% paraformaldehyde and embedded in paraffin. The
paraffin-embedded sections (4 µm) were stained with
hematoxylin-eosin (H&E) and Periodic Acid-Schiff (PAS).
A semi-quantitative scoring system was applied to the
histological findings to grade the degree of lung infiltration
around the bronchioles, and goblet cells in airway epithe-
lium were measured double-blind using a numerical scor-
ing system [27].

Statistical analysis

Data were presented as mean ± standard deviation (SD).
GraphPad Prism version 5.0 (GraphPad Software Inc, San
Diego, CA, USA) was used to perform statistical analysis.
Two-way analysis of variance (ANOVA) with Bonferroni’s
post-hoc test was used to compare percentage changes
in lung resistance between individual groups. One-way
ANOVA with Bonferroni’s post-hoc test was used to
compare multiple groups. A P value < 0.05 was considered
statistically significant.

Results

Interference effect of YKL-40 shRNA

Adenovirus-mediated silencing resulted in increased
expression of YKL-40 in the OVA group. However,

Table 1 Sequences of primers
used for PCR.

Primer Sense primer (5′ to 3′) Antisense primer (5′ to 3′)

YKL-40 CAACATCAGCAGCGACAA CCATAAGAACGCAGGAACG

IL-5 CACCAGCTATGCATTGGAGAAATC TCTGTACTCATCACACCAAGGAAC

Eotaxin GCTGCTCACGGTCACTTCCTT GAAGACTATGGCTTTCAGGGTGC

GM-CSF GTCGTCTCTAACGAGTTCTCC AAATCCGCATAGGTGGTAACT

GADPH CCTCGTCCCGTAGACAAAATG TGAGGTCAATGAAGGGGTCGT
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treatment of mice with YKL-40 shRNA markedly reduced
YKL-40 protein expression (Fig. 1a, c). Quantitative real-
time PCR analyses revealed that OVA sensitization resulted
in increased expression of YKL-40 mRNA (Fig. 1b), and
mice treated with YKL-40 shRNA-containing adenovirus
exhibited low levels of YKL-40 expression. The negative
control that contained a fragment with no homology to any
mouse gene sequence exhibited a slight decrease in YKL-40
mRNA expression.

YKL-40 shRNA alters total cell and eosinophil count
in BALF

BALF was collected 24 h after performing the last OVA
challenge. The total number of cells and eosinophils
significantly increased in the OVA group relative to the
saline group (Fig. 2a, b). Similar results were observed in the
OVA+ negative group (Fig. 2a, b). A significant decrease
in total cells, especially eosinophil count in BALF was
observed in YKL-40 shRNA-treated mice compared to the
OVA group (Fig. 2a, b).

YKL-40 shRNA alleviates airway
hyperresponsiveness

No significant difference was observed in baseline lung
resistance values after saline challenge in the four experi-
mental groups. However, the OVA-sensitized and chal-
lenged mice (OVA group) demonstrated a leftward shift of
the concentration responsive to acetylcholine, indicating an
increase in bronchial responsiveness to acetylcholine when
compared with the saline control mice (Fig. 3). Airway
resistance analysis curve revealed that YKL-40 shRNA

Fig. 1 Transfection of
adenovirus vector-mediated
YKL-40 shRNA down-
regulates the expression of
YKL-40 in asthmatic mice.
The expression of YKL-40
proteins were detected by
western blot analysis (a, c).
RT-PCR analysis of mRNA
expression of YKL-40 in lung
tissues of mice (b). mRNA
expression normalized to
GAPDH expression in the saline
group. β-actin expression was
used as control. Data are
expressed as means ± SD, n= 8;
*P < 0.05; **P < 0.01; ***P <
0.001, One-way ANOVA with
Bonferroni’s post-hoc test.

Fig. 2 Transfection of adenovirus vector-mediated YKL-40 shRNA
reduced total cell and eosinophil count in BALF. YKL-40 shRNA
decreased the total number of inflammatory cells (a) and eosinophil
percentage (b) in BALF compared with the OVA and OVA+ negative
groups. Data are expressed as means ± SD from three independent
experiments, n= 8; **P < 0.01; ***P < 0.001, One-way ANOVA with
Bonferroni’s post-hoc test.

