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Serum vitamin D level in mice with allergic rhinitis is 
correlated with inflammatory factors
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Abstract: Objective: This study aimed to explore the correlation between serum vitamin D and inflammatory fac-
tors in mice with allergic rhinitis. Methods: Female BALB/c mice in SPF grade were used to construct allergic rhi-
nitis model by systemic injection and repeated nasal antigens. 12 allergic rhinitis mice without other treatment 
were treated as group A, another 12 allergic rhinitis mice treated with vitamin D3 were selected as group B, and 
group C included 12 mice that received PBS injection. Nasal symptoms, behavioral scores, serum vitamin D levels, 
nasal mucosal pathology HE staining, serum inflammatory factors IL-4 and IFN-γ levels were compared between 
the groups. The relationship between serum vitamin D level and serum inflammatory factor levels were analyzed. 
Results: The nasal itching, sneezing, nasal secretions, behavioral scores, and total scores of group A and group B 
were significantly different from those of group C (P < 0.05). It showed obvious nasal mucosal edema, interrupted 
and lodging cilia, increased goblet cells carrying secretory bodies, and the inflammatory cells infiltrated under the 
mucosa in group A. They were significantly reduced in group B compared with group A. Total vitamin D levels and vi-
tamin D3 levels exhibited obviously difference among the groups (F = 53.19, P < 0.05). IL-4 and INF-γ levels in group 
A and group B were markedly higher than those in group C (P < 0.05). IL-4 decreased following serum vitamin D level 
elevation (Y = -3.3515X+122.04, R2 = 0.9984). Conclusion: Vitamin D in young mouse is implicated with allergic 
rhinitis and attenuated inflammation. Vitamin D level was significantly negatively correlated with IL-4, suggesting 
that vitamin D was closely related to inflammation.
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Introduction

Allergic rhinitis currently shows the highest inci-
dence and accounts for about 50% of the aller-
gic diseases [1]. Nasal itching, repeated sneez-
ing, and nasal congestion are typical clinical 
symptoms of type I allergic rhinitis [2]. It is 
mainly caused by the immunological reaction 
through the antigen binding with the IgE anti-
body from mast cells in the surface of the nasal 
mucosa under the sensitized state [3]. The 
release of various chemical mediators, includ-
ing histamine, leukotrienes, and platelet-acti-
vating factors, induce nasal glandular secretion 
and nasal vascular response, which in turn 
cause itch, sneezing, salivation, and nasal con-
gestion [2]. It was shown that IL-4 level was sig-
nificantly elevated in nasal biopsies and IL-4 
protein expression was upregulated in nasal 
secretions in the early stage of allergic rhinitis 
[4]. IFN-γ is also one of the important inflamma-
tory mediators, which is mainly secreted by 

Th-1 cells. It was found that IFN-γ content was 
high in non-allergic diseases, but was not 
observed in allergic T cell [5]. Numerous stud-
ies demonstrated that vitamin D can regulate 
the immune system through binding with vita-
min D receptor (VDR) on the surface of various 
immune cells, especially T lymphocytes, which 
can be induced by vitamin D for proliferation 
and differentiation [6, 7]. Allergic rhinitis repre-
sents an immune imbalance disease. This 
study aimed to explore the correlation between 
serum vitamin D and inflammatory factors in 
mice with allergic rhinitis.

Materials and methods

Experimental animals

Thirty-six female BALB/c mice aged 4-6 weeks 
and weighted 20 ± 2 g in SPF grade were pur-
chased from Experimental Animal Center of 
Huazhong University of Science and Technology. 
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They were randomly divided into 3 groups 
according to different treatment methods. All 
operations and protocols on animals were 
approved by the Laboratory Animal Ethics 
Committee of Ningbo Yinzhou Second Hospital.

Reagents and instruments

Ovalbumin was purchased from Sigma. B. per-
tussis was purchased from Japan Beili Institute. 
1,25-dihydroxyvitamin D3 was purchased from 
Sigma. Aluminum hydroxide adjuvant was pur-
chased from Thermo. IL-4 and IFN-γ ELISA kits 
were purchased from Boster. High Perfor- 
mance Liquid Chromatography Tandem Mass 
Spectrometry was purchased from Applied 
Biosystems.

