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Fig.1 Histological staining results of the pulmonary symptoms caused by different treatments on mice x100

A: HE staining and pathological analysis of lung symptoms in the four groups; B: PAS staining was used to analyze the lung symptoms of the four

groups of mice mentioned above.
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Fig.2 Typical results of the number of Th2 cells and ILC2 cells infiltrated in the lungs of mice after different treatments determined by FCM
A: Typical diagrams of FCM results determined the number of infiltrated Th2 cells in mice lung tissues; B: Typical diagrams of FCM results deter—
mined the number of infiltrated Th2 cells in mice lung tissues of the four groups; C: Typical diagrams of FCM results determined the number of infiltrated

ILC2 cells in mice lung tissues; D: Typical diagrams of FCM results determined the number of infiltrated ILC2 cells in mice lung tissues of the four groups.
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Tab.1 Results of measuring the levels of type 2 cytokines in BALF of mice after different treatments ( x+s n=10 pg/ml)

IL-25 shRNA IL-25 shRNA
Groups WT+shRNA NT WT+HDM F value P value
+IL-25 +IL25+HDM
1L-25 286.61+29.30 295.43+18.03 548.26+23.72" 598.64+45.09" 286.00 <0.000 1
L4 23.17+2.83 27.12+1.74 24.52+2.12 56.96+2.62" 462.70 <0.000 1
IL-5 8.32+£0.46 11.64+1.30 9.08+0.68 34.22+3.92" 344.20 <0.000 1
1L-13 13.94+1.44 13.72+1.10 14.88+1.20 61.44+3.96" 1 095.00 <0.000 1
1L33 5914.32+287.24 6 896.66+393.78 6 320.08+322.72 12 803.36+939.50" 342.60 <0.000 1
IFN—-y 136.66+7.64 145.62+4.52 139.34+9.28 185.68+11.02" 73.13 <0.000 1
* P<0.05 vs WT+shRNA NT group.
2 FCM BALF Th2 ® 2
ILC2 (x+s n=10) . @ 2
Tab.2 The percentage of Th2 cells and ILC2 cells in BALF of ' 0
mice after different treatments determined by FCM ( x+s n=10) °
Groups Th2 ( %) 1LC2 ( %) Th2
WT+shRNA NT 1.58+0.16 0.72+0.04 2 .
WT+HDM 1.94+0.08 0.62+0.04
: . () HDM. . .
IL-25 shRNA+IL-25 3.20£0.22 1.34+0.08
IL25 shRNA+IL25+HDM 9.86+0.36" 4.06+0.16" °
F value 2 857.0 2 964.0 Th2 2
P value <0.000 1 <0.000 1
* P<0.05 vs WT+shRNA NT group.
B IgE.
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Tab. 3 The percentage of eosinophils and their antigen presenting I
ability in BALF of mice after different treatments ( x+s n=10) IL25 shRNA +IL-25+
Eosinophils The fluorescent intensity HDM N
Groups
(%) of FITCHabeled DQ-OVA
WT+shRNA NT 3.56+0.82 1 366.68+205.54
WT+HDM 3.74+0.44 1 486.62+105.96 ° 2
IL-25 shRNA+IL25 9.08+0.68" 3800.02+697.76" IL25.1L4.1L-5.1L-13.1L33  IFN-
IL25 shRNA+IL-25+HDM 13.90x1.66" 7 086.64+360.72" v
F value 238.6 428.4 . .
P value <0.000 1 <0.000 1 (innate lymphoid
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Study on the synergistic effects and mechanisms of 1L-25

and house dust mite in promoting eosinophilic asthma allergy

Xu Lina He Xiaoshuang Liu Dong
( Dept of Respiratory and Critical Care Medicine
The First Affiliated Hospital of Shihezi University Shihezi  832008)

Abstract Objective To explore the central role of interleukin ( IL) 25 in allergy of eosinophil asthma. Methods
Forty 4-5 week-old C57BL/6 mice were used in this study ( n=10) . Mice were randomly divided into 4 groups:
WT+shRNA NT group WT+HDM group IL-25 shRNA+IL-25 group and IL25 shRNA+IL-25+HDM group. Ac—
cording to each group’s treatment requirement mice were treated with house dust mite and/or IL25 by intranasal
infusion. HE staining and PAS staining were used for lung tissue section staining and pathological analysis. The lev—
els of type 2 cytokines in bronchoalveolar lavage fluid ( BALF) were determined by ELISA. Flow cytometry ( FCM)
was used to determine the number of type 2 helper T ( Th2) cells the group 2 innate lymphoid cells ( ILC2) and
eosinophils in lung tissues. Mice were treated with FITCdabeled DQ-ovalbumin ( DQ-OVA) by intranasal infusion
to determine the antigen presentation ability of eosinophils infiltrated in the lungs. Results HE staining and PAS
staining results showed that compared with WT+shRNA NT group a large amount of mucus and a large number of
eosinophil infiltration were found in the lungs and subcutaneous thickening of inflammatory airway were observed
in the pulmonary vessels alveolar ducts and the whole alveoli in IL25 shRNA+IL25+HDM group. In the IL25
shRNA+IL-25 group only a small amount of mucus and a small amount of eosinophil infiltration were found in the
lungs and a small amount of subcutaneous thickening of inflammatory airway were observed in pulmonary vessels
alveolar ducts and the whole alveoli. There was no significant difference in WT+HDM group. Compared with WT+
shRNA NT group the levels of IL-25 IL-4 IL-5 IL-13 IL-33 and interferon—y ( [IFN—y) in BALF significantly in-
creased; the levels of infiltrated Th2 ILC2 and eosinophils in the lung significantly increased; the fluorescence lev—
els of FITCHabeled DQ-OVA in eosinophils infiltrated in lungs significantly increased in IL25 shRNA+IL25+HDM
eroup ( P<0.05) . IL25 shRNA+IL-25 group mice also showed an increase in the above measurements but the
amplitude were limited ( P<0. 05) . WT+HDM group had no significant difference. Conclusion 1125 plays an es—
sential role in the allergy and eosinophil antigen presentation processes in eosinophil asthma mice.
Key words eosinophil asthma; IL-25; Th2; ILC2; allergy; type 2 immune response
Fund program Xinjiang Uyghur Autonomous Region Science and Technology Aid Project ( No. 2021 AB032)
Corresponding author Liu Dong E-mail: 1542603770@ (q.com