Fig. 3 Mean percentage increases in lung resistance (RL) with
increasing acetylcholine concentration. Results are expressed for each
acetylcholine concentration and defined as the percentage of RL after PBS
nebulization of three independent experiments. Data are expressed as
means ± SD, n= 8; **P < 0.01; *** P < 0.001(saline group vs OVA group);
#P < 0.05; ###P < 0.001(OVA group vs OVA+YKL-40 shRNA group);
&&P < 0.01; &&&P < 0.001(saline group vs OVA+ negative group), Two-
way ANOVA with Bonferroni’s post-hoc test was used to compare per-
centage (%) change in RL between individual groups.
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down-regulated AHR in the OVA group. No significant
difference was observed in AHR between the OVA and
OVA+ negative groups (Fig. 3).

YKL-40 shRNA alters cytokine levels in BALF
and serum

BALF and serum levels of YKL-40 were significantly
decreased in YKL-40 shRNA-treated mice exposed to OVA
compared to the OVA and OVA+ negative groups that
did not exhibit any changes (Fig. 4a, e). IL-5 is one of
the eosinophil-specific chemoattractants. Eotaxin induces
recruitment of eosinophils, basophils, and Th2 lymphocytes
in the lungs. Evaluation of the levels of Th2 inflammation
cytokines such as IL-5 and IL-13 revealed that their
levels in BALF were significantly increased in the OVA
group when compared with the saline group (Fig. 4c, g).
However, eotaxin and GM-CSF concentrations in BALF
significantly decreased in the OVA+YKL-40 shRNA
group when compared with the OVA and OVA+ negative
groups (Fig. 4b, d). Similarly, serum eotaxin levels also
decreased in the OVA+YKL-40 shRNA group when
compared with the OVA group (Fig. 4f). Therefore, YKL-
40 was associated with IL-5, eotaxin, and GM-CSF.

YKL-40 shRNA decreased the mRNA expression
of gene

The IL-5, eotaxin, and GM-CSF gene expressions in lung
tissues were evaluated to investigate the mechanism of
YKL-40 shRNA in inhibiting airway inflammation and
AHR in asthmatic mice (Fig. 5a, b, c). The findings revealed

that mRNA expression of IL-5, eotaxin, and GM-CSF
increased in the OVA group. In addition, treatment with
YKL-40 shRNA adenovirus significantly decreased the
average levels of IL-5, eotaxin and GM-CSF in OVA+
YKL-40 shRNA group when compared with the OVA and
OVA+ negative groups.

YKL-40 shRNA protein expression decreases airway
inflammation and airway mucus secretion

Pathological changes of lung sections in the asthma mouse
model revealed a higher degree of inflammatory cell infil-
tration around airways than those in saline controls. YKL-
40 shRNA-treated mice exposed to OVA exhibited
decreased eosinophilic infiltration when compared with the
OVA and OVA+ negative groups (Fig. 6a, b). Histological
evaluation of mice lungs exposed to OVA revealed a sig-
nificant bronchial mucus production and goblet cell hyper-
plasia compared with saline controls (Fig. 6a, c). Treatment
with YKL-40 shRNA significantly reduced bronchial
mucus secretion and goblet cell hyperplasia, and similar
results were observed in saline controls (Fig. 6a, c).

Discussion

Numerous studies have revealed that YKL-40 is an
inflammatory glycoprotein associated with several diseases,
such as cardiovascular and autoimmune diseases, tumor and
diabetes [13, 28–34]. A recent study has revealed that
CHI3L1 expression is significantly upregulated in eosino-
philic chronic sinusitis (ECRS) with Clara cell 10-kD

Fig. 4 Concentrations of cytokines in BALF and serum analyses by
ELISA. Levels of YKL-40 in BALF (a) and serum (e), eotaxin in
BALF (b) and serum (f), IL-5 in BALF (c), GM-CSF in BALF (d) and