Treatment methods

The mouse allergic rhinitis model was estab-
lished according to the reports [7, 8]. 0.2 ml 
antigen adjuvant containing 1 mg/ml ovalbu-
min, 1010/ml pertussis, and 2 mg aluminum 
hydroxide was injected to the forelimb and hind 
limb paralysis for sensitization. Sensitization 
was enhanced on the 5th day after initial injec-
tion. 0.5 mg of ovalbumin was dissolved in 1 ml 
normal saline and injected into the back of 
young mice. After initial sensitization for 7 days, 
1 g/L ovalbumin was dropped to the nose for 7 
days to establish allergic rhinitis model.

12 allergic rhinitis mice without other treat-
ment were treated as group A, another 12 aller-
gic rhinitis mice treated with vitamin D3 were 
selected as group B, and 12 mice received PBS 
injection were considered as group C.

Nasal symptom and behavioral evaluation 
criteria

From the first stimulation, the mice were 
observed for nasal itching, sneezing, salivation 
symptoms, and behavior changes within 30 
minutes after each challenge. (1) Nasal itching: 
score 1 for intermittently rubbing the nose sev-
eral times; score 2 for constantly scratching the 
nose and face; score 3 for continuous scratch-
ing and rubbing the nose and face. (2) Sneezing: 
score 1 for 1-3 sneezes, score 2 for 4-10 sneez-
es, and score 3 for 10 or more sneezes. (3) 
Nasal secretions: The anterior nostril was con-
sidered as limit. The flow to the upper was treat-
ed as 1 point, to the bottom was treated as 2 
points, and to the full-face was treated as 3 

points. (4) Behavioral evaluation: 1 point for 
mild wheezing, 2 points for obvious wheezing, 
and 3 points for sputum-like wheezing.

HE staining 

The fresh nasal mucosa of the mice was fixed 
with 4% paraformaldehyde, stained by HE, and 
observed by optical microscopy.

Vitamin D level detection

5 ml venous blood was collected to extract 
serum. The 25OHD2 and 25OHD3 levels in the 
serum were determined by high perfor 
mance liquid chromatography-tandem mass 
spectrometry.

Inflammatory factors detection

The spleen of the mouse was taken out under 
aseptic conditions. The tissue was grinded with 
lymphocyte separation solution and filtered 
through a sterile 200 mesh. The spleen cells 
were resuspended in RPMI1640 incomplete 
medium, together with ethylenediaminetet-
raacetic acid (EDTA)-ammonium chloride 
(NH4Cl). The spleen cells were collected by cen-
trifugation at 2184 r/min for 15 min and seed-
ed in 48-well plate at 5×106/well. After cultured 
in a 37°C incubator for 72 hours and centri-
fuged at 4°C and 3500 r/min for 10 min, and 
the supernatant of the cells was collected. The 
levels of IL-4 and INF-γ in the supernatant were 
detected by ELISA kit according to the 
instructions.

Statistical analysis

All data analyses were performed on SPSS 
19.0 statistical software. The measurement 
data were compared by One-way analysis of 
variance and SNK-q test. The correlation 
between vitamin D and inflammatory factors 
were analyzed by simple linear analysis. P < 
0.05 was considered as statistical sig- 
nificance.

