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miR-155-5p: iF [f] 5'-GCGCTTAATGCTAATCGTGAT-
3", LI 5'-CCAGTGCAGGGTCCGAGGTA-3'
1.2.5 Western blot A% IR S IR P sirt]l & & &k
RIPA Z4fif 2 il $e BOEAR B Bk ) 3 S 1, i ik
10% SDS-PAGE HLJK/3 8 50 pg &, I¥ HE
#| PVDF B, FH 5% BERGFW3E = R N E AL 2 h,
SRJG AT R BB —4i (e 4 °C T % i 7 : GAPDH
(1:5000) .sirt] (1 :4000), PS5 :
1 000) 5 1 h, I ECL i #6 1 2 (9 BN , Image
VMR AR B R A T Ak
1.2.6 EKRFHMey HE £ &4m /N EGER 30 bk
FH 4% Z2 5 W [ 7 , SR 5 7K 0 ML 7E A i rpr
FIVEIREE N S wm WA ETY) A, K0 LS HE
gute,, “HIORE, RIS ET A, &E, W
SEEAR Bl s B A 24 A8k
1.2.7 DRMIEIEHE MBI H R SRR E
/0N B B S e AL 2 AR i R
AR E, AR BT i (mg) SR BT HE (g) B LUAE, B R il
PRAEH; ML (mg) SRBT G () B ELAE, BY R 4R
1.2.8 $MA s Th17/Treg 49 # M A1 JE i bk 2
240 6 53 53R 8 FH T 23 g /DN BRUA T I B A 2 L
HU100 pl FRASAZ A LB (107 >/ml) B Tt U4
o, A APC-IL-17 #1 FITC-CD4 JH T#5ic Thl7, %
U100 wl B 1% 40 H 22 A PE-Foxp3 Fil FITC-
CD4 FTFHRC Treg, 9% 30 min 5, AT O &
0 S A3 B S 4 AT A0 R LS A% 4 L Th7 |
Treg, H:-115 Th17/Treg {8,
1.2.9 D FofiF P IL-17 IL-10 K -Feg4am) 207
R SRR A TRAI /N BRUALYE H 1L-17 \1L-10 7K,
1.2.10 sirtl 5 miR-155-5p $e@ % 2 Bie B
AR sirt] (sirt]-WT) 248 Y sirt] (sirtl -MUT) J5 4]
3B A pmirGLO 92 B B R Bk rh O -
L U B 2R AR 43 9 5 mimic NC 58 miR-155-5p
mimic 2L YL T HEK293T 4 ffl, 48 h J5 il & 28



FMEMKFF®  Acta Universitatis Medicinalis Anhui 2025 Feb;60(2) - 309 -

R,

1.3 Sit=ZE4IE KA GraphPad Prism 8.0 {4
PTG 0T B L o« £5 FooR, PRI HLECR
MSEAEA ¢ K55, Z2 20 ) LR B R 3R 07 2270 M,
)5 P HEECR H] SNK-g K3 AT PG LA, P <
0.05 MZESAGIHE L,

2 FR

2.1 )l g% /v BR & 4K 30 Bk BB miR-155-5p Rk,
sirtl EARIE  S5XF R4 Hed, ey 2/ KUk
ik miR-155-5p FiKTF g, sivtl B (235 AR
(P <0.05) ;5 )11 085 21 5 Bt 770 %o BE 2 b 4
miR-155-5p #5405 41/ B AR B Bk o miR-155-5p
FIREAL, sivtl EARBFA® (B P<0.05); 5
miR-155-5p 5 HT 7 41 . miR-155-5p FE P + si-NC
ZH A, miR-155-5p L + si-sirtl 21/ KR 3
Ik miR-155-5p FKiX B ZE R TG FE L (P >
0.05) ,sirtl FEFIFRIAFEIL(P <0.05) . WLEI 1 FIEk 1,

a b c d e f ku
sirtl 110
GAPDH 36

E1 NRERBIBK R sirtl B RIEH Western blot 46
Fig.1 Western blot detection of sirtl protein expression
in mouse coronary arteries
a: Control group; b: Kawasaki disease group; c¢: Antagonist control
group; d: miR-155-5p antagonist group; e: miR-155-5p antagonist + si-