IL-13 in BALF (g). Data are expressed as means ± SD from three
independent experiments, n= 8; *P < 0.05; **P < 0.01; ***P < 0.001,
One-way ANOVA with Bonferroni’s post-hoc test.
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protein (CC-10) gene knockout in an allergic mouse model.
CC-10 can inhibit eosinophilic airway inflammation in
ECRS by regulating the expression of CHI3L1 (YKL-40)
[35]. Asthma is a chronic allergic airway inflammatory
disease associated with eosinophilic airway inflammation in
Th2 type inflammation. Clinical and experimental studies
have revealed a strong correlation between YKL-40 and
asthma [15, 22, 36–38]. YKL-40 levels are increased in
asthmatic patients, and the levels correlate with disease
severity and degree of airway remodeling, which plays a
vital role in the initiation of effector phase of Th2 inflam-
mation in mice [21, 39, 40]. Moreover, YKL-40 regulates
Th2 cytokine effector functions by stimulating production
and activation of dendritic cells (DCs) [41]. Lai et al.
established that YKL-40 serum levels in asthmatic patients
significantly decreased after appropriate treatment, and the

levels were correlated with forced expiratory volume in one
second as percentage of predicted volume (FEV1%) and
asthma control test (ACT) [17].

In the present study, we used a mouse model of eosi-
nophilic asthma and overexpressed YKL-40 in BALF and
lung tissues as previously described by Lee and Xu et al.
[39, 41]. Th2 cytokine levels including IL-5 and IL-13 were
elevated in BALF of the asthma group. In addition, we
investigated the function of a knockdown-expressing YKL-
40 adenovirus vector administered intratracheally in a
mouse model of asthma. YKL-40 shRNA adenovirus vector
significantly inhibited the expression of YKL-40 in BALF,
serum and lung tissues, and reduced the levels of IL-5,
eotaxin, and GM-CSF in vivo. Furthermore, the down-
regulation of YKL-40 expression attenuates eosinophilic
infiltration, AHR, and airway mucus secretion. However,

Fig. 6 Transfection of
adenovirus vector-mediated
YKL-40 shRNA suppresses
infiltration of inflammatory
cells and airway mucus
secretion. Lungs of different
groups of mice excised after
BALF collection and fixed with
4% Paraformaldehyde. Airway
and lung sections were stained
with H&E (×400) (a) and PAS
(×400) (a) for inflammatory
cells around the airway and
airway mucus secretion. Mean
values of airway inflammatory
cell infiltration score (b) and
airway mucus secretion score (c)
in four independent
experimental groups. Data are
expressed as means ± SD, n= 8;
***P < 0.001, One-way ANOVA
with Bonferroni’s post-hoc test.
Bars correspond to 100 µm.

Fig. 5 Suppression of mRNA expression by YKL-40 shRNA.
Expression of IL-5 (a), eotaxin (b) and GM-CSF mRNA (c) in lung
tissues of mice detected by quantitative real-time PCR. mRNA

expression normalized to GAPDH expression in the saline group. Data
are expressed as means ± SD, n= 8; *P < 0.05; **P < 0.01; ***P <
0.001, One-way ANOVA with Bonferroni’s post-hoc test.
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the negative adenovirus group did not exhibit similar
changes.

IL-5 is an important cytokine that stimulates maturation
and differentiation of bone marrow CD34+ hemopoietic
progenitor cells into eosinophils [42]. Eotaxin (CCL11) is a
member of the CC chemokine subfamily, generated from
eosinophils, lymphocytes, macrophages, smooth muscle
cells, and epithelial cells. Our previous study suggested that
eotaxin induced migration of bone marrow CD34+ pro-
genitor cells to the airways, and differentiation into eosino-
phils [43]. Therefore, eotaxin is an eosinophil-specific
attractant that activates eosinophils through a highly selective
receptor, CCR3 [43, 44]. GM-CSF regulates the growth and
differentiation of hematopoietic progenitor cells, and its
levels have been reported to decrease in BALF [45]. GM-
CSF influences eosinophil maturation, survival, and function.