Methods

Nasal symptoms and behavioral scores com-
parison: The nasal itching, sneezing, nasal 
secretions, behavioral scores, and total scores 
of group A and group B were significantly differ-
ent from those of group C (P < 0.05). Group B 
mice exhibited statistically different symptoms 
compared with group A, including nasal itching, 
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Vitamin D level: The total vita-
min D level in group C was 
31.93 ± 4.28 ng/ml, of which 
vitamin D2 level was 3.83 ± 
2.17 ng/ml and vitamin D3 
level was 30.48 ± 4.96 ng/ml. 
Group A exhibited total vita-
min D level at 23.79 ± 2.16 
ng/ml, including vitamin D2 
level at 3.62 ± 1.13 ng/ml 
and vitamin D3 level at 20.38 
± 3.04 ng/ml. Group B dem-
onstrated total vitamin D level 
at 29.16 ± 4.37 ng/ml, con-
taining vitamin D2 level at 
3.69 ± 1.73 ng/ml and vita-
min D3 level at 26.75 ± 5.13 
ng/ml. Total vitamin D levels 
and vitamin D3 levels exhibit-
ed significant difference a- 
mong the groups (F = 53.19, P 
< 0.05) (Figure 2).

Table 1. Nasal symptoms and behavioral scores comparison (
_
x  ± s)

Group Cases Nasal itching Sneeze Nasal secretion Behavior Total score
C 12 0.7 ± 0.2 0.5 ± 0.2 0.8 ± 0.3 0.6 ± 0.2 2.4 ± 0.2
A 12 2.9 ± 0.2 1.3 ± 0.3 2.9 ± 0.3 2.0 ± 0.3 6.9 ± 0.3
B 12 1.3 ± 0.1 1.4 ± 0.2 1.3 ± 0.2 1.4 ± 0.2 4.8 ± 0.3
F / 124.78 15.79 98.13 52.01 401.56
P / 0.000 0.000 0.000 0.000 0.000

nasal secretions, behavioral scores, and total 
scores (P < 0.05) (Table 1).

HE staining: Our result indicated obvious nasal 
mucosal edema, interrupted and lodging cilia, 
increased goblet cells carrying secretory bod-
ies, and the inflammatory cells infiltrated under 
the mucosa in group A. They were significantly 
alleviated in group B compared with group A (P 
< 0.05). The integrity of nasal mucosa was 
found in group C (Figure 1).

Inflammatory factor levels: IL-4 and INF-γ levels 
in group A and group B were markedly higher 
than those in group C (P < 0.05). IL-4 level in 
group A was significantly higher than group B (P 
< 0.05). IFN-γ level in group A was statistically 
lower than that of group B (P < 0.05) (Table 2).

Correlation analysis between vitamin D level 
and inflammatory factor levels: It was revealed 
that IL-4 was decreased following serum vita-
min D level elevation (Y = -3.3515X+122.04, R2 

Figure 1. Nasal mucosal HE staining. A. Group A. B. Group B. C. Group C. Magnification, 200×. 

Figure 2. Vitamin D level comparison. 
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16]. Previous studies have 
demonstrated that among 
allergic diseases, the ones 
caused by pollen accounts for 
more than half of the patients. 
The reason is that pollen con-
tains a variety of highly sensi-
tizing proteins [17, 18]. In this 
study, a mouse model of aller-
gic rhinitis was successfully 
established using one of the 
highly sensitizing proteins, 
ovalbumin, to test relevant 
serological biomarkers.

Vitamin D can be used in a 
variety of autoimmune dis-
eases through regulating the 
immune system [19-21], such 
as asthma, chronic lympho-
cytic thyroiditis, and type I dia-
betes. In addition, allergic rhi-
nitis has similar pathogenesis 
with asthma. Previous studies 
revealed that serum vitamin D 
(mainly on vitamin D3) level in 
children with allergic rhinitis 
were generally low. In this 
study, we have found that the 

Figure 3. Correlation analysis between vitamin D level and IL-4 level.

Table 2. Inflammatory factor levels comparison (
_
x  ± s, ng/ml)

Group Cases IL-4 INF-γ
C 12 12.3 ± 0.8 78.4 ± 8.5
A 12 42.7 ± 2.9 119.8 ± 11.2
B 12 23.6 ± 1.4 132.7 ± 12.4
F / 89.78 95.41
P / 0.000 0.000

= 0.9984) (Figure 3). IFN-γ exhibited no signifi-
cant correlation with vitamin D. 