NC group; f: miR-155-5p antagonist + si-sirtl group.
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BORRAE KA (¥ P <0.05) ; 5)1IE 2 35407
Xt RRZH A, miR-155-5p F5HT700 2H /)N KU B 48 250fn
JRFE BT & (¥ P <0.05) ;5 miR-155-5p #5Hi
2 .miR-155-5p FEHTH] + si-NC 41 FL %, miR-155-5p
FEHUR + si-sirt] ZH /)N B B8 H50FN 8L 48 B AIC (1
P<0.05), %2,
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Tab.1 Comparison of miR-155-5p expression and sirtl

protein expression in mouse coronary arteries (n =12 ,x +s)

Group miR-155-5p sirtl /GAPDH
Control 1.00 1.69 £0.14
Kawasaki disease 2.36 £0.17" 0.38£0.03"
Antagonist control 2.33+0.15 0.40 +0.04
miR-155-5p antagonist 1.41 £0.13*4 1.21 £0.13*4
miR-155-5p antagonist +si-NC ~ 1.43 £0. 15 1.23 £0.11
miR-155-5p antagonist + si-sirt] ~ 1.45 +0. 12 0.75 £0.064Y
F value 209.968 358.219

P value <0.001 <0.001

*P <0.05 vs Control group; *P <0. 05 vs Kawasaki disease group;
AP <0.05 vs Antagonist control group; 4 P <0.05 vs miR-155-5p antag-
onist group; * P <0.05 vs miR-155-5p antagonist + si-NC group.

F2 INRHIBRISHARIEHL B (mg/g,n =12 5 %)
Tab.2 Comparison of thymus index and spleen index in mice
(mg/g, n=12,x +s)

Group Thymus index Spleen index
Control 3.72+0.16 5.24+0.19
Kawasaki disease 2.05+0.13" 3.19+0.14"
Antagonist control 2.01 £0.12 3.22+£0.16
miR-155-5p antagonist 3.16 £0. 14*2 4.76 £0.20%"
miR-155-5p antagonist + si-NC 3.19 +0.12 4.75 +0.21
miR-155-5p antagonist +si-sirtl ~ 2.43 +0.114Y  3.88 +0.274Y
F value 341.406 228.196

P value <0.001 <0.001

* P <0.05 vs Control group; *P <0. 05 vs Kawasaki disease group;
AP <0.05 vs Antagonist control group; 4 P <0.05 vs miR-155-5p antag-

onist group; © P <0.05 ps miR-155-5p antagonist + si-NC group.

miR-155-5p
antagonist

miR-155-5p
antagonist+si-NC

miR-155-5p
antagonist+si-sirtl

B2 /NRERSEKE HE £EBRNER %200

Fig.2 HE staining results of mouse coronary arteries x200
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FEPUHI4L Th17 [ Th17/Treg HLAIF#AR , Treg L 61 T
(# P <0.05) ;5 miR-155-5p 15 Hi52H . miR-155-
5p FEPLH + si-NC 4 b3, miR-155-5p $EHTH] + si-
sirt] 2 Th17  Th17/Treg H. {5 T &5, Treg EL 1] F 1K
(¥ P<0.05), W43 FE 3,
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A=

21 AEPURIXT Fb4, miR-155-5p #5 U7 4H 10-17
IKFREAR, IL-10 ZKF T (33 P <0.05) ;55 miR-
155-5p FEPiF4H . miR-155-5p FEHLH] + si-NC 41 kb
# , miR-155-5p FEHLH] + si-sirt] 40 1L-17 K FTHiE,
IL-10 KFFEK (38 P <0.05) , LK 4,

2.6 miR-155-5p $ME PR sirtl  sirt] 5 miR-155-
5p Al 454, WK 4, miR-155-5p mimic F&AK T sirtl -