The mentioned mediators are potent chemotactic factors
contributing to airway inflammation and recruitment of
inflammatory progenitor cells into inflammation sites [46, 47].
Activated antigen-specific Th2 cells are an primary sources of
eotaxin, GM-CSF, and IL-5 [48, 49]. DCs can activate CD4+
naive T cells differentiation into Th2 cells [50]. YKL-40 is a
regulatory cytokine that stimulates DCs to promote Th2 cell
polarization [40]. Recent studies have revealed that YKL-40
is closely associated with IL-18 [51–53]. IL-18 can be
secreted by a variety of cells, including mast cells, basophils,
DCs, and lymphocytes [54]. DCs secrete IL-18 and other
cytokines when allergic asthma occurs. Previous studies have
revealed that IL-18 can stimulate eosinophils and lympho-
cytes to secrete IL-5, GM-CSF, and induce release of IL-13
and eotaxin from lung tissues of transgenic mice that have
been sensitized and stimulated with OVA [54, 55]. IL-18 can
directly initiate polarization of naive CD4+ T cells to Th2
through an NF-κB-dependent pathway, promote development
of Th2 cells, also contribute to the enhancement of GM-CSF
activity [56]. Moreover, YKL-40 can inhibit Fas-mediated
inflammatory cell apoptosis, including T cell, macrophages,
eosinophil apoptosis through PKB/AKT and Faim3 signaling
pathways, and increases Th2 inflammation [40]. Therefore,
YKL-40 can regulate the expression of cytokines by partici-
pating in the above-mentioned multiple signaling pathways,
regulating eosinophil-mediated airway inflammation and
contributing to pathogenesis of asthma. YKL-40 can be a
potential therapeutic target in asthma treatment.

Presently, adenovirus vector is widely used for treating
diseases in gene therapy field. Numerous studies have
revealed that gene transfer using viral vectors is relatively
safe for humans and animals [57]. In relation to the asso-
ciated safety concerns of YKL-40 shRNA intervention,
several studies have revealed that intratracheal administra-
tion of adenovirus vector is a relatively safe method in
asthma models. A recent study has revealed that intranasal

instillation with 100 µl solution containing 4.1 × 109 pfu per
mouse of adenoviral vector does not induce a detrimental
inflammatory response in treated cotton rats [58]. Further-
more, all organs from treated cotton rats except the lungs
tested negative for viral DNA [58]. A study by Zhang et al.
revealed that injection of four groups of BALB/c mice with
recombinant P53 adenovirus, Ad5CMV-P53 at doses ran-
ging from 107 to 1010 pfu per mouse that the viral injections
proved safe [59]. In addition, mild inflammation was
observed when adenoviral vector was injected at doses of
109 and 1010 pfu per mouse, whereas the lung tissues of
treated groups appeared similar to those of control groups at
doses of 107 and 108 pfu per mouse [59]. According to
previous studies, no evident safety issues were observed in
C57BL/6 J mice intratracheally injected with 50 µl solution
containing 1×108 pfu per mouse of adenoviral vector [60].
In relation to the immunogenicity of adenovirus, the present
study has preliminarily explored the safe dose of adenovirus
injection. First, different doses of adenovirus were used to
treat asthmatic mice, and to explore the appropriate dose of
adenovirus vector. The results revealed that intratracheal
administration of a high dose of adenovirus vectors (2 × 109

pfu per mouse) exacerbated lung inflammation in asthmatic
mice. However, injection of asthmatic mice with adenoviral
vector at doses of 1 × 108 pfu per mouse did not exacerbate
inflammation (data not shown in the text). The dosage used
in the present study was less harmful to mice in asthma
models than the dosage used in previous studies [58, 59].
Generally, YKL-40 shRNA intervention could be poten-
tially safe for use in asthma models.

Previous studies have revealed that YKL-40 plays a
crucial role in both antigen sensitization and during the
effector phases of allergic inflammation and remodeling.
The present study has demonstrated that down-regulation of
YKL-40 expression attenuates eosinophilic infiltration,
AHR, and airway mucus secretion. Studies conducted over
the last few years have reported contrasting findings. A
study reported that serum YKL-40 levels in non-
eosinophilic asthma were significantly elevated compared
with eosinophilic asthma, and increased YKL-40 was
associated with IL-6, IL-1β, and IL-8 [61]. High serum
YKL-40 clusters are characterized by airway neutrophils
that are not associated with Th2 inflammation [51]. The
results suggest that YKL-40 could be a non-Th2 asthma
biomarker. Therefore, YKL-40 could be involved in the
pathogenesis of non-Th2 asthma through an unknown sig-
naling pathway. Future studies should be conducted to
explore the mechanisms of YKL-40 in the pathogenesis of
asthma.

In summary, the present study reveals that YKL-40
silencing attenuates eosinophilic infiltration that could be
associated with reduced expressions of IL-5, eotaxin, and
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GM-CSF. Therefore, YKL-40 can be a potential therapeutic
target in asthma treatment.
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