Discussion

Allergic rhinitis is one of the common pediatric 
diseases with high incidence worldwide [9-11]. 
In recent years, with intensified air pollution 
and environmental deterioration, the incidence 
of allergic rhinitis and some respiratory diseas-
es have increased significantly, especially in 
developed cities with higher industrialization 
and living standards. In China, the poor quality 
of the atmosphere due to urban construction 
and resource exploitation may worse the situa-
tion. Moreover, the underbalanced and irregu-
lar diet is also an important cause of allergic 
rhinitis. Allergic rhinitis belongs to the type I 
allergic reaction that occurs in the nasal muco-
sa. The most important pathological features 
are telangiectasia and increased glandular 
secretion [12-14]. Clinically, the main manifes-
tations include sneezing, nasal discharge, 
nasal congestion, nasal itching, etc., which 
affects the normal life and even induces com-
plications, such as asthma and sinusitis [15, 

serum total vitamin D level and vitamin D3 lev-
els were significantly different among the three 
groups. It was observed that the inflammatory 
response plays an important role in the occur-
rence and development of allergic rhinitis. 
Various pro-inflammatory factors increased in 
allergic rhinitis patients, which promotes dis-
ease progression [22, 23]. IL-4 is a specific 
inducer of IgE synthesis that can promote lym-
phocyte proliferation, induce adhesion mole-
cules, and facilitate IgE-mediated immune 
response [24]. Abnormal IFN-γ expression may 
represent an abnormality of inflammatory fac-
tors secretion of Th2, which can promote B 
cells proliferation and differentiation, induce 
IgE synthesis, and accelerate respiratory tract 
remodeling [25]. HE staining revealed that the 
degree of inflammation was most serious in 
group A, followed by group B, and no inflamma-
tory reaction was observed in group C, further 
confirming the role of vitamin D in promoting 
inflammation. Meanwhile, our results indicated 
that Vitamin D3 supplementation is of great sig-
nificance for relieving the clinical symptoms 
and inflammatory state of allergic rhinitis. 
Correlation analysis demonstrated that vitamin 
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D level was significantly negatively correlated 
with IL-4, which may be caused by the vitamin D 
deficiency leads to immunity decrease, and 
inflammatory state aggravation, thereby stimu-
lating the synthesis and expression of IL-4. 

Conclusion

Vitamin D in young mouse is implicated to aller-
gic rhinitis and it alleviates the inflammatory 
response. Vitamin D level was significantly neg-
atively correlated with IL-4, suggesting that 
vitamin D was closely related to inflammation.

Disclosure of conflict of interest

None.

Address correspondence to: Dr. Xiaote Zhang, 
Department of Otorhinolaryngology, Ningbo Yinzhou 
Second Hospital, No. 998 Qianhebei Road, Yinzhou 
District, Ningbo 315100, China. Tel: +86-0574-
83039999; Fax: +86-0574-83039999; E-mail: 
xiaotezhang106@163.com

References

[1]	 Meng Y, Wang C and Zhang L. Advances and 
novel developments in allergic rhinitis. Allergy 
2020; [Epub ahead of print].

[2]	 Christensen SH, Timm S, Janson C, Benedikts-
dottir B, Forsberg B, Holm M, Jogi R, Johannes-
sen A, Omenaas E, Sigsgaard T, Svanes C and 
Schlunssen V. A clear urban-rural gradient of 
allergic rhinitis in a population-based study in 
Northern Europe. Eur Clin Respir J 2016; 3: 
33463.

[3]	 Duric-Filipovic I, Caminati M, Kostic G, Filipovic 
D and Zivkovic Z. Allergen specific sublingual 
immunotherapy in children with asthma and 
allergic rhinitis. World J Pediatr 2016; 12: 283-
290.

[4]	 Zivkovic Z, Djuric-Filipovic I and Zivanovic S. 
Current issues on sublingual allergen-specific 
immunotherapy in children with asthma and 
allergic rhinitis. Srp Arh Celok Lek 2016; 144: 
345-350. 