WT A5 FEH A9 E BTG PE (P <0.05) 15 sirtl-

2.5 #0#H miR-155-5p )1 g% /N BRI & A IL-17 MUT 5 8 R 09 9 0 2R B PR JL-F R 32 35 (P
IL-10 K FRISME S5 R L e, IR 4 TL-17 >0.05) %5,
£3 /INRSMEIME Thl7  Treg & Thl7/Treg L BILLE (n =12 ,x 5)
Tab.3 Comparison of Thl7, Treg and Th17/Treg ratio in peripheral blood of mice (n=12,x +s)

Group Th17 (%) Treg (% ) Th17/Treg
Control 3.03 +0.12 31.88 £1.43 0.10 +0.01
Kawasaki disease 22.78 £1.96 " 12.33 £0.58 " 1.85+0.12"
Antagonist control 23.09 +1.88 11.95 +0.46 1.93 +0.16
miR-155-5p antagonist 6.89 0. 544 27.83 +1.40%2 0.25 £0.02%4
miR-155-5p antagonist + si-NC 6.93 £0.58 26.95 +1.38 0.26 £0.01
miR-155-5p antagonist + si-sirt] 15.57 £0.614Y 16.16 £0.784Y 0.96 +0.084Y
F value 648.091 775.915 1053. 554

P value <0.001 <0.001 <0.001

*P <0.05 vs Control group; *P <0.05 vs Kawasaki disease group;
group; P <0.05 vs miR-155-5p antagonist + si-NC group.

AP <0.05 vs Antagonist control group; 4 P <0.05 vs miR-155-5p antagonist

Kawasaki Antagonist miR-155-5p miR-155-5p miR-155-5p
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Fig.3 Flow cytometry of Th17
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and Treg in peripheral blood of mice
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sirtl 5§ miR-155-5p &AL S E

Fig.4 Binding sites of sirtl and miR-155-5p
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F4 NRMFEH IL-17 .IL-10 K FEEB (pg/ml,n=12,x +5)
Tab.4 Comparison of serum levels of IL-17 and IL-10 in mice

(pg/ml, n=12,x +5)

Group IL-17 IL-10
Control 18.81 +1.03 36.68 +1.75
Kawasaki disease 45.56 £2.04 " 15.94 £0.68 "
Antagonist control 43.92 +1.97 16.28 £0.71
miR-155-5p antagonist 25.53 +1.15%2  30.15 +1.43%~
miR-155-5p antagonist + si-NC 26.11 +1.09 29.98 +1.39
miR-155-5p antagonist + si-sirtl 37.76 +1.624Y  22.36 +1.054Y
F value 611.129 557.305

P value <0.001 <0.001

* P <0.05 vs Control group; *P <0. 05 vs Kawasaki disease group;
4P <0. 05 vs Antagonist control group; 4 P <0. 05 vs miR-155-5p antag-
onist group; * P <0.05 vs miR-155-5p antagonist + si-NC group.

RS WHREREEE(n=6,x15)

Tab.5 Luciferase activity (n=6,x +s)

Group sirt] -WT sirt] -MUT
mimic NC 1.01 £0.11 1.03 £0.10
miR-155-5p mimic 0.29 £0.02 1.05+£0.12
t value 16.033 0.314

P value <0.001 0.760
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Effect of miR-155-5p/sirtl signaling pathway on immune function

of Candida albicans induced Kawasaki disease model mice
Wei Gang'?”, Tian Jing*, Liang Dongxue’” | Zhang Fengxiang'>”, Chen Yue’”
(' Dept of Critical Care Medicine, *Dept of Respiratory Medicine, The First Affiliated Hospital of
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To investigate the effect of the miR-155-5p/silent information regulator 1 (sirtl ) signaling

C56BL/6

mice were separated into control group, Kawasaki disease group, antagonist control group, miR-155-5p antagonist

group, miR-155-5p antagonist + si-NC group, and miR-155-5p antagonist + si-sirtl group, with 12 mice in each

group. Except for the control group, mice in all other groups were used to construct a Kawasaki disease model by

intraperitoneal injection of water-soluble Candida albicans. After successful modeling, administration was performed

once a day for 7 days. QRT-PCR was applied to detect the expression of miR-155-5p in coronary arteries. Western