[5]	 Hamon Y, Legowska M, Herve V, Dallet-Choisy 
S, Marchand-Adam S, Vanderlynden L, Demon-
te M, Williams R, Scott CJ, Si-Tahar M, Heuze-
Vourc’h N, Lalmanach G, Jenne DE, Lesner A, 
Gauthier F and Korkmaz B. Neutrophilic ca-
thepsin c is maturated by a multistep proteo-
lytic process and secreted by activated cells 
during inflammatory lung diseases. J Biol 
Chem 2016; 291: 8486-8499. 

[6]	 Lu M, Taylor BV and Korner H. Genomic effects 
of the vitamin D receptor: potentially the link 

between vitamin D, immune cells, and multiple 
sclerosis. Front Immunol 2018; 9: 477.

[7]	 Kempinska-Podhorodecka A, Milkiewicz M, 
Wasik U, Ligocka J, Zawadzki M, Krawczyk M 
and Milkiewicz P. Decreased expression of vi-
tamin D receptor affects an immune response 
in primary biliary cholangitis via the VDR-miR-
NA155-SOCS1 pathway. Int J Mol Sci 2017; 18: 
289.

[8]	 Ko MT, Huang SC and Kang HY. Establishment 
and characterization of an experimental 
mouse model of allergic rhinitis. Eur Arch Oto-
rhinolaryngol 2015; 272: 1149-1155.

[9]	 Kim EH, Kim JH, Samivel R, Bae JS, Chung YJ, 
Chung PS, Lee SE and Mo JH. Intralymphatic 
treatment of flagellin-ovalbumin mixture re-
duced allergic inflammation in murine model 
of allergic rhinitis. Allergy 2016; 71: 629-639.

[10]	 Testa D, Bari MD, Nunziata M, Cristofaro G, 
Massaro G, Marcuccio G and Motta G. Allergic 
rhinitis and asthma assessment of risk factors 
in pediatric patients: a systematic review. Int J 
Pediatr Otorhinolaryngol 2020; 129: 109759.

[11]	 de Oliveira TB, Moscon JG, Ferreira ENDN, and 
da Veiga ABG. Prevalence of symptoms of 
asthma and allergic rhinitis in children in 
Southern Brazil: a ten-year monitoring study. J 
Asthma 2020; 57: 373-380.

[12]	 Kim D and Baraniuk JN. Neural aspects of al-
lergic rhinitis. Curr Opin Otolaryngol Head Neck 
Surg 2007; 15: 268-273.

[13]	 Tao B, Ruan G, Wang D, Li Y, Wang Z and Yin G. 
Imbalance of peripheral Th17 and regulatory T 
cells in children with allergic rhinitis and bron-
chial asthma. Iran J Allergy Asthma Immunol 
2015; 14: 273-279.

[14]	 Berger G, Moroz A, Marom Z and Ophir D. Infe-
rior turbinate goblet cell secretion in patients 
with perennial allergic and nonallergic rhinitis. 
Am J Rhinol 1999; 13: 473-477. 

[15]	 Podwysocka M, Dabrowska K, Fendler W, 
Pagacz K and Pietruszewska W. Analysis of the 
impact of bronchial asthma and hypersensitiv-
ity to aspirin on the clinical course of chronic 
sinusitis with nasal polyps. Otolaryngol Pol 
2019; 73: 37-43.

[16]	 Bousquet J, Schunemann HJ, Hellings PW, Ar-
navielhe S, Bachert C, Bedbrook A, Bergmann 
KC, Bosnic-Anticevich S, Brozek J, Calderon M, 
Canonica GW, Casale TB, Chavannes NH, Cox 
L, Chrystyn H, Cruz AA, Dahl R, De Carlo G, De-
moly P, Devillier P, Dray G, Fletcher M, Fokkens 
WJ, Fonseca J, Gonzalez-Diaz SN, Grouse L, 
Keil T, Kuna P, Larenas-Linnemann D, Lodrup 
Carlsen KC, Meltzer EO, Mullol J, Muraro A, 
Naclerio RN, Palkonen S, Papadopoulos NG, 
Passalacqua G, Price D, Ryan D, Samolinski B, 
Scadding GK, Sheikh A, Spertini F, Valiulis A, 
Valovirta E, Walker S, Wickman M, Yorganciog-

mailto:xiaotezhang106@163.com



Vitamin D and inflammation of allergic rhinitis

3356	 Am J Transl Res 2021;13(4):3351-3356

lu A, Haahtela T and Zuberbier T; MASK Study 
Group*. MACVIA clinical decision algorithm in 
adolescents and adults with allergic rhinitis. J 
Allergy Clin Immunol 2016; 138: 367-374, e2. 

[17]	 Kolodziejczyk K and Bozek A. Clinical distinct-
ness of allergic rhinitis in patients with allergy 
to molds. Biomed Res Int 2016; 2016: 
3171594.

[18]	 Xiong L, Lin J, Luo Y, Chen W and Dai J. The ef-
ficacy and safety of epicutaneous immunother-
apy for allergic diseases: a systematic review 
and meta-analysis. Int Arch Allergy Immunol 
2020; 181: 170-182.

[19]	 Willame C, Rosillon D, Zima J, Angelo MG, Stu-
urman AL, Vroling H, Boggon R, Bunge EM, 
Pladevall-Vila M and Baril L. Risk of new onset 
autoimmune disease in 9- to 25-year-old wom-
en exposed to human papillomavirus-16/18 
AS04-adjuvanted vaccine in the United King-
dom. Hum Vaccin Immunother 2016; 12: 
2862-2871.

[20]	 Broyde A, Arad U, Madar-Balakirski N, Paran D, 
Kaufman I, Levartovsky D, Wigler I, Caspi D 
and Elkayam O. Longterm efficacy of an anti-
pneumococcal polysaccharide vaccine among 
patients with autoimmune inflammatory rheu-
matic diseases. J Rheumatol 2016; 43: 267-
272.

[21]	 Tao S, Zhang H, Zhao Q, Bu H, Wang H and Guo 
H. Correlation of vitamin D with inflammatory 
factors, oxidative stress and T cell subsets in 
patients with autoimmune hepatitis. Exp Ther 
Med 2020; 19: 3419-3424.

[22]	 Shimada K, Gotoh M, Okubo K, Hiroi T, Ka-
minuma O and Nakaya A. Serum cytokine in-
teractions are implicated in the mechanism of 
action of sublingual immunotherapy for Japa-
nese cedar pollinosis. J Nippon Med Sch 2018; 
85: 250-258. 

[23]	 Liu CM, Ren XM, Yin X, Xu O, Dong JH, Wang JX 
and Zhang M. Effects of specific immunothera-
py on the expression levels of serum IL-17,IL-35 
and Treg/Th17 regulatory T cellsin patients 
with allergic rhinitis caused by dermatophagoi-
des. Lin Chung Er Bi Yan Hou Tou Jing Wai Ke 
Za Zhi 2016; 30: 1372-1375; 1380. 

[24]	 Galeotti C, Stephen-Victor E, Karnam A, Das M, 
Gilardin L, Maddur MS, Wymann S, Vonarburg 
C, Chevailler A, Dimitrov JD, Benveniste O, 
Bruhns P, Kaveri SV and Bayry J. Intravenous 
immunoglobulin induces IL-4 in human baso-
phils by signaling through surface-bound IgE. J 
Allergy Clin Immunol 2019; 144: 524-535, 
e528.

[25]	 Smolkova B, Tulinska J, Palkovicova Murinova 
L, Buocikova V, Liskova A, Rausova K, Kuricova 
M, Patayova H, Sustrova M, Neubauerova 
Svorcova E, Ilavska S, Szabova M, Nemessanyi 
T, Jahnova E, Dusinska M, Ciznar P and Fu-
ortes L. Impact of interleukin 13 (IL13) genetic 
polymorphism Arg130Gln on total serum im-
munoglobulin (IgE) levels and interferon (IFN)-
gamma gene expression. Clin Exp Immunol 
2017; 188: 45-52.