(T#% 320 M)
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liferating Cell Nuclear Antigen (Ki67) , and Notch-1. Polymerase chain reaction (PCR) was used to determine the
mRNA levels of the aforementioned mucins. Human gastric epithelial cells ( GES-1) were induced with N-Methyl-
N’-nitro-N-nitrosoguanidine (MNNG) to establish a GPL cell model. The cells were randomly divided into control,
model, and COE low, medium, and high concentration groups (COE at 5, 10, and 20 pwg/ml). After 24 hours of
corresponding interventions, changes in cell morphology were observed under an inverted microscope. Western blot
was used to measure the expression of Notch-1 and Lgr5, and immunofluorescence (IF) was employed to detect
Notch-1 expression. Results Compared to the control group, the expression of MUC2, Lgr5, Notch-1, and Ki67
in the gastric tissue of the model group rats significantly increased (P < 0.000 1), while the expression of
MUCS5AC and MUC6 decreased (P <0.000 1). In comparison to the model group, the expressions of MUC2,
Legr5, Notch-1, and Ki67 were significantly reduced in the COE groups (P <0.01), while the expression of
MUCS5AC and MUCS6 significantly increased (P <0.01). In the GES-1 model group, the cells exhibited irregular
morphology, loose intercellular connections, and disorganized arrangement compared to the control group. In con-
trast, the cells in the COE groups displayed a more regular morphology and a more organized arrangement than
those in the model group. Additionally, compared to the control group, the expression of LgrS and Notch-1 in the
model group were significantly elevated (P <0.000 1), whereas after COE treatment, their expressions were
markedly reduced (P <0.001). Conclusion COE can alleviate GPL, and its mechanism may be associated with
the downregulation of the Notch-1 signaling pathway, which improves gastric mucosal mucin barrier function and in-
hibits the abnormal proliferation of gastric mucosal stem cells.

Key words  Celastrus orbiculatus extract; gastric precancerous lesions; Notch-1 signaling pathway; leucine-rich
repeat-containing G-protein coupled receptor 5; mucin
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blot was applied to detect sirtl protein in coronary arteries. HE staining was applied to detect pathological changes
in coronary arteries. Mouse thymus index and spleen index were detected. Flow cytometry was applied to detect
helper T cells 17 (Th17)/regulatory T cells ( Treg) in peripheral blood. ELISA was applied to detect the levels of
interleukin (IL)-17 and IL-10 in mouse serum. The targeting relationship between sirtl and miR-155-5p was vali-
dated. Results Compared with the control group, there was a large amount of inflammatory cell infiltration in the
coronary arteries of mice in the Kawasaki disease group. The miR-155-5p expression, Th17 ratio, Th17/Treg ratio,
and IL-17 level increased. The sirtl protein expression, thymus index, spleen index, Treg ratio, and IL-10 level
decreased (P <0.05). Compared with the Kawasaki disease group, the inflammatory cell infiltration in the coro-
nary arteries of mice in the miR-155-5p antagonist group was alleviated. The miR-155-5p expression, Th17 ratio,
Th17/Treg ratio, and 1L-17 level decreased. The sirtl protein expression, thymus index, spleen index, Treg ratio,
and TL-10 level increased (P <0.05). Si-sirtl weakened the promoting effect of miR-155-5p inhibition on Th17/
Treg balance and the inhibitory effect on vascular inflammation in Kawasaki disease mice, miR-155-5p targeted and
regulated sirtl. Conclusion The mechanism by which inhibiting miR-155-5p promotes Th17/Treg balance and in-
hibits vascular inflammation in Kawasaki disease mice may be related to the upregulation of sirtl expression.

Key words miR-155-5p; silent information regulator 1; Kawasaki disease; helper T cells 17 ; regulatory T cells;
inflammation ; immunity
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